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Copyright, Licensesand Trademarks

©2001-2018 SoftGenetics LLC. All rights reserv ed. No part of this publication may be
reproduced, transmitted, transcribed, or translated into any language in any form by any
means without the written perm ission of SoftGenetics LLC. Th e software is copyrighted
and cannot be altered or given to a third party without the written authorization from Soft
Genetics LLC. The s oftware may be licen sed from SoftGeneticsLLC. Mutation
Explorer, Mutation Surveyor, JeIMarker,ChimerMarker, NextGENe and GeneMarker are
trademarks of SoftGenetics LLC. All other product names and/or logos are trademarks of

their respective owners.

Limited Liability of Using the Software

In no event shall SoftGenetics LLC. be liable for direct, indirect, incidental, special,
exemplary, or consequential dam ages (including, but not lim ited to, procurem ent of
substitute goods or services; loss of use, data, or profit s; or business interruption),
however caused and any theory of liability, wh ether in contract, strict liability, or tort
(including negligence or otherwise) arising in any way out of use of this software, even if
advised of the possibility of such damage.



SoftGenetics End User License Agreement
For
GeneMarker®, JelMarker® and Mutation Surveyor®

NOTICE TO USER: PLEASE READ THIS CONTRACT CAREFULLY. BY
DOWNLOADING, INSTALLING, OR USING ALL OR ANY PORTION OF THE SOFTWARE
YOU ACCEPT ALL THE TERMS AND CONDITIONS OF THIS AGREEMENT.

CLICKING ON THE “ACCEPT,” OR “I AGREE,” BUTTON IS THE SAME AS SIGNING
THIS AGREEMENT. IF YOU ARE INSTALLING THIS SOFTWARE FOR ANOTHER
USER, YOU ACKNOWLEDGE THAT THE ULTIMATE END USER HAS READ AND
AGREED TO THE TERMS OF THIS AGREEMENT. IF YOU ARE INSTALLING THIS
SOFTWARE FOR AN ORGANIZATION, YOU ACKNOWLEDGE AND AGREE THAT YOU
ARE AUTHORIZED TO BIND THE ORGANIZATION TO THE TERMS OF THIS
AGREEMENT. IF AN ORGANIZATION USES THIS SOFTWARE, THE ORGANIZATION
AGREES TO ALL THE TERMS AND CONDITIONS OF THIS AGREEMENT.

IF YOU DO NOT AGREE TO ANY OF THE TERMS CONTAINED IN THIS AGREEMENT,
DO NOT DOWNLOAD, INSTALL, OR USE THIS SOFTWARE.

1. Definitions. "Software" means (a) all of the contents of the files (delivered electronically
or on physical media), disk(s), CD-ROM(s) or other media with which this Agreement is
provided, including but not limited to (i) SoftGenetics’'s or third party computer
information, data, or software; (ii) related explanatory written materials or files
("Documentation"); and (iii) fonts and other output mechanisms; and (b) upgrades,
modified versions, updates, additions, and future copies of the Software, if any, licensed
to you by SoftGenetics (collectively, "Updates").

2."Use" or "Using" means to access, install, download, copy or otherwise benefit from
using the functionality of the Software.

3."Permitted Number" means one (1) unless otherwise indicated under a valid license
(e.g. volume license) granted by SoftGenetics.

4."Computer" means a virtual machine or a physical electronic device that accepts
information in digital or similar form and manipulates it for a specific result based on a
sequence of instructions.

5."SoftGenetics" means SoftGenetics, LLC State College, PA 16803

6. Software License. As long as you comply with the terms of this End User License
Agreement (the "Agreement") and pay all license fees for the Software, SoftGenetics
grants to you a non-exclusive license to Use the Software for the purposes described in
the Documentation. Some third party materials included in the Software may be subject
to other terms and conditions, which are typically found in a "Read Me" file located near
such materials.

6.1.General Use. You may install and Use a copy of the Software on your compatible
computer. You may also use the Software on a computer file server provided concurrent
use does not exceed the Permitted Number. No other network use is permitted, including
but not limited to, using the Software either directly or through commands, data or
instructions from or to a computer not part of your internal network, for internet or web
hosting services or by any user not licensed to use a copy of the Software through a valid
license from SoftGenetics.



6.2. Distribution. This license does not give you the right to distribute or sublicense the
Software to others. A separate agreement with SoftGenetics is required for any
distribution or sublicensing of the Software.

6.3.Backup Copy. You may make one backup copy of the Software, provided your backup
copy is not installed or used on any Computer other than for archival purposes. You may
not transfer the rights to a backup copy unless you transfer all rights in the Software to
subsequent authorized user.

64.Home Use. You, as the primary user of the computer on which the Software is

installed, may also install the Software on one of your home computers. However, the
Software may not be used on your home computer at the same time the Software is being
used on any other computer.

6.5.Research Use Only. User acknowledges and agrees that the Software is licensed by
SoftGenetics for research use only. Any violation of this restriction on use shall constitute
a breach of this Agreement. User assumes all risk for use of the Software. User further
acknowledges that User is responsible for validating the Software for use in User’s
intended applications. Due to the nature of computers, software, operating systems and
installation procedures, SoftGenetics cannot accept any liability or responsibility for
validation of the Software in any of User’s applications.

7.Intellectual Property Rights. The Software and any copies that you are authorized by
SoftGenetics to make are the intellectual property of and are owned by SoftGenetics and
its suppliers. The structure, organization and code of the Software are the valuable trade
secrets and confidential information of SoftGenetics and its suppliers. The Software is
protected by copyright, including without limitation by United States Copyright Law,
international treaty provisions and applicable laws in the country in which it is being used.
You may not copy the Software, except as set forth in this Agreement ("Software
License"). Any copies that you are permitted to make pursuant to this Agreement must
contain the same copyright and other proprietary notices that appear on or in the Software.
You also agree not to (a) modify, adapt, translate, or create derivative works based on the
Software, or (b) reverse engineer, decompile, disassemble or otherwise attempt to
discover the source code of the Software except to the extent that (i) you may be expressly
permitted to decompile under applicable law, (ii) it is essential to do so in order to achieve
operability of the Software with another software program, and (iii) you have first
requested SoftGenetics to provide the information necessary to achieve such operability
and SoftGenetics has not made such information available. SoftGenetics may impose
reasonable conditions and request a reasonable fee before providing such information.
Any information supplied by SoftGenetics or obtained by you, as permitted hereunder, may
only be used by you for the purpose described herein and may not be disclosed to any
third party or used to create any software which is substantially similar to or performs the
same function(s) as the Software. Requests for information should be directed to
SoftGenetics.

8. Trademarks shall be used in accordance with accepted trademark practice, including
identification of trademarks owners' names. Trademarks can only be used to identify
printed output produced by the Software and such use of any trademark does not give you
any rights of ownership in that trademark. SoftGenetics and other owners of any
trademarks contained in the Software reserve all rights to limit and/or condition use of any
of their trademarks.

9. Except as expressly stated above, this Agreement does not grant you any intellectual
property rights in the Software.

Indemnity. You agree to hold harmless, indemnify and defend SoftGenetics, its officers,
directors, employees, agents, and affiliates from and against any claims, demands, losses,



damages, fines and expenses (including attorney’s fees and costs) arising out of your use
of the Software, any instrument on which the Software is operating, and related
Documentation. Without limiting the foregoing, you also agree to hold harmless, indemnify
and defend SoftGenetics, its officers, directors, employees, agents, and affiliates from and
against any matters relating to any claims that you have (i) viewed, downloaded, encoded,
compressed, copied or transmitted any materials (other than materials provided by
SoftGenetics) in connection with use of the Software or any instrument on which the
Software is operating in violation of another party’s rights or in violation of any law.

10.  Transfer. You may not rent, lease, sublicense or transfer your rights in the Software,
or authorize all or any portion of the Software to be copied onto another user's Computer
except as may be expressly permitted herein. You may, however, transfer all your rights to
Use the Software to another person or legal entity provided that: (a) you also transfer this
Agreement, any instrument on which the Software operates, the Software and all other
software or hardware bundled or pre-installed with the Software, including all copies,
Updates and prior versions, and all copies of font or other output software converted into
other formats, to such person or entity; (b) you retain no copies, including backups and
copies stored on a Computer; and (c) the receiving party accepts the terms and conditions
of this Agreement and any other terms and conditions upon which you legally purchased a
valid license to the Software. Notwithstanding the foregoing, you may not transfer
education, pre-release, or not-for-resale copies of the Software.

1. Multiple Environment Software / Multiple Language Software / Dual Media Software /
Multiple Copies/ Bundles / Updates. If the Software supports multiple platforms or
languages, if you receive the Software on multiple media, if you otherwise receive multiple
copies of the Software, or if you received the Software bundled with other software or with
an instrument, the total number of your Computers on which all versions of the Software
are installed may not exceed the Permitted Number. You may not rent, lease, sublicense,
lend or transfer any versions or copies of such Software you do not Use. If the Software is
an Update to a previous version of the Software, you must possess a valid license to such
previous version in order to Use the Update. You may continue to use the previous version
of the Software on your Computer after you receive the Update to assist you in the
transition to the Update, provided that: the Update and the previous version are installed
on the same Computer; the previous version or copies thereof are not transferred to
another party or Computer unless all copies of the Update are also transferred to such
party or Computer; and you acknowledge that any obligation SoftGenetics may have to
support the previous version of the Software may be ended upon availability of the Update.
12.  If the Software is used to connect with or download information from any other
software program, system, or database, you agree that SoftGenetics does not control the
features, operations, or information practices of any third party websites, computer
systems, or databases.

13.  LIMITED WARRANTY. SoftGenetics warrants to the person or entity that purchases
a license for the Software for use pursuant to the terms of this license that the Software
will perform substantially in accordance with the Documentation for a period of thirty (30)
days following receipt of the Software when used on the recommended hardware
configuration. Any non-substantial variation of performance from the Documentation does
not establish a warranty right. THIS LIMITED WARRANTY DOES NOT APPLY TO
UPDATES, SOFTWARE CONVERTED INTO OTHER FORMATS, PRE-RELEASE
(BETA), TRYOUT, PRODUCT SAMPLER, OR NOT-FOR-RESALE (NFR) COPIES OF
THE SOFTWARE. To make a warranty claim, you must return the Software to the



location where you obtained it along with proof of purchase within such ninety (90) day
period. If the Software does not perform substantially in accordance with the
Documentation, the entire liability of SoftGenetics and your exclusive remedy shall be
limited to either, at SoftGenetics option: (1) the replacement of the Software, or (2) the
refund of the license fee you paid for the Software. THE LIMITED WARRANTY SET
FORTH IN THIS SECTION GIVES YOU SPECIFIC LEGAL RIGHTS. YOU MAY HAVE
ADDITIONAL RIGHTS WHICH VARY FROM JURISDICTION TO JURISDICTION.

14.  DISCLAIMER. THE FOREGOING LIMITED WARRANTY STATES THE SOLE AND
EXCLUSIVE REMEDIES FOR SOFTGENETICS'S OR ITS SUPPLIER'S BREACH OF
WARRANTY. SOFTGENETICS AND ITS SUPPLIERS DO NOT AND CANNOT
WARRANT THE PERFORMANCE, MERCHANTABILITY OR RESULTS YOU MAY
OBTAIN BY USING THE SOFTWARE. EXCEPT FOR THE FOREGOING LIMITED
WARRANTY, YOU ACKNOWLEDGE AND AGREE THAT SOFTGENETICS HAS MADE NO
OTHER EXPRESS WARRANTIES TO YOU REGARDING THE SOFTWARE AND THAT
THE SOFTWARE IS BEING PROVIDED TO YOU “AS IS’ WITHOUT WARRANY OF ANY
OTHER KIND. SOFTGENETICS SPECIFICALLY DISCLAIMS ALL OTHER WARRANTIES
WITH REGARD TO THE SOFTWARE, EXPRESS OR IMPLIED, INCLUDING, WITHOUT
LIMITATION ANY IMPLIED WARRANTIES OF FITNESS FOR A PARTICULAR PURPOSE,
MERCHANTABILITY, MERCHANTABLE QUALITY, NONINFRINGEMENT OF THIRD
PARTY RIGHTS, INTEGRATION, OR SATISFACTORY QUALITY. SOFTGENETICS AND
ITS SUPPLIERS MAKE NO OTHER WARRANTIES, CONDITIONS,
REPRESENTATIONS OR TERMS, EXPRESS OR IMPLIED, WHETHER BY STATUTE,
COMMON LAW, CUSTOM, USAGE OR OTHERWISE AS TO ANY OTHER MATTERS.
The provisions of this disclaimer shall survive the termination of this Agreement,
howsoever caused, but this shall not imply or create any continued right to Use the
Software after termination of this Agreement.

15.  LIMITATION OF LIABILITY. IN NO EVENT WILL SOFTGENETICS OR ITS
SUPPLIERS BE LIABLE TO YOU FOR ANY LOSS OF USE, INTERRUPTION OF
BUSINESS, DAMAGES, CLAIMS OR COSTS WHATSOEVER OR ANY
CONSEQUENTIAL, INDIRECT, INCIDENTAL DAMAGES, OR ANY LOST PROFITS OR
LOST SAVINGS, EVEN IF A SOFTGENETICS REPRESENTATIVE HAS BEEN ADVISED
OF THE POSSIBILITY OF SUCH LOSS, DAMAGES, CLAIMS OR COSTS, ORFOR ANY
CLAIM BY ANY THIRD PARTY. THE FOREGOING LIMITATIONS AND EXCLUSIONS
APPLY TO THE EXTENT PERMITTED BY APPLICABLE LAW IN YOUR JURISDICTION.
SOFTGENETICS'S AGGREGATE LIABILITY AND THAT OF ITS SUPPLIERS UNDER
OR IN CONNECTION WITH THIS AGREEMENT SHALL BE LIMITED TO THE AMOUNT
PAID FOR THIS LICENSE, IF ANY. SoftGenetics is acting on behalf of its suppliers for the
purpose of disclaiming, excluding and/or limiting obligations, warranties and liability as
provided in this Agreement, but in no other respects and for no other purpose.

16.  Export Rules. You agree that the Software will not be shipped, transferred or exported
into any country or used in any manner prohibited by the United States Export
Administration Act or any other export laws, restrictions or regulations (collectively the
"Export Laws"). In addition, if the Software is identified as export controlled items under the
Export Laws, you represent and warrant that you are not a citizen, or otherwise located
within, an embargoed nation (including without limitation Iran Iraq, Syria, Sudan, Libya,
Cuba, North Korea, Serbia and Crimea) and that you are not otherwise prohibited under
the Export Laws from receiving the Software. All rights to Use the Software are granted on
condition that such rights are forfeited if you fail to comply with the terms of this Agreement.



17.Governing Law. This Agreement will be governed by and construed in accordance
with the substantive laws in force in the State of Pennsylvania, United States of
America.

18.General Provisions. This is the entire agreement between you and SoftGenetics
regarding the license of the Software, and it supersedes any prior representations,
discussions, undertakings, communications, or advertising related to the Software.
This Agreement may only be modified by a writing executed by an authorized officer
of SoftGenetics, except that Updates may be licensed to you by SoftGenetics with
additional or different terms. SoftGenetics may assign this Agreement to an affiliate
or any other third party at SoftGenetics’s sole discretion.
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Chapter 1 Installing GeneMarker

Computer System Requirements
GeneMarker software has been tested and validated for various computer systems. The minimum system
requirements are:

Windows® PC

0OS: Windows® Vista, Windows® 7, 8, 10
Processor: Pentium® I1I, 1 GHz CPU
RAM: 512MB

Available hard disk space: 20GB

Intel® Powered Macintosh®

Parallels® desktop for Mac (Mac OS/virtual machine dependent) or Apple™ Boot Camp or VMware® Fusion
(Mac OS/ virtual machine dependent)

RAM: 2GB

Available hard disk space: 20GB

Installation of GeneMarker is not supported on Linux or UNIX-based operating systems.

GeneMarker will only recognize PC file formats. To convert Macintosh file formats to PC file formats, please
download the ABI PRISM® 3100 Genetic Analyzer Conversion Utilities to convert Mac files to PC files at:
http;//www.appliedbiosystems.com/support/software/3100/conversion.cfm

Validation Version
The validation or trial version of GeneMarker can be installed on as many computers as you wish. The trial
period expires 35 days after installation of the software.

Installation

1. Insert the SoftGenetics CD into the CD-ROM drive. If your computer  [rmreemr=rmn I %

is not set to automatically open a CD, navigate to the optical or CD- r

ROM drive on the computer and open the directory.

Double-click the GeneMarker Setup executable file (EXE)

The Installation Wizard will launch

Click the Next button in the Welcome window

Read the SoftGenetics End User License Agreement and click the I Agree

button in the Read Me File window

6. Select “Install GeneMarker (Recommended)” in the Select Program
window and click Next

7. Click Next in the Destination Location window to install GeneMarker
in the default folder. Click the Browse button to choose a different
installation directory

Wiskcome ba [ianeMadker V2 21 Setup peogrm. The peogram
el rulil GieraMarker V2 2.0 o pins cungnben

B 11is sniongly iecomvandsd at you et 88 Windows plograms
PRl belone nunving this Setuo Program

ek Cancel to qut Setup and close ary programs you have
ey Ui et b cordrnss wih lhe Sehup frogg o

B WARNING The progiam s protected by copright e and
heimanicesl ieshet

O LN

Urauthorized eprodustion or diairibastion of this program, o any
ortion of F, may el in sevene crl and crmesl pensles, nd
: [

] e |

NOTE: The default Destination Location for the GeneMarker program is o
C:\ ProgramFiles\ SoftGenetics\ GeneMarker\ " version number” PR I,
8.  Click Next in the Select Program Manager Group window to accept the i L S Mo

1 Istall Gerehblarkes and License Sorver Manager

default Program Manager Group

NOTE: Changing the Program Manager Group default may affect program s g
operability. It is recommended to accept the default. N Ol N
9. Click Next in the Start Installation window to install GeneMarker P SRS
10. Click Finish in the Installation Complete window —
11. The Installation Wizard will close e | 0] _ee |
12. Eject the SoftGenetics CD
13. Launch GeneMarker by double-clicking the GeneMarker desktop =
icon OR open the Start menu and navigate to SoftGenetics — e e i
GeneMarker, the version that was just installed — GeneMarker program
14. The Configure window will appear. Click Run Validation to launch ——
the software e —— T e
15. If the Run Validation button is grayed-out this indicates the 35-day
trial period has expired. — v |
v Detals ol |
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Local-licensing Option

GeneMarker v2.00 and above supports text-based registration for the local-licensing option—no USB device,
dongle, key or hardware is required. This text-based registration ID is registered to one specific PC. If the
license needs to be transferred to a different PC, registration for that one license/PC must be inactivated first
before the software will be registered to the new PC.

Installation

1.

Ol LN

Insert the SoftGenetics CD into the optical or CD-ROM drive. If your
computer is not set to automatically open a CD, navigate to the
optical or CD-ROM drive on the computer and open the directory.
Double-click the GeneMarker Setup executable file (EXE)

The Installation Wizard will launch

Click the Next button in the Welcome window

Read the SoftGenetics End User License Agreement and click the I Agree
button in the Read Me File window

Select “Install GeneMarker (Recommended)
window and click Next

Click Next in the Destination Location window to install GeneMarker
in the default folder. Click the Browse button to choose a different
installation directory

”

in the Select Program

NOTE: The default Destination Location for the GeneMarker program is
C:\ ProgramFiles\ SoftGenetics\ GeneMarker\ ver#

8.

Click Next in the Select Program Manager Group window to accept the
default Program Manager Group

NOTE: Changing the Program Manager Group default may affect program
operability. It is recommended to accept the default.

9. Click Next in the Start Installation window to install GeneMarker

10. Click Finish in the Installation Complete window

11. The Installation Wizard will close

12. Eject the SoftGenetics CD

13. Launch GeneMarker by double-clicking the GeneMarker desktop
icon OR open the Start menu and navigate to SoftGenetics —
GeneMarker, the version that was just installed — GeneMarker program

14. The Configure/Registration window will appear. Click Register Now
to register the local license

15. Click Register Local Text-based Key from the Choose Registration
Method dialog box

Registration

1. The Register Local Text-based Key window appears

2. If the computer GeneMarker is being installed on has an internet

connection, select Online Registration. If the computer does not
have an internet connection or is connected to a proxy server, select
Offline Registration.

Online Registration

A.
B.

C.

Locate the Account and Password on the SoftGenetics CD.

Enter your Account, Password, and e-mail address information in the
appropriate fields

The Request Code information is automatically generated by
GeneMarker

Click Register

9
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=y

Wiskcome ba [ianeMadker V2 21 Setup peogrm. The peogram
el rulil GieraMarker V2 2.0 o pins cungnben

It strongly ieconmanded that you st 8 Windows plogrand
Before running this Setup Program

ek Cancel to qut Setup and close ary programs you have
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WARNING The mogam s protected by copnght L ard
heimanicesl ieshet

Urautihorized seproduchion or diniribution of this program, o any
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[ AN
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Na security key has heen detected,
If = local license was purchased) click Register Now.
If = netwark license was purchased, click Configure Netwark Client
Configure Network Client
Na previous network configuration has been detected
Run Validation
v Detals Cancel
=l
Fagutes Local Havdwarn Kry |
Fiegeies Ntk Hasdvaore ey | ~ ‘
Fingiber Lol Tast-haed Koy |
Rt e T bmmdKey |
[Register Local Text-based Key x|
Option
’7(-' Rlegister Online  Register Difine ‘
Pieguest Code: [Mk1UTXAFRFEwRWpROMAGT<UAESGURN ]
Account [ ]
Possword [ ]
Email [ ]
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Chapter 1 Installing GeneMarker

E. Your software will be registered automatically. A confirmation e-mail will be sent to you once registration
is complete.

NOTE: Some characters can commonly be misread. If you get an error trying to register, check for number “1”

and lower case letter “L” or number “0” and upper case letter “O” confusion.

F. Launch GeneMarker and begin analysis

Offline Registration Reaister Loca Tex-based ey i
. . Optior
1. Copy and paste the entire Request Code string and type your Account [ esmonme 5 Fegde g \
and Password information from the SoftGenetics CD into the body of = ReaussCeds [MIUmHE Ausha-FenuREs LA |
an e-mail RegisteriDr | |

2. Send the email to tech support@softgenetics.com
3. The Registration ID will be sent to you (via email) within one
business day

4. Copy and paste the Registration ID from the e-mail into the | == [ = |
Registration ID field

5. Click Register

6. Launch GeneMarker and begin analysis

Upgrade

There are two local-licensing options available for GeneMarker v2.0 and above: USB-device required and text-
based.

The legacy local-licensing option of GeneMarker available for previous versions (v1.97 and earlier) of the
software is supported for v2.0 and above. This option requires a USB device (dongle-, key-, hardware-based).
This option allows installation on many computers. However, the associated USB device must be inserted into
the USB port of the computer to operate the program.

If you wish to exchange hardware-based licensing for text-based licensing please contact
info@softgenetics.com.

Installing Over the Previous Version

If you choose to install the new version of GeneMarker over the previous version, you will need to choose the
same directory for installation. Several of the old files will be replaced with newer files. Other files that are not
present during installation but are created during analyses or by the user will remain in the folder and can easily
be recognized by the new version of GeneMarker. Please make a backup copy of the target directory before
installing the newer software.

Installing into a New Directory

If you choose to install the newer version in a different location, be sure to specify a unique directory name or
Program Manager Group for the upgrade to prevent overwriting any previous versions of GeneMarker. Several
files created by the users or created during analyses conducted by the previous version of GeneMarker will not
be recognized by the new version of GeneMarker unless they can be found in the directory of installation. If you
intend for the new version to recognize these files, then you will need to copy them from the older version’s
installation folder and paste them in the folder containing the new version of GeneMarker.

Some of the more common customized GeneMarker files are: GeneDB.mdb, GeneMarker.mdb, codis.ini,
CommentsTemplate.ini, ExpTemplates.ini, Panel folder and SizeStd folder.

Upgrade Procedure — Text-based

1. Before proceeding, prepare a backup copy of the previous version of GeneMarker (recommended)

2. Double-click the GeneMarker executable file (EXE) on the SoftGenetics Upgrade CD.

3. Proceed through the Installation Wizard as described in the Installation section above

4. Once the Installation Wizard is complete, launch GeneMarker by double-clicking the new GeneMarker
desktop icon OR open the Start menu and navigate to SoftGenetics — GeneMarker, the version that was just
installed — GeneMarker program

The Configure/Registration window appears. Click Register Now to register the local license

6. Click Register Local Text-based Key from the Choose Registration Method dialog box

o
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Chapter 1 Installing GeneMarker

7. Proceed through the Registration steps as described in the Registration section above
8. Launch GeneMarker and begin analysis

Upgrade Procedure — Hardware-based &
. . . No security key has been detected.
1. Before proceeding, prepare a backup copy of the previous version e p————
Ita network license was purchased. click Configure Network Client
of GeneMarker (recommended) —
2. Ensure the GeneMarker USB key is inserted into the computer’s
Configure Network Client
USB port No previous netwark configuration has heen detectad
3. Double-click the GeneMarker executable file (EXE) on the
SoftGenetics Upgrade CD. [ ]
4. Proceed through the Installation Wizard as described in the  vouw Carcel

Installation section above
5. Once the Installation Wizard is complete, launch GeneMarker by double-clicking the new GeneMarker
desktop icon OR open the Start menu and navigate to SoftGenetics — GeneMarker, the version that was just
installed — GeneMarker program
6. The Configure/Registration window appears. Click Register Now

=l

to register the local license RegumLocsHodwan iy |

7. Click Register Local Hardware Key from the Choose Registration e | K
Method dialog box. The Register Local Hardware Key window gt ottty |
appears e e Tt sty |

8. If the computer GeneMarker is being installed on has an internet
connection, select Online Registration. If the computer does not
have an internet connection or is connected to a proxy server,
select Offline Registration.

9. Proceed through the Registration steps as described in the Online Registration or Offline Registration section
above

10. Launch GeneMarker and begin analysis

Network-licensing Option

The network-licensing version of GeneMarker can be installed on any computer in a network configuration.
SoftGenetics uses the License Server Manager (LSM) to control the number of concurrent users accessing the
network-licensing option of GeneMarker v2.00 (and above). LSM uses text-based registration —no hardware is
required. Both software components are installed from the same EXE. The computer where License Server
Manager program is installed is considered the “Server” computer. Computers on the network other than the
Server are called “Client” computers.

Installing License Server Manager will require restarting the system to complete installation. Please save all
work and close all applications before installing LSM.

Install License Server Manager

1. Insert the SoftGenetics CD into the optical or CD-ROM drive. If EEIEEEEmsrmm i
your computer is not set to automatically open a CD, navigate to Soloct rogeam
the optical or CD-ROM drive on the computer and open the
directory. R

2. Double-click the GeneMarker Setup executable file (EXE) = :::”;s: _:::m"m

3. The Installation Wizard will launch oatiid

4. Click the Next button in the Welcome window irbiriplentrhrmat b

5. Read the SoftGenetics End User License Agreement and click the I T Lizrwe Sev Marcgm i o iled b S, b
Agree button in the Read Me File window

6. Select “Install License Server Manager” in the Select Program vk | ] | coce |
window and click Next L soltenetics icense Server E £

7. Click Next in the Destination Location window, Next in the Select
Program Manager Group window, and Next in the Start Installation
window to enter the LSM installation wizard

8. Click the Next button in the Welcome window

Winkorren b S0 erwedacs Licarsin S St progean. Ths
rogram vl rntsl SoitGenetcs Loenae Server on v computer

His
tielven ey s gy Fhogpm

Chck. Carcel 10 ot Setup and clove any programs you have
nnnng: Hleadt b continus vath the Sehup plogram

WARNING: This program is protected by copymght law and
e nates

e 4 oy
portion of B may tesull in sevate ol and cimnal penalis. and
well e peonecuted 10 the s extert pottible unded law.
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Chapter 1 Installing GeneMarker

9. Read the SoftGenetics End User License Agreement and click the I Agree button in the Read Me File window

10. Click Next in the Destination Location window to install LSM in the default folder. Click the Browse button
to choose a different installation directory

NOTE: The default Destination Location for the License Server Manager program is

C:\ProgramFiles\ SoftGenetics\ License Server

11. Click Next in the Start Installation window to install License Server
Manager

12. Select the Launch License Server Manager option and click Finish

13. Click OK in the Install window to restart the system.

14. The Installation Wizard will close and the system will restart

15. Eject the SoftGenetics CD

SolGanatis Licenss Sarves has besn succesthdy nitaled

Chck the Firish buson 10 s thes matalation

W' Launch License Servet Manager

x

This system niust be restarted to complets the
installation, Click the DK bulton to restat this

computet. Press Cancel to retun to Windaws
without restarting

Cancel Foahs
Register License Server Manager for GeneMarker Usage .
1. Open License Server from the System or Icon Tray by clicking the LSM icon

Note: A red star indicates the License server is not running. The icon with a

white star indicates the License Server is running properly.

2. Click OK in the dialog box to proceed with registering License Server
from the License Server Manager console.

SoftGenetics License Server x|

This pragram has not been registered.
To complete the registration process, dick on Help and select Register,

3. Select Register from the Help menu to activate the ey =
Register Product window o etz BRI

in
Regiter Product Mo [ERRRCT RN

Register Oriine | Difine Aegistation |

4. Select GeneMarker from the Register Product Name
drop-down menu.

RequestID ‘MU\UTXHFHFEWHWDRDWHSTXIIREHDURN

5. Seleclf the computer License Server is being installed on
has an internet connection, select Online Registration.
If the computer does not have an internet connection or
is connected to a proxy server, select Offline

DAVID-DESKTOP: Stopped pecount |

Password |

Emal |

Registration. S —
Online Registration =

A. Locate the Account and Password on the SoftGenetics CD £ D e ———— |

B. Enter your Account, Password, and e-mail address information in o }MHUWRFEWRWPRDMRMREWHN }
the appropriate fields Pesovor } }

C. The Request Code information is automatically generated by —
License Server

D. Click Register

E. Your software will be registered automatically. A confirmation ‘ ek | o |
e-mail will be sent to you once registration is complete.

NOTE: Some characters can commonly be misread. If you get an error
. . a1y 1 1 o The SoftGenetics License Server Manager needs to be restarted
trylng to regISter’ CheCk fOI' number 1 and ower case letter L or for changes to take affect. Please make sure that no clients are
number “0” and upper case letter “O” confusion. connected before restarting
F. Restart License Server to apply the registration information.

FRestart Later

Offline Registration

7. Copy and paste the entire Request Code string and type your Account IElx
and Password information from the SoftGenetics CD into the body of an =~ festafeaia: EEETEM—_
e-mail Register Onlne Difine Fegistation |
8. Send the email to tech_support@softgenetics.com P—
9.  The Register ID will be sent to you (via email) within one business day el
Fegister
12
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Chapter 1 Installing GeneMarker

10. Copy and paste the Registration ID from the e-mail into the Register ID field of the Offline Registration tab
11. Click Register

Install GeneMarker software on the client

computer

1. Proceed with installing GeneMarker software on the
client computer as described in the “Local-licensing
Option, Installation” section above until the ‘:.mw.u.,..-.,.,.. — — -
Configure/Registration window appears . = nning propary o e sener comgutar

2. Click Configure Network Client to configure the client = N &
software to contact License Server Manager - o

3. Click Configure Connection to License Server mmimemseeteiee] g

hosse etmork Cotpton X

Manager from the Choose Network Configuration dialog

( ByServes Name

1
box LT —
4. Input Server Name or Server IP Address SevecFor [0

5. Click Configure and GeneMarker software will
automatically open if connection is properly established
and a license is available. T e

Upgrade of License Server Manager
Activate the License Server Manager console
Proceed with step 3 of “Register License Server Manager for GeneMarker Usage” section above

Upgrade of GeneMarker software on client computer

Install GeneMarker software on the client computer by following the procedure in the “Install GeneMarker
software on the client computer” section above.

If the network configuration has not changed the software should activate without configuring the IP address of
License Server.
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Chapter 2 General Procedure
Import Data Files

Raw Data Analysis

Process Data

Adjust Analysis Parameters
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Import Data Files
After installing GeneMarker software you are ready to begin fragment analysis. First, raw data files must be
uploaded to the program. Below is the list of file types supported by GeneMarker.

Beckman-Coulter - .esd
Generic - .scf, .sgl

ABI - fsa, .abi, .abl, .hid
MegaBACE - .rsd

Procedure

Open Data Files @
1. Launch GeneMarker Dasta File Lst
i C:\DatahTri WO51_G03.5CF PR
2. Click Open Data s
; 1 C:ADatahTri W052_A04 5CF
3. The Open Data Files box will appear D e oo - —
~ C:4DatahTri w052 _BO4.5CF
4. Click Add button £\t Tisomy052_E04 567
5. The Open dialog will appear E\D AT oD 0SS0 Remove 41
. . e . C:ADatahTri WOE1_BOS.SCF
6. Navigate to directory containing raw data files ED oo DE1 B5 861
. C:4DatahTri w062 _COS.SCF
7. Select all files by CTRL+A or use CTRL and/or SHIFT CAD st Trsomyh 062 05,951
. .. C:4Datat Trigomy063_D05.5CF Add Folder.
keys to select individual samples \Data Tisomy! 062 DO 561 e,
. . . C:A\Data\Trisomy0B4_E05.SCF Default
8.  Click Open button in the Open dialog PeAD At Trisomoh DR F 17 131 Z
9. The files selected will appear in the Data File List field _
10. Click OK button in the Open Data Files box and the | B thamek.| [ fuoflate I

samples will be uploaded to GeneMarker

Features
There are several features available in the Open Data Files box to make data upload easier.

Add...
Used to locate and select raw data files for upload. Click the arrow button next to the Add button to see the four
most recently accessed directories.

Remove
Used to remove samples from the Data File List. Highlight the sample to remove by single left-clicking it in the
Data File List then click Remove.

Remove All Chemistry Dye Set *x
Removes all sample files from the Data File List field. 4 Colos | 5 Colons 6 Colors |

Default
Add Folder... -1 D &}

“Universal

Click Add Folder to upload raw data files from a specific folder in the file

directory tree. Click the Default hyperlink to choose a folder to which Db ‘
GeneMarker will always open when the Add or Add Folder buttons are clicked. ]. L : :
Yellow NED
Channels W =
Opens the Set Channels dialog with 4, 5, 6 -color tab options and allows the user [ EE
to choose from Universal (blue, green....), Applied Biosystems, Promega or | [i e =

Qiagen dye names. The default channel color setup is universal. Use the icons to
add new chemistry/dye names or delete. The channel order will be
automatically determined by the data file name extension (.fsa, .sgl AB dye
order, .scf, .esd Beckman and .rsd MegaBace). Set the dye color channels before
clicking OK in the Open Data Files dialog box.

Ok LCancel

Raw Data Analysis

Once the raw data files are uploaded, the Raw Data Main Analysis window appears. Double-click the samples in
the Sample Tree to open the individual Raw Data Traces. The Synthetic Gel Image displays the unprocessed data in
a traditional gel format with larger fragments located on the right. The Electropherograms display fluorescent
signal intensities as a single line trace for each dye color. The signal intensities, recorded in Relative Fluorescent
Units (RFUs), are plotted along a frame scale in the Raw Data Analysis window with fragment mobility from right
to left. The smallest size fragments are on the far left of the trace.
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Raw Data Analysis Window

/

Sample Tree Synthetic Gellmage RawData Trace
! /

i, GeneMarker - Pirtitied

B 015450 ks
v 01546 Iea
' 016530 kza
B 016541 1ss
B 017550 658
B 017551 hs
01857 fsa
B M856-T.1ea
B 013534 10
B 013607 faa
B 02061 N1
B 120627 1ea
B 02163060
B 018475
B 0226501
B 022657 fea

01653 N Isa N TINNT x
1,600 1500 2,000 2500 3,000 3500 4000 4,500 $.000

A LBA A a Ll

Main Toolbar Icons

A

¥ ¥ B

=

!

DT

Spike Removal: Removes peaks from voltage spikes caused by micro-air bubbles or debris in the laser
path. This option is selected by default in the Run Wizard.

Saturation Correction: A synthetic peak is created based on peak shape before and after saturation. The
results of these will be less accurate than that of non-saturated peaks. This option is selected by default
in the Run Wizard.

Smooth: This function smoothes the baseline by eliminating smaller noise peaks. This option is selected
by default in the Run Wizard.

Baseline Subtraction: Selecting this option will remove the baseline completely so that the Y-axis will be
raised above the noise level. This option is selected by default in the Run Wizard.

Auto Pull-up Removal: Automatically removes peaks caused by wavelength bleed-through to other
wavelengths. This option is selected by default in the Run Wizard.

Manual Pull-up Correction: This allows the user to manually adjust larger pull-up peaks in case the
Auto Pull-up Removal function has not corrected the problem. It is recommend to de-select Pull-up
Correction in the Run Wizard when using this function.

2nd Derivative Trace: This feature reduces high background noise and sharpens peaks. Baseline
fluctuation caused from dye blobs or the DNA template in PCR can also be reduced with this function.
It is recommended to de-select Spike Removal in the Run Wizard when this function has been activated.
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What to Expect

The raw data correction icons can be selected individually in the Raw Data Analysis window. The images below
demonstrate how the data will look before (left image) and after (right image) the parameter is applied.

Range
AutoRange - Analyzes from 0 to end of trace for size call
Manual Range - user-defined range

Right-click in gel image and select Get Start Point

Gel image

[ Get Sat Port Auromatic sl

Slat Fowtt 1000

o 1,000 2,000 3,000 2,000 5,000 E000

Smooth

Fourier frequency transformation (FFT) to determine frequency domain

Use only top 40% of lowest frequencies

Smoothing broadens peaks and therefore you can lose resolution

Enhanced Smooth - Same as Smooth but use only top 20% of lowest frequencies

580 B00 B20 640

Baseline Subtraction

Use 20% of lowest intensities (to the right of the beginning of the range)
Looks at trace in 500-600 frame sections
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Pullup Correction

Ax=B

A being the major coefficient

Input matrix or use single dye adjustment up to 0.20 for small corrections

When Manual Pullup correction is chosen, a .txt or .mtx matrix file can be uploaded and used to deconvolute
dye colors.

NOTE: De-select automatic Pullup Correction in the Run Wizard Data Process box if a manual matrix correction
has been applied.

Saturated Peak Correction

ABI instrument saturated peaks are typically >8000 RFU

The top of a saturated peak looks split

A small pullup peak may be present under the saturated peak

GeneMarker takes the small pullup peak and adds it to the split in the saturated peak

Spike Removal

Caused by overheating of camera chip, voltage spike, etc

Spikes usually only 1-2 frames wide; peaks usually 5-10 frames wide
Create a first derivative trace of the raw data

Spikes are the 1st DT outliers (3-5 sigma)
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Second Derivative Trace
(A1-A2)-(A2-A3) = A1+A3-2(A2)
Use when you have a fat base to your peaks (ex. Dye blob under peak, etc)

NOTE: Do not use 2nd DT with Spike Removal because real peaks look like spikes.

———————————————————————————

__________________________

------------------------

-----------------------

.......................

_______________________

'
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Process Data

After the raw data files have been uploaded to GeneMarker, they are ready to be processed. The processing step
includes application of a sizing standard, filtering of noisy peaks, and comparison to a known allelic Panel if
desired. GeneMarker combines all these steps in one simple tool called the Run Wizard. To access the Run
Wizard simply click the Run Project icon in the main toolbar. The example below is for a basic fragment
analysis. For advanced applications, see Chapter 7 Special Applications.

Run Wizard Template Selection e L
Template Selection
Procedure e el o e
1. Click the Run Project icon in the toolbar.
2. The Run Wizard Template Selection dialog box will appear. _R;"”'“"””'"'"“"”"“"“ ki T
3.  Select a template (a previously saved set of size standard, %h?;:l.rex ,,,,,,l' - — T
. |a 5 o
standard color, and anfalys.ls type pamed for future use), la AR | ey uy
OR select a new combination of size standard, standard 3 S [owae =
color, and analysis type. Ig :Ic_:'ﬂ i e PR =]
4. Click Next when finished. s '
Icons and Functions _
Template Name | e [

Select from existing pre-made templates or create your own

by entering a Template Name and clicking the Save button. To save the Run Parameters with the template use the
‘Back’ arrow after setting the parameters in the second and third screens of the Run Wizard. Then select ‘Save’
on the Tepmalte Selection screen.

To create a new template, click Select an existing template or create one. A template can also be selected from the
list of available templates in the left section of the window and then saved for future use by clicking the Save
button.

If you do not want to use a template, select the appropriate size standard, standard color, and type of analysis;
Use last template will automatically be selected.

Panel

GeneMarker comes preloaded with many common kit Panels including Promega’s MSI kit and MRC Holland’s
MLPA kits. Additional Panels can be imported by selecting the Open Files icon next to the Panel field. A custom
Panel can be created in the Panel Editor tool. See Chapter 5 Panel Editor.

NOTE: It is recommended to size the data prior to selecting a Panel for comparison. Select NONE in the Panel
field for the first Run Wizard data process action.
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m Panel Editor: A Panel can be selected from any available from the drop-down menu, or can be viewed
and selected by clicking the Panel Editor icon.

-] Import a Panel: If a Panel cannot be found in the Panel Editor tool, it can be imported by clicking on the
L= Import a Panel icon.

Size Standard

GeneMarker comes preloaded with many common size standards including GeneScan 500 and LIZ600. A
custom Size Standard can be created by selecting the Size Template Editor icon next to the Size Standard field. See
Chapter 4 Fragment Sizing Standards.

M Size Template Editor: This allows the user to check sample files against a selected size standard,
modify and save the size standard for future use, or create a new size standard.

Standard Color

Select the dye color which contains the internal lane standard.

Analysis Type
Selecting an analysis type will set the options in the two subsequent boxes of Run Wizard (Data Process and
Additional Settings) to the optimal settings for the analysis type selected. See Chapter 7 Special Applications.

Run Wizard Data Process x
Data Process - Fragment Analysis
Procedure Set data process aphians
5. The Data Process window of Run Wizard will activate. This allows | wousme -
the user to select the peak filtering parameters. The settings will s . g i B,
vary depending on the Analysis Type selected. @ bt | o e T
. . . . . [# Sommatin epsir [ Baseine Subiraction M ntensty [F5 2] Max ntensiye [ 30000 2]
6. Select the appropriate analysis settings in the Data Process window e ;: b =
. . v Pullup Cowection v Speéke Removal e
and click Next to continue. — oo fogn3 [ 3] Loaan
L.. ‘::5:‘,,'“: .‘ D:':'rjuw [ L S Kd::-nl{;?:*élla;l lJz ;; Pzt Fiber
Icons and Functions S
ok | [[Hab ] Concel

Raw Data Analysis

Auto Range (frame)
The range in camera frames will automatically find the processable data range. If Auto Range is not selected,
manually enter the start and end frame numbers of the data set for analysis.

Smooth

Smoothes the baseline by eliminating smaller noise peaks.

Enhanced Smooth

This feature is used only in cases where the data is extremely difficult to analyze and cannot be corrected with
the Smooth function.

Saturation Repair
The software will analyze saturated data points by creating a synthetic estimate of the peak shape based on the
curves prior to saturation. The results will be less accurate than that of non-saturated peaks.

NOTE: Saturation Detection will still detect saturated peaks when Saturation Repair is de-selected. The
saturated peaks will be denoted using a red line below the area of saturation.

Pull-up Correction
This function removes peaks caused by wavelength bleed-through to other wavelengths. The function should be
disabled if a Manual Pull-up Correction was used in the Raw Data Analysis window.

Baseline Subtraction
This function removes the baseline completely so that the Y-axis will be raised above the noise level.
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Enhanced Baseline Subtraction
This function should be applied for samples that have a high baseline, especially in the 40-80 bp mini-STR

range.

Spike Removal
Removes peaks from voltage spikes caused by micro-air bubbles or debris in the laser path. Spikes are

typically less than a base-pair wide. Do not select Spike Removal when 27 Derivative Trace has been applied.

Size Call

GeneMarker offers three sizing methods:
Local Southern
Used in most genotyping software applications and is recommended for most analyses. This
method is based on the idea that smaller size fragments run faster. Plot a size v. time graph and
overlay a size v. 1/time graph to determine linear trace. (Southern, E.M. “Measurement of DNA
Length by Gel Electrophoresis.” 1979. Analytical Biochemistry. 100, 319-323).

Cubic Spline Method
Cubic Spline is offered as an alternative method that may be more appropriate for some data.

This method uses a cubic equation to connect known points on the size v. time graph. An
example of a cubic equation: ax3+bx?+cx+d. (The Astrophysical Journal. December 1, 1994. 436,

pages 787-794.)

Local Southern Method Cubic Spline Method

Three sections used
in cubic equation

Region of Interest

size

size

time
1time

Large Size Algorithm T

GeneMarker’s new algorithm provides accurate, linear sizing of :

the data using a DNA derivative migration time correction to e
large DNA fragments. Selecting Large Size algorithm enables e, '
accurate sizing from small to large (30-1400) base pair fragments. ' 11

The peak area in base space accurately determines the copy
numbers because the peak area normalization is much less
variable than that of the height normalization. The peak width is
less than 1 bps for all fragments less than 1k.

i - -
oawpsirsagiii M| 3
\ 3

L &

1=

LG
|

LsHEsiEiaBEaE

Custom Large Size Calling

z
ETTTIIE TR
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i iE
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Some large custom size standards have unique size fragments that are not evenly spaced; requiring
the ability to change some of the parameters in the large size calling algorithm to provide a best fit to
the fragments. The large size calling algorithm (above) will use analyst supplied parameters to
provide accurate linear sizing of the custom large size standard. Use the spread sheet in the
C:ProgramPFiles:SoftGeneticsGeneMarkerSize Standard folder to assist in determining the appropriate
parameters for custom large size standards.

Flanking Peak Size Calling
With some non-linear data it is not possible to make a best fit curve using the algorithms above. The
flanking peak method uses the fragments on either side of the data peak to interpolate the size. This
allows size calling of non-linear data. To create the size standard for this method:

1. Import raw data files and Select None for Panel and Size Standard in the Run Wizard

2. Select Tools - Size Template Editor

3. Select File > New Size Standard

4. Enter the ‘Size’ information from the run without a size standard in the Size column of the
Size standard

5.  Enter the Expected size bp; in the comments column as seen in the figure below

6. Save the size standard file
7. Select Local Southern method to activate this size calling method in the Run Wizard

" _
1,000
i O 00 o0 w w
w
500
i}
= = = 300 400 500 600 700
Mo. Size | Enabled | Comments
1 290.0 1 82 bp;
2 3470 1 123 bp;
3 880.0 1 280 bp,
4 825.0 1 433 bp;
= 5 1060.0 1 539 bp,
> B 1166.0 1 B0 bp;
H 7 1261.0 1 7ED by,
& e N B
2 : P
- 10 13830 1 885 bp;
5 11 1417.0 1 927 bp
7 1z 1447.0 1 368 b
7 13 1475.0 1 1010 bp
i 14 1454.0 1 1050 bp.
H 15 1520.0 1 1092 bp
v 16 1533.0 1 1135 bp
44 17 1555.0 1 1178 bp.
i 18 1567.0 1 1212 bp.
® 19 1582.0 1 1250 bp;
]
Allele Call
Run Wizard X
The Allele Call section allows the user to set allele calling range, | pa process- Fragmont Analysis
detection thresholds and filters. s pns
Raw Data Analysis Allele Call
Auto Range Rt e B
. . . o k3 60000 3 |96 : 520 3
The software will automatically display the processable data range ey el | PR ——
for eaCh lane' [ Satuation Repair [ Baseline Sublraction Vininensiy: [0 2] MaxInensiy: [30000 5]
[~ Enhanced Baseline Subtraction Femzts) m Global Max
. ¥ Pulup Conection ¥ Spiks Remaval . =
Manual selectlon Of Range — Local Region %5 [5 3] Local Max
.o . . . & Local Southem (~ Cubic Splne aige Size ¥ Stutter Peak Fier (%) ¥ Plus Filer
To select a specific analysis region, de-select Auto Range and input LosstSosnen € Giesaiel Laseom ]| ] mge [T
. . el . . . Load D efaul Save Defaul
the desired base pair range. Additionally, if automatic size call cpe
fails due to high saturation, de-select Auto Range and manually R W ]

input the required data range.
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Peak Detection Threshold
The recommended initial settings are different for each analysis type. Please see the appropriate chapters
for the required analysis type.

Intensity
Minimum RFU threshold of peak height used for peak detection. Peaks below this value will not be
called.

Percentage (Global Max)
Relative minimum intensity of allele peaks to the 5t highest peak in the dye color used for peak
detection.

Local Region Percent (Local Max)

Uses the percentage of the highest peak for that marker to define the minimum peak detection
threshold. For example, if the threshold is set to 33%, the height of all allele peaks must reach at least
33% of the height of the highest peak in that particular locus to be called.

Max Call Intensity
Maximum RFU threshold of peak height used for peak detection. Peaks above this value will be called
and receive a yellow quality flag HI for high intensity.

Stutter Peak Filter

Forward and reverse stutter peaks commonly caused by PCR/chemical reactions can be removed using the
Stutter Peak Filter. The settings are in percentage of the primary peak. The default settings will remove
stutter peaks within 2.5 base pairs of the primary peak.

Plus A Filter
When selected, the second peak of a split peak (one basepair spacing between two peaks) will not be called.
Deselect to call both peaks separately.

Load Default
Recalls any settings previously saved by the user. If there are no user-saved settings, the program loads the
default settings for that particular analysis type.

Save Default
Saves any settings defined by the user that is different from the default. These settings can be recalled for
consistency of analysis on similar data sets.

. oge . " Run Wizard — =
Run Wizard Additional Settings
Additional Settings - MLPA Analysis
PI‘OC e dure Set additional options related to the different analysis type
7. The Run Wizard is almost complete. Enter or change the
appropriate information for your analysis type. = L
8. Once the settings have been adjusted to your analysis type, Slole Evaladion ML sty o
1 ; 1 1 1 Bestice: ¥ Checl uantification (0-fragments)
click OK and' a Data Processing window will appear Whlle et [ (Gt [ e D:Asma:ag‘m ey
GeneMarker sizes the data based on the parameters set in the - £
. . . .. ¥ Check Dersturation (0-fragments)
Run Wizard. Click OK when the analysis has finished. MLPA Normalzaton By elhod = 151 Passs [iE 3] #hatigh o 2]
@ Intemal Control Probe Mormalization
. ' Population Momalzation [ oo DEkil¥eies
Functions
Allelic Ladder
Permits the selection of a sample containing an allelic ladder. This ot | [me ] B
option is only available when Fragment (Animal) analysis types are
selected.

Allele Evaluation
Peak Score
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User-definable confidence level of the allele call. Peak score is an algorithm that takes into account signal-
to-noise ratio and peak morphology. Rejected samples appear in red, samples that need to be checked
appear in yellow, and samples that have passed appear in green.

AFLP Unconfidence at Rightside Score
Available only when AFLP Analysis method is chosen. When selected the user can enter the minimum score
at which a peak to the right of the main peak will be called. See Chapter 7 Special Applications - AFLP.

MLPA Normalization Method

Available only when MLPA Analysis method is chosen. Two normalization methods are available to correct for
variations of PCR efficiencies from small to large DNA fragments or from sample to sample. See Chapter 7
Special Applications MLPA.

Internal Control Probe Normalization
The traditional method of normalization using the control probes.

Population Normalization
Unique to GeneMarker, this method normalizes peak intensities based on the statistically most probable
median intensities.

Advanced
Available when Population Normalization is selected. Advanced Population Normalization is meant to be used
when more than half of the probes are deletions or duplications.

Adjust Analysis Parameters

After the clicking OK in the Run Wizard Additional Settings box, the Data
Processing box appears. The raw data is being processed and sized, then the
filtering parameters are applied, and finally a Panel is applied (if selected). Click
OK in the Data Processing box when analysis is complete.

Review the results in the Main Analysis window. See Chapter 3 Main Analysis
Overview. If you notice many false positive peak calls, you may need to adjust
the analysis parameters. There are three options for adjusting the analysis
parameters as discussed below.

NOTE: Manual edits will be lost when data is re-analyzed.

Re-analyze with Run Wizard

To re-analyze with the Run Wizard tool, simply click the Run Project icon
in the main toolbar. The Run Wizard will launch and the most recently —
selected parameters will be displayed. Adjust parameters as necessary and &T zzg:g::z:hmbamaﬁbmd —
click OK in the Run Wizard Additional Settings box. The Use Old Calibration e may eheck Call Size Again o ecallhe sizes

box will appear with the option to Call Size Again. Only select Call Size | whattado:

Again if the Run Wizard Template Selection Size Standard selection was
changed or any of the Run Wizard Data Process Raw Data Analysis
parameters were changed. Click the Apply to All button. The Data
Processing box will appear again and the data will be re-analyzed with the [ihuaren |

new parameters.

Use Old Calibration - Being closed in 23 seconds ]

7 Call size again

Re-analyze with Auto Run

To re-analyze with Auto Run, first select Project — Options. The Project Options Settings box will appear. This
box offers all the same parameters settings as are available in the Run Wizard. Use the tabs to view the Template
Selection, Data Process, and Additional Settings boxes. Click OK when finished. Next, select Project — Auto Run.
The data will be re-analyzed with the new parameters.

NOTE: The Additional Settings Allele Evaluation Peak Score parameters can be changed in the Project Options
Settings box and will be applied to the data without having to re-analyze the data with Run Wizard or Auto Run.
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Re-analyze Individual Samples

To re-analyze an individual sample, dye color, or marker, click the Call Allele icon in the main toolbar. The
arrow next to the icon opens the drop-down menu with additional options. Click an option from the drop-down
and the Recall Allele box will appear. Adjust parameters as necessary and click OK. The new parameters will be
applied.

All Samples o e ol e W E

Applies the new parameter settings to all samples in the o

dataset - similar to Run Wizard and Auto Run. 7 Catsay o - 5
" Marker 'N—‘Ll

Open Samples o lTTi 5] s

Applies the new parameter settings only to samples that are e Pt < [T cro, 00 <o

checked in the Sample File Tree. e A o 2 s

Prusk Distecci

Current Sample e I e S :
Applies the new parameter settings only to the sample B 4 = o
highlighted in the Sample File Tree. P umPekam nar

Lo [30 3] Roec [0 3

Call the Dye = el <

Applies the new parameter settings to the dye selected in the
Recall Allele — Call Allele by Dye field.

Call the Marker
Applies the new parameter settings to the marker selected in the Recall Allele — Call Allele by Marker field.
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Chapter 3 Main Analysis Overview

Chapter 3 Main Analysis Overview
Main Analysis Window

Menu Options

Main Toolbar Icons
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Main Analysis Window

The main window of GeneMarker has an easy to use layout. The sample files are displayed on the left, the
Synthetic Gel Image is displayed at the top, Electropherograms appear below the gel image, and the Report Table is
on the right side of the window.

To resize the frames in the Main Analysis window, simply place the cursor over the partitions that separate the
Synthetic Gel Image/Electropherogram/Sample File Tree/Report Table. The cursor will change to a two-headed arrow
bisected by two vertical lines. Hold down the left mouse button and drag the gray vertical line in the direction
you wish. To open and close the frames, use the Show/Hide icons in the main toolbar.

Main Analysis Window

Sample File Tree Report Table

/ /
/ Synthetic Gellmage Electropherogram f
.-;Lf.L—cnr‘.'!'nc}\"l‘l'.-‘:"ﬂ \\', XI . Illi' = @ 8 ]

'\

| = »[EEE & B- O\RLE;L. ENER L_--M,....l_’J—W g
z . 2 Report

]

Gl Imagy ba181497
061_i203
G83_Aod
06a_Bo4

[
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W
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Sample File Tree

The Sample File Tree of the main analysis window contains two folders. The

ntitlec

u
first is the Raw Data folder which, when expanded, displays a list of all the g o
dataset samples. When a sample is double-clicked its preprocessed & R
electropherogram trace will appear in the Raw Data Analysis window. See S o ?5271?: Wfea i:z:,iﬁp
Chapter 2 General Procedure. é Eggggmﬁiﬁzm o et
The second folder, Allele Call, also contains a list of all the samples, but B TOTRPLIEININS | ren e T
when the filename is double-clicked the sample’s electropherogram trace ?::‘i:ff "
appears in the Main Analysis window with all sizing information and allele e b
call filtering applied. The Allele Call folder also flags each sample with a £t Comments F
green sheet, yellow sheet or red strike-through indicating size calling

success. See Chapter 4 Fragment Sizing Standards.

Right-click the sample filename in the Raw Data or Allele Call folder to see additional options.

28
December 2018



Chapter 3 Main Analysis Overview

Sorting Options
Select Page

Opens electropherogram traces for the number of samples specified in the View — Preference — Display Settings

— Max Chart # In Page field. Hot Key = Page Up/Page Down
Select Next Group

In descending order, selects the same number of samples previously selected by Select Page, grouping options

(see Sample Grouping section below) or double-click option.

Select Max
Opens electropherogram traces for the number of samples specified in the View —
Preference — Display Settings — Max # Open Charts.

Deselect All
Unselects all selected samples in the Sample File Tree list and closes the electropherogram
traces.

Sort Samples

Opens the Sort Sample Options box. Select First, Second, and Third Order sorting from
the drop-down menu options Sample Type, File Name, Lane Number, Well ID, and Size
Score. Hot Key = F3

Search Options
Search File

Sort Sample Options (=]

First Order:

File Name hd
Second Order: |'well ID hd
Size Score -

[V Disabled to Bottom
[~ Case Sensitive |v Ordered by Group

Iv lgnore Separators in File Mame: |._
ok |

Third Order.

W Ascend Sort

LCancel ‘

Opens the File Search box. Enter any part of a filename to search for the sample in the list. Click the Search
button. Left-click and use CTRL or SHIFT key to highlight samples then click the Open Selected button. The
electropherograms of the selected samples will open in the Main Analysis window. Hot Key = CTRL+F

Sample Information

Sample Info

Opens the Sample Information box. A list of Properties appears and includes information
like; Sample Name, Well ID, Lane Number, Instrument Name, and Chemistry. The list of
Properties varies depending on the file type. Hot Key = F2

Edit Comments

Opens the Edit Comments box. Enter information in the Comments field. The last ten
comments will be stored and can be subsequently selected for future samples. The Sample
Comments will appear on the Print Report. See Chapter 6 Reports and Printing. Hot Key =
F4

Disable Samples

Disable Sample

Opens the Input Disable Reason box and marks the sample with a red strike-through. A
disabled sample cannot be selected for display in the Main Analysis window and will not
appear in the Report Table if View — Preference — Options — Show Disabled Samples in Report
is deselected. Select a Comment Template or enter a new comment in the Comments field
and click OK to disable the sample. Hot Key = CTRL+DEL

Add Samples

From the main toolbar, select Project — Add Samples to Project. The Open Data Files box will
appear. Click the Add button to select additional samples to add to the project and click
OK. The added samples will be sized and the allele calls will be filtered according to the
parameters set in the Run Wizard.

Sample Grouping

sk
A1
Lorn Hursten ™
Hachire MEGABALE 00
D Murrdt [
Chematy ETADR FAN: NED: WEX
im Dy N
Fiun 511 ENT RS
Fiun £ WA 15T
Vesion, im
i umbar 0200
Murster of Capiains w
Bar Cote B OTWFLIZ 6T
Inat 12 0001406
Flga i MBTWFLIZ 6T
D Hueil
o]
Input Disable Reason - ‘_

! Comments:

|S|ze Call Failed

Comment Templates

"water S ample

Gercal

From the main toolbar, select Project — Apply Sample Grouping. The File Name Group Editor tool will appear (See
Chapter 8 Additional Tools). Select Group and Control identifiers and click Match. Click OK to apply the
matched groups. Group numbers will appear next to the filenames in the Sample File Tree. Use the Select Next

Group right-click menu option OR CTRL+PageUp/Down to open samples in a group. To disable the Sample

Grouping feature, go to View — Preference — Others and uncheck Enable Sample Grouping.
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Synthetic Gel Image and Electropherogram with Peak Table
The Synthetic Gel Image and Electropherogram displays are associated in the Main Analysis window. Both display
the fragment information in a visual form. When GeneMarker is initially launched, all dye colors are displayed
in the Synthetic Gel Image and Electropherogram at once. Single left-click the Show Color icon in the main toolbar
to cycle through the dye colors or use the Show Color drop-down menu to disable individual colors or

Show/Hide All colors.

Navigation

Zoom In/Out

In the Synthetic Gel Image or the Electropherogram, hold down the left
mouse button and drag a box from upper left to lower right around the
area you would like to zoom in on. To zoom back out, hold down the
left mouse button and drag a box in the opposite direction from lower
right to upper left. The user may also use the Zoom icons in the main
toolbar to zoom in and out. The main analysis window also allows the
user to manually set the x and y axis with the Set Axis icon.

Horizontal Movement

The Synthetic Gel Image and the Electropherogram are synchronized to
allow the user to view both images at once. To move the images in the
horizontal direction, use the top slider bar (below the toolbar) to scroll
the image in either direction, or hold down the right mouse button and
drag the trace right or left.

Marker/Locus Specific Viewing

To scroll through individual markers/loci, select a marker from the
Marker drop-down list in the main toolbar. To view subsequent
markers, use the Up/Down Arrow keys.

Synthetic Gel Image Features

-2 8 E
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The Synthetic Gel Image displays all samples in the dataset vertically. The direction of fragment mobility is
horizontal with the small size fragments on the left and the larger fragments on the right so that the gel aligns
with the electropherogram trace display. Move the mouse pointer over the Synthetic Gel Image to reveal the

sample lane filename.

Image Utilities

Click the Image Utilities icon in the upper left corner of the Synthetic Gel Image. A fly-out menu appears

with the following options:

Copy to Clipboard

Copies the Synthetic Gel Image to the Windows clipboard for pasting into other applications such as

Microsoft PowerPoint.

Save Image
Allows the user to save the Synthetic Gel Iimage as a BMP image file.

Show in Window

Opens a separate window containing the Synthetic Gel Image. The separate window can be maximized for

closer gel image inspection.

Image Display
Intensity

Move the Intensity slide bar, located in the upper left corner of the Synthetic Gel
Image, up and down to adjust the intensity of the fragments displayed.

Grey-Scale

Go to View — Preference — Display Settings — Gel Image. Select Gray for Single
Dye to change the single dye Synthetic Gel Image to black and white when only a .
single dye color is selected (when multiple dye colors are selected the fragments A
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Chapter 3 Main Analysis Overview

will appear in their respective colors). Click the Background in White option to reverse the black and white

exposure for single dye color gel images.
Electropherogram and Peak Table Features

The Electropherogram displays fluorescent signal intensities from capillary electrophoresis instruments as a single
line trace for each dye color. The signal intensities are recorded in Relative Fluorescent Units (RFUs) which are
plotted along the y-axis. Along the x-axis are the basepair sizes of the fragments. The frame units plotted along
the x-axis in the original Raw Data Analysis window are converted to basepair size units as defined by the Size
Standard selected and the Internal Lane Standard (ILS) of the individual samples. Fragment mobility is from
right to left with the smallest size fragments on the far left of the trace.

The Peak Table contains information about the called peaks currently displayed in the Electropherogram.

Electropherogram Trace Display

Range

The basepair size range (x-axis) is as set in the Run Wizard Data Process Allele Call options box. The RFU
range (y-axis) is variable and will re-adjust according to the maximum peak height in the trace. To
manually set x and y-axis ranges, use the Set Axis icon in the main toolbar.

Cursor Locator
The x and y-axis position of the mouse pointer in the electropherogram is displayed in the upper right
corner of the electropherogram.

Allele Call

If a Panel is applied to the data, then grey horizontal bar Markers will appear above the electropherogram
indicating locus ranges. Bin ranges appear as dye-colored brackets above and below the sample trace. Allele
Labels appear below the electropherogram and are associated with the center of each called peak which is
also marked by a light grey vertical line in the electropherogram. If a Panel is not applied, then Allele Labels
for called peaks will only indicate the basepair size of the peak.

The red horizontal line (seen here in the figure on the right) is to alert analysts to trends in the data. These
areas of the data have a more elevated baseline or noise-to-signal ratio (often associated with poorly
resolved peaks) than the nearby regions of the trace which sometimes masks very minor peaks.

= B EW R e[
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Peak Table
The Peak Table can be displayed below the Electropherogram by

clicking the Show Chart/Table icon in the main toolbar. Right-click Wt w om T .
in the Peak Table and select Show Columns. The Show Columns fly- | *
out appears with column options.

Dye

Indicates the dye color of the peak.
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Size
Indicates the basepair size of the peak (x-axis).

Height
Indicates the peak height in RFUs (y-axis).

Height Ratio
The value obtained when the peak’s height is divided by the height of the highest peak in the dye color or
Marker.

Area
Indicates the area under the curve of the peak. The area calculation begins and ends along the x-axis as
indicated by the Start and End columns of the Peak Table respectively.

Area Ratio
The value obtained when the peak’s area is divided by the area of the highest peak in the dye color or
Marker.

Marker (Panel Only)
Indicates which Marker (Locus) the peak is contained in.

Allele (Panel Only)
Indicates which Bin the peak is contained in.

Difference (Panel Only)
Indicates the absolute value in basepairs of how far the peak center is from the Bin center.

Quality (Panel Only)

Assigns a Pass/Check/Undetermined quality ranking for each peak with regard to the peak Score as set in the
Run Wizard Additional Settings box (See Chapter 2 General Procedure) and/or software editing of the
original raw data, such as correction of saturated peaks (SAT Repaired).

Score
The peak quality score is calculated based on signal-to-noise ratio and peak shape or morphology. Lower
scores indicate poorer quality peaks. Additionally, the Score value is a based on an exponential curve.

Start/End
Indicate the beginning and end of the Area calculation for the peak.

Comments
Software and user edited comments appear in the Comments column.

Quality Reasons
Indicates the reason why a peak received a Quality rank of Check or Undetermined. For explanation of the
two and three letter codes, click the Help icon above the Report Table.

Save Peak Table

Click the Save Peak Table icon in the main toolbar to export the Peak Table information currently being
displayed in Excel (.xIs) or tab-delimited Text (.txt) format. All samples peak information for only the dye
colors selected will be exported in the table. Additionally, the user can right-click in the Peak Table and select
Copy Table (Hot Key = CTRL+C) to place the current table information onto the Windows clipboard. The
information can then be pasted into most common spreadsheet or word processing programs including
Microsoft Excel.

Editing Peaks
Double-click the vertical grey peak center bar to select a peak. Right-click anywhere in the Electropherogram
or Peak Table to see additional menu options.

Insert Allele

Right-click at the place in the electropherogram where you would like to add an allele and select Insert
Allele. The basepair size or bin name will be applied in the Allele Label and the peak specifications will be
calculated and displayed in the Peak Table.
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Delete/Undelete Allele

Right-click at the vertical grey bar indicating the center of the called peak or the peak cell in the Peak Table
and select Delete (Hot Key = DEL). To call the allele again, right-click the peak and select Undelete (Hot Key
= SHIFT+DEL).

Confirm/Unconfirm Allele

If a peak is given a low quality score, it will receive a Check (yellow) or Undetermined (red) Quality ranking.
To give the peak a Pass (green) Quality ranking, right-click the peak center bar and select Confirm (Hot Key
= CTRL+M). The peak will be marked Pass (green) and receive a “Confirmed” comment in the Peak Table.
To un-confirm the allele, select Unconfirm from the right-click menu (Hot Key = CTRL+ALT+M).

Confirm/Unconfirm All
Confirm All and Unconfirm All options perform the same actions as the Confirm/Unconfirm allele except that
the Quality ranking for all peaks in that dye color for that sample will be affected.

Edit Allele

Right-click an allele in the Electropherogram or Peak Table and select Edit Allele. The Edit Allele box appears.
Add or change the values in the Allele and/or Size field. The Allele field will be blank if no Panel has been
applied to the dataset. Check Confirm the Allele to automatically give the peak a Quality rank of Pass (green).

Allele Comments

Right-click an allele in the Electropherogram or Peak Table and select Edit
Comments. The Edit Allele Comments box appears. Select a comment from the
Comments Template list or enter a new comment in the Comments field. Click OK
and the comment will appear in the Comments column of the Peak Table. Only
one user edited comment can be added to a peak. Comments automatically
generated by the software cannot be removed. Additional user comments will
simply be added next to the software comment.

View History

=

Opens the Show Edit History window. Shows a record of all manual edits performed on the peak. The Show
Edit History window is only active when the Help — User Management — Settings — Record Data Edit History

option is selected. See Chapter 9 User Management.

Report Table

The Main Analysis window Report Table contains additional information about sample peaks. Depending on the
Analysis Type selected in the Run Wizard Template Selection box, the Report Table will contain appropriate

information. See Chapter 6 Reports and Printing. S
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Navigation

The Report Table is linked to the other frames in the Main Analysis window.
Double-click on the desired allele OR use the Arrow keys to move to the cell
of interest and hit Enter key OR use Alt + Arrow keys to move to different
cells and zoom in on the peak in the Electropherogram.

Select multiple cells by holding down SHIFT key OR hold left mouse button
and drag over desired cells.

The rules by which the Report Table and other frames in the Main Analysis
window are linked are controlled by options in the View — Preferences —

Report Settings tab.

Display Settings ) _ )
Click the Report Settings icon in the Report Table toolbar. The Allele Report Settings box [ ’ -
will appear. Select different Report Styles to see additional options. After selecting i I T— |
Report Style options, click the Save as Default icon in the bottom left corner of the @ Mobe T Fragnent] | | 7 l
Allele Report Settings box. Your options will be saved and will be recalled the next time LR 2 |
you select that Report Style. Additionally, select View — Preferences — Report Settings m._;m... =

— Show Disabled Samples in Report to include samples that are disabled in the Sample
File Tree.

™ Sample Hame & File Fame
S F;Shw,'..“‘ e

Onertation [ Show Ordy Uncertsin Ay
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Sort Options

Sort by Marker

Select Sort by Marker from the right-click menu and choose from the fly-out menu to sort Ascending or Descending.
If Ascending is chosen, then low quality peaks will be sorted to the top of the table. If Descending is chosen, then
the lower quality peaks will be placed at the bottom of the table. This option is only available with Marker Table
and Allele Count Report Styles.

Sort by Column

Select Sort by Column from the right-click menu and choose from the fly-out menu to sort Ascending or
Descending. If Ascending is chosen, then lesser values will be sorted to the top of the table and greater values to
the bottom the table and vice versa if Descending is chosen. This option is available with all Report Styles.

Editing Peaks
To edit peaks, first left single or double-click the cell in the Report Table then right-click to see menu options or
use Hot Keys.

Delete Peaks
Right-click the peak cell in the Report Table and select Delete Peaks (Hot Key = DEL). The deleted peak will be
removed from the Report Table.

Confirm Peaks

If a peak is given a low quality score, it will receive a Check (yellow) or Undetermined (red) Quality ranking. To
give the peak a Pass (green) Quality ranking, right-click the peak cell and select Confirm Peaks (Hot Key =
CTRL+M). The peak will be marked Pass (green).

Peak Information

Hold down Alt key and click the peak cell of interest. The Allele Peak Info box will appear containing information
such as Sample, Dye, Size, Marker, Allele, Score and Comments. The information in these fields cannot be
edited. This option is only available with Allele List, Marker Table, Bin Table and Peak Table Report Styles.

Save Report Table

To save all information currently displayed in the Report Table, click the Save Report icon in the Report Table
toolbar. Choose a directory, enter a filename (_AlleleReport is the default) and save as an Excel (.xls) or tab-
delimited Text (.txt) file.

To export only selected cells in the report table, first select the cells by left-mouse drag across the cell range or
hold SHIFT key and select cells. Right-click on the highlighted cells and select Copy (Hot Key = CTRL+C). The
information is saved to the Windows clipboard and can be pasted into any common word processor or
spreadsheet program like Microsoft Excel. The row and column headers for those cells will be copied with the
highlighted cell information.

Menu Options Open Data
The following menu options can be found in the menu bar of the Main Analysis Open Project
window. Reopen Project ¥
E Save Project
d
. Close All
File Menu

The File menu contains functions for opening and saving raw and processed data. Bt

Open Data
Launches the Open Data Files window where the user can select raw data files for upload into GeneMarker.
Accepted file formats include .fsa, .abl, .abi, .scf, .rsd, .esd, .smd, .smr. See Chapter 2 General Procedure.

Open Project
Opens a folder search window where the user can select to open previously saved SoftGenetics GeneMarker
project files (.sgf, .sfp)
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Re-Open Project
Saves the last four projects that were opened by GeneMarker and allows the user to launch any one of those four
projects directly.

Save Project

Saves a SoftGenetics GeneMarker project (.sgf, .sfp) to a specified directory. Raw data files and analyzed data
files with edits are saved within a project file. Starting with GeneMarker v. 1.96, the negative Y axis peaks of
analyzed data are also saved in project files. Pull-down peaks may result from changes in optical alignment or
polymer of the genetic analyzer.

Close All
Closes a project without exiting the program.
NOTE: It is recommended to select Close All before exiting the program.

Exit
Closes the GeneMarker program.

View Menu

The View menu contains options for how the data is displayed in the

Main Analysis window. = View Project History
View Project History (@) ol ] Show Navigator
Select this menu option to review, save, print a record of all edits |- F Show Gel Image
performed on the current project. =& [FF Show Report

Show Navigator/ Gel Image/ Report Preference ...

Toggles the Sample File Tree, Synthetic Gel Image, or Report Table
frames open and closed in the Main Analysis window.

Preference...
Activates the three-tab Preferences box.

Start up Settings

File |Vnew' Project Applications

The Start up Settings tab, effective only at start up, allows you to select the Run Method and General Settings.

Run Method

Classic: Appropriate for experienced users. The user will Pr,eme"(s =N
. . . ! Siart up Setfings | Display Setlings | Repart Settings | Others |

move through the program data input, settings, and display Moo

options without prompting, by simply following the ® Bees 9 Wi

program’s Sequenﬁal anaIYSis flow. G;“Z’:Liwe:jzfisgatul ¥ Show Repot I~ Show Gel Image

Wizard: Activates the Run Wizard which will guide the user “The above setings take effectory at startup

through the program’s operation. This setting is best for the T

inexperienced user. [ =]
I Project Folder

General Settings = ]

Show Navigator: When selected, the Sample File Tree will e

automatically be displayed in the Main Analysis window after |';\HEW" i

data processing.

Show Report: When selected, the Report Table will automatically | g cumes —

be displayed in the Main Analysis window after data
processing.

Show Gel Image: When selected, the Synthetic Gel Image will automatically be displayed in the Main Analysis

window after data processing.

Import Directories

Raw Data Folder: When selected, the program will navigate to the path provided to locate the Raw Data files

to import into the program.

Project Folder: When selected, the program will navigate to the path provided to locate the Project files to

import into the program.
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Export Directory
Report Folder: When selected, the program will automatically export saved files to location specified.

NOTE: The Import and Export Directories are useful with a network license when files are stored in a
common location.

Preferences =2
Start up Settings  Display Settings ]Hepun Settings | Others |
Dis la Settin s Aliele Label Peak Label
p y g . . X . Decitnal Precisior: [1 4] [ Size [ Height
The Display Settings tab is used to set how the data is displayed in the % Mk D e -
[~ Use Size Shing for Label [~ Larger Font
electropherogrames. I~ Highigh abrorme s Fosiir: [Faak Ton <]
Allele Label I~ Show All Allele Labels
Decimal Precision: Select 0 to 2 decimal places for peak size labeling. L hon 310 e el
Mark Off-Allele as ‘OL’: Select this option to label alleles that are outside of et _ ] [
/ > [ Max # of Open Charts: |8 3 [~ Gray for Single Dye
allele ranges as ‘OL". RS - I
Use Size String for Label:  Select this option to label peaks in the 7 Maxalele Label Lopers: [ 2]
. . . . [~ Show Loci bax with multiine T e
electropherograms according to size instead of the allele label. To display a | == ¥
rounded size string, set the Decimal Precision to 0. T -

Larger Font: Doubles the font size of the allele label characters. This
increased font size will carry over to the Print Report.

Highlight abnormal allele: Select this option to highlight the labels of abnormal alleles with a bright color.
Excellent for Abbott Cystic Fibrosis Kits or any chemistry that amplifies mutant and wild type alleles. Note:
these alleles must be marked with a 1 in the Control Column of the Panel File. See Chapter 5 Panel Editor.
Show All Allele Labels: Select this option to display all allele labels when all dyes are displayed in the
electropherogram (default is to display allele labels of dye 1 only when all dyes are overlaid in the
electropherogram).

Show STD Size Labels: Select this option to display the Size Standard allele labels when all dyes are displayed
in the electropherogram.

Chart Settings

Max # of Open Charts: Select the maximum number of samples you would like to display as an
electropherogram at one time (Max = 96). Use the Sample File Tree right-click option Select Max to open the
number of samples specified.

Max Chart # in Page: Select the maximum number of sample electropherograms you would like displayed in
the Main Analysis window at one time (Max = 8). Use the Sample File Tree PageUp/Down option to select
subsequent groups of samples.

Max Allele Label Layers: Select the number of allele label layers to view at once (Max =10). This determines
how far you must zoom in to clearly read neighboring allele labels and affects how the print report will be
displayed. This setting also carries to the final reports in Special Applications such as MLPA.

Show Loci box with multi-line: Displays the loci boxes above the electropherogram (markers) staggered for
clear view of the marker name when all multiple dyes are displayed at the same time in the
electropherogram.

Peak Label

Choose up to four labels (size, height, area, score) to display as a flag next to individual peaks in the
electropherogram.

Position: Choose to place the peak label at either the top of the peak, to the right side of the peak, or in the
allele label in the Electropherogram.

Gel Image

Gray for Single Dye: When selected will display and print the gel image with a black background and white
bands. When deselected the gel image will display a black background and colored bands (depending on
dye color chosen to view).

NOTE: When all dye colors are selected, the bands in the gel image will be displayed in color regardless if
this option is selected.

Background in White: Only available when Gray for Single Dye is selected. Will invert the gel image so that the
background will be white and the band fragments will be black.

Other Settings
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Show ? and warning message: If selected, there will be a ? in the file name tree for any samples that have
Quality Reason (QR) flagged peaks. Also a pop-up warning message will occur when the user selects a post-

genotyping application if the flags are not resolved.

Warning

Warning: flagged alleles still present in one or more samples.

P|:|34_D1 2_|]E_|:Sﬂ Do you want to continue?
FO34_D12_08.5G1

PO34_D11_07 fsa =

No

FO34_D11_07.5G1

Report Settings

Automatically Re-Sort Report: Check this option if you would like
GeneMarker to automatically re-sort the report every time you
modify alleles. Un-check this feature if you want the report to
remain sorted until you choose to re-sort.

Automatically Scroll Charts to Alleles When Selected in Report: You
may choose whether to scroll to alleles in the trace when selecting
the allele in the report. Leave this feature on to have the software
automatically call up alleles in the trace when you double-click
on them in the report.

Show Disabled Samples in Report: GeneMarker identifies samples
that failed during electrophoresis or size calling. The default
setting excludes the disabled samples from the report. The
option may be selected to have failed or user-disabled samples to
be identified in the report.

Preferences

Start up Sattings | Display Settings  Report Settings ] Others ]
I~ Buomatically He Sot Report
¥ Automaticaly Scroll Chart to Allelss Wwhen Selected in Report
I~ Show Disabled Samples in Report

[~ Open Mutiple Chatts When Browsing Repart

Cancel

Open Multiple Charts When Browsing Report: When selected this option with keep all open charts active while

the analyst is editing individual charts.

Others

Enable Sample Grouping: When Project — Apply Sample Grouping is
implemented, the Enable Sample Grouping option will be
automatically selected. De-select Enable Sample Grouping to
inactivate the Apply Sample Grouping option. The Apply Sample
Grouping information is saved and can be recalled by selecting
Enable Sample Grouping. See Chapter 8 Additional Tools -
Filename Group Tool.

Apply International Date Format: Check this option if you would
like the dates of the Reports for Applications to be in the
International format day/month/year.

Large Size Std Fitting Parameters: Customizes the Large Size Call

Preferences

Start up Settings | Display Settings | Report Settings | Ofheis
I Enable Sample Grouping
I~ Apply Intemalional Dte Format
I Large Siee Std Fiting Parameters 7 |

Size@man AFarabolic] B[Cubic)

I~ Automatically Save Fun‘wizard Parameters to INI file
Folder Sefting
Tope Panel Path:  [C\Program Fles BEERS ofteneticsi =
¥ Using Default Folder of Panel

SizeStd Path: | C:\Program Files [x86\5 oftGenstics\C

[V Using Default Folder of Size5td

O Intearated | Toriate Path [T Fomiam Fles (9626 oG enelios

¥ Using Default Folder of Template

@ Each

T Channels

Cancel

Algorithm by applying the user specified values to the Large Size Call. See Chapter 2 General Procedure
The ? icon links users to a spread sheet that assists in determining the best parameters for the custom large

size standard.

Automatically Save Run Wizard Parameters: Saves Run Wizard parameters in an .ini file

ProjectName_RunWizardParameters.ini
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Channels: Opens the Set Channels box and allows the user to choose from ABI, MegaBACE, and Beckman-
Coulter standard dye colors. The user can also manually enter dye color and name. The default channel
color setup is ABI. See Chapter 2 General Procedure.

Folder Settings: By default GeneMarker imports panels, size standards, and templates from specific folders
installed with the program. If the standard installation location is used, these folders can be found in
C:\Program Files (x86)\SoftGenetics\GeneMarker\V2.4.1\. When at the Run Wizard, the selection of
panels, size standards, and templates available from the dropdown menus is directly pulled from these
folders by default.

The Folder Settings tool gives the user the option to change these default locations. In other words,
GeneMarker can be made to automatically import panels, size standards, and/or templates from an
alternative location instead. This is particularly useful for users with a network setup, with files stored at a
shared location. The folder settings tool gives the user two options for changing the default folders

Each: When the “Each” radio button is selected (see figure

Preferences

above) the user may give new paths individually to the
Panel, Size Standard, and Template folders. To use the
default location installed with GeneMarker for a given folder,
simply check the “Using Default Folder” box.

Start up Settings | Displap Settings | Fieport Settings  Dthers
I~ Enable Sample Grouping
[~ épply Intemational Date Format
[~ Laige Size Std Filing Parameters _* |

Size@may AlParabolic) BICubic)

™ Automatically Save Runizard Parameters to IN] file

Integrated: With this option the user may give the location of
a new directory, which contains a template folder, a size
standard folder, and a panel folder. The program uses name
recognition to identify each folder. The Panel folder must
contain the word “panel”; the size standard folder must

Folder Setting
Type

" Each

@ Infegrated

Inteqrated Folder
Folder Path: I \Frogiam Files [<36] SoftGenelics

7 Using Default Folder =l

contain the word “size” and the template folder must contain

the word “template”. Again, simply check the “Using Default i E

Coce

Folder” box to use the default (unmodified) setup.

For both options, file paths must be entered exactly and should not include any spaces (unless a file name
has a space in it). Network locations should be preceded by two back slashes ( \\ ).

Project Menu
The Project menu contains options for how the data is processed and printed.

Run

Activates the Run Wizard and begins the data processing setup. This allows the
user to select or adjust program settings in a sequential manner. The same process
action can also be accomplished by clicking the Run icon in the toolbar.

Auto Run

GeneMarker will process data using the last set of parameters selected. If one or
more of the parameters require changing to improve analysis, select Project —
Options, change the desired setting(s), and re-process the samples for analysis.

Add Samples to Project

»# Run
s Buto Run

Add Samples to Project
& Print Report
Apply Sample Grouping

@ Options

Project Comments

The user can add samples to a project that has already been sized and analyzed. When selected, the Open Data
Files box will appear. Click Add to select individual files to the project and click OK. The raw data file will be
sized and processed with the same settings as the other files in the project and added to the bottom of the Sample

File Tree.

Print Report

Selecting Print Report launches the Print Report Settings box which allows the user to define display settings in the
Print Report. The software permits printing of the sample electropherograms. You can choose to print all
samples, selected samples, or print samples along with the allele table, if desired. See Chapter 6 Reports and

Printing.
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Options

Allows you to access and change parameters in the Project Option Settings window. This three-tab window
contains settings identical to the Run Wizard. Adjust settings in the Project Options Settings box before selecting
Auto Run. See Chapter 2 General Procedure.

NOTE: Auto Run does not need to be selected after adjusting the Additional — Allele Evaluation — Peak Score
settings. The changes will automatically be applied when the Project Option Settings window is closed.

Project Comments
Allows the user to write free-form comments regarding the analysis. These comments are saved with the project
file and can be displayed in the Print Report.

Applications Menu
The Applications menu contains individual modules for specific data and analysis [g", Soiee
types. These modules present advanced features and reporting options necessary for MLPA Analysis

the particular application. See Chapter 7 Special Applications for more information
on each analysis application.

41 Trace Comparison
%2 Export CODIS

Pedigl'ee Overlay View
Displ d check 1Is usi di h D b ith th Quantitative Analysis
1splay and chec genotype calls using a pedigree c 'art. ata ‘must e run with the SElm

correct size standard and Panel prior to using the Pedigree function. MSI Analysis

MLPA Analysis

Analyze data from Multiplex Ligation-dependent Probe Amplification (MLPA).
Offers two normalization analysis methods and includes a customizable patient
report for clinical use.Trace Comparison

Used with AFLP data, the Trace Comparison module was designed to identify length
polymorphisms between closely-related species. See Chapter 7 Special Applications
- AFLP.

Export CODIS

Clustering Analysis

Trisomy Analysis

Relationship Testing

LOH Analysis

MS-MLPA Analysis

Tilling Analysis

Haplotype Analysis
ARMS/Comparative Analysis  »
Fragile X Analysis

Repeat Expansion Analysis

Developed for forensic scientists analyzing short tandem repeat fragment data.
Exports the CMF 3.0 (xml) and CMF 1.0 (.dat) files for upload into the FBI's CODIS database. See Chapter 7
Special Applications

Overlay View
Allows the user to graphically display any combination of samples and dye colors. This feature includes a 2-
Dimensional and a 3-Dimensional view of the selected samples. See Chapter 8 Additional Tools.

Quantitative Analysis
Offers two different analysis types for quantifying peak areas: Curtain Method and De-convolution Method.

SNPlex/SNaPshot
A SNP discovery application for use with SNPlex, SNaPshot, and SNuPe data analysis. Includes two color
comparison and a ratio plot of homozygotes and heterozygotes.

MSI Analysis
Allows comparison of microsatellite markers in normal and tumor samples to detect instability. Includes a trace
comparison histogram and a patient report with positive and negative MSI marker calls.

Clustering Analysis

Often used with AFLP data, the Clustering Analysis module creates a dendrogram view of all samples in a
project. Users can choose from Euclidean Distance or Pearson Correlation and Single, Complete, and Linkage type
analyses. See Chapter 7 Special Applications - AFLP.

Trisomy Analysis
Detects additional alleles beyond the expected ploidy within a marker by peak intensity or peak area and
calculates a confidence score. A patient report is also available See Chapter 7 Special Applications

Relationship Testing

Uses Identity by Descent methods to search a database for nearest relatives, kinship analysis and parentage
verification. Pedigree drawing may also be helpful in reviewing uniparental disomy. See Chapter 7 Special
Applications
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LOH Analysis

The user defines limits for a ratio plot which then uses normalized peak intensities or peak areas to determine
the presence or absence of alleles compared to a reference trace. The reference and sample traces are overlaid for
easy LOH identification. See Chapter 7 Special Applications

MS-MLPA Analysis
Detects methylation sites within promoter regions and for genomic imprinting applications See Chapter 7
Special Applications

TILLING

Detects SNPs generated by the TILLING technique. By using the internal size standard to align each
capillary and generating a reference trace from all of the samples in the run, the reference can be
subtracted from each individual sample trace yielding a plot highlighting the SNPs. Additionally, a
table shows what the expected size of the complementary fragment should be to determine if each
peak is a true variation. See Chapter 7 Special Applications

Haplotype Analysis
The program uses the allele calls of children and parents to assign phase of the alleles with a first
order approximation. See Chapter 7 Special Applications

ARMS/Comparitive Analysis
Allows comparison of pairs of files for a given individual; includes electropherograms, trace
comparison and allele report in a patient report format. See Chapter 7 Special Applications

Fragile X Analysis

Can be used to analyze Fragile X kits and custom chemistries. Automatically calculates the triplet
repeat number for each sample and the methylation percentage, if applicable. See Chapter 7 Special
Applications - Fragile X

Repeat Expansion Analysis

For analysis of commercial or custom chemistries for repeat expansion disorders (such as triplet
repeat Huntindon’s or hexanucleotide repeat ALS). See Chapter 7 Special Applications - Repeat
Expansion

Tools Menu Help

LIl Panel Editor

The Tools menu contains the Panel and Size Editors in addition to other miscellaneous : )
Ul size Template Editor

modules. Merge Praoject
Panel EditOI‘ Macromolecules 4

. . . . File Conversion
Provides a variety of tools to adjust, edit, and create control Panels. See Chapter 5
Panel Editor. Project Cemparison

Pedigree File Name Match

Size Template Editor File Name Group Teol
Allows the comparison of sample files against a selected size standard, to modify Luminex MLPA Analysis

Convert Text to Binary Files

Replicate Comparisen

and save the size standard for future use, or create a customized size standard. See

Chapter 4 Fragment Sizing Standards.
. . Output Trace Data ...
Pedlgree File Name Match Export Electropheragram ...

Allows the user to automatically add additional files to a previously created 73 Magic Wi

agic Wizard
pedigree tree. A .smp file is exported. See Chapter 7 Special Applications - | Z| show Last Event
Pedigree Chart.

Merge Project
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Combines the individual file results from different projects (multiplexes) into one complete genotype report that
may be saved to print out separately or imported into Cluster Analysis or Relationship Testing.

Macromolecules
Aligns the results for a project without a size standard. Uses fragments that are consistent from one lane to
another to correct for migration differences from one capillary to another.

File Conversion
To combine data for X and Y axis from from unique instruments from a single file (X,Y_file) or two files (X_file,
Y_file).

File Name Group Tool

Used specifically with the MSI and LOH applications, the Filename Group Tool allows users to define how
reference samples and tumor samples should be grouped or paired. A Text (.txt) file is exported. See Chapter 8
Additional Tools.

Output Trace Data
Provides the option to output the raw or sized trace data as a TXT or SCF file. Select the samples to include, dye
colors, data type, and the directory to output the trace files. See Chapter 8 Additional Tools.

Luminex MLPA Analysis
For researchers and clinicians using Luminex colored bead method for MLPA analysis. See Chapter 7 Special
Applications - MLPA.

Project Comparison

Allows the user to compare the same data set (two different projects) and detect differences based on a number
of parameters including peak size and height, quality score, and commented alleles. See Chapter 8 Additional
Tools.

Convert Text to Binary Files

For customers developing their own instrumentation, the Convert Text to Binary Files option allows users to
upload four or five-color Text files (without headers) for conversion into SCF (four-color data) or SG1 (five-color
data) trace files for analysis with GeneMarker. See Chapter 8 Additional Tools.

Export Electropherogram
Allows the user to export the trace images to a specified folder (*.png, *.bmp or * jpeg).

Replicate Comparison
This tool allows the user to group replicates together, and then compare them - thereby obtaining a consensus
genotype. See Chapter 8 Additional Tools.

MagiF Wizard i ; @7 Start vrjec
Contains three option boxes: Start Your Project, Run and Report. i =
Start Your Project Q‘M
Allows the user to easily access the Open Data or Open Project Oven Project *
upload windows. The user can also re-open the four previously & Merge Projects

opened projects by selecting the black arrow next to Open Project.
The Merge Projects application can be accessed from this window.

Run
Selecting Run launches the Run Wizard. Selecting AutoRun will process the data automatically with the
process options currently selected. See Chapter 2 General Procedure.

Report
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Allows the user to Save Project or Print Report. Selecting Print Report will launch the Print Report Settings box.
See Chapter 6 Reports and Printing.

Show Last Event
Opens the last active Data Process action.

Help Menu Help -

Help

Launches a searchable version of this manual. User Management
About...

User Management

Allows an administrator to assign access rights to different users. Also used to set up the password protection
feature. Information from User Management is used to populate the header of

some of the specialized application reports. See Chapter 9 User Management. [t st %

-

About...
Displays information specific to the version of GeneMarker running on the
computer. Also contains links to email Technical Support and the SoftGenetics

Soffinnesics Geretaknr
Vevaon 300

Copyright SoltGienstics LLE
AR Fights Reserved
Tine 1242072010

website. e
Wamning: this computer program it piotected by copeicht law and
wheenghonal heabes.
Uy crized epurductinn o diibtion of tiz pangiam, o any poition
ofi.mavleldm:evae:iviv\dcmhdm':";ﬁﬂbe
Main Toolbar Icons | 7]
= | OpenData

Opens data input dialog box to begin analysis.

Run Project
Opens Run Wizard for processing the data.

Show/Hide Toggles
E E @ /H 3

Displays or hides the Sample File Tree, Synthetic Gel Image, and Report Table frames,

N5

respectively.

Print Report
Provides the user display options for the Print Report.

Show Color
Allows the user to select all colors to view, hide all colors, or choose a single dye layer. Choose a single
dye by single left mouse clicking on the icon.

Zoom In
Use the icon to zoom in on the image, or hold down the left mouse button and draw a box, from the top
left corner to bottom right corner, around the area you wish to zoom in.

Zoom Out
Use the icon to zoom out on the image, or hold down the left mouse button and draw a box, from the
bottom right corner to top left corner.

Set Axis

The default setting automatically sets the Y-axis according to the maximum peak intensity of the
samples. Two other options are available: auto fit the Y-axis using peak intensities of the alleles, or the
user can select the ranges for the X- and Y-axis.

Browse by All Colors
Displays a comparative view of sample electropherograms by dye color. Individual samples can be
selected from the drop-down menu.
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Allele Call Icons
These icons are only available after the raw data has been processed and the Sample File Tree Allele Call folder is

selected.

Size Calibration
Fi Displays calibration charts for linearity of lane analysis.

Show Chart/Table
== | Toggles display to show only the Peak Table, the Peak Table and Electropherogram, or just the

Electropherogram.

Save Peak Table
Exports the Peak Table as an Excel (.xls) file or tab-delimited Text (.txt) file.

Call Allele

Call alleles by sample(s), by marker, or by dyes. Permits slight modifications to the samples without
b - having to activate Run Wizard again. Settings to change include Peak Detection Threshold, Stutter Peak
Filter, and Peak Score Threshold.

Marker Drop-down Menu
barker: [vellow_1 _T| Allows the selection of a marker to view. This is available after the samples have
been compared to a Panel.

Event Log
Displays each lane’s processing success or failure.

€]

;3 | Magic Wizard
Activates the Start Your Project, Run and/or Report dialog boxes.

Report Table Icons
The icons are located directly above the Report Table.

Report Settings
Allows the user to customize Report Table display settings.

Save Report
= Exports the Report Table as an Excel (.xls) file or tab-delimited Text (.txt) file.

Customize Bin Column
Bin | Allows the user to select which bins to include/exclude in the Report Table.
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Chapter 4 Fragment Sizing Standards

Chapter 4 Fragment Sizing Standards
Size Template Editor
Size Calibration Charts
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Size Template Editor

The Size Template Editor is a tool in GeneMarker for creating and modifying Size Standards. To open the Size
Template Editor, select Tools — Size Template Editor from the menu bar OR click the Size Template Editor icon in
the Run Wizard Template Selection box.

Due to differential fragment mobility in capillary gel electrophoresis, a sizing standard must be applied. Each
sample run through a CE instrument will contain an Internal Lane Standard (ILS). The ILS contains peaks of
known size and is usually tagged with red or orange fluorescent dye. Since the ILS dye-labeled fragments
migrate through the same capillary as the other dye-labeled sample fragments, they are subject to the same
environmental conditions and can therefore be used as a guide to determine the size of the other fragments in
the sample. A Size Standard template is applied to each ILS and sizes between the known ILS peaks are
interpolated.

NOTE: GeneMarker is optimized to size fragments with linear mobility. Larger fragments or those run through
a high viscosity gel (i.e. agarose) do not migrate linearly and therefore cannot be analyzed with GeneMarker at
this time.

Size Template Editor

Size Standard List Expected Slze Standard
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Size Standard List
The Size Standard List contains all pre-defined Size Standards and any custom-made Size Standards. Single-left
click a Size Standard in the list to select it. The Expected Size Standard trace and Size Table will appear on the right.

Additional Options
To see additional options for each Size Standard, right-click the Size Standard name and the right-click
menu will appear with the following options.
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Delete Size Standard

Select Delete to delete the Size Standard from the Size Standard List and from the SoftGenetics GeneMarker
Size Standard directory.

NOTE: This action is irreversible.

Export Size Standard

Opens the Save As window. Choose a directory folder and click Save. The Size Standard will be copied to
the selected directory and will also remain in the Size Standard List and SoftGenetics GeneMarker Size
Standard directory. The Size Standard will be exported as an XML file which can be opened with Internet
Explorer, Microsoft Excel, or Notepad.

Reload Size Standard

Click Reload to undo editing changes to the Size Standard. The most recently saved Size Standard will be
restored.

NOTE: If the user selects Save Size Standard and then answers “NO” to the “Size Standard has been
changed, save changes?” the changes will remain in the Expected Size Standard and Size Table until the user
chooses Reload or GeneMarker program is closed.

Sample List
The Sample List contains a list of all the samples in the dataset. Double-click the filename and the sample’s ILS
trace will appear in the Sample ILS frame. Use the Up/Down Arrow keys to scroll through samples in the list.

Expected Size Standard and Size Table

The Expected Size Standard frame displays, as a trace, all the known fragment peaks that are expected to appear in
the Sample ILS. Single left-click a green triangle atop a peak to select the peak. The green triangle will turn
yellow when the peak is selected.

Additional Options
Once a peak is selected, right-click anywhere in the Expected Size Standard frame. The right-click menu will
appear with the following options.

Edit Size Edit Size L& ]
The Edit Size box appears. Adjust parameters and click OK.
Size: Enter the expected basepair size of the ILS fragment. See  [mRO

Comments: Enter free form text regarding the Size.
Enabled: When selected, a “1” will appear in the Expected Size Table. Deselect
this option to disable the Size in the Size Standard. Disabled sizes will be used

Comments:

|w Enabled

for pattern recognition in the sample ILS but will not be used to size fragments e —
in the other dye colors. Disable a Size if its position is variable from sample to (=] o= |
sample.

NOTE: If the Enabled value is changed in the Size Table, you must click another cell in the Size Table before
saving the Size Standard or the change will not take effect.

Insert Size

Right-click at the position in the Expected Size Standard frame or in the Sample ILS where the Size should be
placed. The Edit Size box will appear. GeneMarker will automatically interpolate the value in the Size field
if there are two or more Sizes present in the trace. Adjust as necessary and click OK. A green triangle will
appear at the cursor position indicating where the new Size was placed.

NOTE: The height of the new Size in the Expected Size Standard trace is dependent on the height of the peak
in the corresponding Sample ILS trace.

Delete Size

Select Delete Size to remove the Size completely from the Size Standard. Alternatively, the Size can be
disabled by deselecting Enabled in the Edit Size box or by placing a “0” in the Enabled column of the Expected
Size Table.

NOTE: Sizing is often more successful when there are many Sizes in the Size Standard.

Set Value to Column
Makes all values in the column equal to the value in the highlighted cell. Only available in the Expected Size
Table.
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Sample ILS

The Sample ILS frame displays the selected sample’s ILS trace. Click the Show Dye icon in the toolbar to cycle
through the other dye colors. Right-click at a peak without a green triangle indicator and choose Insert Size. The
Edit Size box will appear. Adjust as necessary and click OK. The green triangle will now appear atop the peak
and also in the Expected Size Standard.

Match Score

Appears in the upper right corner of the Sample ILS and corresponds to the degree of pattern match between the
sample’s ILS and the Size Standard selected. Perfect matches receive a score of 100, no correlation receives a
score of 0.

Navigation in the Sample ILS frame is similar to the navigation options in the Main Analysis window. See
Chapter 3 Main Analysis Overview.

Procedure

As mentioned previously, Size Standards are created to assign basepair size information to fragment peaks in a
sample ILS. The other dye color fragment peak positions are then interpolated based on a linear size scale from
the basepair sizes assigned to the peaks in the ILS. GeneMarker’s Size Template Editor tool allows users to apply
pre-defined commercial Size Standards or create new custom Size Standards based on the dataset ILSs.

Pre-defined Size Standards include:

5C120 GS500

ET400-R GS500_1

ET550-R HD400

ET900-R ILS500
GS-100-250 ILS600

GS-75-300 Liz120

GS200 Rox1000

GS350 SEQ_600

GS400 SNPlex_48plex_v1

Pre-Defined Size Standards

There are two ways to choose a pre-defined Size Standard for the dataset. If the Size Standard name is known,
simply single left-click the Size Standard name in the Size Standard List and click OK in Size Template Editor. The
selected Size Standard will then appear in the Size Standard field of Run Wizard Template Selection box and will be
used to size the data.

Alternatively, if the Size Standard name is not known, follow the Best Match steps | ===
below.
1. In Size Template Editor, select BestMatch — Match All
2. The Data Processing box appears
3. GeneMarker cycles through all Size Standards
4. Click OK when Data Process is finished
5. The Size Standard with the best average Match Score across all samples in the =
dataset will be highlighted in the Size Standard List and appear in the Expected s
Size Standard frame —————————————
NOTE: BestMatch will not always choose the correct Size Standard. User el

inspection is required.

6. Once the Size Standard is chosen, click OK in the Size Template Editor

7. The selected Size Standard will then appear in the Size Standard field of Run Wizard Template Selection box
and will be used to size the data.

Custom Size Standard Creation
Follow the steps below to create a new Size Standard based on the dataset currently | nput Dialeg

uploaded to GeneMarker. New Size Standard Name
JTest Size Standard

[ = ]

1. In Size Template Editor, select File — New Size Standard OR click the New Size

Standard icon Cancel
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11.

NOTE: It is recommended to use the interpolated Size values when
creating a Size Standard due to the differential migration patterns of
each sample.

12.

13.
14.

The Input Dialog box appears
Enter a Size Standard name and click OK
The Expected Size Standard frame will be blank

o5, Size Templace Edtor

Right-click at a known peak in the Sample ILS frame
Select Insert Size
The Insert Size box appears

Enter the basepair size of the peak in the Size field and click OK
A green triangle will appear atop the peak in the Sample ILS and

a new peak will appear in the Expected Size Standard frame
Continue Insert Size operation for the rest of the peaks in the
Sample ILS

GeneMarker will interpolate Size values after two peaks are

added to the Size Standard

7
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When the Size Standard is complete, select File — Save Changes
OR click Save Changes icon

Click OK in Size Template Editor

Proceed with Run Wizard data analysis

Icons and Functions
The following are explanations of menu and icon options in Size Template Editor.

Menu Options

The Size Template Editor contains three menu options - File, Best Match, and Help. The File menu allows the user
to create, save, and export Size Standards. The Best Match menu contains options for selecting a Size Standard.
The Help menu shows navigation hints for Size Template Editor.

File Menu

New Size Standard

Opens the Input Dialog box with a field to enter a new Size Standard name. Follow the steps above - Custom
Size Standard Creation.

Delete Current Size Standard
Deletes the Size Standard that is currently highlighted in the Size Standard List
NOTE: This action is irreversible.

Save Changes
Saves edits and changes to the Size Standard in the SoftGenetics GeneMarker Size Standard directory

Save as New Size Standard
Opens the Input Dialog box with a field to enter a new Size Standard name. The Size Standard is added to
the Size Standard List and saved in the SoftGenetics GeneMarker Size Standard directory.

Import Size Standard

Opens a Windows Explorer window to the SoftGenetics GeneMarker Size Standard directory. Use the
Import Size Standard option to find previously exported Size Standard Files (.xml) on local or networked
computers.

Export Size Standard
Exports the currently selected Size Standard in the Size Standard List as an XML file to a specified directory
on a local or network computer.

Import ABI Size Standard
Opens a Windows Explorer window to the same folder the sample files were uploaded from.

Export ABI Size Standard
Exports the currently selected Size Standard in the Size Standard List as an XML file to a specified directory
on a local or network computer.
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Exit
Closes the Size Standard Editor tool. Be sure to save changes to the Size Standard before exiting.

Best Match

Match Selected

When selected, the Data Process box appears. Each sample in the dataset is compared to the currently
highlighted Size Standard in the Size Standard List. The green triangle indicators are adjusted to give the
best match possible.

Match All

When selected, the Data Process box appears. All samples in the dataset are compared to each Size Standard.
The Match Scores for each sample are averaged together. The Size Standard with the highest average Match
Score for the dataset is chosen as the Best Match.

Help
The Help menu contains a link to Hot Keys in Size Template Editor. Click Hot Keys and the Size Editor Action
Help box appears.

Toolbar Icons

”" | Size Template Editor
Found in the Run Wizard Template Selection box or in the Tools menu.

Create New Size Standard
ﬁ Opens the Input Dialog box with a field to enter a new Size Standard name. Allows for the creation of a
new Size Standard.

Save Changes
E Saves modifications made to the Size Standard to the SoftGenetics GeneMarker Size Standard
directory.

Delete
x Deletes the Size Standard that is currently highlighted in the Size Standard List.
NOTE: This action is irreversible.

Show Dye
. ™| Allows the user to select a single dye color to view in the Sample ILS frame. Cycle through the colors
by left-clicking the icon or use the drop-down menu.

Size Match
@ Automatically places the green size marker triangles atop the peaks of the sample trace and matches it
with the selected Size Standard.

BEO
What to Expect

Once the Size Standard is created, it can be applied to the dataset. Save the edited Size Standard in Size Template
Editor then exit Size Template Editor. If the Size Template Editor was accessed via the Run Wizard Template Selection
box icon then the selected Size Standard will appear in the Size Standard field. If the Size Template Editor was
accessed via the Tools menu then click the Run Process icon in the Main Analysis toolbar. The Run Wizard will
appear. Select the Size Standard from the Size Standard drop-down menu in the Run Wizard Template Selection
box. Proceed through the other Run Wizard boxes and click OK when the Data Process window is complete. The
Size Standard will be applied.

The success of size calling for each sample is indicated by the green, yellow, and red sheet next to the sample
filename in the Sample File Tree of the Main Analysis window. The lane sizing quality is determined by the Match
Score which in turn is a calculation of how closely the sample’s ILS peaks match to the selected Size Standard. If
a sample receives a low Match Score, the sample will be marked with a yellow sheet. If the size calling failed (the
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sample’s ILS peaks could not be aligned with the Size Standard selected) then the sample will be marked with a
red strike-through. When low score or failed samples occur, select the Size Calibration Charts icon in the main
toolbar to correct the size calling.

Low Match Score and Failed Samples
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Size Calibration Charts

The Size Calibration Charts tool is designed to aid the user in determining success or failure of size call after
GeneMarker’s automatic sizing is performed. Click the Size Calibration Charts icon in the main toolbar of the
Main Analysis window. As mentioned previously, once a Size Standard has been applied to the dataset, Size
Match Score indicators appear next to the filename in the Main Analysis window Sample File Tree. Samples with a
high Match Score are indicated by a green sheet; those with a low Match Score have a yellow sheet. Samples
where size calling failed receive a red strike-through. To analyze how each individual sample was matched to
the Size Standard selected, access the Size Calibration Charts. Within Size Calibration Charts, the user can modify
how each sample was sized and view the statistical information for disabled Size Standard peaks.

Sample List

The Sample List includes filename, Match Score, and disabled peak information for each sample in the dataset.
Sort the list by single left-clicking the column header. The list will re-sort in ascending or descending order
based on the values in the column selected. Single left-click a sample to view its Sample ILS and Calibration Plots
on the right OR use the Up/Down Arrow keys. Right-click the sample row and select Mark as Failed to disable
the sample; select Unmark Failed to reverse the action. Disabled samples will appear “grayed-out” in the Sample
List.

Score

The Score column displays the sample’s Match Score which corresponds to the degree of pattern match between
the sample’s ILS and the Size Standard selected. Perfect matches receive a score of 100; no correlation receives a
score of 0 and the sample is considered to have failed size calling.
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Disabled Size Columns

The Sizes that were disabled in the Size Standard (see Size Template Editor section above) will appear as column
headers in the Sample List. If no Sizes were disabled then only the Sample Name and Score columns will appear in
the Sample List. The basepair size position of the disabled peak is reported for each sample. If the disabled peak
is at the beginning or end of the Size Standard, no basepair size position will reported.

Size Calibration Charts

Sample List Calibration Plots SamplelLsS
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Disabled Size Statistics

If Sizes were disabled in the Size Standard (see previous section - Size Template Editor), then the Disabled Size
Statistics table will appear in the bottom left corner of the Size Calibration Charts window. The average basepair
position, the standard deviation, and the difference between the maximum and minimum basepair positions
across all samples are calculated for each ILS peak matched to the disabled peak’s position. No statistics will be
calculated for disabled peaks at the beginning or end of the Size Standard.

Size Standard Trace

The Size Standard Trace displays a synthetic trace of the selected Size Standard. Enabled Sizes are red; disabled
Sizes are grey. Each peak in the Size Standard Trace represents the expected basepair size of peaks in the sample
ILS.

Sample ILS

The Sample ILS displays the currently selected sample’s ILS trace. Single left-click samples in the Sample List to
see additional samples OR use the Up/Down Arrow keys. The green triangle peak indicators appear atop peaks
that correspond to the enabled Sizes in the Size Standard Trace. The basepair size associated with the green
triangle peak indicator is located above the electropherogram. The peaks selected for size calling can be edited
in the Sample ILS frame as described below.

Navigation in the Sample ILS frame is similar to navigation options in the Main Analysis window. See Chapter 3

Main Analysis Overview.

Editing Size Call
Single left-click a green triangle peak indicator to select it. The
triangle that is currently selected will be yellow. To move the green

Resst Pesis

Updste Cutbration

Cepy Curent Cafibrstion Dats
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Chapter 4 Fragment Sizing Standards

Calibration Plots

The Calibration Plots chart the migration linearity of the ILS
fragment peaks for each sample. The charts plot the peak basepair
positions on the y-axis as a function of time (raw data frame
numbers) on the x-axis. As the linearity of the line decreases so
does the Match Score for the sample. Incorrectly identified peaks
will result in a low Match Score.

Double-click a Calibration Plot to select the sample in the Sample List o
and display the sample in the Sample ILS. The currently selected
sample filename will appear red in the upper left corner of the
Calibration Plot.

triangle, hold down the CTRL key and left-click and drag it to the desired position. Right-click the green
triangle peak indicator or right-click the top of an unmarked peak to see additional options.

Delete Peak

Removes the green triangle peak indicator from the Sample ILS and the peak will not be considered in the
Match Score calculation. The Match Score calculation is updated when Update Calibration is selected.

Add Peak

Right-click at the peak position and select Add Peak. A green triangle peak indicator will appear at the
cursor position. To move the green triangle hold down the CTRL key and left-click and drag it to the
desired position. The newly added peak will be included in the Match Score calculation. The Match Score
calculation is updated when Update Calibration is selected.

NOTE: Add Peak is only available when no other green triangle peak indicator is selected.

Fix Size Calibration Editor (=

When selected, the Calibration Editor box appears. Enter the correct basepair size _
of the peak and click OK. el v e
NOTE: Only Sizes that occur in the selected Size Standard can be entered in the size [000
Calibration Editor Size field.
The peak will be “fixed” at the specified basepair position and all green triangle o | -
peak indicators to the left and right of the “fixed” peak will be adjusted to

correctly align with the chosen Size Standard.

The Fix Size feature is useful when the selected Size Standard has uniformly spaced peaks and the sample
ILS has additional peaks due to pull-up or other experimental abnormalities thereby influencing the pattern
recognition algorithm.

NOTE: Fix Size is not active for manually added peaks or peaks outside the Size Standard range.

Reset Peaks

Select Reset Peaks to eliminate manually added peaks and/or extra green triangle peak indicators after Fix
Size.

NOTE: Deleted peaks will not be recalled when Reset Peaks is selected.

Update Calibration

After editing peaks in the Sample ILS, select Update Calibration. The Match Score for the sample will be
recalculated based on the edited peak indicator positions. When Size Calibration Charts is closed, the Size
Match Score indicators next to the filenames in the Sample File Tree in the Main Analysis window will be
updated.

Copy Current Calibration Data

When selected, the frame position and basepair position of the green triangle peak indicators for the selected
sample will be copied to the Windows clipboard and can be pasted into a spreadsheet or word processing
program such as Microsoft Excel or Word.

Size (bps)

2500 3000 3500 4000 4500 5000 5500 €000 6500 7,000 7500
fame

Procedure
After a Size Standard has been chosen and the data is processed by the Run Wizard, the Size Calibration Charts
can be used to correct improperly sized samples.

1.
2.

Click the Size Calibration Charts icon in the main toolbar
The Calibration Charts window appears
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Chapter 4 Fragment Sizing Standards

Select a sample to edit in the Sample List

The sample’s ILS appears in the Sample ILS frame

Right-click in the Sample ILS frame and chose Add, Delete, or Fix Size to correct size call

Right-click again and select Update Calibration

The changes will be implemented for the sample and the Match Score will be updated

When editing is finished, close Size Calibration Charts

The Size Match Score indicators in the Sample File Tree of the Main Analysis window will be updated

Icons and Functions
Toolbar Icons

00NN O W

E Size Calibration
Found in the main toolbar of the Main Analysis window.

View Mode
Change the layout of the Calibration Plots frame. Adjust the maximum number of rows and
columns displayed. Maximum number of rows and columns is 5.

Chart Synchronize
When selected, both the Expected Size Standard and Sample ILS traces become synchronized.
This option is not selected by default.

Preprocess Raw Data
# Select Preprocess Raw Data to smooth the samples’ raw data ILS.

Auto Fit Y
Provides the option to automatically fit the Sample ILS’s y-axis by the maximum peak height
in the trace OR by only the highest matched peaks.

»

. ';;sf‘, Calibration Print @E‘i‘]
% Print
. . . . Prirt lcon Select
Launches Print Preview and formatting options to % CalbionChate HasCol 5 3]

print the size calibration page(s). 7 sadkelit ot 3

Sort Samples
& Sort by Scoe " Sort by Filename

Save
E {18 Preview P= i ‘ X Concel ‘

Options to save print calibration page(s).

Manual Calibration

-E, | Provides the option of manually entering standard peak sizes if many peaks have been
Eﬁ modified. This window contains three columns: Standard Size (fragment sizes of standards

used for size calling), Peak Position (in frames), and Size (sizes are automatically entered,
but easily edited).

What to Expect

It is important to verify sizing accuracy prior to analyzing a dataset. If a sample is not sized
correctly, peaks may be called Off Ladder (OL) if a panel is applied or will not be contained
in the same Bin as other peaks in the case of AFLP analysis. Incorrect sizing most
dramatically affects larger size fragments.
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Before & After Editing Size Call
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Chapter 5 Panel Editor

Chapter 5 Panel Editor
Overview

Procedure

Icons and Functions

What to Expect
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Overview

The Panel Editor can be accessed from the Tools menu in the Main Analysis window OR via the Panel Editor icon
in the Run Wizard Template Selection box. The purpose of a Panel is to outline the position of expected alleles.
Loci or Markers give a range where a group of alleles is expected to appear and Bins indicate the specific
basepair position of the expected allele. In GeneMarker, Markers are indicated by a horizontal gray bar across
the top of the electropherogram. Bins are indicated by the dye-colored brackets at the top and bottom of the
electropherogram. Only in the Panel Editor do the vertical gray bars within the electropherogram indicate the
center of the Bin. For all other views in GeneMarker, the vertical gray bars in the electropherogram indicate the
center of the detected peak.

Panel Editor

PanelList Panel Table
SampleList Overlay Trace f’

f.‘A 1
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: | MUY |
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Panel List

The Panel List includes a list of all pre-defined and custom Panels saved to the Panels folder in the SoftGenetics
GeneMarker directory. Single left-click on the Panel name to display the Panel in the Overlay Trace frame.
Double-click the Panel name to expand the folder and view the Markers associated with the Panel. Single left-
click the Marker name to display that Marker in the Overlay Trace frame.

Additional Options
To see additional options for each Panel, right-click the Panel name and the right-click menu will appear with
the following options.

Edit Panel

Opens the Edit Panel box. Editing the Panel Name field will change how the Panel is labeled in Panel Editor. The
Chemistry and Lot Number corresponding to the panel can be added to the panel information. Set the Ploidy from
Monoploid (1) to Decaploid (10). If the number of peaks within a Marker exceeds the Ploidy setting, the
additional peaks will be labeled Off Ladder (OL) and given the Undetermined (red) Quality rank and PL Quality
Reasoning. See Chapter 7 Special Applications - SNaPshot regarding the SNaPshot feature in Edit Panel.

Delete Panel Edit Pael ) ~
Select Delete (Hot Key = DEL) to delete the Panel from the Panel List and from the Panel Patameters
SoftGenetics GeneMarker directory. fetene Fs L Pare|

. . . . . Che 4 Lot Numbs
NOTE: This action is irreversible. e s
Floidy 2 Diplod -

[~ SnapShot
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Chapter 5 Panel Editor

Export Panel

Opens the Save As window. Choose a directory folder and click Save. The Panel will be copied to the selected
directory and will also remain in the Panel List and SoftGenetics GeneMarker Panel directory. The Panel will be
exported as an XML file which can be opened with Internet Explorer, Microsoft Excel, or Notepad.

Reload Panel

Click Reload to undo editing changes to the Panel. The most recently saved Panel will be restored.

NOTE: If the user selects Save Panel and then answers “NO” to the “The Panel has been changed, save changes
to file?” the changes will remain in the Overlay View until the user chooses Reload Panel or GeneMarker program
is closed.

Sample List

The Sample List contains all the samples uploaded to GeneMarker in the current project. Samples with a
checkmark next to the filename will be displayed in the Overlay View. Double-click the sample filename OR
right-click the sample and choose Select/De-Select to enable/disable it in the Overlay View. Right-click any sample
in the list and choose Select All/De-Select All to display all or no sample traces in the Overlay View.

Sorting Options
Sample Name
Sorts the samples in alphanumeric descending order. Sample Name sorting is the default option.

Size Score
Sorts the samples by the lane size score as it appears in the Size Calibration Charts (See Chapter 4 Fragment
Sizing Standards). Samples with higher scores will appear at the top of the list.

Overlay Trace

The Overlay Trace displays all selected samples in the Sample List. The Marker bars appear above the
electropherogram and the Bins appear within the electropherogram as brackets at the top and bottom. The
center of the Bin is indicated by the vertical grey bar in the electropherogram (only in Panel Editor). The Ouverlay
Trace view can be changed by clicking the Trace Mode icon in the toolbar. Other options include Max & Average
and Gel Image.

Navigation in the Ouverlay Trace frame is similar to the navigation options in the Main Analysis window. See
Chapter 3 Main Analysis Overview.

Marker Options

Create Marker

Hold down CTRL key and left-click and drag across peaks in the Overlay View. A light-blue hashed box will
appear. Right-click in the hashed box and select Create Marker. The Create Marker box appears. Adjust
parameters and click OK.

Marker Name: Edit the Marker Name field to change how the Marker will be ... =]
labeled in the Panel.

Boundary: The basepair range of the Marker is defined by the range of the S i

light-blue hashed box and is therefore inactive in the Create Marker box. To i I g e

edit the Boundary, see Edit Marker below. e

7 Autn Detect

Nucleotide Repeat @ selbyManid 2 4
Auto Detect: Based on the peaks present in the Overlay View, GeneMarker 7 puicE

will attempt to detect the number of nucleotides in each repeat unit of the ¥ FredBinwidh [05
alleles and place Bins at the appropriate interval. W o Lsbel

Set by Manual: Select this option if the number of nucleotides in the allele
repeat unit is known and GeneMarker will place Bins at the specified
interval.

Caresl

Auto Binning
Fixed Bin Width: Check this option to enter the number of basepairs on the right and left of the center of the
Bins. If 0.5 is selected as the Bin Width then the total Bin range will be 1.0 basepairs.
Auto Label: When deselected, the Bins are automatically labeled with the basepair size of the Bin position to the
nearest tenth of a basepair. If selected, the basepair size is rounded up to a whole number value.
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Edit Marker

Double-click the Marker bar OR right-click the Marker bar and select Edit Marker. The Edit Marker box appears.

Adjust parameters and click OK.

NOTE: The Edit Marker box can also be accessed by right-clicking the Marker name in the Panel List and selecting

Edit.
Marker Parameters

Marker Name: Edit the Marker Name field to change how the Marker will
be labeled in the Panel.

Nucleotide Repeats: Use the Nucleotide Repeats drop-down menu (1-6) or
enter a value into the field to set the number of basepairs expected
between each allele in the Marker.

Boundary: To move a Marker left or right, hold down SHIFT key and
left-click and drag the Marker bar. To adjust the basepair range over

Edit Marker

[ 2]

Marker Parameters

Marker Name:
Muclectide Repeats:

Boundary:

BAT26
1 =
To |1168

870

Cancel

which a Marker is located, hold down SHIFT key and mouse-over the

edge of the Marker bar until a double-headed arrow appears then left-click and drag the Marker edge to
increase or decrease the range OR right-click the Marker bar and select Edit Marker. The Edit Marker box

appears. Adjust the Boundary field values as necessary.

Additionally, if a Marker needs only slight adjustment to the right or left, right-click the Marker bar and
select Adjust Marker. The Marker will move automatically to align with the closest peaks.

Edit Marker Bins
Right-click the Marker bar and select Update Alleles.
parameters and click OK.

Nucleotide Repeat

Auto Detect: Based on the peaks present in the Overlay View, GeneMarker
will attempt to detect the number of nucleotides in each repeat unit of
the alleles and place Bins at the appropriate interval.

Set by Manual: Select this option if the number of nucleotides in the allele
repeat unit is known and GeneMarker will place Bins at the specified
interval.

Auto Binning

Fixed Bin Width: Check this option to enter the number of basepairs on
the right and left of the center of the Bins. If 0.5 is selected as the Bin
Width then the total Bin range will be 1.0 basepairs.

Auto Label: When deselected, the Bins will be automatically labeled with

The Update Marker Alleles box will appear.

Adjust

Update Marker Alleles

Marker Mame: |[J1 35634

Nuclectide Repeat
&+ Auto Detect
" Set by Manual

% AutoBi
[ Fixed BinWidth

W Auto Label

Baoundary [bpsl |391 il

To |427.0

: &

-

the basepair size of the Bin position to the nearest tenth of a basepair. If
selected, the number will be rounded up to a whole number value.

To associate Bins with a different Marker, hold down CTRL key and left-
click and drag across peaks at the edge of a Marker. A light blue hashed box
will appear. Right-click in the hashed box and select Change Marker. The Edit
Group Allele box will appear. Select New Marker and a pre-defined name will
appear. Use this Marker label or create a new name and click OK. The
highlighted Bins are now incorporated into the newly created Marker.

Delete Marker

Edit Group Allele \_X J
Change Marker
" Use Existing D135742 z
& NewMarker (0135742 1

Right-click the Marker bar and select Delete Marker OR right-click the Marker name in the Panel List and select

Delete (Hot Key = DEL).

Bin Options
Create Bin

To create a Bin position, right-click in the electropherogram at the exact position to place
the new Bin. Select Insert Allele. The Allele Editor box will appear. Adjust parameters and

click OK.
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Chapter 5 Panel Editor

Allele: Enter a name for the Bin. All peaks that appear within the Bin will display this value in the Allele
Label in the Main Analysis window.

Size: Indicates the basepair position of the center of the Bin.

Boundary: Indicates the range of the Bin on either side (Left and Right) of the Bin center.

Marker: Select which Marker to associate the Bin with. The Markers to the right and left of the Bin position
will be displayed as well as the option to create a new Marker for the Bin. All Bins must be associated with
a Marker.

Comments: Free-form text field to associate a comment with the Bin.

Control Gene: Select “-1”, “0”, or “1” from the drop down menu. Set as a Control Gene if the peaks that fall
within the Bin are of consistent height. Peaks that appear within the Control Gene designated Bins will be
used to normalize the data. If a Bin contains a Control Gene, a “1” should be chosen and will appear in the
Control column of the Panel Table. If a Bin does not contain a Control Gene, a “0” should be chosen and will
appear in the Control column of the Panel Table. If a Bin contains a Quality Control Fragment for MLPA
analysis, a “-1” should be chosen and will appear in the Control column of the Panel Table. Additionally,
right-click the center Bin vertical grey bar in the Overlay Trace and select Set as Control/Non-Control to
enable/disable Control Gene.

NOTE: Control Gene is for use with MLPA analysis. See Chapter 7 Special Applications - MLPA.

Edit Bin

Right-click the vertical grey bar in the center of the Bin in the Overlay Trace. Select Edit Allele and the Allele Editor
box appears. Adjust parameters and click OK. See Create Bin section above for explanation of Allele Editor
options.

To move a bin, hold down SHIFT key and left-click and drag the vertical grey bar in the center of the Bin to the
right or left. Let go of the SHIFT key and mouse button and the Bin will remain in place. To edit the range of a
Bin in the Overlay View, click the Trace Mode icon to view the Gel Image. Hold down SHIFT and mouse over the
vertical white line of the Bin edge. When a double-headed arrow appears, hold down left-click and drag the Bin
edge to adjust the range.

Delete Bin

Right-click the vertical grey bar in the center of the Bin in the Overlay Trace. Select Delete Allele. The Bin will be
deleted from the Panel. To delete multiple Bins, hold down CTRL key and left-click and drag across peaks in the
Overlay View. A light-blue hashed box will appear. Right-click in the hashed box and select Delete Alleles. The
Bins highlighted by the hashed box will be removed from the Panel.

Panel Table

The Panel Table displays Marker and Bin information for the dye color displayed in the Overlay Trace frame. All
columns except Dye and Marker can be edited in the Panel Table. Right-click a highlighted cell and select Set
Value to Column to make all values in the column equal to the value in the highlighted cell.

Dye
Indicates the dye color of the Bin.

Marker

Indicates which Marker the Bin is contained in.

Size

Indicates the position of the Bin center in basepairs.
Left/Right Range

Indicates the range of the Bin on either side of the
Bin center.

Allele Name
Peaks that appear within the Left/Right Range of the Bin will be labeled with the Allele Name.

Control
Bins marked with a “1” are considered Control Bins. Enter "0" in Control column of any allele that the
contrasting color is needed (example: Abbott Cystic Fibrosis mutant alleles, non-controls) in the
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electropherogram of the Main Analysis Screen. Bins marked with a “0” are not controls and will not
be used for data normalization in MLPA Analysis. Bins marked with a -1 (negative 1) are displayed
as quality control fragments for MLPA analysis final report. See Chapter 7 Special Applications -
MLPA.

Distance/kb

Allows the user to input the distance (in kb) that each allele is from the beginning of the sequence. For example,
“38.1” means that the allele is 38.1 kb from the beginning of the sequence for MLPA Analysis, or in the case of
Haplotype Analysis the Mb distance is used to order the markers in the pedigree diagram. A 0 is used to indicate
the marker to be located at the middle of the marker list, positive numbers below the 0 marker and negative
numbers are above the 0 marker in Haplotype Analysis.

NOTE: Applicable for MLPA Analysis. See Chapter 7 Special Applications - MLPA.
NOTE: Application for Haplotype analysis. See Chapter 7 Special Applications - Haplotype Analysis

Recombination Frequency - Used in Haplotype analysis pedigree diagram to report the Genetic distance
between markers

Comments
Free-form text field to associate a comment with the Bin.

Procedure

As mentioned previously, Panels are created to outline the position, in basepairs, of expected peaks. In
GeneMarker, the Panels associated with several commercially distributed genotyping kits are included.
Examples of some of the pre-defined Panels include MRC Holland’s MLPA kits, Promega’s MSI kit, Fragile X,
Cystic Fibrosis and Trisomy kits. GeneMarker also offers the opportunity to create a new custom Panel if the pre-
defined Panels do not include a kit that the user is working with. Below is a discussion of how to use the pre-
defined Panels or create a new Panel with GeneMarker’s Panel Editor tool.

The Panels displayed by default include all panels needed for our demonstration data:

AFLP Fragile X LOH
Microsatellite MLPA MS-MLPA
MSI SNaPshot Trisomy

Pre-Defined Panels

In addition to the Panels displayed by default,

the user has the option to import standard Panels
and Bins Text files and to access additional
commercial kit panels including: MRC Holland r; A )| Bt , Cystc Fibross Panels
MLPA and MS-MLPA Panels, Trisomy Panels for g e e ph e
Aneufast, Devyeser, ChromoQuantand gkt ‘ frs . | ML P Par]
GenProbe kits, Cystic Fibrosis Panels for Abbott .

and GenProbe kits and Fragile X panels for L: .
Asuragen kits.

¥ | . PreDefined_Panels j = B

Select File - Import PreDefined Panels

O e ey g |

Import ABI Panels and Bins Files { ™
1. In Panel Editor, select File — Import ABI Panels from the menu bar. oot e P e e

2. The Import Panels from GeneMapper box appears.
3. Click the access button next to the Panel File field. A Windows Explorer ¢
window will appear. ey ;

4. Navigate to the location of the Panels.txt file and click Open. Evemioie s g
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5. Next, click the access button next to the Bins Load from File field and locate the Bins.txt file.

6. Click Open.

NOTE: Select Bins Auto Build if a Bins.txt file does not exist.

7. Click OK in the Import Panels from GeneMapper box.

8.  All Panels in the Panels.txt file will be uploaded into GeneMarker.

9. Select a newly uploaded Panel from the Panel List.

10. Edit the Markers and Bins so that they align with the peaks in the dataset.

11. Save the edited Panel and close Panel Editor.

12. Click the Run Project icon in the Main Analysis window.

13. Select the Panel from the Panel field in the Run Wizard Template Selection box.

14. Proceed through Run Wizard and data analysis. See Chapter 2 General Procedure and Chapter 3 Main
Analysis Overview.

MLPA Panels

1. In Panel Editor, select File — Import Pre-defined Panels from the menu bar.

2. The SoftGenetics GeneMarker Pre-defined Panels folder will appear.

3. Open the MLPA Folder

4. Choose a MRC Holland MLPA Panel for upload.

NOTE: Go to www.mrc-holland.com/ products.htm for additional information on MLPA Panels.
5. Click Open.

6. The MLPA Panel will appear in the Panel List.

7. Follow steps 9-14 above.

Custom Panel Creation
Follow the steps below to create a new Panel based on the dataset currently uploaded to GeneMarker.

Automatic Panel Creation
1. In Panel Editor, select File — Create New Panel from the menu bar or click the Create New Panel icon.
2. The Create New Panel box appears.
3. Enter a name for the Panel in the Name field. This will be the Panel name that is displayed in the Panel List.
4. The Type will, by default, display the Analysis Type chosen initially in Run Wizard Template Selection. Choose
a different Type from the drop-down list if required to match the Analysis Type selected.
a. Fragment (Animal), Fragment (Plant), Types several

Markers per dye color will be created based on peak NM#,N S —
grouping in the dataset . W' r— T

b. AFLP, MLPA, and SNPlex will create just one Marker for | .. : Bt f
each dye color | ey |

c.  SNaPshot Type will associate nucleotides (ATCG) with s '
each dye color € Ui Sl S

5. Select Automatically Create —
a. Use All Samples will create a Panel based on an overlay e e

of all the sample peaks in the dataset
b.  Use Selected Samples will create a Panel based only on the samples selected in the Panel Editor Sample
List
6. Click the double-arrow button to expand the dialog box and see additional parameters
7. If required, check the Fixed Bin Width option and enter a value for the left and right Bin ranges
8. When finished, click OK
9

The new Panel will be created and added to the Panel List — — S

o7

NOTE: New Panels are created based on the Max & Average View

2 o

Mode. More intense peaks are given higher priority for Bin

placement when peaks do not overlap perfectly.

10. Edit the Markers and Bins as described in the previous
section - Panel Editor Overview.

11. Follow steps 9-14 above.
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Manual Panel Creation

1. In Panel Editor, select File — Create New Panel from the menu bar or click the Create New Panel
icon.

Enter a Panel name in the Name field

Choose the appropriate Analysis Type from the Type drop-down menu

Select Manually Create

When finished, click OK

The Panel name will appear in the Panel List; however, no Markers or Bins will be associated with
the Panel

7. Follow the steps in the previous section - Panel Editor Overview - to create Markers and Bins
NOTE: When creating a panel for MLPA analysis, there must be separate markers created for the
Quality Control Fragments. See Chapter 7 Special Applications - MLPA.

SANCL e

Adjusting and Calibrating Panels

It is common for panel alignment to be shifted due to variations in genetic analyzers or run
conditions (such as temperature, injection time). Markers or bins can be manually aligned to the allele
ladder using the shift and mouse key. Once a panel has been adjusted to fit the output of a specific
genetic analyzer, the panel should be saved with the signal information. The combination of the panel
bins and signal information provides GeneMarker’s pattern recognition algorithm with the data
necessary to use major and minor auto panel adjust icons to align the panel for projects from future
runs on that same analyzer. If more than one genetic analyzer is used, a separate panel for each
genetic analyzer should be saved with signal information, for example: panelname_ABI3100,
panelname_ABI3130, panelname_CEQS8000.

Align all of the bins within a marker

1. Hold down the shift key

2. At the same time place the mouse
over the gray marker name bar at the
top of the electropherogram

3. The marker rectangle will be outlined
in red and the panel name will be in
red font when the adjust feature is
active

4. Drag the marker to align the bins with
the peaks of the allelic ladder

5. Save the panel with signal
information (the turquoise save icon)
to enable the major panel adjust
feature to work in future projects

4, Poncl itor =T

Align an individual bin

Select the gray vertical bar of the bin with the mouse - the bar will turn blue
Hold down the shift key and click on the gray, vertical bar for the bin

The vertical bar will be outlined in red and the panel name will be in red font
Use the mouse to drag the gray vertical bar to the center of the peak

Ll NS
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Major and minor Auto-panel adjust
1. Major panel adjustment icon should be
used with a panel that was previously
saved with signal information from the
genetic analyzer if the data run is shifted

1-5 base pairs from alignment.

2. Click on the auto-major panel —_
adjustment icon —

3. The panel is automatically
adjusted for this project

4. Minor panel adjustment icon
aligns the center of the Bin to the
center of the nearest peak (within
one basepair of the Bin).

#1

s EEEEHEEEEEE

o i T e T ma mm

Icons and Functions

The following are explanations of menu and icon options in Panel Editor.

Menu Options

The Panel Editor contains three menu options - File, Tools, and Help. The File menu allows the user to create, save,
and export Panels. The Tools menu contains options for datasets with allelic ladder samples and exporting a
Panel. The Help menu contains navigation hints for Panel Editor.

File Menu
Create New Panel
Launches the Create New Panel dialog box with the options to create a new Panel Automatically or Manually

Delete Current Panel/Marker
Deletes the Panel or Marker that is currently highlighted in the Panel List

Save Changes
Saves edits and changes to the Panel in the SoftGenetics GeneMarker Panel directory (Hot Key = CTRL+S)

Save as New Panel
Opens the Input Dialog box with a field to enter a new Panel name. The Panel is added to the Panel List and
saved in the SoftGenetics GeneMarker Panel directory.

Import Panels
Opens a Windows Explorer window to the same folder the sample files were uploaded from. Use the Import
Panels option to find previously exported Panel Files (.xml) on local or networked computers.

Import Pre-Defined Panels
Opens the SoftGenetics GeneMarker PreDefined Panels Folder. This folder contains many panels from
commercially available chemistries: Aneuploidy/Trisomy (to import panels for Aneufast, Devyser, Elucigene,
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and Finnzymes)Cystic Fibrosis (to import panels from Abbott and Elucigene) and the MLPA Panel folder (to

import additional MRC Holland MLPA Panels).
Import ABI Panels

Launches the Import Panels from GeneMapper box. Opens Panels and Bins Text files and converts them to single

Panel files in XML format for use in GeneMarker.

Export Panel

Exports the currently selected Panel in the Panel List as an XML file to a specified directory on a local or network

computer.

Exit

Closes the Panel Editor tool. Be sure to save changes to the Panel before exiting.

Tools Menu

Match Ladder

Opens the Select Ladder box. Choose an allelic ladder sample from the
drop-down menu. Click OK and the Panel will adjust slightly to align
with the peaks in the selected ladder sample.

NOTE: Large differences between peak and Bin position cannot be
resolved with the Match Ladder function.

Export the Project Panel
Exports the currently selected Panel in the Panel List as an XML file to a
specified directory on a local or network computer.

2 Pocel Eivor Aciom Help

Zoom In:

S o frem et gt e heking the et mouse
Zoom Out:

D b o gt e et whie hcding e e oo
Seroll Graphics:

fove mouse el o riht whie hebding the cight mouse.

Insert an Allele:
Right chck at the preak fn the chart o Iusert Allcle
Delete an Allele:

it cick 2t the allle to select Delete Allele

Delete Alleles:

ol eft mouse and move the mouse to select & region (drawn a3 2 cysm shadow)

Help Menu
The Help menu contains a link to Hot Keys in Panel Editor. Click Hot Keys ~|== ="
and the Panel Editor Action Help box appears. ]

Toolbar Icons

]
o
=

Panel Editor
Found in the Run Wizard Template Selection box OR the Tools menu.

Create New Panel
Opens the Create New Panel box. Follow the steps in the Create a Custom Panel section above.

Save Changes
Permanently saves Panel edits to the currently opened Panel file which is located in the SoftGenetics
GeneMarker Panel directory.

=) Save Changes with Signal Info

= Permanently saves all Panel edits, including height information which is used with the Major Panel
Adjustment feature.

NOTE: A Panel must be correctly aligned with peaks in the dataset before selecting Save Changes with Signal Info
in order for the Major Panel Adjustment feature to work correctly.

=

Delete Current Panel/Marker
Deletes whichever Panel or Marker is currently highlighted in the Panel List. This action is irreversible.

Show Dye
Allows the user to select a single dye color to view in the Overlay View. Cycle through the colors by
left-clicking on the icon.

N -

Trace Mode
Single left-click to cycle through the options or use the drop-down menu.
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Trace Querlay displays all traces of the selected samples in the Samples List one dye color at a time.
Single click any trace in the Trace Overlay frame and the trace will become bold and the associated

sample will be highlighted in the Sample List.

Max & Average displays two traces in the electropherogram. The darker color line corresponds to
the maximum peak height at that position and the lighter color line corresponds to the average of

all selected sample traces at that position.

Gel Image displays selected samples as a synthetic gel image. Bin ranges in the Gel Image mode
appear as white vertical lines and can be manipulated by holding down SHIFT and dragging the

-

il

=
T,

white lines left or right.

Check Range in Edit

When activated, the software will warn the user if they set the left or right range of an allele to overlap
with another allele. This feature will prevent the user from setting allele boundaries too close to
neighboring alleles. This option is selected by default.

Major Adjustment of Panel

Uses previously defined size and height information located in the Panel file to identify Marker and
Bin positions. To be used when a Panel must be adjusted by 1 - 5 basepairs in order to align with the
dataset peaks.

NOTE: A Panel must be correctly aligned with peaks in the dataset before selecting Save Changes with
Signal Info in order for the Major Panel Adjustment feature to work correctly.

Minor Adjustment of Panel
Aligns the center of the Bin to the center of the nearest peak (within one basepair of the Bin).

What to Expect

Once a Panel has been created, it can be applied to the dataset. Save the edited Panel in Panel Editor then exit the
Panel Editor. If the Panel Editor was accessed via the Run Wizard Template Selection box icon, then the selected
Panel will appear in the Panel field. If the Panel Editor was accessed via the Tools menu then, Click the Run
Process icon in the Main Analysis toolbar. The Run Wizard will appear. Select the Panel from the Panel drop-
down menu in the Run Wizard Template Selection box. Proceed through the other Run Wizard boxes and click
OK when the Data Process window is complete. The Panel will be applied.

After the Panel is applied to the dataset, the Markers and Bins appear in the Electropherogram and Report Table. In
the Electropherogram, the Markers are horizontal grey bars, the Bins appear as dye-colored brackets above and
below the trace, and the center of the peaks are marked with a vertical grey bar. Peaks that fall outside of the
Markers or Bins of the Panel are marked Off Ladder (OL).

Off Ladder Allele

Intstied = B

. GeneNdarker

@ » FEH S H-9QBE @AB® &- vl =
. =
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Chapter 6 Reports and Printing

Chapter 6 Reports and Printing
Report Table

Print Report

Save Project
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Report Table

The general features of the Report Table were outlined in Chapter 3 Main Analysis Overview. Here we will

discuss and give examples of each Report Style available in the Report Table.

Allele List

The Allele List Report Style displays the basepair size (or Allele Label, if a Panel
is applied) of the called peaks. The sample names are listed in rows in the far
left column and peaks are numbered in columns at the top of the table. Allele
List is the default Report Style when SNPlex Analysis Type is selected.

Features
Naming Options
Report each sample by sample name or by file name in the allele report

Show Only Uncertain Alleles
When selected, displays only the peaks with Quality ranks of Check (yellow)
and Undetermined (red).

Show Rejected Low Score Alleles

Allele Repart Settings

Rt Sl
1 Pidele La

T Mtk T abie [Fiagmen]
7 B T abe |NFLP/MLRA)
" Puah Tabls

I Aol Cenrd

7 Sampls Mame (= Fie Nane

Onentation
& &

) ==
I |

I~ Show (nky lrcertain Ak

P Show Nejected Low Sooee At

¥ Hude Exlean 5 vl Hanives

=] [ cocel |

When selected, the peaks with peak scores below the Run Wizard

[z e7 Jaz se oz #s [ar e10 far #11 [ar 12

Additional Settings Allele Evaluation Peak Score Reject setting will be | [ecmscr & &

052_A04.SCF I ESENN SE)

displayed in the table. i femoiser (W Mo
4 0S2_HO3.SCF o s11 B <70

. H 061_B0S.SCF o 01 B <03
Hide Extra Sample Names T e i e
When data is displayed in Vertical Orientation, the sample names are | {20057 @55 &2
) 8 064_E05_5CF I EEER ESH

repeated for each row of data that the sample is associated with. If Hide |2 |ps=rsser (@ mes
10 |066_GO5.SCF W 105 B 218

Extra Sample Names is selected, then the sample name will only appear |7 pessss g @ o

once in the first of the rows it is associated with. ey
14 |S539_HOS5.SCF o 05 B <11

15 |s1s_mos.scr FEr o

16 [s15_sos_scr N 257 O 3:3

17  |820_C0&.SCF W 10c B 209

18 |820_D0&.SCF W 10¢ B 209

15 [s21_=06_scr X 254 W 323

i a7s 451 @ oo @ 122
i a2 @ oo @ 1z0 @ 141
B 211 B <72 @ 435 @ oo
ez @ o @ oo Wave
& 475 Fes1 @ oo M 1z4
I"EETR FEENIT BEERY FEN
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a3z @ oo 12z @ 132
i a3 @ oo @ 132 @ 13¢
O 122 135 X 122 ff 13¢
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¥ Al Repart Settings ot
Marker Table (Fragment) i i —
The Marker Table (Fragment) Report Style displays the Quality rank and | ° "™ . e
Allele Label of each called peak. Samples are listed in rows in the far left Y -
column and Panel Marker names indicate the columns at the top of the £ Pesk Tabk =5t
table. " Alike Count ? "
Marker Table (Fragment) is the default Report Style when Fragment Animal, e ——
Fragment Plant, Analysis Types are selected. i £ L ey O
NOTE: Marker Table (Fragment) requires that a Panel is applied to the data. Riet et

! Corcel

See Chapter 5 Panel Editor.

Features

Options

Extend Diploid Homozygous: Repeats the same Allele Label in the second allele
position of the marker when only one peak is detected in the marker. Only
active when the Edit Panel Ploidy option is set to 2-Diploid.

Show Allele Name/Size (0.1bp)/Height/Area/Score: Allele Name is displayed in the
Report Table by default regardless of table Orientation. Select to display Size,
Height, Area, and/or Score of the peak all within the same cell. Parentheses
separate the peak statistics from the Allele Name. Only enabled when Vertical
Orientation is selected.
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Orientation

Horizontal: Sample names appear on the left in rows and Markers appear at ==
the top in columns. -
Vertical: Sample names appear in the far left column in rows with Markers
listed in the second column. Alleles in order of basepair size appear at the
top in columns. Leh

D135742

2373, €11, 48 247 (242
, 1434, 1 a1 (33l.z, 1232,
, 3344, 3401 (401.0,

125326

135305

Show ** when no allele call: When selected this option allows the user to o

specify symbol or short word, such as Null, when there are no peaks in a T e

marker. If deselected the cell in the report would be empty. Ent

Show Only Uncertain Alleles: When selected, displays only the peaks with —

Quality ranks of Check (yellow) and Undetermined (red). =

Show Rejected Low Score Alleles: When selected, the peaks with peak scores s s e, s :

below the Run Wizard Additional Settings Allele Evaluation Peak Score Reject e e s sl s 5

setting will be displayed in the table.

Hide Extra Sample Names: When data is displayed in Vertical Orientation, the sample names are repeated for each
row of data that the sample is associated with. If Hide Extra Sample Names is selected, then the sample name will
only appear once in the first of the rows it is associated with.

Bin Table (AFLP/MLPA)

If a peak is detected in at least one sample, the Bin Table Report Style will report the presence or absence of a peak
at that position for the rest of the samples in the dataset. Bin Table is the default Report Style when AFLP, MLPA,
or SNaPshot Analysis Types are selected.

Features " Alele Report Settings 3 ()
Options Report Style Options

Abide By Panel: When selected, the table will show only called alleles :/:j::lh‘a[%gmm] e

within Panel Marker ranges. This option is only active when a Panel is o Postve: 1
applied to the data. ® e Tl SN:ttd P

Show Type Symbol: Enter values to indicate the presence of a peak at the Ml o I~ Show ninsty 1~

[ Shaw Area 7 Show Score
" Sample Name (¢ File Name ’_

position (Positive), the absence of a peak at the position (Negative), and a

Check or Undetermined Quality rank at the position (Suspected). — oo et
Show Intensity (Raw): Displays the peak intensity (RFU) value for all @ Hoortsl " Veicdl 7 Show Reicted Low Seoe Aleles
Poszitzive and Suspe.cted peak positions. A “0” Va!ue is given to Negative | i Hm&z:::mpwm
positions.  Selecting Raw will show the peak intensity values for all o |
positions including Negative positions.

Show Peak Area: Displays the peak area value for all Positive and Suspected peak positions. Dollar signs “$”
separate values if more than one display option is selected.

Show Peak Score: Displays the peak score value for all Positive and Suspected peak positions. Dollar signs “$”
separate values if more than one display option is selected.

UL GoneMarke - Uniitied @ E
Orientation o) FEES W-2aBEBE® 8- el 2
Horizontal: Sample names appear on the left in rows and e — RS
Markers appear at the top in columns. s
Vertical: Sample names appear in the far left column in rows.
Markers and Alleles, in order of basepair size, appear at the top

in columns. o

C
200 20 0 250

Show Only Uncertain Alleles: When selected, displays only the | =
peaks with Quality ranks of Check (yellow) and Undetermined
(red).
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Show Rejected Low Score Alleles: When selected, the peaks with peak scores below the Run Wizard Additional
Settings Allele Evaluation Peak Score Reject setting will be displayed in the table.

Hide Extra Sample Names: When data is displayed in Vertical Orientation, the sample names are repeated for each
row of data that the sample is associated with. If Hide Extra Sample Names is selected, then the sample name will
only appear once in the first of the rows it is associated with.

Additional Functions

Allele Editing Options

The Bin Table Report Style offers additional options when a cell in the table is right-clicked.
Insert a Peak at this Bin Site
To indicate the presence of a peak at a position when it has been labeled with a Negative Type Symbol, right-
click the cell and select Insert a Peak at this Bin Site. The Negative Type Symbol will change to a Positive or
Suspected Type Symbol depending on the Quality rank of the peak. (Hot Key = INS)

Delete
To indicate the absence of a peak at a position that has been labeled with a Positive or Suspect Type Symbol,
right-click the peak cell and select Delete. The Type Symbol will change to Negative. (Hot Key = DEL)

Confirm

To indicate the peak present at the position is truly a peak, right-click the peak cell and select Confirm Peaks.
Only peaks centered within a Panel Bin will change from Suspect Type Symbol to Positive Type Symbol when
confirmed. Once a peak is confirmed, it cannot be unconfirmed, only deleted. (Hot Key = CTRL+M)

Delete Bin Columns

To completely eliminate an entire column in the Report Table, left-click any cell within the column then right-
click the cell and select Delete Bin Columns. When Vertical Orientation is selected, the Report Table rows which
contain the Bin information will be deleted (not the columns which contain the sample information).

Binning Options
To adjust which Bins are displayed and to merge Bins in the Report Table, click the Bin icon in the toolbar of the
Report Table. The Report Bin Columns box will appear.

Feport Bin Columns ==

Display Bins I' :
By default, all Bins will be selected with a checkmark at the | :Nm;:'" , 1” -!mJ!‘J‘

beginning of the row. Individually deselect Bins for exclusion from || |2 = we i asos e

the Report Table by single left-clicking the checkmark box. To E‘:L E‘? Eiﬁ m: E:E —
deselect all, right-click any cell in the Report Bin Columns box and || [g1% &2 a0 i os

select Uncheck All. To deselect only a few Bins, left-click a cell to glgﬁ%‘-}%{‘gr
highlight the row then hold CTRL or SHIFT key and select |||z o= =i oon S
additional rows. Next, right-click and select Check or Uncheck to o ﬁ’::;":;‘l‘n’:" —
include or exclude the Bins, respectively. Click OK in the Report || [% 1 & tar o an

Bin Columns box when finished and only the Bins with checkmarks Egl T I T P

will be displayed in the Report Table. . : : =

Merge Bins

To make two or more Bins become one Bin, single left-click a row to highlight it. Next, hold down SHIFT
key to select additional rows. Right-click the highlighted rows and select Merge Bins. (Hot Key = CTRL+M)
Click OK in the Report Bin Columns box when finished, and the selected Bins will be averaged together.
Only Bins immediately adjacent to one another may be selected for merging. Only the height and area for
the first peak in the new merged Bin will be reported.

Peak Table S T =
The Peak Table Report Style displays user-defined peak statistics. Sample names o ™ Size R
are displayed in the far left column in rows and the Marker names are in the :.:;:m:w::. [
column adjacent to the sample names. In columns at the top of the table are the P Tt e
selected peak statistic information labels. Peak Table is available for all Analysis B oy
Types. The column options available in the Peak Table Report Style are similar to  Sanghtome & P o o

el

; 7 Show Fejected Low Scote Aleles
¥ Hide Extra Samphe Names
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the options available in the Peak Table that appears below the Electropherograms. See Chapter 3 Main Analysis
Overview for column option definitions.

Features

Options

Size Range (bps): When selected, allows the user to define a specific basepair range. Only the peaks within the
range will be displayed within the Report Table.

Abide By Panel: When selected, the table will show only called alleles within Panel Marker ranges. This option is
only active when a Panel is applied to the data.

Grouped by Markers: When selected, alleles within the Marker will be listed one after the other in the columns at
the top of the table. When de-selected, each allele will be represented by a row so that the Marker name may be
listed several times according to the number of alleles in the Marker. This option is only active when a Panel is
applied to the data.

Columns
Click the Columns button to open the Set Peak Table Columns box. All column options are listed in the All
Columns field on the left. The columns currently being displayed in the Report Table are listed in the Selected
Columns field on the right.

Selecting Columns

Single left-click options in the All Columns field and click the Add button to "serestesk cotmns =)
add the column option to the Selected Columns field. Hold down CTRL or | e Selcted Cohamns
SHIFT key to select multiple options then click Add. Click the Add AIl | 7w b

button to move all the options in the All Columns field to the Selected | |35

Columns field. e Cosarats

De-selecting Columns e Bt

Single left-click options in the Selected Columns field and click Remove to sz |

move the column option to the All Columns field. Hold down CTRL or Lo

SHIFT key to select multiple options then click Remove. Click the LU

Remove All button to move all the options in the Selected Columns field to
the All Columns field.

Click OK in the Set Peak Table Columns box and the Allele Report Settings box when finished. The options in the
Selected Column field will be displayed along the top of the table in columns.

Show ** when no allele call: When selected this option allows the user to specify symbol or short word, such as
Null, when there are no peaks in a marker. If deselected the cell in the report would be empty.

Show Only Uncertain Alleles: When selected, displays only the peaks with Quality ranks of Check (yellow) and

Undetermined (red).
sample Marker [allelesl [Sizeil|Heighuihveafl [alleles? [sizes? [Heighvfareas2
Show Rejected Low Score Alleles: When selected, the [ === Fuausl v o = Bodll oo wen oo o
peaks with peak scores below the Run Wizard oiaseza | 1 aie.e | 10z1 | evar @ 227 270 | losi | siva
.. . . . 3135634. 357 7 . 401 401.1 1383 14114
Additional Settings Allele Evaluation Peak Score Reject orossas || <3

128 [128.1 | 3587 3612

1526 | 11004

setting will be displayed in the table.

€032

D1aseza 2311 32289

in the first of the rows it is associated with.

D12s100d 160 |160.5 | 7100 | 45671
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Hide Extra Sample Names: When data is displayed in Vertical 3”5”5: 7| eans
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data that the sample is associated with. If Hide Extra Sample | _ prieiin g s 283 | 2386
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Allele Count

The Allele Count Report Style displays the number of alleles present in the Panel Marker.
Sample names are listed in rows in the left column and Markers are listed along the top row
in columns. A Total Number column lists the number of peaks detected in the sample.
NOTE: Allele Count requires that a Panel is applied to the data. See Chapter 5 Panel Editor.

Features
Orientation

Horizontal: Sample names appear on the left in rows and

Markers appear at the top in columns.

Vertical: Markers appear on the left in rows and sample names

appear at the top in columns.

Show Rejected Low Score Alleles: When selected, the peaks with

peak scores below the Run Wizard Additional Settings Allele
Evaluation Peak Score Reject setting will be displayed in the table.

Hide Extra Sample Names:

Count Report Style.

Print Report

This feature is not active for Allele [
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The GeneMarker Print Report displays Electropherogram and/or Peak Table information for all or selected samples
in a dataset. To access the Print Report, go to Project — Print Report OR click the Print Report icon in the Main
Analysis window. The Print Report options box will appear. Select desired settings and click Preview to view the
Print Report before printing or click OK to begin printing without previewing the report.

NOTE: The View — Preference — Display Settings options will affect how the Print Report is displayed.

GeneMarker Print Report

SoftGenetics Allele Report 8/26/2007 11:19:19 AM
GeneMarker V1.60 Page 5
Trisomy Report
Sample 5:
Dye: Blue - 10 peaks - 061_B0S.5CF
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Report Content Options

The basic printing options allow the user to choose the Print Type, Samples to print, Dyes to include, and Content
options. Each electropherogram will be automatically labeled with its respective sample file name in the printed
report. The user may also save commonly used print settings as templates. Simply select the desired options,
type a Template Name, and then click the save button. Clicking a template will load that template's settings.
Standard options can be found under the Standard tab, advanced options under the Advanced tab, and page

settings may be found under the Page tab.
The Standard Tab:

Print Type
Normal:
Normal Print Type is selected.

Chart Querlay: Prints only the Electropherogram with the

report.

Samples
All Samples: Prints all the samples in the project.

Selected Samples: Prints only those sample files that have -
been selected in the Main Analysis window Sample File

Tree.

Contents

Electropherogram: Prints the peak trace for each dye color and sample selected.

All Print Report options are available when

Print Report

" Select an Existing Template or Create One

Template Mame:

Standard | Advanced | Page |

Print Type:
& Nomal

@ Use Last Template

(T8 Previsw

4 electropherograms_only
4 egrams_and_peak_tabl

Samples
& Al Samples

" Selected Samples

Cantents
[¥ Electriopheragram

™ PeakTable

" Chart Overlay

Dyes

v BFaM [
W J0E T
¥ MED

v PET

[~ Mix Dyes

Wowe |

| So | % e |

NOTE: The zoom setting of the Electropherogram in the Main Analysis window will be represented in the Print
Report. Zoom out fully to include all peaks in the Print Report.
Peak Table: Prints the Peak Table for each dye color below the dye color’s electropherogram trace.
NOTE: If neither Electropherogram nor Peak Table were selected, the Print Report will contain a list of each dye
color selected for each sample selected and the allele count within each dye color.

Dyes

Dye 1-6: Click the checkbox to include the dye color in the Print Report.
Mix Dyes: Prints all selected dye colors on one electropherogram.

The Advanced Tab:

Print _Project Comments: Includes the Project
Comments at the top of the Print Report. Select Each
Page option to display the Project Comments on
each page in the report. Select Word Wrap if
comments require more than one line on the page.

Print Report Header: Includes a report header, with
user and project specific information.

Print Report Title: Toggles the title "Allele Report"
on or off.

Label Dyes & Peak Numbers: Labels dye color with
number of peaks for each electropherogram.

Print Markers: The Marker label bars appear above
the electropherogram.

Implement Y Axis Settings: Prints the report using the Y-axis settings

window Set Axis icon.

Print Report
" Select an Exigting Template or Create One

Template Mame:

[ electropherograms_only
4 egrams_and_peak_tabl¢

< >

f* Usze Last Template

X
Standard  Advanced lF‘age ]
W Print Project Comments [~ Punnt Report Header
[~ ForEach Page [~ OnEachPage
B Sty W Frint Report Title
[~ Label Dyes & Peak Numbers [ Frint Markers
[ Implement 7 Axis Settings v Frint Alleles
[~ Mew Page for Each Sample [ Abide By Panel
[ Grouped by Dye [ Auto Scale Markers
Chart Height [mm]: ’%—j v Print % fxis
& save | | & Ok | x Lancel |

Print Alleles: The Allele Labels appear below the electropherogram.
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New Page for Each Sample: Prints a new page for each sample instead of continuing on the same page as the
previous sample.

Abide by Panel: Prints only alleles within a Panel. Alleles that are outside the Panel are not included in the
printed report.

Grouped by Dye: Organizes the electropherograms in the Print Report such that samples are listed in order of dye
color selected i.e. all samples in blue first, then all samples in green, etc.

Auto Scale Markers When selected, the RFU intensities of low peaks are adjusted to match the intensity of the
highest peak in the dye color. When low peaks are increased, the intensity magnification factor is noted in the
Marker (2X - 8X).

Chart Height (mm): Specify the size of the printed electropherograms (Minimum = 10mm, maximum = 100mm).

Print X Axis: Displays X axis (size) values at consistent intervals.

The Page Tab: Print Report

¢ Select an Existing Template or Create (e Sandard | Advanced Page

Size Type: Select the desired document format Templale Name[
from the dropdown menu. The width(mm) and

height(mm) of the selection will be displayed
below. Selecting custom will enable the user to
manually input the height and width of the

[ electropherograms_only
[ egrams_and_peak_tabl¢

document. -
Size Type: |Letter j

Margin(mm): Input the desired margins for the \width fmm);  [215.9 Height frm;  [279.4
document. Distance is measured from the Margin (o) Terten
respective page border. < > Lett [12.2 Right [144 @ Porva

* Usze Last Template Top: [15.0 Battorn: [15.0 " Landscape
Orientation: Select either Portrait (vertical) or
Landscape (horizontal). [ Preview [ Save | \ &k | X Cancel |

Creating a New Template and Editing Existing Templates
To create a new print template, simply input a name in the "Template Name field" and then click the Save button
at the bottom-center of the Print Report window. The template saves the current settings in all three tabs -

allowing the user to make their specifications once, and then save them for future use.

To update an existing template, simply select the template, make the settings change(s), and then click the Save
icon. The template will be immediately updated.

To delete an existing template, select the template, then click the Delete button.
Print Preview:

Click the print preview button to see a preview of the print report prior to printing

or saving it. Once in the print preview you can easily re-open the settings window - =21 —
allowing the user to experiment with different display options and immediately see | Ffoms (s =
updates in the print report. The icons and functions of the print preview are e e
described in more detail below. ™ St by P Humber

€ Named by page number

POF Exporting Methad
Icons and Functions &
The following icons are available in the Print Preview window prior to printing the L F‘D ‘
Print Report. Eiw s 5|
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Print
% Opens the Print options box. Select a printer, the print range and the number of copies.

Export to File
n Opens the Export Report to Files box. Save each page of the Print Report as an individual image file
(PDF, PNG or JPEG).
Mame Type
b 507 01 pg JPEG Images
Named by sample name saves each PNG or JPEG |= o oijpg  srecimege
=Y EP-;ID_CD?_DS.jpg JPEG Image
under the sample name. TAma 02jpg  IPEGImage

S A08_0z_01pg  IPEG Image E Pgll_C0O7_05_01.pg  JPEG Imade
E Pglz_C0&_06.jpg JPEG Image

Start by Page Number combines the page number and the sample name for the saved "~

file name.

Named by page number saves each JPEG file by the page number within the report.

When PDF file is selected as the Export Format, the PDF can be exported in two ways.

Mame
T GeneMarker_Pgl.ipg
E GensMarker_PgZ.jpg
T GeneMarker _Pg3.ipg

1. One File per Sample:

Name

L P021-01.pdf
L P021-02.pdf
L P021-03.pdf
L P021-04.pdf
L P021-05.pdf
X P021-06.pdf
X P021-07.pdlf
X P021-08.pdf
X p021-09.pdf
L P021-10.pdf

Type

Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document
Adobe Acrobat Document

Adobe Acrobat Document

2. All Samples in One File:

MName

Type

@ MLPA demo project.pdf  Adobe Acrobat Document

[iF3

B

=
=]

05

Page Setup
Opens the Page Setup box. Choose the paper size, margins and orientation (Portrait or Landscape).

Content Options
Opens the Print Report options box. See the section above - Report Content Options.

Zoom to Fit
Zooms out to view the entire Print Preview page.

Zoom to Width
Zooms in to view the Print Preview page at maximum width without losing information off the screen.

Zoom Ratio
Enter percentage numbers to increase or decrease the zoom aspect of the Print Preview page.

Save Project

After a dataset is analyzed and edited, the project can be saved as a SoftGenetics GeneMarker Project (SGF).
Project files contain the raw, unprocessed data files, the sample files after processing, the process parameters,
and all edits. The project file does not contain any custom or modified Panels or Size Standards. To export a
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custom Panel, see Chapter 5 Panel Editor. To export a custom Size Standard, see Chapter 4 Fragment Sizing
Standards.

NOTE: Previous versions of GeneMarker saved projects in SFP format. This format can be opened with current
GeneMarker versions.

To save a project, go to File — Save Project in the Main Analysis window. The Save Project box will open. Select a
directory and enter a project name. Click Save.

To re-open the project, go to File — Open Project in the Main Analysis window. The last folder accessed by
GeneMarker will appear. Navigate to the directory containing the SGF (or SFP) file and click Open.
Additionally, the last four projects that were opened by GeneMarker appear when the File — Reopen Project fly-
out menu is selected. Click a project from the fly-out menu and it will be uploaded to GeneMarker.
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Chapter 7 Special Applications

Chapter 7 Special Applications
AFLP

T-RFLP

MLPA

Pedigree Chart

Kinship Analysis

Database Search

Automated Pedigree Drawing
Quantitative Analysis

SNP Analysis

Microsatellite Instability

Trisomy Detection

Loss of Heterozygosity

TILLING® Analysis

Haplotype Analysis
ARMS/Comparative Analysis Cystic Fibrosis
Fragile X
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Amplified Fragment Length Polymorphism (AFLP)

Amplified Fragment Length Polymorphism (AFLP®) is a polymerase chain reaction (PCR) based genetic
fingerprinting technique developed in the early 1990s by Keygene. AFLP uses restriction enzymes to cut
genomic DNA, followed by ligation of complementary double-stranded adaptors to the ends of the restriction
fragments. A subset of the restriction fragments are amplified using two primers, containing amplification-
selective nucleotides at their 3’-ends, complementary to the adaptor and restriction fragments. These fragments
are visualized on denaturing polyacrylamide gels using either autoradiographic or fluorescence methodologies.

Procedure

Analysis procedures for AFLP analysis include uploading the data, sizing and filtering the data with Run
Wizard, creating a Panel if desired, and, finally, detecting subgroups within the population. Below is an
explanation of AFLP settings in Run Wizard and Panel creation for AFLP data. Subsequent sections will
describe in detail how the Allele Detection with Bin Table, Reference Trace Comparison, and/or Phylogeny
Clustering Analysis can facilitate subpopulation discovery.

AFLP Run Wizard Settings [E— r - -
For explanation of specific functions in Run Wizard, see Chapter 2 General Fp
Procedure. & S m bt et s e
= Templwe Noma: [AFLP
. . 4 Fragile: T
Run Wizard Template Selection aion t
H Microsatellite_Dinucteoti - Size St =] W
Panel: NONE OR chose custom Panel A mpon B
Size Standard: User-defined e S gl
Analysis Type: AFLP S Qoo | o |

NOTE: Depending on your experiment, it may or may not be necessary to
select a Panel for data analysis. The Clustering Analysis module is only
available when a Panel is applied.

[ fur Wizard d .

| Data Process - AFLP Analysis

Run Wizard Data Process ot
Peak Detection Intensity Threshold: 100 A e

7 Auko Rienge [fane] 1] % Aulo Rarge (bps)

Global Percentage: 1% Max o T B e

I Smocth f=

. 0 Puak Dotection Thishokt |
Local Percentage: 1% S Bkt || v [5—g] o[RS E]

Max Call Intensity: 30,000 B L = P

¥ PubspConecion ¥ Spise Removsl

Stutter Peak Filter: Left: 5% Right: 5% e =

Pesk Fites [

@ Loca Seuthem [~ Cubic Spine [~ Luge Sice
3 Ao ls 3

Plus A Filter: Selected o]} e
NOTE: The correct settings for AFLP analysis should be a small global
percentage plus a slightly larger or equal local percentage. It is suggested
that the stutter peak filter be selected to allow the software to remove stutter

Run Wizard

Additional Settings - AFLP Analysis
et addiionsl ptions relted tothe diferent analsis ype

Run Wizard Additional Settings
Allele Evaluation Peak Score: Reject <1 Check 7 < Pass ZP“:[:HL”"‘ o 2

NOTE: If the Reject value is set too high, a false negative call could result. If r‘jw T
the Reject value is set too low, then a false positive call may occur.

AFLP Unconfidence at Rightside Score: < 30
NOTE: This requires that two peaks to the right of the examined peak must
have a score of at least 30 for the peak to be accepted. —

peaks within 2.5 base pairs of each detected allele peak.

AFLP Panel Creation

ok Corel

After the data has been sized and filters have been applied, go to Tools — Panel Editor to

create a Panel for the dataset. For explanation of specific functions in Panel Editor, see | .. frerw
Chapter 5 Panel Editor. e [P

1. In Panel Editor, select File — Create New Panel OR click the Create New Panel icon oo

2. The Create New Panel box appears T

3. Enter a name for the Panel and be sure AFLP is selected in the Type field T Uin S Soncis
4. Select Automatically Create and Use All Samples = =
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o1

10.
11.
12.
13.
14.

15.
16.

Click OK

Panel Editor will place one Marker in each dye color where peaks are
detected

If only one dye color contains peaks, delete Markers created in other
dye colors

Click the Trace Mode icon until the Gel Image view appears in the
Trace Overlay frame

Hold down SHIFT key and left-click and drag Bin edges to adjust the
Bin range or drag the entire Bin to a new position

Right-click and select Add/Delete Allele to add and remove Bins from
the Panel

After editing, select File — Save Changes (Hot Key = CTRL+S) OR click
Save Changes icon

Exit the Panel Editor

Click the Run Process icon in the Main Analysis window

Select the newly created Panel from the Run Wizard Template Selection
Panel drop-down menu

Proceed through Run Wizard and click OK in the Data Process box

The Panel has been applied

What to Expect

Three options are available for analyzing AFLP data: Allele Detection with Bin Table, Trace Comparison, and

i
i

i Pange] P rge [ Ak s |
[T 0

Cerio

[ Disorcnith | Eommers
000

srrrrrEEEolE
FFFPPEFRERY

EESEAEEEAREEY

FEE

[
[
[

0

5

Phylogeny Clustering Analysis. The following sections describe these features in detail.

Allele Detection (Bin Table)

The Main Analysis window of GeneMarker is used for AFLP data analysis. The Report Style associated with the
AFLP Analysis Type is Bin Table. The Bin Table is useful for identifying allele positions common in the dataset and
also readily displays outlier peaks. The Bin Table can be exported as an Excel (.xls) or tab-delimited Text (.txt)

file. See Chapter 3 Main Analysis Overview for Report Table operations and See Chapter 6 Reports and

Printing for Bin Table options.

AFLP Analysis and Bin Ta

ble

il GeneMarker - Untitled [e[a@] ® ]
File View Project Applications Tools Help
|y WEDMNE S H-2 0 KE BB% B~ Make[tne v g a
L == 2l Report T & | Bin P Help
fiag D28 G07tsa * Bluel [Bluel [Bluel [Bluel [Bluw»
‘ EoT] 7 B'”e;w e e | 269 |e74 222 2ss Jes
2 |frag 00z co1.£a{ - B 1 B
1200 s |ezeg 003 Fo1.£2d - - - 1
4 |frag 002 Eo1.Fad - - - K
1000 s |erag oos_pol s - B - 1
800 6 |fzag 008 corzad - - - 1
00 7 |ezag 007 BoL.£a] - B 1 1
2 |ezag 002 201.2ad - - - -
400 5 [£rag_003_HO3_£s - - - -
200 10 [ezeg 010 G03 22 - - - -
11 |£rag 011 7oz £a - 1 1 -
! 12 [ezeg 012 E03. 22 - 1 - -
s3] 13 |frag 013 _D03.fs - - - -
13 |trag o1e cos s - - - -
frag_027_FO7.fsa % [t [rzag 018 Boz.zad - - - -
[ Bluel | [fe [eraq_o1s ans =] - - - -
220 240 260 280 300 17 [szag_017_Hos. s, - 1 1 -
1,200 - - - -
1,000 - - - -
800 - - - 1
500 - . - :
400 2 2 1 -
- 1 - 1
200
0 - - - 1
0 1 zr2q_027_707_ 25 - 1 -
28 [ezeg 028 E07.22{ - - - 1
[SOEEgE] B B B S
a
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Trace Comparison

The Trace Comparison function for AFLP data is designed to identify length polymorphisms between closely-
related species. Trace Comparison uses Poisson distribution to calculate significant allelic differences between
samples or closely-related species. GeneMarker calculates the allelic differences between a user-defined
reference and sample traces; the differences are displayed in a histogram located below each sample
electropherogram. To analyze the data with the Trace Comparison function, it is not necessary to apply a Panel.

Overview

After the data is uploaded and filtered with Run Wizard, select Applications — Trace Comparison from the main
menu bar. A new folder labeled Trace Compare will appear in the Main Analysis window Sample List. When
samples are selected in the Trace Compare folder, the Main Analysis window will change to Trace Comparison
mode. Select a Reference sample from the Reference drop-down menu in the main toolbar. The Reference
sample will appear as the top Electropherogram and all other samples selected in the Trace Compare folder will be
compared to that Reference sample.

The Poisson Difference Histogram appears below each selected sample’s Electropherogram. A positive bar in the
histogram represents a peak gain at the position as compared to the Reference and a negative bar indicates the
absence of a peak at the position as compared to the Reference.

AFLP Trace Comparison

ol Genehdarker - Untitied

B~ & & B Mok [Heee <] L |
2l Repon B W

& HER S
';i;li-m—.n framg_0011 ||'|i|'|'l..I

REF = fan_001]fraq 003 [freq 003 [eras_ 004 [fras -

120 200 £ E) 260 Jioe fao6.7

Report Table

The Poisson Difference values are shown in the Report Table. Peak gains are displayed in dye-colored font and
are positive numbers. Peak losses or absence are displayed in grey font and are negative values. The Poisson
Difference classification for loss and gain can be modified in the Report Settings dialog box. To access the Report
Settings dialog box, click the Report Settings icon above the Report Table.

Classification - Poisson Difference TR CorgE Raport v PR DR
Set the Poisson Difference values at which a peak will be considered a Loss or a Dtolon: P Do s ), 1
Gain. e [020 coFmivalentcs [020 <Gan
Default = Loss < - 0.20 < Equivalent < 0.20 < Gain Dok o Pocks epat Canei

 Loss I Slalu 1, 0.1)
Output Status Peaks T Gt T —
Choose to display Loss, Equivalent, or Gain values in the Report Table. A
Report Contents 7 st 0y Panel
When Status is selected, then only -1, 0, 1 representing Loss, Equivalent, and Gain = o
respectively will be displayed in the Report Table. When Poisson Differentiation is

selected, then the Poisson Difference values will be displayed in the Report Table.
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Abide by Panel
When selected and when a Panel has been applied to the data, only peak positions that lie within the Marker
range will be reported.

Terminal-Restriction Fragment Length Polymorphism (T-RFLP)
Terminal-Restriction Fragment Length Polymorphism (T-RFLP) is a polymerase chain reaction (PCR) based
genetic fingerprinting technique for the study of microbial community structure. First, DNA is extracted from a
microbial community. One of the primers of a primer pair is labeled with fluorescent dye and used to amplify a
selected region of a gene of interest by PCR. The resulting PCR fragment is digested with one (sometimes two or
more) restriction endonuclease and the Terminal Restriction Fragments (T-RFs) are separated with an automated
DNA analyzer. Microbial diversity in a community can be estimated by analyzing the number and peak heights
of T-RF patterns. The aims and data analysis of T-RFLP data is similar, with minor adjustments, to the data
analysis methods for AFLP.

Overview

GeneMarker software has the ability to produce highly sensitive and reproducible results for T-RFLP analysis by
adjusting the AFLP Analysis default settings. In the Run Wizard Template Selection box, be sure to choose the
correct Size Standard, and set the Analysis Type as AFLP.

Procedure
The Run Wizard Data Process box has many options for auto correction and peak detection thresholds. Adjust the
AFLP analysis parameters as follows:

Raw Data Analysis tun W i I el
Select Smooth Piaip Frocess - abLE.onasie
Allele Call
Plaws Diafa Ariabysin Abele Call
Deselect Auto Range e T - e
Set Start to 60 A | E e Y
W St ™ Erhanced Seolh Pesk Detecion Thiesheld
Set .End to 500 ¥ Sshastion Hegan [ Baselne Subachon My 8 3] Mooty [F00 3]
Peak Detection Threshold [ EbuadbusoSutmiion || g 21 ki |
IntenSIty > 40 SZ:WW‘KM il LocalRegon 23 [T 2] Local M
Stutter Peak Filter & LocaSouthem C Cubk S~ Loge Szn ”H““I_Ti‘“n;" it
Deselect or Uositntna | Somoetoa | —
Set Left to 0% < Back tss | cancal |
Set Right to 0% ' - -
NOTE: To detect low intensity peaks, T-RFLP analyses should include a
low peak detection threshold with stutter filter turned off or set to zero. The ~|*"*** *
. . . . Additi | Setti - AFLP Anal
peak detection threshold intensity value may be estimated based on the ettt s ot ot e e
peak with the maximum intensity from the negative control in the sample
set. As always, these parameters can easily be adjusted to optimize the 1o E

Positive Control Template: [NONE -

Alele Evaluation
Peak Scare;

Reject ¢ [100  Check [700  <Pass
The Run Wizard Additional Settings box displays the scoring || rsne-umsce e o f

threshold for allele peak detection.

analysis for your specific requirements.

Reject <0 Check 1 < Pass

NOTE: If the user chooses all allele peaks with a score below 1 to
be rejected, there is the possibility of a false negative, whereas if
scores below 0 are rejected, there is the possibility of a false positive.

AFLP Unconfidence at Rightside Score is 1.
NOTE: This requires that two peaks to the right of the examined peak must have a score of at least 1 for the peak
to be accepted
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What to Expect

Following size calling, the Main Analysis window will activate. The
samples listed on the far left are marked with green symbols, indicating
that size calling was successful. Sample Electropherograms are displayed
in the center of the window. The Report Table on the right records the
presence (1) or absence (0) of a fragment at specific positions for each
sample.
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Multiplex Ligation-dependent Probe Amplification (MLPA)

GeneMarker can analyze data from Multiplex Ligation-dependent Probe Amplification (MLPA). MLPA was
developed by the Microbiology Research Center (MRC)-Holland in January 2002 and is a technique used to
detect exon deletions to study both hereditary disorders and tumors. Examples of the technique include: BRCA1
(associated with breast cancer), MSH2 (associated with colon cancer), and MLH1 (associated with colon cancer).
MLPA can also be used to detect aneuploidy, such as Trisomy 21 found in Down syndrome.

MLPA is a method for simultaneous quantification of up to 50 nucleic acid sequences in a single reaction. With
GeneMarker, MLPA data analysis is an efficient, quick and easy process, with features such as customized
reporting and printing.

In addition to the standard MLPA probe labeling technique, Luminex® Corporation has developed a method to
uniquely label individual probes with different color beads. GeneMarker software can quickly and accurately
analyze data from the Luminex flow cytometry instruments (Luminex 100 IS and Luminex 200) for microsphere
detection.

Overview

In the MLPA Analysis window, duplications and deletions can be detected by four ways: increased or decreased
peak height in the Trace Overlay where the reference trace appears in light red behind the dye-colored sample
trace, in the Dosage Histogram where the histogram bar appears larger for duplications and smaller or absent for
deletions, in the Ratio Plot where plot points represent the peak height or area ratio of the reference versus the
sample, or in the Report Table where peak ratio or simple loss/gain information can be displayed. All frames in
the MLPA Analysis window are interlinked; for example, clicking on a cell in the Report Table will highlight the
sample in the Sample List, the peak in the Overlay Trace, and the plot point in the Ratio Plot.

MLPA Analysis

Trace Overlay &
Sample List Dosage Histogram Ratio Plot Report Table
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Sample List

The Sample List includes the filenames of all the samples in the dataset and their respective MLPA Score. The
MLPA Score is the signal-to-noise ratio that corresponds to the quality of the trace. The larger the number is, the
higher the quality of the lane. Additionally, a number sign “#” appears before the sample with the least
variation that was automatically selected as the Control Sample. This sample will also appear in the Control
Sample drop-down menu in the toolbar. See the What to Expect section below for information regarding control
samples and synthetic control creation.

Single left-click a sample in the Sample List to display the sample’s Ouverlay Trace and Ratio Plot. Use the
Up/Down Arrow keys to scroll through the sample list. Right-click and select Hide to disable a sample. Disabled
samples cannot be used in the Synthetic Control calculation and will not appear in the MLPA Clinical research
report. Right-click and select Show to enable a sample.

Trace Overlay and Dosage Histogram

The Trace Overlay displays a normalized electropherogram trace of the selected sample with the control sample
reference trace displayed in light red behind it. The allele or exon names are displayed below their
corresponding bins. See the What to Expect section below for information regarding trace normalization.

The Dosage Histogram displays, in bar chart form, the ratio of normalized peak intensities between the reference
and the sample trace. Sample probes are represented by blue bars and control probes are black bars.

Allele editing options in the Trace Overlay frame are restricted to adding comments. For full edit ability return to
the main analysis window. See Chapter 3 Main Analysis Overview.

Ratio Plots

The Ratio Plot displays, in graphical form, the ratio of normalized peak intensities between the reference and the
sample trace. Each point represents a sample peak or probe. Select Ratio or Regression Analysis in the MLPA
Analysis Settings box to change graphical views. Additionally, statistical information is displayed below the Ratio
Plot when Show Statistics Information is selected in the Display Settings box.

Green = Exon is within the specified ratio limits Blue = Peak is a control probe
Red = Exon is outside the specified ratio limits Yellow = Current selected probe

Ratio Plot vs. Regression Plot

P034_C12_06.fsa PGMECQJSTSE
Std Error- 0.0246

Peak Ratio
Patient

350 400 450 500 550 05 L3 o7 08 09 1
Control

50 100 150 200

250 300
Size (bps}

Normalization: Succeeded B Nomalization: Succesded

Prabe number: Total = 47, Nomnal = 34; Control = 6 Frobe number: Total = 47, Normal = 34; Contiol = 6

Distribution of ratios [Exchuding zera and infinite]: Regression line: Siope = 0.982; Intercept = 0.000; Std Enor = 0.025

Totsk  Mean=1.079; Std Enor= 0.043 Distribution of the distances to regression line (Excluding zero)

Nomnal: Mean = 0.953; Std Enor = 0.010 Totsl  Mean =0.083; 5td Enor = 0022

Cortrol: Mean = 0.894; Std Enor= 0128 Nomnal: Mean =0.021; Std Enor = 0003
Control: Mean =0.112; Std Enor = 0078

Double-click a point in the Ratio Plot to view the peak in the Trace Overlay and the ratio value in the Report Table.

Right-click in the Ratio Plot and select Adjust by Control Probes to fit the data by only the control probes (blue
points) in the sample. Right-click and select Reset to restore population fit calculation (all control and sample
probes in the sample are used to fit the data).

If the square representing a bin is not color coded (empty) this indicates that there was no data fragment in the
sample. Open square data points are the result of either a mis-aligned panel during the initial analysis or
mutation specific probes that have a value of 0 RFU for normal samples. If the cause is due to mis-alignment of
the panel the peak is outside of the bin. Return to the main analysis screen, select Tools - Panel Editor and
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calibrate the panel (Chapter 6). If the chemistry has mutation specific probes (for example Tay Sachs and
Parkinsons), the empty square will be displayed at the origin (indicating no peaks detected) in the peak ratio
plots of the analysis screen and the final reports in cases where both control and sample files are normal (peak
ratio will be reported as -1 (0/0 is undefined).

Report Table

The Report Table lists in columns the probe or exon name (according to the panel selected), the basepair size of
that probe peak in the reference sample, and the ratio for each sample probe (outside the ratio limits). Double-
click a cell in the Report Table to display the corresponding peak in the Trace Overlay and the plot point in the
Ratio Plot. See the Reports and Printing section below for additional options in the Report Table. The sample used
as the control or the synthetic control will be designated by REF in the first column. Samples that fail quality
control fragment evaluation parameters are designated with an F in the first column (sample index column)
when the horizontal format is selected.

Procedure
Analysis procedures for MLPA analysis include uploading the data, sizing, filtering and normalizing the data
with Run Wizard, creating or modifying a Panel, and, finally, detecting probe insertions/deletions in the MLPA
Analysis module. Below is a description of MLPA settings in Run Wizard and modifying pre-defined MRC
Holland Panels in the Panel Editor. Subsequent analysis in the MLPA module will be discussed in the What to
Expect section.

MLPA Run Wizard Settings
For an explanation of specific functions in Run Wizard, see Chapter 2 General Procedure.

Run Wizard Template Selection

Panel: NONE OR Click the Open Files icon next to the Panel field and import the correct MLPA panel for
analysis.

NOTE: MRC-Holland MLPA panels are stored in

C:\ ProgramFiles\ SoftGenetics\ GeneMarker\2.7.0\ MLPA_Panel folder.

Size Standard: User-defined

Analysis Type: MLPA

Run Wizard

Data Process - MLPA Analysis
561 dwa process optons

Run Wizard Data Process
Peak Detection Intensity Threshold: 100 ek o

Global Percentage: 1% Max 3

Rlaw Dala Arieis

I~ Erhanced Smecth

Local Percentage: 5% @ s

Max Call Intensity: 30,000
Stutter Peak Filter: Left 25%, Right 25%

Plus A Filter: Selected
NOTE: The typical settings for MLPA Analysis should be a small global
percentage plus a slightly larger or equal local percentage.

Run Wizard Additional Settings

Peak Score Allele Evaluation

Reject <1 Check < 7 < Pass

MLPA Normalization Method

Normalization adjusts the peak intensities within individual samples to
the same scale for comparative purposes.

Internal Probe Normalization: Adjusts peak intensities based on the
intensities of the probes designated as controls in the Panel Editor.

Population Normalization: Adjusts peak intensities based on an average of
peak intensities from all probes of high quality samples.
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Chapter 7 Special Applications

NOTE: As of 2015, MRC-Holland recommends Internal Probe Normalization as the method for MLPA Analysis if
the chemistry kit contains control probes.

Advanced: Available when Population Normalization method is selected. Choose Advanced when samples contain
deletion or duplications in more than half of the peaks (probes).

V1.51 This option uses the normalization algorithm from GeneMarker version 1.51

MLPA Quality Control
Most MLPA kits include several quality control fragments. By selecting these settings GeneMarker will
automatically detect these fragments and alerts the user if any fragments do not meet quality control thresholds.

Check DNA Quantification (Q-fragments): With this setting selected, the program will detect the four Q fragments
and ensure that they are less than 33% the height of the D-92 peak. 33% is the value recommended by MRC-
Holland®, but it may be changed if the kit specifications are different. . If Q fragment(s) exceed 33% the height of
D-92, it is possible that either insufficient sample DNA was used in the reaction, or that the ligation step was not
completed. In this case, a red line will be drawn through the offending Q fragments, a red F will appear next to
the associated run name in the file tree, and the message “MLPA QC Failed: Ligation Control Failed” will be
appended to the sample name.

Check Denaturation (D-fragments): Like the above setting, the program will detect the three D fragments and
ensure that the two D fragments flanking D-92 are at least 40% the height of D-92. If not, a red line will be drawn
through the offending fragment(s), a red F will appear next to the associated run name in the file tree, and the
message “MLPA QC Failed: Denaturation Control Failed” will be appended to the sample name.

NOTE: Like the MLPA normalization settings, these options will only be available if MLPA is selected as the
analysis type.

NOTE: If one or both of the MLPA Quality Control Settings are unselected, you will be warned by the program.

Run Wizard B =5
Additional Settings - MLPA Analysis

Set additional options related ta the different analysis type:

NONE -]

Quality Control Settings OFF 7
Allele Evaluation MLPA Quality Cantrot
Ees e [~ Check DNA Quantification [Q-fragments}

Fisject < |1.00 Check |7.00 < Pass Poore @ %theHeight of 092 2
] ’ e at Rightside =< [30
[ Check Denaturation [D-fragments)
MLPA Momalization By:Method—~ 41,51 Pass >[40 =] % the Height of D92 2

(s Intemnal Control Probe Mormalization

" Population Normalization = Use Default Values

<< Back Ok LCancel
| | |

= = == |

Saturation Detection (SD) Flagging: This setting will be applied to the data even when Saturation Repair is
unselected in the second window of the Run Wizard. Peaks that have saturation information from the .fsa file or
have saturation detection due to the peak morphology will be flagged. There will be a quality reason in the peak
table (SD) and also a red underscore at the corresponding location in the electropherogram.
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2,000

Cuality Reazons

1,000 S0

NOTE: Saturated and Saturated/repaired peaks are NOT recommended for any quantitative calculations.

MLPA Panel Selection and Modification

If any of the peaks fall outside of a bin (are not called) after the data has been sized, filtered, and normalized
with Run Wizard, go to Tools — Panel Editor to calibrate the MRC-Holland Panel selected to the migration
pattern from the CE instrument.

A short video instructional video on panel calibration is available at:

http:/ /www.softgenetics.com/analysisCorner.php

To create a new Panel or for explanation of specific functions in Panel Editor, see Chapter 5 Panel Editor.

1. In Panel Editor, select the appropriate MRC-Holland Panel for the dataset from the Panel List.

If the Panel does not appear in the Panel List, go to File — Import Pre-Defined Panels.

The C:\ Program Files\ SoftGenetics\ GeneMarker\ version Number\MLPA_Panel folder will appear.
Select the correct Panel and click Open.

The Panel will now appear in the Panel List.

Contact tech_support@softgenetics.com if the version of the panel is not in this folder. Labs with active
technical support agreements receive updated panels upon request.

NOTE: Information regarding MRC-Holland Panels can be located on their website at
www.mrc-holland.com

P anc o

2. Create separate markers for the quality control
fragments.
a. The Q, D and Ligation, and
Gender fragments need
individual markers.
b. Right-click a Bin in the Overlay
Trace or Panel Table. Select Edit
Allele. Under Marker select New
and enter a new Marker name.
c. Designate the Q, D and Ligation,
and Gender fragments with a “-
1”7 in the control column of the
Panel Table or in the Allele Editor
window.
3. Adjust the Markers and Bins to align with
sample peaks.
4. Identify the Control Probe peaks
a. Right-click a Bin in the Overlay Trace or Panel Table. Select Edit Allele. Click the Control Gene checkbox
in the Allele Editor dialog box. Click OK.
OR
b. Enter a“1” in the Control column of the Panel Table and enter a -1 for quality control fragments
OR
c. Right-click a Bin in the Overlay Trace or Panel Table and select Set as Control/ Set as Non-control
5. After editing, select File — Save Changes (Hot Key = CTRL+S) OR click the Save Changes icon
Exit the Panel Editor
7. Click the Run Process icon in the Main Analysis window

>
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8.
9.

10.

Select the adjusted Panel from the Run Wizard Template Selection Panel drop-down menu
Proceed through Run Wizard and click OK in the Data Process box
The Panel has been applied

Launch MLPA Analysis Module

11.
12.
13.
14.
15.

In the main toolbar, select Applications — MLPA Analysis
The MLPA Analysis Settings dialog window will activate
Choose the appropriate analysis parameters

Click OK

The MLPA Analysis window will appear

Icons and Functions

Display Settings: Allows the user to select the preferred chart layout display. A

maximum of 5 rows and 5 columns is permitted. Statistical information will be

included under each chart when the Show Statistics Information option is selected.

@ MLPA Analysis Settings

Launches the MLPA Analysis Settings box

MLPA Ratio

S Lo

CubSangle Shit. |20

[ |
Mo Cobme: [2 3
¥ ShowStatsice lnfamaan

(3 Carel

MLPA Ratio is a simple and easy method for detecting duplications and deletions. The sample peak heights
or areas are compared to a control/reference sample and the ratio value is used to determine the addition or

absence of the allele probe.

Settings — MLPA Ratio: Allows the user to input the

deletion and duplication values for the analysis. The MMH'_}““W

default setting is Deletion < 0.75 < Normal < 1.30 < Nt:;w  MLPA Regession T-Di
Duplication. o L

Adjust by Control Probes: When selected, all samples 2 A by Corel Pk

with control probes designated in the panel will be il

adjusted by that sample’s control probes. The method Heimn e S Tombid 1G5

of adjustment can be changed in each individual I™ Save Paanctors when Save g
sample by right-clicking in the Ratio Plot of the sample ] o | ]

and selecting Adjust by Control Probes or Reset. This

Advanced Settings:
Quarhiicshon by
@ PeshHoght ™ Peck fuea

I~ MLPA aio 1o Copy Mumber
OCog< [0 co1Conn
ICopesc [175 o dCopien

setting allows the analyst to toggle between Internal Control Probe Normalization and Population

Normalization methods.

Save Parameters when Save Report: Automatically generates an *.ini file of the MLPA Analysis Parameters
when the MLPA report is saved. Naming convention for the file is Report file name_MLPA_Settings.ini

Adjust by Control Probes and_Check Control Probe Quality: When selected, all samples with control probes
that meet a certain quality criteria (minimal amount of variation among control probe intensities) will
be adjusted by the sample’s control probes. All other samples (samples with significant variation
among control probe intensities) will be fitted based on the population of control and test probes. The
method of adjustment can be changed in each individual sample by right-clicking in the Ratio Plot of the
sample and selecting Adjust by Control Probes or Reset. If Check Control Probe Quality is unchecked,
all samples will be normalized by the internal control probe method, regardless of control probe

intensities.

Minimum Lane Score Threshold: Sample files are given a signal-to-noise type score (0 to 100) that
corresponds to the quality of the trace. To view only the samples above a certain score threshold, set
the Minimum Lane Score Threshold to the desired value. All samples below the selected value (score) will

be deactivated and appear grey in the Sample List.

Quantification: Select whether to calculate peak ratios by area or height. To view the Quantification

option, click the double arrow button at the bottom of the dialog box.
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MLPA Ratio to Copy Number: When selected, the software will convert peak ratios to copy number
values applying user defined parameters. The Normal range in ‘Settings-MLPA Ratio” is defined as 2
copies, Deletion as 1 copy and Duplication as 3 copies. The copy numbers will be applied to the Allele
and Patient reports. To view the MLPA Ratio to Copy Number option, click the double arrow button at
the bottom of the dialog box.

MLPA Analysis Settings. e
P Advanced Settings |
MLPA Regression T-Distribution " MLPA Rodo © MLPA Hegressen 1D e
. . . . & Pesk Hi ™ Pask lies
Uses the T-distribution calculation to compare reference and e e
sample peak heights or areas. Using T-distribution method @ Ui ComatPrbes P M Tome [BE5—
requires confidence limits to be set. 2 el b
Conlidence Limt [F500 % Confidence Lint H0 %
Settings — Regression: Choose Use Control Probes to Mumbes o s ucbee [ B0 %2
analyze each sample by the identified control probes. e e
Choose Use Population to analyze each sample by all Biesiemmmimiine B <t [T
probes in the sample. The Confidence Limit is SN S el | |

e

cfrl

represented by the green lines in the Ratio Plot and can
be used to determine which probe points are outliers as compared to all probes (population) or control
probes in the sample. The default setting is 99%.

Minimum Lane Score Threshold: Sample files are given a signal-to-noise type score (0 to 100) that
corresponds to the quality of the trace. To view only the samples above a certain score threshold, set
the Minimum Lane Score Threshold to the desired value. All samples below the selected value (score) will
be deactivated and appear grey in the Sample List. The default setting is 10.

Save Parameters when Save Report: Automatically generates an *.ini file of the MLPA Analysis Parameters
when the MLPA report is saved. Naming convention for the file is Report file name_MLPA_Settings.ini

Quantification: Select whether to calculate peak ratios by area or height. To view Advanced Settings, click
the double arrow button at the bottom of the dialog box.

Min T-Distance: Helps to reduce false positives in high quality samples by setting the minimum
distance the alleles must be from one another to be considered true peaks. The default setting is 0.05.

Qutlier Filter; Confidence Limit; Number of Probes Used: This feature allows the user to define the
confidence in the calling of outliers. For example, 99% confidence means that GeneMarker is 99% sure
that the alleles considered as outliers are truly deletions and duplications. The Number of Probes Used
allows the user to set the percentage of probes used for each iteration of normalization in order to reach
the desired confidence. The default is 80%, which means that 20% of the probes will be disregarded
before each regression line fit.

Min Dosage Range: The Minimum Dosage Range helps to reduce false positives by setting the thresholds
that determine the calling of deletions and duplications to desired settings. This is shown as red lines
radiating from the origin (0, 0) of the regression plot. The default setting is Deletion < 0.75 < Normal <
1.30 < Duplication.

Print Report
Launches the MLPA Print Settings box. See Reports and Printing section below for more information.

Load Control Sample From a Database
Individually load a control sample to be used in the analysis

Control Sample Selection
Launches the Control Sample Selection box which lists the dataset samples that can be selected and used
as the synthetic control for MLPA analysis.

Save Synthetic Sample
Saves the synthetic control sample as a Text (.txt) or Trace (.scf or .sg1) file
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What to Expect

After initial analysis with Run Wizard and adjustment of analysis settings, the sample data must be reviewed for
normalization accuracy, sample lane quality, and control sample identification prior to final
deletion/duplication determination.

Verify Normalization Accuracy

Normalization is the adjustment of peak heights in a sample to minimize or remove the effects of preferential
amplification of smaller fragments during PCR. Notice in the before and after example below how initially the
sample’s peaks are increasingly shorter as the fragment size increases. After the normalization calculation is
applied, the peak heights are consistent from the beginning to the end of the trace. Normalization is important
for MLPA analysis because the sample’s peak heights/areas are compared to a control/reference trace. If the
peak heights are not consistent, then false positive deletion/duplication calls may result.

Before Normalization After Normalization

i

To verify normalization accuracy in the MLPA Analysis window, locate the color-coded triangle in
the bottom-right corner of the Ratio Plots. A green triangle represents successful normalization,
yellow represents normalization that needs to be verified for accuracy, and red indicates the
normalization failed for that sample. A typical SOP is to repeat the MLPA reaction for samples that
fail normalization.

=

NOTE: A Panel must be applied to the dataset in order for normalization to occur.

Due to the variations of PCR efficiencies from small to large DNA fragments or from sample to
sample, two selectable normalization methods are provided. GeneMarker can normalize MLPA-
derived data by an internal control probe method or by a population method. In order to correct for
the peak intensity variation over size, an exponential function, a*e’?, is used to fit to the square root
of peak intensities, where z is size, and a and b are fitting constants. Essentially, both normalization
methods take the square root of the intensity ratio and plot the ratios to model a linear regression.

Internal Control Probe Normalization!

The Internal Control Probe Normalization method corrects the trend of dropping intensities by
setting the height ratio of the control probes to 1.00 and then calculating ratios for all other probes in
the sample as compared to the controls. The control probe peaks are identified in the selected Panel
with a “1” in the Control column.

NOTE: Some MLPA probe kits do not contain control probes. If the chemistry does
not include enough control probes, population normalization can be selected.

1Lampros A. Mavrogiannia, et al., St. James’s University Hospital, Leeds.

http:/ /leedsdna.info/science/dosage/REX-MLPA /REX-MLPA CMGS04.ppt

http:/ /www.eurogentest.org/uploads/1247475007479/ MLPA_validationreport_T]J_version1_20090710.pdf
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Population Normalization

The Population Normalization method uses all peaks in the sample to correct for preferential amplification
effects. Median peak intensities are derived from the first five data points in a trace, then sliding to
data points 2-6, 3-7, etc., to ascertain the local median intensities. This median filter reduces variation
in peak intensities among the probes. All of the median intensities are then used to fit the
exponential function, which results in higher accuracy and lower false positive rates.

NOTE: MRC Holland recommends control probe normalization for most kits.

Advanced Population Normalization

The Advanced Population Normalization method is designed to normalize data that contains a large number of
test probes displaying copy number change. Problematic data sets that are difficult to normalize using the other
two methods can usually be successfully normalized using the Advanced function. To activate Advanced
Population Normalization, select Population Normalization and check the Advanced option in the Run Wizard
Additional Settings box.

Advanced Population Normalization solves problems when other normalization methods prove less than
optimal. It is a combination of Population and Internal Control Probe normalization methods. Some samples
that contain many probes with deletion or duplication copy number changes may be difficult to normalize.
When samples display an upward trend in peak ratios it is an indication of sub-optimal normalization. The
Advanced option uses the trend in these data to adjust the slope. This option works best if control probes have
been assigned.

GeneMarker uses a cluster algorithm to differentiate well separated data points and then uses those clusters to
calculate a corrected slope. There are usually two populations (clusters) of peak ratios. Initially, the peak ratio
plots are divided into approximately 4 equal parts. The upper 25% peak ratios for each of the top two quadrants
and the lower 25% peak ratios for each of the lower two quadrants are retained. The middle values are not used
in these statistics to avoid data points that are close to the quadrant boundary. The retained values are used to
calculate a slope for the upper two and the lower two quadrants. These slopes are an estimate of the trend in the
data and a corrected slope is plotted.

Verify Sample Lane Quality

After normalization has been verified, check the Sample List in the MLPA Analysis window to identify samples
that received a lane score below the Minimum Lane Score Threshold. Samples with low lane score will be disabled
and grey out in the Sample List. To view the disabled sample’s probes in the Ratio Plot, right-click on the sample
in the Sample List and select Show. To automatically display all samples, return to the MLPA analysis settings
and decrease the Minimum Lane Score Threshold accordingly.

Control Sample Identification

When MLPA Analysis is launched, the software automatically selects a sample in the dataset to use as the
control. The “#” sign next to the sample number indicates the automatically selected control. While the chosen
sample may not actually be the experimental control, this selection is based upon which sample presents the data
with the fewest abnormal calls. The user may change the control to reflect the experimental sample or another
sample which they feel portrays the data in a meaningful fashion.

To select a control sample:
Click on the Control Sample drop-down menu and select the desired control sample.
OR

Select the Load Control Sample From a Database icon. Selecting a control sample using this method
requires the sample be in TEXT or SG1 file format.

Synthetic Control Sample
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GeneMarker’s MLPA Analysis allows users to create a synthetic control sample that
can be used as a control/reference sample. This sample is calculated as the
median of all selected sample files.

To select sample files to be used in the calculation for the control sample:

1. Click on the Control Sample Selection icon.

2. The Synthetic Control Calculation box appears.

3. Right mouse click to deselect all.

4. Click the checkbox next to samples to include in the Synthetic Control.

NOTE: Sample files with a score below the Minimum Lane Score Threshold cannot
be used in the control sample selection.

5. Click OK

i, Synthetic Control Calculation

[=[=] = ]

PO34_409_02fsa
PO34_410_01.fsa
PO34_411_01.fsa
PO34_A12 02 fsa
PO34_B10_03fsa
PO34_B11_0D3.tsa
P034_B12_04.fsa
PO034_C10_D5.fsa
PO34_C11_5.fsa
PO24_C12 D6 fsa
PO24_D10_07.fsa
PO34_D12_08.fsa
PO34_E10_09.fsa
PO34_E11_09.fsa
PO34_E12_10fsa
PO34_F10_11.fsa

31 D094 C44 44 fan
4 i

m

Cancel

6. The Synthetic Control Sample is automatically selected in the Control Sample
drop-down menu.

7. The synthetic control sample can be saved as SCF (4-color data), SG1 (5-color data) or TXT file
formats by clicking the Save icon.

8.  When a synthetic control from a subset of the current project samples is used, the report header
will contain the file names of the samples selected for the synthetic control.

MLPA Analysis

GeneMarker features two types of MLPA analyses: MLPA Ratio and MLPA Regression. Both MLPA
analysis features identify data points that are outliers. Outlying points are determined based on the
deviation of each allele peak, relative to the average deviation of all peaks. Any individual peak
whose residual deviation is greater than 3 times the average deviation will be considered as outlying
to the data. These outlying points should be considered as possible duplications or deletions and
need to be reviewed by the user.

MLPA Ratio Method

MLPA Ratio plots the ratio of each sample compared to the panel. In MLPA Ratio, the ratio of the
sample data to the control sample is standardized, such that the median point within the data set is
considered to be 1. All other data points are relative to the median value, as depicted in the plots.
The outlying data points represent duplications and deletions. Duplications will be shown “above”
the plotted ratio line, and deletions will be “below” the line. When you double-click on any point,
the dosage histogram and the report will also display the selected point.

In MLPA Ratio Analysis, it is possible to toggle between the Population and Control Probe
normalization by right-clicking in each sample graph. For some samples, the Control Probe
normalization may be more accurate, when the control probes and the test probes are in two distinct
groups.
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MLPA Regression Method

MLPA Regression analysis relies upon a T-Distribution to form the regression
line between the square root of the sample and the square root of the control.
GeneMarker utilizes an automatic iteration-based regression method. Using
this method, the software forms a best-fit line, retaining 80% of peaks with
smaller deviations and 20% are rejected. GeneMarker then iterates multiple
times to reject and retain peaks, with a confidence of 99%. This process is
repeated until the regression line has reached the desired confidence. Finally,
the removed data points are placed back into the plot and will show up either o

on the regression line or as outliers.

Reports and Printing

PO34_310_13 450

4

05 06 07

05 08 1 11 12 13 14 15
Control

GeneMarker automates the analysis process and creates professional clinical research reports for accurate

insertion/ deletion detection.

Report Table

Displays gain and loss information for individual peaks of a sample compared to a reference.

Samples

designated as “reference” by the filename group text file are marked as blue rows in the report while samples
being compared to the reference are in the white rows. The Overlay Trace window will correspond to which ever

peak cell is selected in the Report Table.

B

Output Status Peaks: Selecting this option displays the peak intensity
ratio values in the allele report.

Report Settings
Launches the Report Options dialog box.

Abide by Panel: Displays allele information that is within the selected
panel. Alleles outside of the selected panel will be represented by an
IIOLV/'

Report Settings - MLPA Ratio

Output Status Peaks

[ Loss
[~ Equivalent

v Gain

[v A&bide By Panel

W Wertical Format

Report Contents
[~ Status [-1;0:1)
[~ Stati

" Peak drea

& Height Ratio

i~ Peak Height " Prabability

[~ Show Ratioin Percentage
[~ Display Quality Contral Fragments

Cancel |

Vertical Format: Arranges the allele report in a vertical format. Note: Uncheck Vertical Format to display the
F warning of samples that failed QC fragment evaluation parameters in the index column.

Report Contents: Selecting Status (-1, 0, 1) will display the values of -1, 0, and 1 for each detected allele to
represent the presence, absence, and questionable presence of alleles, respectively.

Statistics: Displays the number of probes, mean, standard error and standard deviation for the control and

sample probes at the bottom of the MLPA ratio report table.

Peak Differentiation: Options to display peak differentiation in terms of peak height ratio, peak area, peak
height, and probability are available. These calculations will be applied to the peaks selected to display in

the Output Status Peaks.

Show Ratio in Percentage: Displays the peak height ratio, in percentage, if this option is selected.
Display Quality Control Fragments: Displays the quality control fragments for panels that contain quality

control fragments designated with a -1 (negative 1) in the Control column in the panel editor.
MLPA Print

Save Report
Choose to save the Report Table as an Excel file (.xls) or a tab-
delimited Text file (.txt).

MLPA Clinical research report Settings
Click the Print Report icon to launch the MLPA Print dialog box and
preview, print or save the MLPA Clinical Research Report.
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Report Style
Select either classic or Ratio Plot (both described below).

Samples
Select All Samples or just the samples you wish to report. To Select Samples, click the “...” button next to Selected
Samples and place a check mark in the box next to the samples you wish to appear in the report.

Sort Probe
Sort the probes in descending order By Size or By Name in t he report table.

Print Grayed Samples
When selected, the report will include samples below the minimum score set in the MLPA Settings box (Minimum
Lane Score Threshold).

List Samples Used for Synthetic Control
When selected, a maximum of ten samples will be displayed in the printed report. If more than ten samples are
used, the symbol “...” will be displayed after the tenth sample name.

Print Statistics Information
Displays the number of probes, mean and standard deviation for the reference and sample in the
bottom left corner of the report.

Print Summary
Attaches an extra report to the end of the Clinical research reports that summarizes the ratio
information for all the selected samples.

Display Quality Control Fragments
Displays the quality control fragments in the print report

MLPA Clinical Research Report (Classic)

Below is a description of the MLPA Clinical research report features. For an explanation of functions within the
Print Preview window, see Chapter 6 Reports and Printing. When default letter page settings are
selected a second page is generated with the remaining alleles in a table, the header, trace overlay,
and conclusion box and ratio plot if there are more than 49 probes in the analysis.

Report Header
Contains information about the analysis, project, sample and parameters.

Overlay Trace
Similar to the MLPA Analysis window, displays the reference trace in light red behind the sample trace (dye
color). The zoom setting in the MLPA Analysis window is applied in the Print Report.

Ratio Plot

Similar to the MLPA Analysis window, the plot points indicate the Peak Height/Area Ratio of sample to
reference.

Statistics Information

When selected, the statistics information is displayed above the

Signature box and contains sample information that includes

number of control/sample probes, mean peak ratio for

control/sample probes, and the standard deviation of the

probes.

i

3k 2 RE

Signature Box

Date and initial space for report reviewers.
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Duplication/Deletion Report Table
A list of all probes in the samples, fragment basepair size, and peak ratio information. Peak ratio cells which
meet the duplication/deletion threshold criteria are highlighted grey.

Summary Report

When Print Summary is selected in the MLPA Print Settings box, additional print report sheets appear after all the
sample sheets. The Summary Report lists all the probes in the dataset and reports peak ratio information in
sample columns. Peak ratio cells which meet the insertion/deletion threshold criteria are highlighted grey.
MLPA Clinical research report

Final MLPA Report (Classic)

MLPA Analysis Report - SoftGenetics Probe Name Bin Size [P034_C12_06
Software: Genelarker V1.80 Analysis Type: NLPA T [2q14 903 0937
Project: Untitied Compare Type: MLPA Ratio 2 [chrv 1146 0947
Technician: Normalization By: Fopulation Normalization : ;91212 - 52513 1 gi;
Report Time: 9/26/2007 - 14:35.7 By: Peak Heignt x:za' T nid
Pancl: P034_DND_Pane! Classification: Loss = 0.75 <= Equivalent <= 1.30 < Gain = Txa2 eE e
Control: F034_C10_05.fsa Report Value Type: Peak Ratio TxezE =13 e
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Electropherogram allele label options are set in the Main Analysis Window —>View —Preferences - Display
Settings > Chart Settings = Max Allele Label Layers. Select this option to display the allele labels in layers rather
than the above view (which maximizes the peak display). If there are more than 49 samples a second page will
be generated. Page option B4 allows up to 52 probes to be included on the first page of the report table.

MLPA Clinical Research Report (Ratio Plot)

The Ratio Plot contains the same major features of the Classic report, with the exception of the
overlay trace. Instead, the ratio plot has been enlarged and emphasized. The header also contains
additional information, specifically: lane score, size calibration score, sample name, machine number,
and the start and end times of the sample run. Statistical information is omitted by default, but this
can be changed by selecting “Print Statistics Information” in the setup window.
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Final MLPA Report (Ratio Plot)
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Highlighting selected probes in the Final MLPA Report

In some chemistries, such as those that may contain pseudo genes, it is desirable to highlight
certain alleles in the final report. Designate these alleles with [HL] in the comments column
of the panel editor. The allele names that are designated [HL] will be highlighted in yellow
in the final report table and represented as a fuchsia triangle in the ratio plot. The Panel
editor (Chapter 5) is used to select up to 16 different highlight colors for selected probes.
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Quality Control Warning in Final MLPA Report

The final MLPA report will contain a red font message if any of the Quality Control
Fragments for the sample failed.

MLPA Analysis Report - SoftGensfics Probe Name l@n Sze | Height Ratio
Software: Genelarker V266 Analysis Type: MLPA 1 |zatd 50.3 1431
Project: Untitied Compare Type: MLPA Ratio 2 [Chry 148 1000
Technician: By: Population Normaization z :pﬁ - f;éf i' gﬁ;
Report Time: 12/21/2015 - 10.26:05 Quantification By: Peak Height qu : = =
Panel: P034_DMD_Panel C Loss < 0.75 <= Equivalent <= 1.30 < Gain x:z weee ooz
Control:_P024_D10_07.5G1 Report Value Type: _Height Ratio Xq2 074 B
P034_H12_16.fza (MLPA QC Fail: Fragment Missing) exi 138 7
- exd 168, 0
| E——
50 100 150 200 250 300 350 400 450 500 2 lext 282, 3
co00] A I A AP A A T T A e e poe i
ext 353, E
ext 385
5,000 ext 424,
ex 456,
£000] 8 |exz 52 E
' [ENE 185.0 117
20 ex23 225.1 1.189
3,000 31 _[exd 5580 1010
7o 538, i
e 329. 7
2,000 o 289, 7
E 401 1
1,000 & 440 5
| L I l I ‘ \ L ‘ \ k “ H \ 27 |exan 4726 1.031
1 Al llJlH“ LU | L Y 28 |exst 1430 1180
29 |exdz 177, 9
M vy 30 ex 216. )
ﬁl\\l\u\u\l\u\ 8 S PR g e S e =] n
32 250, 4
Sample Name: 901045_BH_P34 EmE 23 2
i . 34 e 360. 13
Machine: 3100 5 St Toxds o) 15
Run Time: 04/14/2005 - 13:27:40 -» 04/14/2005 - 14:17:43 Ex 431 00
Statistics #Probes  Mean StdDev exd 463, 3
ControlSample  6/40  0.881.02  0.2000.08 £ E 160. 03
ERE " o 192, 7
Conclusion % fo g B ° o ks = 862
&1 P g e g e e 2570|0932
Date Initial = Z o 58 08
0.5 & 339. 937
_ & 377, 897
Authorization 1 > o T208. 952
& |4474 960
Authorization 2 100 L ex [788 560

MLPA Peak Height Normalization and Copy Number
Determination

MLPA Data Normalization using Peak Heights

GeneMarker normalizes peak intensities based upon the statistically most probable median intensities
(calculating median intensities helps determine the trend of the data). Median peak intensities are derived from
the first five data points [GeneMarker v1.70 and later — GeneMarker v1.60 uses seven data points; GeneMarker
v1.51 and earlier use nine data points], then sliding to data points 2-6, 3-7, etc., to ascertain the local median
intensities. Outliers are rejected after applying a median filter. In order to correct for the peak intensity variation
over size, an exponential function a*e-bz is used to fit to the square root (a statistical tool to reduce variation) of
the peak intensities, where z is size, a and b are fitting constants. The normalized peak values are calculated
using the exponential fit function and original peak height (intensity): Normalized Peak Value = Original peak
intensity /Exponential fit peak intensity. The square roots of the intensity ratios are calculated and the ratios are
plotted to model a linear regression. The median peak intensity is normalized to 3000.

Population Normalization

Due to variations of PCR efficiencies from small to large DNA fragments or from sample to sample, two
selectable normalization methods are provided. GeneMarker can normalize MLPA-derived data by an internal
control probe method or a population method. The user is able to specify the normalization method in the Run
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Wizard (window three-Additional Settings) prior to analysis. Normalization using Control Probes removes the
trend of dropping intensities as the DNA fragment size increases. However, the trend of peak intensities vary
greatly from one sample to another with the internal control probes. Also, a small number of control probes or
internal control probes that display atypical amplification kinetics often results in large errors in the intensity
normalization. ‘Population Normalization” addresses these problems, yielding better results for research
chemistries that lack control probes. All of the probes (control and test) that are retained by the median filter are
used to fit the exponential function, which results in higher accuracy and lower false positive rates.

MLPA Analysis using normalized peak heights and Control Sample(s)

When either MLPA Ratio or MLPA Regression Analyses are opened, the software has automatically selected a
sample to use as the control (indicated by the # sign next to the sample). While the chosen sample may not
actually be the experimental control, this selection is based upon which sample presents the data with the fewest
abnormal calls; the sample with the least scatter of peak height ratios around the idealized ratio of 1.0 will be
used as a control to calculate normalized height ratio of sample data to control data. The user may change the
control to reflect their experimental sample or another sample which they feel portrays the data in a meaningful
fashion.

GeneMarker software MLPA Ratio Analysis

In the MLPA analysis window, the normalized samples are compared to a control sample to determine
duplications, deletions or no change. A t-test is used to determine which data points are outliers and which data
points cluster together as the no-change data points.

MLPA Ratio plots the ratio of each sample compared to the control. The ratios of the sample data compared to
the control sample [(control(s) defined by the user or software] are standardized such that the median point
within the data set is considered to be 1. All other data points are relative to the median value. Outlying points
are determined based upon the deviation of each allele peak relative to the average deviation of all peaks. Any
individual peak whose residual deviation is greater than 3 times the average deviation will be considered
outlying to the data. The outlying data points represent duplications and deletions. Duplications will be shown
“above” the plotted ratio line and deletions will be “below” the line.

A color-coded triangle at the bottom right corner of each graph depicts the success of the standardization
method for plotting of the peak ratios. A green triangle represents successful standardization; yellow represents
standardization that needs to be verified for accuracy; red means standardization failed for that sample (or there
are a significant number of probes displaying a copy number change).

Success or failure of the standardization is determined by calculating the relative deviation of the ratios. The
probe ratio relative deviation calculation uses the following formula: [(75th percentile sample peak ratio/control
peak ratio) - (25th percentile sample peak ratio/control peak ratio)] / (50th percentile sample peak ratio/control
peak ratio).

If the probe ratio relative deviation is > 0.6, the triangle will be red. If the probe ratio relative deviation is > 0.4 <
0.6, the triangle will be yellow. If the probe ratio relative deviation is < 0.4, the triangle will be green.

GeneMarker software MLPA Regression Analysis

MLPA Regression analysis relies upon a T-Distribution to form the regression line between the square root of the
sample and the square root of the control (using either peak heights or areas). GeneMarker utilizes an automatic
iteration-based regression method. Using this method, the software forms a best-fit line, retaining 80% of peaks
with smaller deviations and 20% are rejected. GeneMarker then iterates multiple times to reject and retain peaks,
with a confidence of 99% (default setting - confidence interval denoted by green lines on graphs). This process is
repeated until the regression line has reached the desired confidence. Finally, the removed data points are placed
back into the plot, and will show up either on the regression line (“normal” copy number) or as outliers (possible
copy number change).

Peak ratios (normalized peak value for test sample/normalized peak value for reference or control sample) are
plotted on a patient-control graph. These peak ratios are plotted as representations of the square root of the
sample and the square root of the control used to determine the best-fit line, outliers and confidence interval. The
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patient-control graph combines peak ratio information (to determine copy number changes) with the confidence
interval from regression analysis.

Microsphere MLPA Analysis (Luminex)

An example of a DNA assay technique used to genotype patients with specific diseases is multiplex
ligation-dependent probe amplification (MLPA). MLPA relies on sequence-specific probe
hybridization to genomic DNA, followed by amplification of the hybridized probe, and analysis of
the resulting PCR products. By labeling each set of hybridized probes with a unique microsphere, up
to 100 distinct reactions can be multiplexed in a single reaction volume. Flow cytometry principles
are used to allow microsphere tagged particles passing through a detection chamber to be measured
discretely. ~ Multiple MLPA assays can be developed in a single volume for detection of gene
deletions and copy number changes.

GeneMarker software has been developed to quickly and accurately analyze data from the Luminex®
flow cytometry instruments (Luminex 100 IS and Luminex 200) for microsphere detection. The
software is therefore compatible with Luminex instrument data format (.csv). With GeneMarker,
MLPA microsphere data analysis is a quick and accurate analysis with customizable features

including reports and printing.

il Lumingx MLPA Data e ]
Head Irs
Overview FraaAT i
The steps required to analyze Luminex instrument data after :':E :"?ﬁ:};‘m
MLPA are different from other analyses done by GeneMarker. Due | o ;:‘-ﬂ“':-“P"-‘"-P-'-mw'ﬂ-'m—"*- il
to the nature of microsphere labeling, peak intensities are artificial | swecu - _ _ |
and represent the number of beads detected by the flow cytometer. | 'I:.T“" 'lﬁ,.; ELD:_T; — 'j“':’ IE:I:. 'EI'I’.? 'E:‘:
The software normalizes to an arbitrary 3000 using a combination | o ;ﬁix g = Gl mo  em w0 o
method. Because the Luminex data is different than standard | F o jotee:  Z00000 0™ L:: o
capillary electrophoresis data, a size standard and panel do not | o iy o s |is ows (oo emo |
need tobe applicd sEZEasa g
20400 1mero nms 15010 4730 wao a0 19605
Procedure I — | el
1. Open GeneMarker Software — =
2. Close Start Your Project box
3. Go to Tools — Luminex MLPA Analysis
4. The Open Luminex Data box appears
5. Select a CSV file to analyze
6. Click Open
7.  The Luminex MLPA Data window appears
a. Alleles = Columns
b. Samples = Rows
c.  Right-click on a row to select the Background sample. The software automatically chooses the overall
least intense sample and labels it with a (B).
d. Right-click on a column to select the Control Gene. If you do not select control gene then the software
will automatically select the best control given your data set.
e.  Suspect Count in the bottom left corner is set to default 100. Suspect Count represents the threshold for
bead number - any sample with less than the Suspect Count threshold will be flagged for user
inspection.
8. Click OK in the Luminex MLPA Data window
9. The MLPA Analysis Settings window opens MU s Setngs [ e
10. Recommended Settings: i ehd et
a. Analysis Method: MLPA Ratio T o TR Pt CIP e
b.  Settings - MLPA Ratio: Sounor M55 A T
c.  Deletion < 0.75 <= Normal <=1.30 < Duplication e U T - mm
d. Minimum Lane Score Threshold: 10.00 B e Calied :
e. Quantification by: Peak Height e
MresumLars S st 1050
™ Save Pasansbts sehwns 5o Report
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11. Click OK
12. The MLPA Analysis window appears

What to Expect

Luminex Data Normalization

Due to differences in laboratory requirements, GeneMarker has the option to normalize MLPA-derived data in
two different ways, by an internal control probe method or by a population method. The user is able to specify
the normalization method by selecting a control sample in the Luminex MLPA Data window or in the MLPA

Analysis window’s Control Sample drop-down menu (select Synthetic Control Sample to use population
normalization).

Luminex Data Analysis
After Control Genes and the Background Sample are selected in the Luminex MLPA Data window, the MLPA

Analysis window appears. See the MLPA Analysis section above for more information about icons and
functions.

A feature unique to the Luminex MLPA Analysis window is that samples that contain probes that do not meet
the minimum bead threshold, or Suspect Count, are identified. Suspect probes are labeled in red in the Overlay
Trace and their data points appear fuchsia in the Ratio Plot. MLPA data analysis proceeds as outlined in the
MLPA Analysis section above.
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Methylation-Specific MLPA Analysis (MS-MLPA)

Detection of methylated sites in genomic DNA is important for two reasons. First, methylated DNA locations
cannot be transcribed. This is important when the methylation occurs in the promoter region of genes. If the
promoter region of a gene is methylated, the gene will not be transcribed and its associated protein will not be
produced. Methylation of the promoter region for tumor suppressor genes is of great interest for cancer
diagnostics. When the tumor suppressor gene is switched off because of methylation in the promoter region, the
cell’s growth will be unchecked and cancer may form. Likewise, if methylation occurs in mismatch repair gene
promoter regions, genetic mutations within a cell will proliferate, thereby increasing the risk of tumorigenesis.

Second, DNA methylation is important in discovering cases of genomic imprinting. At conception, two copies of
each chromosome are inherited from an individual’'s parents, one copy from the father and one copy from the
mother. Normally, it cannot be determined from which parent each chromosome originated; however, in some
cases, differential expression of a gene occurs depending upon which parental chromosome the gene resides.
Additional research linked differential expression of genes with methylation patterns and/or histone
modifications around the gene of interest. Methylation is useful in determining parental chromosome origin and
is referred to as genomic imprinting.

Overview

GeneMarker DNA analysis software has been successfully paired with the Multiplex Ligation-dependent Probe
Amplification (MLPA) technique for detecting genetic deletions and duplications in various diseases including
cancer. Recently, the MLPA technique has been improved to detect methylation sites within promoter regions
and for genomic imprinting applications. Promoter Methylation kits from MRC-Holland include ME001B
Tumor Suppressor, ME002 Tumor Suppressor, and ME011 for Mismatch Repair genes. Genomic Imprinting kits
from MRC-Holland include ME028 PWS-AS and ME030 BWS-RSS. GeneMarker’'s new Methylation Specific -
MLPA (MS-MLPA) module quickly and accurately detects methylation sites for researchers studying promoter
methylation and genomic imprinting diseases. GeneMarker’s ease of use and professional reporting options are
an excellent choice for MS-MLPA applications.

MS-MLPA

Sample Group List Report Table

Electropherogram RatioPlot
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Sample Group List

Samples in the Sample Group List appear within Group folders according to the information provided in the File
Name Group Text file uploaded in the MS-MLPA Analysis Settings box. A sample is marked as the Reference
because it contains a Control Identifier as set in the File Name Group tool. See Chapter 8 Additional Tools.
Reference/Control samples will appear in the first column of the File Name Group Text file.

Expand folders in the Sample Group List to view the Reference sample and Experimental sample in the group.
Double-click the Reference sample to view just the Reference sample electropherogram. Double-click the
Experimental sample to view the Experimental sample electropherogram overlaid on the Reference sample
electropherogram and associated Dosage Histogram.

Electropherogram

The Electropherogram displays a normalized electropherogram trace of the selected sample with the control
sample reference trace displayed in light red behind it. Change the degree of shift between the selected sample
and the reference trace in the MS-MLPA Display Settings box. The allele or exon names are displayed below their
corresponding bins.

The Dosage Histogram displays, in bar chart form, the ratio of normalized peak intensities between the reference
and the sample trace. Sample probes are represented by blue bars and control probes are black bars.

Allele editing options in the Trace Overlay frame allow allele comments, similar to those in the Main Analysis
window Electropherogram. See Chapter 3 Main Analysis Overview.

Ratio Plot

The Ratio Plot displays, in graphical form, the ratio of normalized peak intensities between the reference and the
sample trace. Each point represents a sample peak or probe. Enter the number of Ratio Plots to display
simultaneously in the MS-MLPA Display Settings box.

Green = Peak is within the specified ratio limits Blue = Peak is a control probe
Red = Peak is outside the specified ratio limits Yellow = Current selected probe

Double-click a point in the Ratio Plot to view the peak in the Electropherogram and the ratio value in the Report
Table.

Right-click in the Ratio Plot and select Adjust by Control Probes to fit the data by only the control probes (blue
points) in the sample. Right-click and select Reset to restore population fit calculation (all control and sample
probes in the sample are used to fit the data).

Report Table

The Report Table lists in columns the probe or exon name (according to the panel selected) and the ratio for each
sample probe as compared to the reference. Double-click a cell in the Report Table to display the corresponding
peak in the Electropherogram and the plot point in the Ratio Plot. See the Reports and Printing section below for
additional options in the Report Table.

Procedure
1. Launch GeneMarker software
2. Import raw capillary electrophoresis data ST i)
3. Apply size standard and peak filtering options with Run Wizard B e
4. Select a panel in Panel Editor and align Markers and Bins accordingly ! =
5. Select Applications - MS-MLPA ‘E”mm"wa'm &
6. The MS-MLPA Analysis Settings box will appear T
7. Import grouping information created in the Filename Group Tool into the Group File field, & Prencteretylsien " Genamic Inpiing
or import Common Reference [SG1 (5-color data), SCF (4-color data), FSA file format] S
into the Common Reference field, or enter both a Group File and Common Reference. A 5 Pesk Hegh € Peok tvea
synthetic reference or control may be constructed and saved using this function in the Peak Aais
MLPA analysis window (see above). A Common or Synthetic Reference must be Nomsl <= [030 < Melhylied
imported into the project to be available for use (click Project in the menu bar and select ¥ AutoSlope Corection
Add Samples to Project). B SoreRerme i S
8.  Select an MS-MLPA Analysis Type —
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Promoter Methylation

9. Select Promoter Methylation Analysis Type

10. Choose to analyze by Peak Height OR Peak Area

11. Enter the Peak Ratio value below which a peak will not be considered methylated

12. Click OK

13. Analyze data for non-control peaks above the Methylated Peak Ratio set in the Analysis
Settings box

14. Click the Print icon to create an MS-MLPA Clinical research report

Genomic Imprinting Lot i =y
9. Select Genomic Imprinting Analysis Type i ” i
10. Choose to analyze by Peak Height OR Peak Area o -
11. Enter the Peak Ratio values between which a peak will be | :
considered normal P @ Gonncioiirs ||
12. Click OK i T
13. Analyze data for non-control peaks above the Other Peak | ...
Ratio set in the Analysis Settings box [alein Tohetsth s
14. Click the Print icon to create an MS-MLPA Clinical research |~ weswcomen
report - Pm: o nwr:
What to Expect

The MRC-Holland MS-MLPA kits take advantage of methylation sensitive endonucleases
(Hhal and Hpall) which will cleave unmethylated DNA fragments. Methylated fragments
are not digested by the endonucleases and will therefore produce a peak signal in the
electropherogram. In addition to novel methylation detection probes, MRC-Holland
includes multiple control probe genes in the MS-MLPA kit for monitoring the efficiency of
the endonuclease activity.

Promoter Methylation

In trace electropherogram, the undigested patient DNA sample appears as the red
background trace in the electropherogram and is used as the reference. The same patient’s
digested DNA sample appears as the blue trace in the electropherogram. Based on the
Quantification method chosen in the MS-MLPA Analysis Settings box (Peak Height or Peak
Aren); the digested sample trace is compared to the undigested reference trace. The ratio
value of the comparison is plotted by basepair size in the Ratio Plot below the
electropherogram.

In the Ratio Plot, the blue plot points represent the control probe peak ratios. As expected,
the control probes of the sample trace are in a 1:1 ratio with the control probe peaks of the
reference trace. A green threshold line appears at Ratio = 0.3 and represents the Methylated
Peak Ratio value set in the MS-MLPA Analysis Settings box. Green plot points below this
threshold do not contain a significant peak in the sample trace compared to the reference
trace because the fragment was digested by the endonuclease. Since the fragment was
digested by the endonuclease, it is assumed the gene is unmethylated. Red plot points that
appear above the green threshold line represent an amplified undigested fragment.
Undigested fragments, which are not control probes, are considered sites of methylation. In
Figure 1, one copy of gene ESR1 is methylated because its representative red plot point
appears above the Methylated Peak Ratio threshold line at around Ratio = 0.5.
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Promoter Methylation
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Genomic Imprinting

Prior to detecting genomic imprinting with MS-MLPA, a researcher must determine if the
genes of interested have been deleted with the traditional MLPA technique. Once the copy
number has been determined, digestion with methylation sensitive endonucleases can be
performed to detect imprinting.

In the example below, a normal patient’s sample appears on the left and a sample from a
patient suffering from Prader-Willi Syndrome appears on the right. In the normal patient’s
sample, five green plot points appear between the green methylation threshold lines. These
plot points represent five genes of interest located in the PWS/AS region on chromosome
15. As discussed previously, unmethylated fragments are completely digested by the
methylation sensitive endonuclease and methylated fragments remain undigested. The five
plot points that appear around Ratio = 0.5 represent genes that contain one methylated
allele and one unmethylated allele. A normal patient, without a deletion at the PWS/AS
site, will express both the methylated and unmethylated genes from the mother and father,
respectively.

In the sample from the patient suffering from PWS, none of the five genes of interest plot
points appear between the methylation threshold lines. Upon further inspection, it is
determined that the five peaks are in a 1:1 ratio with the undigested fragments. Because it
was determined previously with traditional MLPA analysis that this patient’s PWS/AS
region contained a deletion on one chromosome, only the other parent’s chromosome genes
are represented by the fragment peak. In the PWS case, since the remaining gene fragments
were not digested, it is deduced that the remaining chromosome is methylated and
therefore comes from the mother. The father’'s PWS/AS genes have been deleted. For a
patient suffering from Angelman Syndrome, the mother’s PWS/AS genes would be deleted
leaving the paternal chromosome genes. The paternal chromosome is unmethylated in the
PWS/ AS region; therefore the fragments would be completely digested and no peak would
appear in the electropherogram.
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Genomic Imprinting
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Reports and Printing
GeneMarker automates the analysis process and creates professional clinical research reports for accurate
insertion/deletion detection.

Report Table

Displays peak ratio information for individual peaks of a sample compared to its designated reference. A
sample column will be highlighted blue when the sample is selected in the Sample Group List. The
Electropherogram trace will correspond to which ever peak cell is selected in the Report Table.

(R Report Settings " MS-MLPA Report Option (Genamic Imprintng) =
B3 | Launches the MS-MLPA Report Options dialog box. S ———
[~ Status (0,1, 2] " Horizontal

Report Contents: Selecting Status (-,+) will place a “~” or “+” sign in the e
cell for each detected allele to represent the presence or absence of alleles,
respeCtiVely. Selecting Peak Ratio Will display the ratio Value Of the ¥ Show Nomnal Peaks [¥ Show Ratio in Percentage

@ Waticsl

sample peak height or area compared to the reference peak. ™ Disly Buslty Contol Frapmens
Orientation: Horizontal orientation displays the Report Table with samples G

listed in a column on the left and allele peak ratio values in rows. Vertical -
orientation displays samples in a row along the top of the Report Table and allele peak ratio values in
columns.

Show Normal Peaks: Displays the peak height ratios of peaks within the methylation thresholds set in the
MS-MLPA Analysis Settings box.

Show Ratio in Percentage: Displays peak height ratios as percentages.

Display Quality Control Fragments: Displays the Quality Control Fragments in the Report Table.

Save Parameters when Save Report: Automatically generates an *.ini file of the MS-MLPA Analysis Parameters
when the MS-MLPA report is saved. Naming convention for the file is Report file
name_MS_MLPA_Settings.ini

Save Report
E Choose to save the Report Table as an Excel file (.xls) or a tab-delimited Text file (.txt).
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MS-MLPA Print Report Settings
Click the Print Report icon to launch the MS-MLPA Print dialog box and preview, print or save the MS-MLPA
Print Report. =

MS-MLPA Print

Samples o
Select All Samples or just the samples you wish to report. To Select Samples, ’
« amples " Selected Samples
click the “...” button next to Selected Samples and place a check mark in the e B
box next to the samples you wish to appear in the report. Son Probe
Sort Probe ® B & By Hamd
iort th; }erobes in descending order By Size or By Name in the Methylation | _ o @ @@
eport Table.
[& Freview &0k | X LCancel |

Display Quality Control Fragments
Select this option to display the Quality Control Fragments in the Methylation Report Table.

MS-MLPA Print Report
Below is a description of the MS-MLPA Print Report features. For an explanation of functions within the Print
Preview window, see Chapter 6 Reports and Printing.

Report Header
Contains information about the analysis, project, sample and parameters.

Electropherogram
Similar to the MS-MLPA Analysis window, displays the reference trace in light red behind the sample trace (dye
color). The zoom setting in the MS-MLPA Analysis window is applied in the Print Report.

Ratio Plot
Similar to the MS-MLPA Analysis window, the plot points indicate the Peak Height/Area Ratio of sample to
reference.

Signature Box
Date and initial space for report reviewers.

Methylation Report Table
A list of all probe’s peak ratio information. Peak ratio cells which meet the methylation threshold criteria are
highlighted grey. Control probes are in bold font.

MS-MLPA Print Report

[MS-MILPA Analysis Report - Probe Name [ Bn Size | Pafientl_Digestdd. SCF
Software: Genelarker V170 Analysis Type: Promoter ethylaton 1 |AiesT953  [638 1756

Project: Untitied Compare Type: ILPA Ratio 2 [APC 1470 0.000

Tecnmean oy ot oo EN 1 L
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Pedigree Chart

Relationship testing involves testing known genotypes in a familial relationship for simple Mendelian
Inheritance laws. Since the core loci selected for forensic genotyping demonstrate the Mendelian characteristics
of segregation and independent assortment, the Pedigree tool in GeneMarker is an excellent choice to determine
genetic relationships between family members.

Overview

The Pedigree module is designed to aid identification of inheritance patterns and abnormalities. All individuals
in the Pedigree Tree are directly linked to their corresponding Electropherograms. To display the Electropherogram
for a sample, simply double-click on the sample’s node in the Pedigree Tree and the Electropherogram will appear
in the Charts tab. The link between the Pedigree Tree and Electropherogram Charts makes relationship analysis
quick and efficient.

To activate the Pedigree function, select Applications - Pedigree from the Main Analysis window menu bar.

NOTE: The dataset must be sized and a Panel applied prior to using the Pedigree function.

Pedigree Application

Pedigree Tree Samples List  Eléctropherogram
: Charts
\ \
L, Pedigene Edut - New File \ \ == B
-z | THE B 1'1“9 Famdy 1AL [1 Farde? - Seth  w| | Mlgker  [S0Makms | | Somch | o oa
= Sgerpis | 1 Chart|
N [ Ho ] Indrdual [ Samgle [
it —, B sue FPHETEI0_(2 e

El \Sic} B2 Lin TR0 M hsa
B: Z7RTR10_6 e
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Pedigree Tree

The Pedigree Tree displays, in a standard format, the relationship between different nodes or individuals in the
sample dataset. Older generations appear at the top of the Pedigree Tree, younger generations near the bottom.
Males are represented as square nodes, females as circle nodes. Horizontal lines indicate mates, vertical lines
indicate offspring.

Once a node is added to the Pedigree Tree, right-click the node to see additional options.
Select/Deselect Individual Node

To view the electropherogram for an individual, right-click their node and select Select Node OR double-click the
node and the electropherogram trace will appear in the Charts tab on the right. To hide the sample’s
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electropherogram, right-click the node and select Deselect Node. When a node is selected in the Pedigree Tree, the
corresponding sample in the Sample List becomes highlighted.

Add/Edit/Delete Individual

If an individual is the first to be added to the Pedigree Tree, a family must be designated for the person. If the
person is already added to the Pedigree Tree, right-click and select Edit Node to change that person’s
characteristics. To delete an individual from the Pedigree Tree, right-click the node and select Delete Node.

Family Name
Enter a name for the family in the free form text box. The Family Name field will not appear after the first
individual is added to the Pedigree Tree. All subsequent individuals added will be considered members of
the family.

Edit Individual L&J ]
Person Info
Name: Free form text box to enter a name for the individual. e - Affect Status
Display the in dividual’s name in the Pedigree Tree by clicking the Name:  [Joe ™ Unknawn
Show Individual ID icon in the toolbar. e
Gender: Select either Male, Female, or Unknown gender for the Gender @ Male  Female ( Unkown natete
individual. Male nodes are squares, female nodes are circles, and S (+ Affected
Unknown gender nodes are displayed as a circle within a square.
Father/Mother: When more than one mate is displayed for a Mother: |2 =]

Mother or Father, a drop-down menu allows the user to choose

which possible parent to associate with the child. Sanerie [T AT Re

NOTE: The Gender and Father/Mother options are not available
when adding a mate. ok Corcel |

Affected Status :
Affected Status options are available to mark individual nodes for genetic linkage calculations. Before
marking individual nodes with Affected Status, click the Pedigree Parameters icon in the toolbar and adjust
settings accordingly.

Unknown: The individual’s phenotype is unknown. The node is displayed as an empty square or circle.
Unaffected: The individual does not show signs of the expected phenotype. The node is filled in white.
Affected: The individual expresses the phenotype. The node is filled in with diagonal hashed lines.

Deceased

If the person is deceased select deceased in the individual edit screen. This extended information - affect
status and deceased, is saved and can be imported with the standard pedigree information for future edits
in an extended pedigree.

Sample File

Select the individual’s sample file from the drop-down list. Only samples in the current dataset will be
available. If no sample file is chosen, the node will be greyed out. Additionally, drag and drop a sample
from the Sample List onto a node to associate the sample with the individual node.

Add Family Members
To add family members to the Pedigree Tree, right-click a node and select Add Mate or Add Child. The Add Mate or
Add Child box will appear. Enter the individual’s information and click OK.

Display Conflicts

Once a family is created in the Pedigree Tree, GeneMarker will automatically identify any Mendelian inheritance
conflicts between Parents and Children or between Siblings. Click the Show Conflict with Parents/Siblings
icon in the toolbar to alternate between the two modes. Nodes with conflicts will appear red. Mouse over the
red node and a list of Markers or loci with conflicts will appear. Single left-click the Marker name and the family
members’ electropherograms will appear in the Charts tab on the right. The conflicting Marker will appear red.

unr

Additionally, suspect Markers are indicated in the Pedigree Tree by a question mark symbol next to the
individual’s node. Suspect Markers include those which contain additional peaks or low quality peaks. Mouse
over the node with suspect Markers and a list of Markers or loci with suspect peaks will appear. Single left-click
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the Marker name and the individual’s electropherogram will appear in the Charts tab on the right. The suspect
Marker will appear red.

Show Inheritance Conflicts
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Samples List
The Samples List displays the filename and individual ID for each sample in the current dataset. Drag and drop
samples from the Sample List to nodes in the Pedigree Tree to associate individuals with the family.

Electropherogram Charts

The electropherogram traces for the samples in the Sample List appear in the Charts tab. Double-click a node or
single-click the Marker name in the Conflict or Suspect list of the Pedigree Tree and the electropherogram trace
for the Marker will appear. If a Child node is selected, the Mother and Father traces will also appear in the
Charts tab.

Navigation and allele editing in the Electropherogram Charts is similar to navigation options in the Main Analysis
window. See Chapter 3 Main Analysis Overview.

NOTE: After alleles are edited in the Electropherogram Charts, click the Update Sample Data icon in the toolbar.
Conflict and Suspect Marker identification will be adjusted accordingly. Additionally, allele changes made in
the Pedigree tool will be applied in the Main Analysis window.

Edit Suspect Alleles
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Procedure
Although allele calls can be edited in the Pedigree tool, it is easier to begin a relationship test analysis with good,
clean traces. In order to begin with the best sample traces, complete size calling, Panel alignment, and allele
editing in the Main Analysis window prior to launching the Pedigree tool. To launch the Pedigree tool, select
Applications — Pedigree from the menu bar of the Main Analysis window.

File types accepted or generated by GeneMarker Pedigree module:

Pedigree File (PRE, PED) - Contains information about the Pedigree Tree display.

Individual Sample Accordance File (SMP) - Contains Family and Individual ID information associated with
specific sample file names.
Loci Description File (DAT) - Contains gene frequency information generated in the Pedigree Parameters box.

There are two ways to begin a relationship test with the Pedigree tool: upload a previously created pedigree file,
OR create an entirely new pedigree file. The procedures are described below.

Upload Previously Created Pedigree

1. In Pedigree tool, click the Open Pedigree File icon

2. The Load Pedigree File box appears

3. Click the Open Files icon next to the Pedigree Files field

4. Use the Windows Explorer window to locate the Pedigree File (PED,
PRE)

5. Select the file and click Open

. Load Pedigree File =@ = ]
Pedigree File % Pre, = Ped)
[C:\dsers\S ot enetics\DeskiophT estPed pre ﬂ
W IndividualS ample Accardance File (“SMF) [ Auto Load
[E\Dsers\SoftGenstics\DeskiopT estPed smp ﬂ

NOTE: The Pedigree File selected must be associated with the samples currently uploaded to GeneMarker. If the
sample filenames are not the same, the Pedigree Tree will appear grey and will not link with the Sample List or
Electropherogram Chart.

6. The directory path will appear in the Pedigree File field
7. The same directory path and filename will appear in the Individual Sample Accordance File field if the SMP file
is located in the same folder
8. If the SMP file is located in a different directory, click the Open Files icon next to the Individual Sample
Accordance File field, select the correct directory, and click Open
9. Click OK in the Load Pedigree File box

the samples in the dataset.

Create an SMP File from a PED/PRE File
If an SMP file does not exist for a Pedigree File or has been lost, a new SMP file can be generated with the
Pedigree File Name Match tool.

1.

PN RN

10.
11.

In the Main Analysis window menu bar, select Tools — Pedigree File
Name Match

The SMP File box appears

Click the Open button

Select a previously created Pedigree File (PED or PRE)

Click the Add button

Select all the samples included in the Pedigree File

Click the Process button

The SMP Table box will appear with filenames aligned in family
groups

Click the Save As button

Save the SMP file to the same directory that contains the Pedigree File

Proceed through steps 1-10 above.
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Create New Pedigree

Edit Individual

|

I &ffect Status

" Urknown

" Unaffected

* Affected

LCancel ‘

-

1. In Pedigree tool, click the New Pedigree File e
lcon Mame:  |Joe

2. The New Family (New Individual) box appears

3. Enter a Family Name, the Individual's Name, Erzie (oMt oo et ket
Gender, and the Sample File to associate with Faree 2 )
the Pedigree Tree node

4 Click OK - —

5. The individual’s node will appear in the o DD
Pedigree  Tree and the individual ID
information will appear next to the sample o
name in the Sample List.

6. Continue to add family members by right-clicking at the node and selecting Add
Mate/Child

7. Mouse over red highlighted nodes in the Pedigree Tree to view Conflicts and Suspect
Markers - see section above - Pedigree Tree

8. Edit alleles in the Electropherogram Charts as required - see section above -
Electropherogram Charts

Save Pedigree File

After the Pedigree has been created and modified, there are two options for saving the

information: save the Pedigree File and/or export the Pedigree Tree as an image.

Save Pedigree File

NG @

*®

10.

In Pedigree tool, click the Save Pedigree File icon

The Save Pedigree File box appears

Click the Save icon next to the Pedigree File field
The Windows Explorer directory window appears

Enter a filename and select a directory
Click Save

1Jll, Save Pedigree File

[=[@] = ]

Pedigiee File [~ Fre, *Ped)

|C.\U sershSoftG enetics\DesktophTestPed pre

v Individual-Sample Accordance File [* SMP)

o

W Auto Load

The directory path and filename will appear in all three | » waoeciinriera

fields of the Save Pedigree File box
Click OK

Three files will be saved to the specified directory (PRE,

SMP, and DAT).

|C:\Usels\SoflGenelics\Desktop\TestPed mp E

|I: WU sershSoft eneticsiDesktophTestPed dat

=l

To reopen the files in Pedigree tool, follow steps 1-10 of the Upload Previously Created

Pedigree section above

Save Pedigree Tree

1.

2.
3.
4

Right-click anywhere in the Pedigree Tree
Select Export Bitmap

The Save As window appears

Enter a filename, choose a directory, and
click Save

The Pedigree Tree will be saved as an image
file (BMP)
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Extended Pedigree Files

All personal information is saved and retrieved with
the pedigree file, including affected status and
deceased. Extended family trees can be built saved and
added to, as additional information becomes available.
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Icons and Functions

-

New Pedigree File
Select New Pedigree File to create a new pedigree with multiple families OR select New Family to add a
family to the pedigree file. Enter the first family member’s information into the New Family (New

Individual) box and click OK to create a new Pedigree Tree.

= = (8 %

&

Open Pedigree File
Launches the Load Pedigree File box. Select a PED or PRE file to upload (the SMP file will
automatically upload) and click OK.

Save Pedigree File

Launches the Save Pedigree File box. Enter filename and change directory to save the Pedigree Files
(PRE, SMP, DAT).

Show Individual Name
When selected, the individual ID will be displayed in the nodes of the Pedigree Tree.

Update Sample Data
Select to refresh the Mendelian inheritance calculation after a node or allele is edited.

Pedigree Parameters

Launches the Loci Description box. Enter the Affection Locus Description, Gene Frequencies, Select
Markers, Number of Liability Classes, Penetrances, Recombination Values, and view the Allele Label
and Frequencies.

114
December 2018



Chapter 7 Special Applications

Show Conflict
(1.5 Toggle between Show Conflict with Parents and Show Conflict with Sibling. Conflicting and suspected
Markers based on Mendelian inheritance are highlighted.

Family (2/2)  |2-Famiy 2-Jones | | Family
Select a family from the currently uploaded pedigree file to view and edit.

ﬂ Marker

Marker: |12- TPOX L
s | Select a Marker or Locus to view in the Electropherogram Charts.

What to Expect

Mendelian inheritance is guided by Mendel’s two basic laws: Segregation and Independent Assortment. The
law of segregation describes how phenotypes are an expression of two alleles inherited independently, one from
each parent. Independent assortment is the idea that the inheritance of one gene or allele does not affect the
likelihood of inheritance of a different gene. Today we have found that this is not true of all genes, some genes
are invariably linked and inherited together. Linked genes do not follow Mendelian inheritance patterns.

With GeneMarker’s Pedigree module, Mendelian inheritance patterns can be analyzed. That is, alleles are
inherited independently, one from each parent, and alleles are not influence by the inheritance of other alleles.
Forensic STR loci were selected because they follow the laws of Mendelian genetics.

In the example below, the child’s Marker D75820 is highlighted red. The child’s Allele 8 matches with the
mother and father; however, the child’s Allele 10 does not match with either the father or the mother. Because
Allele 10 does not match an allele from the father or mother, it can be assumed that one of the parents is not
related to the child. Because all three individuals share Allele 8, it cannot be determined which parent is not
related to the child. Review additional loci to determine which parent is unrelated.

Mendelian Inheritance of Alleles
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Kinship Analysis

Overview

Identity by descent (IBD) uses the number of alleles shared and allele frequencies to calculate the probability that
two individuals have a specific relationship versus the probability that two random individuals from that
population have the given genotypes. IBD excludes any individuals that are not potential relatives and allows
ranking of potential relatives by probability of relationship level. STR profiles of two individuals can be
compared to determine the likelihood that they have a specific relationship versus the likelihood that they are
unrelated. Kinship analysis compares STR profiles from individuals to determine likelihood of a family
relationship versus the likelihood that two individuals with these STR profiles are unrelated. The formulas used
to calculate the level of kinship depend on:

1. Probabilities that 2, 1 or 0 alleles will be shared (IBD identity by descent) given a specific relationship
2. The probability of a specific genotype X given genotype Y at all loci, under the conditions that X and Y

have 2, 1, or 0 alleles IBD

GeneMarker uses established, rigorous statistical analysis (Kinship formulas from Brenner 2004; Eisenberg and
Planz 2007) to calculate probabilities and likelihood ratios for different relationship levels including:
Parent/child, Siblings, Half-siblings, Uncle/Nephew, Cousins and Grandparents.

[P2xy) P2] + [P1xy) P1] + [Pogey) Po] (eq. 1)
Where:
Pa(xy) - Probability of 2 alleles IBD (I) given the genotypes of sample x and sample y
P1(xy) = Probability of 1 alleles IBD (T) given the genotypes of sample x and sample y
Po(xy) - Probability of 0 alleles IBD (O) given the genotypes of sample x and sample
Kinship Formula Transition Matrices
Identity by Descent (IBD @, &1, & ) for MDA AA, A,
each relationship category: G 0 1
| = AA, |0 1 0

D, 0] Do
Parent - Child 0 1 0 Ahz | O 0 1
Siblings 0.25 0.5 0.25
Half—SibliI‘lgS 0 0.5 0.5 AgA, Al Al AAy Aghy AAy
Cousins 0 025 075 APy 2 0 Ada |7 2pP P
Uncle/nephew 0 0.5 0.5 T= = an, | p? 2 p,ps P
Grandparent/ 0 0.5 0.5 A 05p: 03(pitp) 0P
Grandchild AA,  |D p: P, ARy | psE 2pip: ps*

All derivations of the Kinship equation 1

can be located at http://www.softgenetics.com/images/formulas.jpg
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Procedure

Although allele calls can be edited in the Relationship Testing tool, it is easier to begin a relationship
test analysis with good, clean traces. In order to begin with the best sample traces, complete size
calling, Panel alignment, and allele editing in the Main Analysis (see chapter 2 General Procedure)
window prior to launching the Relationship Testing tool.

File types accepted or generated by GeneMarker Relationship Testinge module:

Pre/Ped files, SGF, TXT, BMP, JPG, PNG, CMF

The Save to DataBase function allows easy updates of the relationship testing database directly from
the genotyping results of GeneMarker. Additionaly, previously genotyped files can be submitted to
the database when saved in a .cmf file - Select Applications >Relationship Testing 2 DataBase = save to
database = load from CMF

To launch the Kinship Analysis function, select Applications — Relationship Testing from the menu bar
of the Main Analysis window.

1. Open data file or previously saved project

2. Run Wizard to call alleles :

3. Select Relationship Testing from the
Applications drop down menu

4. Select Allele Frequency of the
appropriate population from the Tools
drop down menu. The dropdown
menu contains all samples from the
current project. Additional samples
can be added to the dropdown list by
using the icons to open a folder or
select files from the database.

5. Select Kinship Analysis Tool - use
drop down menus to select individuals
for comparison

6. Select the desired relationship level and likelihood ratio, probability or both at the kinship

analysis settings
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7. Probabilities for the occurrence of the genotypes within the population having a
specific relationship or being unrelated for each locus and all loci combined are displayed in
table form

8. Likelihood ratios for each locus and combined likelihood ratio of a related (parent/child,
sibling, half sibling) are presented in table form.

Icons and Functions

Il Relationship Testing Relationship Testing Main Drop-down menus

File DataBase Tools

Select from File, DataBase or Tool options

Il Relationship Testing I

— Relationship Testing Tools include:

O H FomiyGovpTe Family Group Tool - for automated pedigree trio drawing
il Allele Frequency - Import species specific allele frequency .txt files Tools > Allele
o Frequency > open folder icon ->select file > save
Genetics Anslysi Settings Mutation Rate - Import species specific .txt file

Population Statistics - for the file under analysis
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Relationship Testing Settings _@

Samples

Al Samples & Selected Samples s ee
Default &llele Frequency

Panel Name: |Identifler |

Populatior |US African American j
v Mutation

Mutstion F ate: |MBE 2000 ﬂ

Man Mutation Markers: |2

[v STR Step Difference

One Extra Step STR Mutation Ratio;  |0.100000

[ Paternal and Matemal Mutation Difference

0.0500

Search Report Display

Prior Probability:

[ Gender Determined

tinimum LR Yalue: |1.000

taximum File Number: |10

v Display Genotypes [v Display Locus |dentifier

[ Save Parameters when Save Report

Search Scope
Relationships
W Sample- ndividual

Matched Ratio
Matched Ratio with Full-Sibs

¥ Father/Son ,7
0E
v Mother/Daughter O ———
% FullSibs atched Ratio without Full-Sibs
WV Halk-5ibs o !

Ok | Cancel ‘

Genetic Analysis Settings - allows setting the above options at
the same time

Tolerate mutations or genotyping error (in wild life
genotypes) by setting the maximum mutation markers.
When this is selected the program will substitute the
mutation rate/ mean PE for the kinship equation at that
locus. The resulting probability and likelihood ratio will be
much lower, but not zero, as they would be if the mutation
tolerance is de-selected.

Search Report Display - If gender information is present in
the genotype select Gender determined to display
Father/Son and Mother/Daughter potential relationships. If
gender information is not present, as in the case of
monoecious plants and many invertebrates, de-select
Gender Determined. All files with a potential parent/child
relationship will be displayed. Limit the number of positive
files retrieved by minimum likelihood ratio value or
maximum file number. Advanced settings should be used to
select the relationship levels reported for database
searching. Default setting will display most likely same
individual, father/son, mother/daughter, sibling and half-
siblings. When multiple files are located for a specific

kinship level, they are ranked by likelihood ratio (LR).

New Pedigree File

d -

Select New Pedigree File to create a new pedigree with multiple families OR select New Family to add a
family to the pedigree file.

Enter the first family member’s information into the New Family (New

Individual) box and click OK to create a new Pedigree Tree.

Open Pedigree File

Save Pedigree File

(PRE, SMP, DAT).

Show Individual Name

IRl

Update Sample Data

%)

&

Launches the Load Pedigree File box.
automatically upload) and click OK.

Select a PED or PRE file to upload (the SMP file will

Launches the Save Pedigree File box. Enter filename and change directory to save the Pedigree Files

When selected, the individual ID will be displayed in the nodes of the Pedigree Tree.

Select to refresh the Mendelian inheritance calculation after a node or allele is edited and after selection
a different family when the "show genotype’ display is used

Relationship Testing Parameters
Launches the Relationship Testing Settings box. Options for selected samples or all samples, selecting the
appropriate allele frequency for the population, mutation rate, and prior probabilitiy.
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Show Conflict
Toggle between Show Conflict with Parents and Show Conflict with Sibling. Conflicting and suspected
Markers based on Mendelian inheritance are highlighted.

Show Genotype
Toggle between Displaying and Not Displaying the Genotypes of the selected node

Famiy (2621 |2 Family 2 - Jomes ﬂ| Family

Select a family from the currently uploaded pedigree file to view and edit.

Marker  [12- TPOX

ﬂ Marker
Select a Marker or Locus to view in the Electropherogram Charts.

N5

e 3 5
Save and Print Report Emm o

Show Color
Allows the user to select all colors to view, hide all colors, or choose a single dye layer. Choose a single
dye by single left mouse clicking on the icon.

Zoom In
Use the icon to zoom in on the image, or hold down the left mouse button and draw a box, from the top
left corner to bottom right corner, around the area you wish to zoom in.

Zoom Out
Use the icon to zoom out on the image, or hold down the left mouse button and draw a box, from the
bottom right corner to top left corner.

Set Axis

The default setting automatically sets the Y-axis according to the maximum peak intensity of the
samples. Two other options are available: auto fit the Y-axis using peak intensities of the alleles, or the
user can select the ranges for the X- and Y-axis.

Browse by All Colors
Displays a comparative view of sample electropherograms by dye color. Individual samples can be
selected from the drop-down menu.

Kinship analysis - Save tables for u
export in .txt files

Or right click on the table to copy/ paste into an
existing document or report

Importing Species Specific Allele Frequency and Mutation Rates

It is very easy to import region-specific or species specific values for use in the kinship calculations. Population
specific allele frequency and mutation rate tables must follow the format of preloaded files and be saved as a .txt
tab delimited file. Export one of the preloaded allele frequency tables and use it as a template to form an allele

119
December 2018



Chapter 7 Special Applications

frequency table for the desired population. Import the new tables by opening the Tools > Allele Frequency >
Open folder icon > Select file(s) > Save

Database Search: Locate Duplicate Samples and Nearest Relatives

Overview

The database function is capable of closed system searches for same sample match, identification of nearest
relatives and calculating kinship statistics The Save to DataBase function allows easy updates of the relationship
testing database.

The Data base searching tool is ideal for applications such as:

Population diversity/inbreeding wild populations

Controlling rate of inbreeding - wild life management and livestock
Quantifying natural population size

Identification of clones within a population

Identifying and ranking potential relatives

Verification of the number of successfully breeding individuals
Identification of lost/ stolen pets or livestock

Procedure
1. Open data file or previously saved project
2. Run Wizard to call alleles
3.  Select Relationship Testing from the Applications drop down menu
4. Select Allele Frequency of the appropriate population from the Tools drop down menu

Individual sample

1.  Tools > family group tool > OK to allow selection of each individual in the file as a separate node
2. Use the Family dropdown menu to select the individual file
3. Right click on the node and select find family from the drop-down menu
4. Left chck‘on the Report. icon in the tool bar to display the file name and g =
any duplicates of that file found in the data base. The samples with the
highest LR for each relationship type are displayed in descending EEH=] | wsie [avisie: =l seseke | o]
. . & Sanpher | Uy Chans (B Pesce | B Coloutation Detads |
order, in addition to the sex, number of matched alleles and matched e T e T e T T T
markers 1 E:;E:m‘:g‘;‘w_x 852 4 mz ] 5239506
2 AO7 000016315 2. 057 b | =3 5.29E+06
3 ADG S00D0NETT4 2. 056 el 12112 5 5.29C+05
P— i areswomesnys e o um 8 5%
In this example there are seven samples with the — | B A Swwes g o s == 1
. . . . . Famdy 11} |1 Famdy T A03 5000016916 2., 05 W 1Mo ks 1.00E+(%
identical microsatellite profile. The random match R
probability indicates that there is a 1 in 529,000 chance 5 T i " r
. o . . e ot D
that a different individual in this animal population has seec tode B
. . . Deselect Node 5! o2 2 ’ 7 3
the same profile. It is very likely that these are all = 2 B Sweerss. a1t %o ms o
. Lo 3 FIS000017076 2 T3 WMz 136000
replicate samples from the same individual. § S Siing i
Select Family 1 HI lemake 0. 545 ®eoomz 55k -0
2 E01 5000017054 2. 09 W2 1.55C+00
it Hody 3 FC SODOMAOES 2 900 W OH2 1 85E +00
Add Child 4 ECSSO0ONTRS 2 AM W2 1186400
S Mt 5 HES SOOI Z. 99 o2 11000
Fired Family
Frnd Indinadiual
Delete Node with Branchs
Delete Sengle Nede
Dxport image x
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Sample in Pedigree Tree

1. Import or draw Pedigree Tree See Chapter 7 [paat
Pedigree Analysis and Automated Pedigree B g@ e
Tree. i
2. Right click on the node and select find family s i
ok e 1 PATIHim
from the drop-down menu Deectode
3. Left click on the Report icon in the tool bar il 17
to display the file name and any duplicates SaetFariy -
of that file found in the data base. The St :
samples with the highest LR for each aadne W
relatlons.hlp type - are 'dlsplayed in Tltedy_ |
descending order, in addition to the sex, R R ;
number of matched alleles and matched D i
markers = m etk
P:;:I;wn:l 10 PAT 5. Cha
5 armgie Fie: PAT_1_Clsa ([
Icons and Functions
il Relationship Testing Relationship Testing Main Drop-down menus
l BlenDatsBacesTonls Select from File, DataBase or Tool options
Al Relonsip Tesig Relationship Testing Tools include:
File DstaBase . . : :
e B FemiyGou o Family Group Tool - for automated pedigree trio drawing
| AlldeFrequency Allele Frequency Import species specific allele frequency .txt files
e Mutation Rate Import species specific .txt file
Kinship Analysis Population Statistics for the file under analysis
Coss e b Genetic Analysis Settings - allows setting the above options at the same time

sIRLLT

[

New Pedigree File

i Relstiorbip Teitog
P ——

T a8 | renpm i

Fariy 1 -Famdy]  #| | Maher  [afhaken

] | sewch |

& Sarglen | L4 Chanr B Flapen | B Caloulsion Detale |
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EEEEEEEAEE
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137
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Select New Pedigree File to create a new pedigree with multiple families OR select New Family to add a
family to the pedigree file. Enter the first family member’s information into the New Family (New
Individual) box and click OK to create a new Pedigree Tree.

Open Pedigree File

Launches the Load Pedigree File box. Select a PED or PRE file to upload (the SMP file will

automatically upload) and click OK.

Save Pedigree File

Launches the Save Pedigree File box. Enter filename and change directory to save the Pedigree Files

(PRE, SMP, DAT).

Show Individual Name

When selected, the individual ID will be displayed in the nodes of the Pedigree Tree.

Update Sample Data
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Select to refresh the Mendelian inheritance calculation after a node or allele is edited and after selection a
different family when the "show genotype’ display is used

B

Relationship Testing Parameters
Launches the Relationship Testing Settings box. Options for selected samples or all samples, selecting the
appropriate allele frequency for the population, mutation rate, and prior probabilitiy.

Show Conflict
(1.7 Toggle between Show Conflict with Parents and Show Conflict with Sibling. Conflicting and suspected
Markers based on Mendelian inheritance are highlighted.
oz Show Genotype
| Toggle between Displaying and Not Displaying the Genotypes of the selected node
Famiy (221 |2-Family2-Jones v | Family

Select a family from the currently uploaded pedigree file to view and edit.

Marker [12-TPOX

Marker

=l

N5

Save and Print Report

‘Find Family’ Report - right click on the report

to copy/paste
document or report. Or export as a .txt file.

Select a Marker or Locus to view in the Electropherogram Charts.

Show Color
Allows the user to select all colors to view, hide all colors, or choose a single dye layer. Choose a single
dye by single left mouse clicking on the icon.

Zoom In
Use the icon to zoom in on the image, or hold down the left mouse button and draw a box, from the top
left corner to bottom right corner, around the area you wish to zoom in.

Zoom Out

Use the icon to zoom out on the image, or hold down the left mouse button and draw a box, from the
bottom right corner to top left corner.

Set Axis
The default setting automatically sets the Y-axis according to the maximum peak intensity of the

samples. Two other options are available: auto fit the Y-axis using peak intensities of the alleles, or the
user can select the ranges for the X- and Y-axis.

Browse by All Colors

Displays a comparative view of sample electropherograms by dye color. Individual samples can be
selected from the drop-down menu.
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Saving Genotypes from Two or More Multiplexes to the Database

It is often necessary to run two or more multiplexes due to marker overlap or incompatible PCR conditions for
different primer sets. Save the files with combined

genotypes in a .txt file and import into the Database using A B c D E F G
Save to Database dropdown menu. Markers and allele calls 1 |AID AMEL  AHT4  AHTS  ASB17 ASB2Z  ASB23
can be tab delimited or a single column can contain both 2 12772 XX P IK 10 NN KS
allele 1 and allele 2. 3 12773 XX 10 KN RR NN KL
4 12774 XY JK N RR MN KU
Select Load from TXT and navigate to the saved .txt fileto | 5 12775 XX OP ]| LR KO I
add individuals with these extended genotypes to the 6 12776 XX o] K I KO KL
database. 7
This process has been automated in GeneMarker 1.90. 26 - (™ £ [ 12004
Please see Chapter 8 Merge Project Tool = = = = = - =
1 |AID AMEL  AMEL  AHT4  AHT4  AHTS  AHTS
i s Gemotes o 2 12000 X X 1 p J K
| e Sl oo 3 12001 X X J o K N
= [Fratonn [Lo N [Rabess  [Commerts [Pooet I}T‘T‘:&:’T‘— g a 12002 X X ] K ] N
T2 X% o EN 5 12003 X X o] P J J
120m K K TN
= sk« o e 4
i WA (13 I 7
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Parentage Verification for Pure Bred Animals

Automated Pedigree Trio Diagrams and Analysis using Family Group Tool

When a naming convention is followed the Family Group Tool enables matching of files into family groups. If
naming convention was not used for these files use File 2New Pedigree to draw the pedigree

Procedure:

1. Select Applications — Relationship Testing from the

menu bar of the Main Analysis window

2. Match by Sections, Positions or Group Order and

then Match Whole Words - OK
3. The Pedigree for the families is drawn
at the left of the Sample List.

Right click on a node for edit or

analysis options.

5. Select Family displays all
electropherograms for the pedigree
tree at the right.

6. Select Node or parents,
displays electropherograms

7. Edit Node allows editing of file or
electropherogram information - Be
sure to use the refresh key after any
changes

8. Add Mate or child to expand the

pedigree

siblings

Allele conflicts are listed and the node is
highlighted in red. Clicking on the marker in
the list links to the section of the
electropherogram where the conflict can be
visualized.
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Save Report

Export Bitmap to save the diagram
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Save pedigree drawings with the save icon. Pedigrees may be re-opened and edited as more information
becomes available.

File DataBase Tools

J-= & | i1l Save Pedigree File

Pedigree File [*.Pre, *.Ped)
= =]

¥ Individual-5 ample Accordance File 7 SkP) v Auto Load

[ o

[v Loci Description File [ dat)

!.dat E

Cancel |
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Quantitative Analysis

The Quantitative Analysis feature determines areas under the curve of complex peaks. Two different analysis
methods are included: the Curtain Method and the Deconvolution Method. The Curtain Method allows the user to
define the start and end range for area calculation under a peak curve. The Deconvolution Method compares a
selected sample’s peak areas to the peak areas of the other samples at the same position.

Quantitative Analysis

Electropherogram
i
Sample List \ Report Table
|
ﬁQua-ntitali'ue}Arulysis \ / (= [ ]
CRECYCTE
| Samglyf Kl _| 2
1 01545 ks 05-45H fa ®
z 5461 Isa [ ]
3 DIGEINfea
4 DI654T I e 1
5 DFSSNise
&  DI756Ti:a 4000
7 MBSTMisa
8 01853 Tisa 3000
9 D1953Nisa
J10 0960-Tisa 20800
111 cnsiNis
12 (20627 ka 1,000
13 021-E3M1sa
U 021E4T e R e, e neem e ol
15 02265MN fea
16 02265Tiss
5-45-N T 1 | 7
Size 123 4
Haight 3601 963
Arsa 72190 T14E
15-46-T
Size
Height
Area
0lEe-53-N
Gize
Height
Area
016-54-T
il b |size x

Sample List

The Sample List displays all current samples in the project. Single left-click a sample name or use the Up/Down
Arrow keys to scroll through the list.

Electropherogram

The Electropherogram frame displays the currently selected sample’s trace with either Curtain shaded areas or
Deconvolution dashed trace overlay. Allele editing options are similar to the Main Analysis window
Electropherogram frame. See Chapter 3 Main Analysis Overview.

Report Table
The Report Table shows the size, height and area calculations for the peaks under analysis. Adjusting the start
and end range points with the Curtain Method will alter the area value for the allele.

Procedure

1. Import raw data files and filter with Run Wizard. See Chapter 2 General Procedure.

NOTE: A Panel does not need to be applied to the dataset to use the Quantitative Analysis module.
2. Select Applications — Quantitative Analysis

The Quantitative Analysis window appears

Click the Select Peak Number and Space icon

The Quantitative Analysis Settings box will appear

Choose either Curtain or Deconvolute analysis method

AN
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=0 *® N

0.

Click OK
The analysis method chosen is applied
Edit the results and click Refresh to update the Report Table

Click Save Report to export the Report Table as a tab-delimited Text (.txt) file

Icons and Functions

@ Quantitative Analysis Settings

Activates the Quantitative Analysis Settings dialog box.

Number of Peaks

Allows the user to select the number of peaks that are expected in the
region.

Space Between Neighboring Peaks

Provides the option to specify the number of base pairs that separate the
expected peaks.

Analysis Method
The user can choose between the Curtain and Deconvolute methods. See
What to Expect section below.

Peak Boundary (% Peak Intensity)

i, Quantitative Analysis Settings (=[] = ]

Number of Peaks: |11
Space Between Neighboring Peaks: [30  bases
Analysis Method

& Curtain " Deconvolute

Peak boundary: |15 % peakintensity

OK Cancel

Sets the start and end range points at the RFU position on the trace that equals the percentage RFU value of

the highest peak.

E Save Report

Refresh
+ Calculates the values of the added peaks and updates the Quantitative Analysis Report Table.

What to Expect

Curtain Method
The Curtain method is best for very complex traces, as it is difficult to calculate the area for a primary peak when
secondary peaks exist. Using this method, primary peaks will be calculated, while secondary peaks will be
removed from the calculation and will be left in an unassigned area between the peak boundaries. This method
integrates to calculate the area under each individual peak in the region. The analysis shows gaps between the
peaks in the region, so the region between the peaks is not assigned to either peak for the area calculation. To set
the area between the peaks, input the desired value in the Peak Boundary: 15 % peak intensity field. A point
along the curve must be at least x% of the primary peak’s intensity in order to be assigned as part of the primary
peak, and is used to calculate the area under that peak.

Editing Peak Boundaries
Hold down the Ctrl key and use the left-mouse button to move the peak boundary.

1.

2.
3.
4.

The peak boundary will be marked by a red diamond.
After setting the new boundary, release the key and mouse button.

Saves the Quantitative Analysis Report Table information as a Text (.txt) file.

The mew arca will be mEegEece————— =

automatically calculated.

o
|
|

Curtain Method
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Deconvolute Method

The Deconvolute method is best for very good data with only a few, small
secondary peaks. This method allows users to view the Individual Peaks as well as
the Complex Peaks. The area calculation performed is only for the Individual
peaks, but the Complex peaks can be shown to give the user a general idea of the
Complex Peak shape and distribution. The Deconvolute method calculates the area
under each peak, including some of the area in between the peaks. This method
calculates a value by assigning the regions between the peaks to one peak or the
other.
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Single Nucleotide Polymorphism (SNP) Analysis

Single nucleotide polymorphisms (SNPs) occur every 100 to 300 bases along the human genome and make up to
90% of human genetic variation. Functional SNPs —classified as non-synonymous SNPs (nsSNPs) that occur in
the coding region of a gene or as regulatory SNPs (rSNPs) that occur in the promoter region of a gene —are often
associated with altered protein function or gene expression. Intronic or intergenic SNPs may not alter gene or
protein function, but can be used to address questions in evolutionary biology or in association studies with
complex diseases, drug response, environmental insults quantitative trait loci (QTL) or genotyping plants and

animals.

Various techniques have been developed to interrogate SNPs, including SNPlex™, SNaPshot™, SNuPE™,
SNPWave®, SNP chips and DNA sequence analysis.

SNaPshot & SNuPE

One method to determine SNP genotypes is single base extension or SBE. An unlabeled primer with its 3" end
directly flanking the SNP is extended one nucleotide by Taq polymerase and fluorescently-labeled ddNTPs
complementary to the polymorphic base are added. The resulting fragment is one nucleotide longer, but the
observed fragment size on a gel will be greater than expected due to the influence of the fluorescent dye on the
electrophoretic mobility of these small fragments. SNPs can be identified by the one- or two-color peaks
associated with the incorporated labeled ddNTP and the length of the primer. Primer extension method has the
advantage of accurate genotyping using a low number of unlabeled user-defined primers.

The SBE technique can quickly interrogate a small number of SNPs. Two commonly used kits for SBE technique
are the MegaBACE™ SNuPE Genotyping Kit (Amersham Bioscience) and the SNaPshot Genotyping System
(Applied Biosystems). To fully utilize the investigative potential of SBE, a robust genotyping and data analysis
system should be employed. GeneMarker genotyping software is designed for fast, accurate and efficient
analysis and reporting of primer extension data.

Overview

The SNP analysis report window displays a synthetic gel image, list of samples, cluster plot to analyze peak
information and assign SNP genotypes, and sample electropherogram. The information contained in the report
is interlinked. Double-clicking on the cell in the report highlights the cell, corresponding sample ID in the
sample list, data point in the cluster plot and locus in the electropherogram.

SNaPshot Analysis

Sample List Report Table

|
‘ ClusterPlot Two-Color Trace Overlay

1l SNP Analysid for SnapShot / ! \
" -8 / Marker [SNP1_G/SNPTA +] | \
— L —f \
[ Tsamge vV [ [ |4 - | 2) Report B\W
10 SNPOIO.fsa [ = Gel Image

11 SNPOT1fsa / -

12 SNPOI2fsa |
13 SHPOI3fa |
14 SNPOI4fsa |
15 SNPOISfa |
16 SNPOI6fa

17 SNPOVZfsa

18 SNPOIBfsa

19 SNPOI9fsa /

aiE] &/

SNP1_G/'SNP1_A
25

t SNPOOS 25

20 SHPODKa
21 SNPO21fsa /
2 SNPO2fa [
23 SHPOZ3ka |
24 SNPO4fsa |
25 SNPOSfsa
2% SNPOZSa
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Sample List
The Sample List displays all current samples in the project. Single left-click a sample name or use the Up/Down
Arrow keys to scroll through the list.

Cluster Plot

The Cluster Plot displays, on a graph of peak angle vs. Marker position, e e e

3

points representing each sample. Choose to show the Cluster Plot in Cartesian R R

or Polar format in the Display Settings box. Select a Marker from the Marker s Change s Type

drop-down menu in the toolbar to view its Cluster Plot. Click on points in the

graph to see individual sample traces in the Two-Color Trace Overlay frame.

Plot points are separated into groups by green dashed lines. The green

group separation lines are derived from a statistical cluster analysis of the
o . 0 1,000 2,000 3,000 4,000 - E,ﬂ[l"[ly 6,000
specific dataset and therefore vary for each Marker. Points between the smEez-aen

green separation lines represent samples where both alleles are present in the |smo" ¥o5, vw-co.  -17
Block 1:  N=25; Mean=6620; SD=2T72

Marker. Points above and below the green separation lines contain only one |5 ¥-% Mes-ws s-in
peak or allele. Statistical information about the Cluster Plot can be displayed
by selecting Show Clustering Information in the Display Settings box.

8,000

9,000

Right-click at a point in the Cluster Plot to modify the sample’s allele call at the selected Marker. A fly-out menu
will appear with options to change the SNP type. When the SNP type is changed in the Cluster Plot, the Report
Table is automatically updated.

Two-Color Trace Overlay

The Two-Color Trace Overlay displays the electropherogram traces for two associated dye colors based on the
Marker naming convention used when the Panel was created. See SNaPshot Panel Creation section below. Since
SNaPshot uses single base extension technique, expect the associated alleles to be separated by approximately
one base pair with some deviation with regard to the different dye sizes and weights. The allele editing options
in the Two-Color Trace Overlay frame are similar to the Main Analysis window Electropherogram options. See
Chapter 3 Main Analysis Overview.

Report Table

The Report Table lists the sample filenames in rows in the first column on the left. The associated Markers
appear as column headers. Alleles in two dye colors are combined into one Marker by the Marker’s naming
convention. See the SNaPshot Panel Creation section below. Be default, the detected alleles are reported in the
table. Other value display options include Peak Ratio and Probability. See the SNP Analysis Reporting section
below.

Procedure
SNP analysis in GeneMarker requires the data to be sized and a Panel applied prior to launching the
SNPlex/SNaPshot module. SNaPshot specifically requires the association of dye color to expected nucleotide
which can be accomplished in the Panel Editor. Below is the procedure for filtering with Run Wizard and
creating a SNaPshot Panel.

SNaPshot Run Wizard Settings TmpoSoocton
For explanation of specific functions in Run Wizard, see Chapter 2 o

General Procedure.

& St an saslig temoise cr credls cre
ALUH = TenglwsNome: [SHaPshol
= Microsatellite_Dinucleoti

iina (N ETT e — T
jmpcn o = — ]|
. . MSI
Run Wizard Template Selection A MS-MLPA — =
Floareiol B

Panel: NONE OR chose custom Panel i
Size Standard: User-defined Uit e | PR
Analysis Type: SNaPshot

A Trisomy

. . . | [ 7
NOTE: A Panel is required to analyze SNaPshot data. Choose NONE in
the Panel field only if a Panel has not yet been created. s & Waan ==
| Data Process - SHaPshot Analysis
!
1 Raw Data Analysis
Run Wizard Data Process | oaoremnan 1l
Peak Detection Intensity Threshold: 100 | i s | (A=
Global Percentage: 5% Max P ST 7 bk || sy 7] st [T
¥ Pulup Conection [ Spke Removal ’"!l“f'@gblﬁ B
= LocalRagon %3 [5 2] LocaMa
A
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Local Percentage: 25%
Max Call Intensity: 30,000

Stutter Peak Filter: Left: 90% Right: 30%
Plus A Filter: Selected

Run Wizard . L LS " L=l
Additional Settings - SNdPuhul Ax\slya\a

Run Wizard Additional Settings r———
Allele Evaluation Peak Score: Reject <3 Check 7 < Pass e |
NOTE: If the Reject value is set too high, a false negative call could result. |
If the Reject value is set too low, then a false positive call may occur. R T
SNaPshot Panel Creation Py =
After the data has been sized and filters have been applied, go to Tools — Panel Editor Pors Parater
to create a Panel for the dataset. For explanation of specific functions in Panel Editor, :::..T 'J”’ o
see Chapter 5 Panel Editor. R '
1. In Panel Editor, select File — Create New Panel OR click the Create New Panel icon et o

P e I
2. The Create New Panel box appears g e
3. Enter a name for the Panel and be sure SNaPshot is selected in the Type field
4. Select Automatically Create and Use All Samples [ ] o |
5. Click OK
6.  Panel Editor will place Markers in each dye color where peaks are detected
7. Right-click the panel name in the Panel List e =
8. Select Edit %5“:7 NI = L
9. The Edit Panel box will appear TEw i s
10. Set the Ploidy to 2-Diploid
11. Select SNaPshot and associate dye colors with nucleotides
12. Click OK
13. In the Overlay Trace frame, rename the Markers so that GeneMarker =

can associate SNPs in two different dye colors. For example, if primer-
1 was designed to detect SNPs A and G of BRCA1, an acceptable
naming protocol would be to name one Marker peak of the pair as
SNP1_A or BRCAla_A in the green dye color and the other Marker

peak as SNP1_G or BRCAla_G in the blue dye color.
NOTE: The naming schema is case and punctuation sensitive.
14.
15.
16.
17.
18.
19.
20.
21.

Exit the Panel Editor
Click the Run Process icon in the Main Analysis window

Proceed through Run Wizard and click OK in the Data Process box
The Panel has been applied

Select Applications — SNPlex/SNaPshot

The SNaPshot Analysis window appears

Icons and Functions

Show Dye

2~

(B

Show All or Hide All dye colors.

SNP Analysis Settings
Launches the SNP Analysis Settings box.
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Select File — Save Changes (Hot Key = CTRL+S) OR click Save Changes icon

Select the newly created Panel from the Run Wizard Template Selection Panel drop-down menu

Left-click to show individual colors in the Two-Color Trace Overlay or use drop-down menu to select

Peak Options:

M Tenensity. [50

Use Dieviation when Intensity < [100
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Peak Options

Min Intensity: Peaks with RFU heights below this value will not be called.
Use Deviation when Intensity: Peaks with RFU heights below this value will be called with higher sensitivity

using a deviation method to remove the influence of the baseline.

Layout Settings
Launches the Display Settings box.

Cluster Plot Layout

Coordinates Cartesian/Polar: Select the format in which the Cluster Plot will

R R . ofll, Display Settings lﬂ‘
be displayed. Polar is the default and displays the angle of the vector
connecting the peak intensities of the two alleles versus the square root Cluster Plot Layout
of the sum of the square of the longer fragments and the square of the Conttimes
shorter fragment. Cartesian displays the plot points on an Allele 1 versus _
" Cariesian & Polar
Allele 2 graph.
Show Clustering Information: When selected, a statistical table will appear ¥ Show Clustering Information
below the Cluster Plot with information for each group of plot points.
Statistical information reported includes number of samples in the o e
group’s population, mean of the group, and standard deviation (SD) of |
the group.
“Ee=
Hide Synthetic Gel Image - and display the report table under the electropherogram
il SNP Analysis for SnapShot == &
7B 5 E Marker [SNP1_G/SNPT_&
S ample - ﬂ | L)
1 SNPOD1.fsa || [SNPOOTfsa %
2 SNPO02fea SNP1 A
3 SNPOD3.fea s ;
4 SNPOO4.fsa = =
5 SHPO05.fza 1 20 5 30 35 45 50
E  SNPODGfsa = u —
7 SNPOD7.fea ]
8 SNPODE.fsa 7,000
3 SNPO03fsa 5,000
10 SNPO10.fsa
11 SNPO11.fea 5,000 |
12 SNPO12fsa
13 SNPO13.fsa 4,000
14 SNPO14.fea
15 SNP15.fsa 3,000
16 SHPO16.fsa
17 SNPO17.fsa 2000
18 SNPO18.fsa
13 SNPO19.fsa 1,000
20 SHPO20.fsa 0
21 SNPO21.fsa
22 5NPD22fsa s R
23 SNPO23fsa +
« [ b Report =]
w0l oo 1 2 3 4 5 6 -
SNPI GISNPL A [SNP5 GISNP5 A  [SNP6 G/SNP6 T  |sNP4 ASNP4 C  [SNP2 T/SNP2 C  [SNP3_TISNP3 C
1 [sNPooLfsa £ 33 27 33
N 2 |SNPOO2.fsa |2425 42 33 2729 3334
g 3 |snPoos.sa [2425 2 33 27129 3334
4 [snPoddfa |25 42 33 27 33
5 [sNP00s.fea |24125 40 20 33 29 33
6 |SNPOD6fsa 2425 42 33 27129 3334
; 7 [snP007.fa [24025 2 33 29 3334
sqri(25°2 + 241 n‘ _1SNPONR fea (75 47 11 1770 £k R
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The report table is located beneath the electropherogram when the gel image is de-selected. Only peaks that
fall within the bins of the panel are called in the SNP Analysis screen (providing ‘Abide by Panel’
functionality).

What to Expect

SNaPshot and SNuPE implement single base extension technique by dye-labeling primers with different colors
for the different expected SNP alleles. So, in addition to the complimentary fragment appearing one basepair
larger, the different dye molecules will affect the mobility of the fragments differently. This slight difference
must be taken into account when creating Bins in the Panel Editor. It is recommended to expand the Bin range
slightly (~0.7) on the Left and Right to accommodate variable mobility.

In the final SNaPshot Analysis window, plot points in the Cluster Plot that approach the green group separation
lines should be examined individually for accuracy. After each Marker has been verified, export the Report
Table - see the SNP Analysis Reporting section below.

SNPlex

To fully utilize the diagnostic potential of SNPs, a robust high-throughput genotyping and data analysis system
should be employed. SNPlex Genotyping System (Applied Biosystems) can interrogate 48 SNPs simultaneously
and has been used to investigate SNPs in 92 cancer-related genes in breast cancer and to genotype plants.
GeneMarker genotyping software is designed for fast, accurate and efficient analysis of SNPlex data.

Overview

The SNPlex Analysis window displays a synthetic gel image, list of samples, cluster plot to analyze peak
information and assign SNP genotypes, sample electropherogram and SNP genotyping report. The information
contained in the report is interlinked. Double-clicking on the cell highlights the cell, corresponding sample ID in
the sample list, data point in the cluster plot and locus in the electropherogram.

The Sample List, Cluster Plot, and Report Table in SNPlex analysis are all similar to SNaPshot analysis. See
SNaPshot/SNuPe section above for explanation of functionality. The Electropherogram frame in SNPlex analysis
differs from SNaPshot analysis. SNPlex technique uses primer length variation to identify SNP pairs. SNP pairs
in SNPlex analysis are typically separated by approximately two bases, therefore an entire 48-plex SNP analysis
can be accomplished with just two dye colors.

SNPlex Analysis

Sample List ReportTable
‘ ClusterPlot Electropherogram I"‘.

f S

] Report B E‘ﬂ

: 1D
Ve
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Procedure

SNP analysis in GeneMarker requires the data to be sized and a Panel
applied prior to launching the SNPlex/SNaPshot module. The ABI
SNPlex Panel comes standard with GeneMarker and can be found in the
pre-defined Panel List.

SNPlex Run Wizard Settings
For explanation of specific functions in Run Wizard, see Chapter 2
General Procedure.

Run Wizard Template Selection
Panel: SNP1
Size Standard: SNPlex_48Plex_v1

Analysis Type: SNPlex
NOTE: A Panel is required to analyze SNPlex data.

Run Wizard Data Process & Additional Settings

SNPlex analysis does not require Allele Call or Peak Score Threshold
settings to be adjusted; therefore, the settings are inactive in the Run
Wizard.

SNPlex Panel Adjustment

1. After the data has been sized, select Tools — Panel Editor

Select SNP1 Panel from the Panel List

Deselect the Check Range in Edit icon

Edit Markers and Bins to align with the dataset peaks. See
Chapter 5 Panel Editor.

NOTE: Each Marker contains two Bins - Allele 1 and Allele 2.

Select File — Save Changes (Hot Key = CTRL+S) OR click Save
Changes icon

6. Exit the Panel Editor

7.  Select Project — AutoRun from the main menu bar

8

9

2.
3.
4.

o

Click OK in the Data Process box

The adjusted Panel has been applied
Select Applications — SNPlex/SNaPshot
. The SNPlex Analysis window appears

Icons and Functions
See SNaPshot/SNuPE Icons and Functions section above.

What to Expect

Fun Wizard 3 - - &__
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Since Peak Thresholds are not active in the Run Wizard when SNPlex Analysis Type is selected, the
SNP Analysis Settings must be adjusted to correctly identify SNP peaks. Review the SNPlex results in
the SNPlex Analysis module then click the SNP Analysis Settings icon. Enter a minimum threshold
value in the Min Intensity field to remove low false-positive SNP calls. Optimize peak calls by setting
the Use Deviation when Intensity value higher than the Min Intensity value but below the highest peak
height in the dataset. Click OK in the SNP Analysis Settings box and the thresholds will be applied.
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Use the Cartesian plot view to identify SNP calls in the gray region. Evaluate the SNP call and edit as
necessary.

Editing SNP Calls

il SNP Analysis for SNPlex = | B o)
m- o
[ sample - | ] 2l Report =
1 sample_O01 fsa = Gel Image z
2 sample 002fsa r N
3 sample 007 fsa 207
4 sample_008fsa L -
5 sample OMfsa E i sample [
E  sample_010fsa 2 sample |34
7 sample_D15fsa 3 sample |34
8 sample_Dlbfsa ..
3 sample O17fsa " = f“
0 sample_018fsa 3 sample |36
11 sample_023 fsa 6 sample |36
12 sample_024fsa - — |
13 sample 025 fsa - P >
14 sample_026fsa 8 sample |3436
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SNPWave

One high-throughput method to determine SNP genotypes is SNPWave (Keygene N.V.).
SNPWave uses multiplex oligonucleotide ligation amplification of allele-specific probes
coupled with AFLP-primer selective amplification. SNPWave has the advantage of accurate
high-throughput genotyping of up to 100 SNPs.

Circularizing padlock ligation probes are constructed that are specific to the SNP and
flanking sequences. Locus-specific probes will hybridize to complementary denatured
genomic DNA. Allele-specificity is determined by the SNP at the 5" end of the padlock
probe. Probes that contain a 5 nucleotide complementary to the SNP will be ligated and
amplified by PCR in subsequent reactions. Probes that do not contain a 5 nucleotide
complementary to the SNP will not be ligated and will not be amplified.
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The padlock probes contain stuffer regions and primer binding sites for AFLP-selective
amplification. The ligated padlock probe is amplified using fluorescently-labeled +2-
selective and unlabeled non-selective AFLP primers. The stuffer region provides length
discrimination between alleles and among loci. SNPs are separated by two basepairs and
loci are separated by three basepairs. The fragments are separated by size using capillary
electrophoresis. Fragment dye color and length indicate SNP locus and allele.

Analysis of SNPWave data follows the same procedure as SNPlex analysis. See SNPlex
section above.

SNP Analysis Reporting

The Report Table in the SNP Analysis window, by default, displays the SNP type or alleles
detected in the Marker. Click a cell in the Report Table to view the associated
electropherogram.

Icons and Functions

The SNP type call can be modified in the Report Table by right-clicking a cell and selecting
Change SNP Type. Select the correct SNP call from the fly-out menu and the Report Table will
automatically update. Additionally, selecting Copy from the right-click menu will place the
selected cell(s) information into the Windows clipboard which can be pasted into a
spreadsheet program.

Report Settings
Launches the Report Settings box.

Peak Ratio

Calculates the ratio for the intensity of the first |[# feportseiing: =lE] =)
nucleotide divided by the intensity of the second Flepot Content

nucleotide in a SNP pair. £ Pesk Ralio

SNP Type & SNP Type

Displays the nucleotide number of the peaks present in o by

the SNP pair. SNP Type is the default view for the

Report Table. o | Carcel_|

Probability

Displays the SNP types present and calculates a number between 0 and 1 for the
likelihood that the SNP call is correct. The probability calculation takes into account the
signal-to-noise ratio and peak intensities.

E Save Report
Saves the Report Table as an Excel (.xls) or tab-delimited Text (.txt) file.
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Microsatellite Instability (MSI)

Microsatellites are stretches of DNA where a 1-5 base pair sequence is repeated several times. The most common
microsatellite in humans is a dinucleotide repeat of CA which occurs tens of thousands of times across the
genome. Microsatellite instability (MSI) is a condition where repeat units are gained or lost within a locus
resulting in length polymorphism. Certain repeat regions are known to be highly polymorphic and hereditable.
MSI is most frequently detected in regions with long mononucleotide repeats where DNA slippage during the
polymerase reaction commonly occurs. Ultimately, microsatellite instability within and around certain genes
can have devastating effects due to the possibility of frameshift mutations.

Overview

In GeneMarker’s MSI Analysis module, tumor samples are compared to normal samples based on peak-to-peak
comparison. Differences between the two traces are displayed in a Gain/Loss Histogram below each trace overlay.
Within the electropherogram itself, the tumor sample trace is overlain on a light red trace of the reference. In
this way, the clinician can easily visualize where the areas of instability exist.

MSI Analysis

Trace Overlay  Gain/Loss Histogram

Group File Tree "'. / Report Table

4 J
ol MS.’Analy;-:/ '\ I||' I'J.z EES
5 B ﬁ @ B-QQEE B e[ ] =
& Sanpie < = = [ Report B | 9 Bl
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Group File Tree

Samples in the Group File Tree appear within Group folders according to the information provided in the File
Name Group Text file uploaded in the MSI Analysis Settings box. A sample is marked as the Reference because it
contains a Control Identifier as set in the File Name Group tool. See Chapter 8 Additional Tools.
Reference/Control samples will appear in the first column of the File Name Group Text file.

Expand folders in the Group File Tree to view the Reference sample and Experimental sample in the group.
Double-click the Reference sample to view just the Reference sample electropherogram. Double-click the
Experimental sample to view the Experimental sample electropherogram overlaid on the Reference sample
electropherogram and associated Gain/Loss Histogram. Use the Up/Down Arrow keys to navigate through
samples. Hit the Enter key to open Group folders.

Right-click an Experimental sample in the Group File Tree and select Set as Reference to mark the sample as the
Group’s Reference sample.
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Trace Overlay

The Trace Overlay displays the selected Experimental sample’s trace superimposed over the selected Group’s
Reference trace. The Experimental sample trace line color will appear in the Marker’s associated dye color. The
Reference trace line color is displayed in light red. The Reference trace is, by default, drawn directly behind the
Experimental sample trace. Click the MSI Display Settings icon to adjust the Reference trace offset as compared
to the Experimental sample trace. Additionally, the RFU intensity or peak height of the Reference trace is
normalized to the Experimental sample traces in the Group. To disable Reference trace normalization, click the
MSI Display Settings icon and deselect Peak Normalization. The uncorrected Reference trace peak heights will
be displayed in the Trace Overlay.

The allele editing options in the Trace Overlay frame are similar to those in the Main Analysis window
Electropherogram. See Chapter 3 Main Analysis Overview.

Gain/Loss Histogram

The Guain/Loss Histogram indicates the degree to which the Experimental sample peak at a given position differs
from the Reference sample peak at the same position based on Peak Height or Peak Area as set in the MSI Analysis
Settings box. A Log?2 function is applied to the Peak Height/Area Ratio to determine MSI Score. The MSI Score
value is plotted in the Gain/Loss Histogram. Values above and below the minimum and maximum MSI Score
thresholds set in the MSI Analysis Settings box will turn the Histogram bars red. The minimum and maximum
MSI Score thresholds can therefore be used as a visual confidence level gauge in the Gain/Loss Histogram.

Report Table

The Report Table lists all samples in a column on the left. Reference samples are marked with a “C” which stands
for “Control”. In the Reference sample rows, which appear in blue, the basepair size positions of detected peaks
are listed. In the Experimental sample rows, a “1”, “0”, “-1” appear indicating the Gain, Equivalent, or Loss,
respectively, of a peak in the Experimental trace as compared to the Reference trace. Click the Report Settings
icon and select/deselect to display Gain, Equivalent, or Loss values. Double-click values in the Report Table to
link to the associated Trace Overlay position. Click the Save Report icon to save the Report Table as an Excel or
tab-delimited Text file.

Procedure

1. Import MSI raw data files and filter with Run Wizard Fragment (Animal) Analysis settings. See Chapter 2
General Procedure.

Create a Panel for the data with the Panel Editor tool. See Chapter 5 Panel Editor.

Apply the Panel

Select Applications — MSI Analysis

The MSI Analysis Settings box appears

Upload a tab-delimited text file that identifies Reference samples (first column) and Experimental samples
(second column) to the Group File field

NOTE: Use the File Name Group Tool to create a group file. See Chapter 8 Additional Tools.

7. Adjust MSI Analysis Settings as desired

8. Click OK

9. The MSI Analysis window appears

10. Click the Print icon to print the MSI Clinical research report

AN

Icons and Functions

Load Group Information
= | Choose a tab-delimited Text (.txt) file which contains information on how to group individual sample
files. For example, pair Patient A’s tumor sample to Patient A’s normal sample by placing the normal
sample filename in the first column and the tumor sample in the second column. See Chapter 8 Additional
Tools - Filename Group Tool.

Analysis Settings
@ Opens the MSI Analysis Settings box.
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Group File
Click Open File icon to upload a .txt file that groups samples by filename.

MSI Analysis Settings =5
Allele Call -
Peak Detection Threshold U sershS oftlG eneticeh D esktophD atasetssMS I\ T rai ﬂ
Intensity: Sets the minimum RFU intensity level at which peaks will be Al Cal
Called. Peak Detection Threshold

Interwity > [100

Local Region: Sets the minimum percentage of the major peak in the dye

color at which peaks will be called. Pt |l & fo=l:

Stutter Peak Filter: Sets the minimum percentage of the major peak in a ¥ St Peck. e )
marker at which peaks to the right and left of the major peak will be Lot [0 Aign: [rom
called. Duantification & Mormalization

(& Peak Height " Peak frea

Quantification and Normalization

Peak Height: When selected, MSI Score and correcting for preferential ol scae Log?) < [P or 5 00
amplification of smaller fragments (normalization) is calculated based on ™ Show Lase in Hitogram

the RFU intensity values of a peak.

Peak Area: The same as Peak Height except calculations are based on the | = Cocs|

area under a peak.

MSI Score (Log2)

A logarithmic value, based on height or area, calculated for each individual peak. The MSI Score value is
represented as a bar in the Gain/Loss Histogram. Setting the minimum and maximum values changes the
range of score at which the peak will be considered “unstable”. Confident MSI calls are shown as red bars
in the Histogram, lesser confidence calls are displayed as green. The default settings will display both gains
and losses (LOH) in the final report. Increase the negative value to -1.0 or more to filter out LOH reporting.

Show Loss in Histogram
When deselected only peaks with a positive MSI score will be represented with a bar in the histogram.
Negative peaks (or losses) will not be shown.

Layout Settings
%] Launches the MSI Display Settings box.

MSI Display Settings [

Ctrl/Sample Shift
Change the amount of offset between the reference trace and the sample eserna: [N
trace in the Trace Overlay electropherogram.

[V Peak Nomalization

Peak Normalization
When selected, Reference sample peaks will be normalized based on peak -
height or area to the Experimental sample peaks in the Group.

Print
% Launches the MSI Print Settings box. See Reports and Printing section below for more information.

What to Expect

There are a few options for MSI display which will vary by personal preference. In the MSI Analysis Settings
box there are several options for filtering the allele call. The peak detection thresholds, Intensity and Local
Region, are designed to filter out noise near the baseline. The Stutter Filter right and left thresholds are applied
after the peak-to-peak comparison with the reference trace and are designed so the user can minimize the
number of bars in the Peak Comparison Histogram. The image below shows a low stutter filter setting (Left: 60,
Right: 40) compared to the same trace with a higher stutter filter setting applied (Left: 99, Right: 99).

Notice in the following example, when the stutter filter is decreased, the number of identified “instability” peaks
increases, and vice versa for a higher stutter filter setting.
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A second option to help a clinician display only the most relevant peaks in a microsatellite instable marker is
through the MSI Score setting. MSI Score is calculated using a log» ratio plot of tumor sample versus reference.
In this way, the normalized intensities of the reference sample can be accurately compared to the tumor sample
thereby presenting a more meaningful analysis. To normalize the data, a single peak is divided by the average
of all peak intensities across a dye color and the ratio is then used for peak-to-peak comparison. In the example
below, a low MSI Score setting (-2, +2) is compared to a high MSI Score setting (-2, +4) for the same sample.

When the MSI Score threshold is lowered, more peaks are identified as unstable (red histogram bars). As the

MSI Stutter Filter

Low Stutter Filter
[s=ao0EdTia x|

[(mrm | [Bar2s | [momoz7 |
80 100 120 140 160

High Stutter Filter
fewmmere x|

[wr2r | [Baras | [mono27 |
80 100 120 140

180

MSI Score threshold is increased, only the most relevant peaks are identified as instable.

MSI Score

Low MSI Score Setting

Cwowor ]

135 140 145 150 155

High MSI Score Setting

135 140 145 150 155

O™
TEINTD
510
1435 .9 fis20]
144 8] 48.9)
10
; |
i . ___
Reports and Printing

GeneMarker automates the analysis process and creates an easy-to-read report for fast MSI-High or Low

determinations.
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Report Table

Displays gain and loss information for individual peaks of a sample compared to a reference. Samples
designated as “reference” by the filename group text file are marked as blue rows in the report while samples
being compared to the reference are in the white rows. The Overlay Trace window will correspond to which ever
peak cell is selected in the Report Table.

i Report Settings
é Launches the MSI Report Options dialog box.

Output Status Peaks = =]
Choose to display Loss, Equivalent, or Gain peaks. Loss peaks are I henet Gt
represented with a -1, Equivalent with a 0, and Gain with a 1. Peaks that do P Lom =

not meet the MSI Score thresholds for loss and gain will not be displayed in I~ Ecuvent

the Report Table. W Gan

Abide By Panel S —

When selected, all peaks regardless of their loss/gain status will be

displayed. When deselected, only those peaks positions with a loss/gain [t |

will be displayed.

E Save Report
Choose to save the Report Table as an Excel file (.xls) or a tab-delimited Text file (.txt).

MSI Clinical research report Settings
Click the Print icon in the main tool bar to launch the MSI Print Settings box and preview, print or save the MSI
Analysis Report.

Groups MSI Print Settings L= ]
Choose All Groups or select specific groups to display in the report. Sroups
Print Reference Sample i Al Groups " Selected Groups J
When selected, a separate page with just the reference sample will be
printed for each group. [ Print Reference Sample
ShOW Difference Histogram [ Show Difference Histogram
When selected, the Gain/Loss Histogram will be displayed below each Makers
, & Al Mark
dye color’s Overlay Trace electropherogram. o
 Selected Markers J
Markers
Choose All Markers or select specific markers to display in the report. 8 S s T T B i
Show Electropherograms in Current Size Range T3, preven | o | cmen |

When selected, will display Overlay Trace electropherograms in the same
zoom mode as the main MSI Analysis window. When deselected, the
electropherograms will be displayed so that all selected markers can be clearly viewed.

MSI Clinical research report
Below is a description of the MSI Clinical research report features. For an explanation of functions within the
Print Preview window, see Chapter 6 Reports and Printing.

Report Header
Contains information about the analysis, project, sample and parameters.

Signature Box
Date and initial space for report reviewers.

Overlay Trace Electropherogram
Similar to the main analysis window, displays the reference trace in light red behind the sample trace (dye color).

Gain/Loss Histogram
Also similar to the main analysis window, displays a histogram based on MSI Score and can be adjusted through
the MSI Analysis Settings box.
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Marker Table

Identifies the marker and whether it contains MSI (POS) or does not show MSI (NEG). The Comments column

identifies the peak positions of the gains and losses (as compared to the reference).

MSI Clinical research report

WSl Analysis Report_- SoftGenetics

Sample: 018-58-T.fza

Conclusion

Control: 018-57-N.fsa

Software: GeneMarker \V1.60

Analysis Type: MS|

Date Initial

Project: Untitied

Pancl:_Promega_l1S|

Technologist:

Classification: M3|<-4.00 or M5/ >4 00

Report Time: 9/18/2007 - 16:9:30

Report Type: Peak Height Ratio

Exp Time: 8M13/2003 - 852:12 = 8/13/2003 - 3:44:51

Authorization 1

Authorization 2

December 2018
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Phylogeny Clustering Analysis

Biological applications of data clustering calculations include phylogeny analysis and community comparisons
in ecology, gene expression pattern, enzymatic pathway mapping, and functional gene family classification in
the bioinformatics field. It has been successfully paired with the AFLP analysis technique for a variety of
applications.

There are two types of data clustering: hierarchical and partitional. Partitional clustering includes the K-means
and Self-Organizing Map methods and will not be discussed here. Hierarchical clustering treats each data point
as a single cluster and successively merges clusters until all points have been merged into a single remaining
cluster. Hierarchical clustering is often represented as a dendrogram. In GeneMarker, the hierarchical algorithm
is agglomerative and establishes clusters from the bottom up.

Overview

The first step in hierarchical clustering is to select a distance measure. GeneMarker distance options include
Euclidean Distance, Correlation Coefficient, and Percentage of Same Genotypes. Euclidean Distance is the straight line
distance between two points in two or three dimensional space. The equation is essentially the same as that for
determining the length of the hypotenuse of a triangle - computed by finding the square of the distance between
each variable, summing the squares, and finding the square root of that sum. We have simplified this equation
(below) in GeneMarker. The Correlation Coefficient is based on the Pearson Correlation equation and is a
statistical concept that quantifies the level of relationship between two sets of measurements. It is a measure of
similarity where two values that are perfectly correlated have a distance of 1.00. Percentage of Same Genotypes is
simply the number of similar genotypes divided by the total number of genotypes.

The following are GeneMarker’s clustering algorithms:

Euclidean Distance
n

2|0 =y)

i=1

Correlation Coefficient
= Job = DTN
W% =0’ Ty’ - v’

In addition to a distance measure, the type of linkage needs to be applied. GeneMarker has three options: Single,
Complete, and Average linkage. Single linkage measures the minimum distance between two clusters. Clustering
using single linkage tends to produce an effect called chaining where single genes are added to clusters one at a
time. Complete linkage is the opposite of single linkage. It measures the distance between the farthest two points
in the clusters. Complete linkage performs well when the clusters are well defined with minimal noise. Average
linkage defines the distance between two clusters as the mean distance between all points in the clusters.

NOTE: Choosing different linkage measures results in different cluster diagrams.

Procedure

Upload and filter the data with Run Wizard. See Chapter 2 General Procedure.
Apply a Panel to the dataset. See Chapter 5 Panel Editor.

Select Applications — Clustering Analysis

The Clustering Analysis module will appear

Click the Clustering Analysis Settings icon

The Clustering Analysis Settings box will appear

Adjust settings

Click OK

Click the Save Dendrogram icon to save the image as a BMP file

=

O PN OTE LN
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10. Click the Output Clustering Report icon to save the matrix values as a tab-delimited Text file

Icons and Functions

Clustering Analysis Settings e
@ Select this option to choose between two tabs: Analysis and Layout

Chstssiog Fule Distarcs Mesnue

@ Bockburber [T  Sivloy

€ Man Distance

Analysis
The Analysis tab is used to set cluster calculation parameters. ‘

Clustering Rule i - s
Block Number - Choose the number of expected major groups in dre
the dendrogram Mok Scien
Max Distance/Min Correlation - Choose the distance or correlation o
percentage at which to start the grouping of individuals

Distance Measure

See Ouverview section above for definitions of Correlation
Coefficient, Percentage of Same Genotypes, and Euclidian 7 S Pemmirerion ErcaFomat

Comphete. & Eucidesn Distance

Distance. [

Linkage
See Overview section above for definitions of Single, Complete, and Average linkage.

Marker Selection

Dye/Marker - choose which Markers to include in the clustering calculation and dendrogram
Save Parameters when Save Report - to automatically create an .ini file of the AnalysisSettings

Layout [ e
Build Dendrogram According to Similarity When selected, will show the |~
distance/correlation ruler above the dendrogram tree. ~ When 5 Bl Dencrogram Accardng 1o Smiiy

™ Show Gel knage

deselected the distance/correlation ruler will be removed.

Show Gel Image provides flexibility of hiding or showing the gel image 5

in the dendogram

T

[ |
= *
1= 1 :

Save Dendrogram
Allows the user to save the dendrogram image as a BMP image file or as a PNG file. PNG uses
lossless compression leading to greatly reduced image size.

Output Clustering Report
Produces a matrix table that can be saved as a Text (.txt) file. Choose the analysis method from the
drop-down icon in the main toolbar.

o |D
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What to Expect

Notice how when just the distance measure is changed (Fig 1 & 2), the basic overall structure is similar, however;
on closer examination the fine structure of ordering within the main clusters differs. The samples with “3” as the
first character are grouped, as are the samples with the number “4”. The sole “7” sample is grouped in its own
cluster in both examples. These results are as expected. Figure 1 and 2 also show an example of isomorphism in
the dendrogram, where the “3” group and “4” group positions are switched.

€

@ &
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When altering the analysis based just on linkage type and holding the distance measure constant (Fig 2-4), we
see that the overall structure remains the same, however; the finer structure is greatly affected. Notice how in
single linkage (Fig 2) the three main groups are independent of one another where in complete (Fig3) and
average linkage(Fig 4), the “3” group and “4” group are derived from the same cluster. It can also be seen from
this example how average linkage is an amalgam of single and complete linkage.

Fig. 3 Correlation Coefficient Complete Linkage

EETEE T | —

0E o7 k) ns o 1000 2000
L L

orelation %} 3 ; ) |

3C11v-484
3G11.7-431
3011y-485
3F3v-427
4427537
4E1.v-532

4.G2v-545
4.01.v-5288
— 4.G1.v-535
4825633
463006
7.07.4-557b

Fig. 4 Correlation Coefficient Average Linkage
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M Clustering Analysis
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Detecting Euclidian Distance

Press Ctrl and click anywhere in the linkage chart under the scale, a dashed vertical line will show up indicating

that distance.

—

L

menu. Left click to select SubCluster Report.

The table shows the grouping at that particular distance as well as the presence or absence of each allele for each
individual sample, with 1 indicating presence and 0 indicating absence. The summary row of each group
indicates the consistence or inconsistence at each allele for all individual samples in that group, with 1 indicating
consistence and 0 indicating inconsistence. If all individual samples have value 1 at a certain allele, then they are
consistent. Otherwise they are not. Different background colors :

are used to make a distinctive look.

Left click to pop up a Save As dialog box and save this table to a

txt file with specified name.
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Using Allele Bin Report from Merged Projects

A common challenge with cluster analysis in animal and plant populations is obtaining enough informative

markers in one multiplex. Overlapping marker ranges and/or incompatible chemistry make it necessary to run
the same samples multiple times with different sets of marker primers. Cluster analysis using the combined

results of two or more multiplexes (or kits).

1. Select Load File > Add Files and navigate to the
saved merged bin report (Please see Merge

Projects, Chapter 8)

wll Clustering Ansiysiz

8] W] | Lostrie]
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2. Select Group Edit > Enter values for Group Identification and Control Identification
3. Select Match - OK

4.  Select Finish Edit to display the Cluster Analysis of the combined project results

W File Name Group Ediior J— [ L |

vacrmitors @

K27T74_DT0S05.2_HOM fea.
[KZ7774_ DP0906-2 ADR f1a

[K27T74_D70308.2_C02 fra
[K27T74_D70808.2_D2 oo
[KZ7TP4_ D7091142_E021na
KETT7A_DT09112_Fizea
k27774708122 602 e
KZ7T74_ D791 32_HOzfes
k27774 D081 42 A0S s
K274 709152 B03 112
k27774 D70916.2_C03 sa
k27774 D70317.2_ D3 e

I
| Match by Sections_ Match by Fived Pastion | Groue By O F——le— romsems
e s ES e
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What To Expect

Rl Custeving Analyse - T Eﬁ
B| B ] Loodie] GrayScae [T L
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i

The analysis in the upper diagram is based on just the results from the 4 marker multiplex. The analysis in the
lower diagram is from the combined allele reports.

148
December 2018



Chapter 7 - Special Applications

Trisomy Detection

Full trisomy of an individual occurs due to non-disjunction during meiosis I or meiosis II of gametogenesis
resulting in 24 vice 23 chromosomes in a reproductive cell (sperm or egg). Thus, after fertilization, the resulting
fetus has 47 chromosomes vice the typical 46. The most common forms of autosomal trisomy are trisomy of
chromosome 21 which results in Down Syndrome and trisomy of chromosome 18 which results in Edwards
Syndrome. In rare cases, a fetus with trisomy of chromosome 13 can survive. Trisomy 13 is called Patau
Syndrome. Autosomal trisomy is frequently associated with severe congenital abnormalities, mental retardation
and shortened life expectancy. Aneuploidy of sex chromosomes can also occur: The presence of extra X
chromosome(s) causes Klinefelter syndrome in men and Triple X syndrome in women, while monosomy X (45,
X) gives rise to women with Turner syndrome.

GeneMarker is a software tool used in clinical diagnostics and research laboratories across the world to analyze
DNA fragments. GeneMarker’s new Trisomy detection module aids clinicians and researchers in analyzing QF-
PCR products to detect aneuploidy.

Overview

In GeneMarker’s Trisomy Analysis module, the ratio of peaks within a marker is calculated. Markers which
contain three peaks are obviously trisomy; however, markers which contain two peaks in a 1:2 or 2:1 ratio are
more difficult to detect. Given user defined thresholds, trisomy peaks in a 1:2 or 2:1 ratio appear as red triangles

in the Ratio Plot and appear in dye-colored font in the Report Table. In this way, the clinician can easily identify
markers which contain trisomy peaks.

Trisomy Analysis

Ratio Plot Electropherogram
I|| I
Sample List / / Report Table
-"{..fnmmy ;-r.jlv\-\-(Ul'r-IrdR-Im i i Y = f / =B B
-8 8 55 B | wekec0250E ]
] | *| Report ﬁ =] |
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Sample List

The Sample List displays all current samples in the project. Single left-click a sample name or use the Up/Down
Arrow keys to scroll through the list.

Electropherogram

The Electropherogram shows the trace for the sample by marker. Select a marker to view from the Marker drop-
down menu in the main toolbar.

The allele editing options in the Electropherogram frame are similar to those in the Main Analysis window. See
Chapter 3 Main Analysis Overview.

149
December 2018



Chapter 7 - Special Applications

Ratio Plot

The Ratio Plot depicts data points representing Marker peak ratios on a peak ratio vs. basepair size graph.
Markers with three peaks will display three data points, one for each peak. The three data points will typically
appear within the user-defined ratio threshold limits (black lines) and along the red fit line. Markers with two
peaks are represented by only one data point in the Ratio Plot. If the data point is a blue triangle, then the ratio of
the two peaks is within the user-defined ratio threshold limits. If the data point is a red triangle, then the ratio of
the two peaks is outside the user-defined ratio threshold limits and will be considered trisomy. Data points that
approach the black limit lines need to be considered carefully as they are not in perfect 1:2 (0.5) or 2:1 (2.0) ratio.
NOTE: Markers which contain a single peak (homozygote) are not represented in the Ratio Plot.

Single-click data points in the Ratio Plot to view the Marker in the Electropherogram and the Report Table values.
To zoom in, hold down left-click and drag a box from upper left to lower right. To zoom out, hold down left-
click and drag a box in the opposite direction from lower right to upper left.

Click the Settings icon in the Ratio Plot. The Trisomy Marker Statistic Settings box appears. Adjust the settings to
display the Ratio Plot as a direct ratio calculation or as the corrected ratio calculation plot. Change the coefficient
value to adjust the slope of the fit line.

Report Table

The Report Table lists all samples in a column on the left. Selected report values appear in columns along the top.
Click the Report Settings icon and select/deselect reported values. Double-click values in the Report Table to
link to the associated Electropherogram position. Click the Save Report icon to save the Report Table as an Excel or
tab-delimited Text file. See the Reports and Printing section below for more Report Table features.

Procedure
1. Open GeneMarker and upload raw data files
2. Select a Panel, Size Standard and Fragment (Animal) Analysis

3. Verify allele calls are accurate in the Main Analysis window and adjust parameter settings accordingly. See
Chapter 2 General Procedure.

In the Applications menu, select Trisomy Analysis
The Trisomy Analysis Settings box appears

Adjust settings and click OK

The Trisomy Analysis window appears

N O

Icons and Functions

Trisomy Analysis Settings r— —
@ Trisomy Analysis Settings

Opens the Trisomy Analysis Settings box. Two tabs are available:

Analysis tab and Statistics Plot tab. Analysis | Statistics Plot
Analysis Tab Analpsiz by
Provides threshold setting options for Trisomy analysis. To change
default settings enter the desired ranges in the dialog box.

Analysis

Classic: When selected, Quantification is by Peak Height and Peak Height » [50 Height Ratio > [30.00 % Max
Trisomy Ratio default thresholds are <0.70 or > 1.50. Quantification by

Additionally, the Report Table in the Trisomy Analysis window £ Peak Height

will display Trisomy Score values and the Trisomy Print Report
will be set to Classic view. See the Reports and Printing section

Trizomy Ratio
below. . . . I¥ Sharter Length ¢ Longer Length
BPG: When selected, Quantification is by Peak Area and Trisomy _ _
Ratio default thresholds are <0.80 or > 1.40. Additionally, the v Apply Lingar Correctian
Report Table in the Trisomy Analysis window will display Peak Tisomy ¢ [080 o> [140

Ratio values and the Trisomy Print Report will be set to BPG view.

See the Reports and Printing section below. S lnzeiielielie fierze

" Classic = BFG " Aneuploidy

Aneuploidy: When selected, Quantification is by peak area and #|085  to<0.80 or > 1.40ta< 180

default thresholds are <0.80 or > 1.40. Select Shorter

Length/Longer Length. The report table is similar to BPG with ’Tl Cancel |
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ability to report results on sex chromosomes as well as autosomes.

Thresholds

Peak Height: Minimum height a peak must reach to be called.

Height Ratio: Maximum percentage of the main peak the second peak must reach in order for two
alleles to be identified.

Quantification
Peak Height: Ratio calculations are generated based on the RFU values of two peaks within a Marker.
Peak Area: Ratio calculations are generated based on the area values of two peaks within a Marker.

Trisomy Ratio

Apply Linear Correction: When selected, ratio values will be corrected for based on the slope of peak
heights within a Marker. The slope of all sample peaks within a single Marker is represented by the
red Fit Line in the Ratio Plot. Deselect this option to view raw, uncorrected peak height or area ratios.
Trisomy: Set lower and upper limits for Trisomy detection. The values entered here are represented
by the black lines in the Ratio Plot.

Inconclusive Range: Samples that fall within an incolnclusive range will be identified by a ? in the
report table if this option is selected, as specified by the Best Practice Guidelines (2007)

Statistics Plot Tab
Provides display options for the Ratio Plot.

Coordinate Y

Peak Ratio: Evaluates trisomy based on differences in intensity of peaks within a Marker.

Angle: Evaluates trisomy based on the angle of a line that is formed between the (-
center of the tops of the peaks in a Marker. Aralis Stlcs P

=

Coordinate Y-

& Peak Ratio  Angle

Show Ratio

Raw: Calculates the ratio of peak intensities based on raw data.

Corrected: Calculates the ratio of peak intensities based on the normalized data.
Normalization is the process by which large fragment’s relatively lower intensities % She FitLie
are increased to equal small fragment intensity using a linear function.

Show Fit Line: When selected, a red center line is placed between the trisomy
detection limits in the Ratio Plot. The Fit Line represents the slope of the peak
heights for all the samples in the dataset at the selected Marker.

Show Ratio
+ Raw " Conected

Cancel

% Print Report
Launches the Trisomy Print Settings box. See Reports and Printing section below for more information.

Show Bins
4y | Click the Show Bins icon to display Panel Bins in the Electropherogram. The Show Bins option selected
when the Print icon is clicked is the setting that will be applied to the Trisomy Print Report.

151
December 2018



Chapter 7 - Special Applications

What to Expect

GeneMarker has been designed to accurately detect aneuploidy using short tandem repeat markers derived from
PCR DNA fragments. Trisomy individuals will either show three fragments of equal intensity or two fragments
ata 2:1 or 1:2 ratio.

Ratio 1:2 Ratio 2:1

[ e ] [ PR ]
I 120 1% T 1% M0 5 118510185

400
30 180

30 180

300 140

260 120

Ratio 1:2 & 2:1 Trisomy

When DNA fragments are run through a PCR reaction, the smaller fragments are
preferentially amplified. Electrophoresis injection also holds a bias toward smaller
fragments. Subsequently, the smaller fragments” peak intensity in an electropherogram will
be higher than the larger fragments in the sample. This is called preferential amplification
and it is important in trisomy detection; especially, allele ratios that are 1:2 or 2:1. The 1:2
allele ratio occurs when the individual has 1 allele in the first position and 2 alleles in the
second position in a marker; vice versa for a 2:1 ratio. So the question arises; is this ratio
imbalance real or is it due to preferential amplification of the first allele?

Ratio Plot

The GeneMarker Trisomy tool offers two answers to the 1:2/2:1 trisomy detection question.
First, in the Ratio Plot in the bottom left corner of the analysis window, the peak intensity
ratio of all markers are plotted. A linear regression line is run through the center of the data
points and is used to correct for intensity drop due to fragment size increase. The Ratio Plot
can be viewed as a linear regression plot or corrected for slope. This method of data
correction aids in the detection of imbalanced ratio trisomy.

T-Score

The second aid in trisomy determination is the trisomy score. First a t-value is determined
and defined as the difference between the sample and the expected value divided by the
standard deviation. There are two possible t-values for every marker, one is the t-value for
heterozygote and the second is for a trisomy. T-Score is the ratio of the heterozygote t-value
divided by the trisomy t-value. Therefore, as the T-Score increases, the confidence of the
trisomy call also increases. A T-Score greater than 5.0 is a confident trisomy call. A T-Score
less than 0.6 indicates a confident heterozygous call.
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Raw Data Plot vs. Corrected Data Plot
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Other Considerations

Analysts trying to detect trisomy are challenged when aberrations caused by variation within an individual’s
own cells occur. Examples of individual variation include mixed samples, mosaicism, and triallelic
homozygotes.

Maternal Cell Contamination (MCC)

Pregnant women over the age of 35 are screened for trisomy caused syndromes in the fetus because the risk of
these syndromes increases as the mother ages. During the procedure whereby cells are collected for analysis,
maternal cells can be mixed in with fetal cells. This phenomenon is called Maternal Cell Contamination (MCC).
MCC is recognized when extra alleles appear and when examining inconclusive dosage ratios. When there are
three alleles at a locus, the intensity of all three should be essentially equal. An imbalance is said to exist when
the intensity ratio between the highest and lowest peak is greater than 60:40. The GeneMarker Trisomy tool
identifies loci that contain imbalanced peaks. The user can define, within the settings parameters, the imbalance
ratio that is significant for the data.

Mosaicism

Trisomy may not necessarily be present in all cells in an individual. It may be detected in just a specific tissue or
within different cells in a tissue. When the presence of chromosomal abnormalities occurs differentially within
an individual, it is called chromosomal mosaicism. In general, as we would expect, individuals who are mosaic
for a chromosome change tend to have a less severe form of the syndrome present than full trisomy individuals.
Critical examples of mosaicism are found in leukemia cases, specifically; chronic lymphocytic leukemia (CLL)
which is a trisomy of chromosome 12 and acute myeloid leukemia (AML) prognosis which is a trisomy of
chromosome 8. Detection of the smaller deviations from normal ratios caused by the presence of a population of
trisomic cells in a single individual is possible with the GeneMarker Trisomy function.

Triallelic Homozygote

It is possible that an individual with three chromosomes could potentially have the same allele on all three
chromosomes. In this instance, the electropherogram trace for this allele would theoretically depict a peak three
times the height of a peak with just one allele. Since there is only one allele present in the marker and no other
allele for intensity comparison, the analyst must use their own knowledge and experience to determine if the
individual is a triallelic homozygote.

Reports and Printing

GeneMarker automates the analysis process and creates an easy-to-read report for aneuploidy determinations.

Report Table
Displays peak ratio and Trisomy Score for individual Markers in a sample. The Electropherogram frame will
correspond to which ever peak cell is selected in the Report Table.
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% Report Settings
Launches the Report Settings dialog box.

Report Content
Choose peak and Marker values to display in the Report Table. The analysis —— ——
type chosen in the Trisomy Analysis Settings box determines the Report Content s =
initially chosen. Ha"“; -
NOTE: When selected, Peak Ratio will correspond to the Quantification option T
chosen in the Trisomy Analysis Settings box (Peak Height or Peak Area). ¥ Al Name
v Peak Ratio

Orientation F Peak Height
When Horizontal is chosen, Marker information will be displayed in columns Hll S
along the top of the Report Table. When Vertical is chosen, Marker information - ::j:mit:':fw
will be displayed in rows. ——
Show Only Trisomy: When selected, only trisomy calls will be displayed in the gl e
Report Table, all other cells will be blank. ™ Show Oniy Trisomy

I Hide Extra File Names
Hide Extra File Names: When selected, sample filenames will appear only once
in the first row of the sample’s information. Only available when Vertical T

Orientation is chosen.

H Save Report
Choose to save the Report Table as an Excel file (.xls) or a tab-delimited Text file (.txt).

Trisomy Print Report Settings
Click the Print icon in the main toolbar to launch the Trisomy Print Settings box and preview, print or save the
Trisomy Print Report.

NOTE: The analysis type chosen in the Trisomy Analysis Settings box determines the Print Settings initially
chosen.

Samples

Choose All Samples or select specific samples to display in the report.

Markers

Choose All Markers or select specific Markers to display in the report.

Ratio Plot o o st -
When selected, a separate page, with the Ratio Plot for all Markers in a dye color, will | 57 SR
be printed for each sample. Choose to Show Population to include all ratio data points e T

in the dataset. Choose Show Sample Only to display only the sample’s data points in m:::qu e

the Ratio Plot.

Flrgent Toble:
I ShowabsisMame 7 Show Posk Heghtitues

Report Table I ShowPesiflsia ¥ Show Tiomy Scares
Select the information to display in the Print Report’s Report Table. e S

Electropheogran Sen Rorge
£ Show Cunend S ange:

Electropherogram Size Range & St Mk SR
Show Current Size Range: Displays the Trisomy analysis window Electropherogram in its it S
current zoom mode. ™ Scals data o highent praks -'I'\::-‘ﬂm

Show All Markers” Size Range: Electropherograms will be displayed so that all selected
markers can be clearly viewed.

Show Custom Size Range: Expands the Electropherogram view to the specified range.
Scale Data to Highest Peaks Within the Size Range: Increases the peak heights of low peaks to approximately the
same height as the highest peak in the dye color.

[T Prview | Eo | X geca |

Trisomy Print Report
Below is a description of the Trisomy Print Report features. For an explanation of functions within the Print
Preview window, see Chapter 6 Reports and Printing,.
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NOTE: The analysis type chosen in the Trisomy Analysis Settings box (Classic, BPG or Aneuploidy) determines the
display of the resulting Print Report.

Classic Trisomy Print Report
When Classic is selected as the analysis type in the Trisomy Analysis Settings box, the Print Report example below
is generated.

Trisomy Analysis Repor - p—
Sample: A11_1_afpcr_07_06_07_b_01.fsa
Softwars: Ganellarker V168 Aralysr Type T
Project: Untitled Panel: QSTR_lite_2 Date Initial
Technologist: Trisomy < 0.70 or Trisomy > 1.50
Report Time: 16/10/2007 - 1716:10 Report Type: Peak Height Ratio 1
Fxp Tirme: 0710572007 145505 67708007 1554 17 | Pt Correcied Peok Heigh Ratis Al Sampies o Dispayed
Plot Legend: Yelow = Ci Red = Trisomy Authorisation 2
H
140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 430 £ 2 v
£
1_nnn11 I “ 3os Eafedo, °
L 3 3
] e 5t =] £
193] [407] © 0 2 46 810121416 1820 22 24 26 28 30
T 5
140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 £ 2
500 H
) JI 3 1] JFhmmgronfn )
1 | A el
BE) B B = £
|455| © e 10 it 220 2 30 3 40
o <fr §
100 120 140 160 180 200 220 240 260 280 300 320 340 360 330 400 420 440 450 £ 2 s
£
2,000 3| I L. 508 i
i
o | £
=] e S0 5 0 15 2 25 30 3 e e
s
g -
210 220 250 240 50 250 270 750 290 300 310 320 530 340 350 0 570 80 90 400 410 40 £
200 N T
i i o
o 4
215 k79 2] 3 0 15 20 2%
BE Fed Feak Distance (ops)
Marker | AMEL D135252 D135305 D135628 0135634 D185350 0185535 : 185578 D21511
Symbol [} o o a E A o A
e |2 EYEE N YRRV EXCEE R EY(RED) g B B
Allele Name 104:110 279:29% 439455458 [454:457:461 36T 407:422 372 465478 15219 [240:245
Weignts[12é0 135 | 1573587 | 1562 1757 2] s4a 6a1 850 120 11241 om0 o GERGESET
Trisomy Scores| 0.13 893 20.06 67.57 |4515 013 010 012

Report Header
Contains information about the analysis, project, sample and parameters.

Signature Box
Date and initial space for report reviewers.

Electropherogram
Similar to the Trisomy analysis window, displays all dye colors of the sample trace.

Corrected Ratio Plot

Contains the entire dataset’s plot points for all Markers in the dye color. Symbol shapes
represent different Markers and can be deciphered from the Symbol row in the Report
Table. Yellow filled symbols represent the current sample’s data points. Red outlined
symbols represent trisomy calls.

Report Table
Displays selected peak and Marker values for the current sample. Trisomy calls are

highlighted grey.
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Best Practices Guideline (BPG) and Aneuploidy Print Reports

When BPG or Aneuploidy is selected as the analysis type in the Trisomy Analysis Settings box, the Print Report
example below is generated. Grayed files indicate that the ratio is consistent with trisomy and “?” indicates that
the ratio is within the inconclusive range.

Report Header
Contains information about the analysis,
project, sample and parameters.

Signature Box
Date and initial space for report reviewers.

Electropherogram
Similar to the Trisomy analysis window,
displays all dye colors of the sample trace.

Report Table
Displays selected peak and Marker values
for the current sample. Trisomy calls are

highlighted grey. An additional Check
column is provided for indication of
inconclusive range for trisomy and
reviewer initials.

Corrected Ratio Plot

Contains the entire dataset’s plot points
for all Markers in the dye color. Symbol
shapes represent different Markers and B+ sl s
can be deciphered from the Symbol row in
the Report Table. Yellow filled symbols
represent the current sample’s data points.
Red outlined symbols represent trisomy

calls.

NOTE: The Corrected Ratio Plot appears on
a second page for each sample only when
Ratio Plot is selected in the Trisomy Print
Report Settings box.
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Loss of Heterozygosity (LOH)

Loss of Heterozygosity (LOH) occurs when a somatic cell contains only one copy of an allele due to non-
disjunction during mitosis, segregation during recombination, or deletion of a chromosome segment. LOH
becomes critical when the remaining allele contains a point mutation that renders the gene inactive. This is a
common occurrence in cancers where a tumor suppressor gene is affected. Tumor suppressor genes code for
proteins that regulate the cell’s life cycle. Thus, they are critical in preventing tumor formation.

Overview

GeneMarker fragment analysis software has been developed to aid researchers and clinicians in the detection of
LOH within cancer cells. Using a patented allele calling algorithm, GeneMarker uses the germ line reference
trace to compare and detect LOH in patient samples.

LOH Analysis

Trace Overlay Ratio Plot

Group File Tree \ [ ReportTable
I | |
HE (OH Anstysiz \ _ | \\ EIEIE
= 8 2 & .-@\QA‘EE Mabas [ Tin |- \
6 Sag: | *] Repon T @ Bin) ? Help
3G Sma A5 Gl 10210411 fea \ fllaums ) .%‘P- j‘-’;;_;_]-
3 6 G BTN — | @R Ratio |
g O ) RS e =
B et Cortot 7456 | 4000 | f T2 |ssaT-oreusi i
B HETomp I | \ { 1R |564-B-Croupl_t
1300 W { 2.7 |B64-T-Groupl_
3.1-R |745-B-Groupl_{g
[ [renrorerids.eo
4.1=R | T48-B-CGroupl_JY

7487 -Groups_EEH

M0 200 M0 0 E00) W0 W0 W0 400 00
Size Size

Group 3. T45-T-Group!_U-11.faa Group & 745-1.Groug!_S0F104_11.1sa
25 25 1

Group File Tree

Samples in the Group File Tree appear within Group folders according to the information provided in the File
Name Group Text file uploaded in the LOH Analysis Settings box. A sample is marked as the Reference because it
contains a Control Identifier as set in the File Name Group tool. See Chapter 8 Additional Tools.
Reference/Control samples will appear in the first column of the File Name Group Text file.

Expand folders in the Group File Tree to view the Reference sample and Experimental sample in the group.
Double-click the Reference sample to view just the Reference sample electropherogram. Double-click the
Experimental sample to view the Experimental sample electropherogram overlaid on the Reference sample
electropherogram and associated Gain/Loss Histogram. Use the Up/Down Arrow keys to navigate through
samples. Hit the Enter key to open Group folders.

Right-click an Experimental sample in the Group File Tree and select Set as Reference to mark the sample as the
Group’s Reference sample.
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Trace Overlay

The Trace Overlay displays the selected Experimental sample’s trace superimposed over the selected Group’s
Reference trace. The Experimental sample trace line color will appear in the Marker’s associated dye color. The
Reference trace line color is displayed in light red. The Reference trace is, by default, drawn directly behind the
Experimental sample trace. Click the LOH Display Settings icon to adjust the Reference trace offset as
compared to the Experimental sample trace. Additionally, the RFU intensity or peak height of the Reference
trace is normalized to the Experimental sample traces in the Group. To disable Reference trace normalization,
click the LOH Display Settings icon and deselect Peak Normalization. The uncorrected Reference trace peak
heights will be displayed in the Trace Overlay.

The allele editing options in the Trace Overlay frame are similar to those in the Main Analysis window
Electropherogram. See Chapter 3 Main Analysis Overview.

Ratio Plot

The Ratio Plot depicts graphically peak ratio versus basepair position. The peak ratio value is calculated by first
determining the height or area ratio of peaks within a Marker in the Experimental and Reference sample
separately. The Experimental and Reference ratios are then compared and a final peak ratio is determined and
plotted in the Ratio Plot. Select Peak Height or Peak Area in the Quantification by section of the LOH Analysis
Settings box.  Ratio thresholds are set in the LOH Analysis Settings box. If a plot point occurs outside of the
ratio thresholds then the point will appear red. Double-click plot points to view the trace in the Trace Overlay
frame. The number of Ratio Plots displayed at one time can be adjusted in the LOH Display Settings box.

Report Table

The Report Table lists all samples in a column on the left. Reference samples are marked with an “R”. Click the
Report Settings icon to select display options. Double-click values in the Report Table to link to the associated
Trace Overlay position. Click the Save Report icon to save the Report Table as an Excel or tab-delimited Text file.

Procedure

1. Import LOH raw data files and filter with Run Wizard Fragment (Animal) Analysis settings. See Chapter 2
General Procedure.

Create a Panel for the data with the Panel Editor tool. See Chapter 5 Panel Editor.

Apply the Panel

Select Applications — LOH Analysis

The LOH Analysis Settings box appears

Upload a tab-delimited text file that identifies Reference samples (first column) and Experimental samples
(second column) to the Group File field

NOTE: Use the File Name Group Tool to create a group file. See Chapter 8 Additional Tools.

7. Adjust LOH Analysis Settings as desired

8. (Click OK

9. The LOH Analysis window appears

10. Click the Print icon to print the LOH Clinical research report

A

Icons and Functions e -
Load Group Information Group Fis
& | Choose a tab-delimited Text (.txt) file which contains information on how to JC/DalelLOHLOH Flecandi ccpt =
group individual sample files. For example, pair Patient A’s tumor sample Quanilcaton by
to Patient A’s normal sample by placing the normal sample filename in the first el s
column and the tumor sample in the second column. See Chapter 8 Additional
TOO]S. LOH < W o > W
AnalySiS Settings [ Save Parameters when Savs Report
@ Opens the LOH Analysis Settings box.
o ] o

Group File
Click Open File icon to upload a .txt file that groups samples by filename.

Quantification
Peak Height: When selected, LOH peak ratios will be calculated based on the RFU intensity values of a peak.
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Peak Area: When selected, LOH peak ratios will be calculated based on the area under the curve of the peak.
LOH

The ratio between reference and sample, based on height or area, calculated for each individual peak to
determine presence or absence of the peak.

Layout Settings

Launches the LOH Display Settings box.

Jll, LOH Display Settings (=[@] % ]
Ctrl/Sample Shift Chart Layout:
Adjust the amount of offset between the Reference trace and the CtSample Skt [88 bps (0 Sbps)
Experimental sample trace in the Trace Overlay electropherogram.

[v Peak Nomalization

Peak Normalization MaxRow |2 :
When selected, Reference sample peaks will be normalized based on
peak height or area to the Experimental sample peaks in the Group. Mas Colms |2 L
Max Row/Column o | o
Select the number of Ratio Plots to display at one time in the LOH

Analysis window.

Print
% Launches the LOH Print Settings box. See Reports and Printing section below for more information.

What to Expect

The concept for determining LOH is the comparison of a suspect tissue sample to a normal tissue sample with all
expected alleles. In GeneMarker, a patient trace is compared to a reference trace. Samples with loss of
heterozygosity are immediately apparent in two displays - the electropherogram and the ratio plot. In the
electropherogram, the reference trace is in light red behind the patient trace. When a peak is absent in the
patient trace, only the reference trace peak remains. In the ratio plot, the absence of a patient trace peak is
indicated by a red dot that falls outside the user-defined bounds of the LOH ratio (indicated by dashed lines).
Blue dots within the LOH ratio bounds indicate a patient trace with the expected number of peaks.

Loss of Heterozygosity

No Loss of Heterozygosity Loss of Heterozygosity
L o 1 B 3| 1m M 13:5 L “o‘!‘:;mm 3 :s L]

-] -1 ENCEE 145 Wl 152 7000
I 1 £,000 A
0 |Il| |r'1 5000 i
0y | | | Ii 4 000 ( |
1 | | | | 3000 | ||
10 |4 I !I i 200 || If‘.I
500 i 1,000 , '\

s e 2 B e s | ; rais .
25 25
& 2

Ratia

In addition to the ratio plot, a clinician can use the LOH score parameter in the report table to qualify a given
marker. LOH score is calculated using the peak intensity or area ratio between normal and tumor samples. For
complementary peaks in both reference and sample trace the score will equal 1.0. In the case of complete loss of
heterozygosity at a certain position, the LOH score will be 0.0.
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Reports and Printing

Loss of heterozygosity detection is a key component in separating cancerous from non-cancerous tissue. The
ability to do this type of analysis quickly and accurately is an extreme advantage to clinicians determined to fight
the disease. In addition to GeneMarker’s LOH analysis tool, an easy-to-read report can be printed for clinical
review. The LOH Clinical research report includes patient/reference traces, ratio plots and a table of peak
statistics.

Report Table

Displays peak loss information for individual samples compared to a reference. Information for samples with
suspected LOH will appear in blue font, all others in gray. The Overlay Trace window will correspond to which
ever peak cell is selected in the Report Table.

ﬁ . Il LOH Report Settings E@I&
é Report Settings Repott Conlent
[~ Allele Mame
Report Content I Pesk Height

Select to display Allele Name, Peak Height, Peak Area, Peak Start and End,
and/or LOH Ratio. LOH Ratio is chosen by default.

[~ Peak Area

™ Peak Start and End

Show Only LOH [¥ LOH Fiatio
When selected, only the report content information for suspected LOH
samples will be displayed. [ Shaw Oriy LOH

Cancel

E Save Report
Choose to save the Report Table as an Excel file (.xls) or a tab-delimited
Text file (.txt).

LOH Clinical research report Settings
Click the Print icon in the main tool bar to launch the LOH Print Settings box and preview, print or save the LOH
Analysis Report.

Groups LOH Print Settings [
Choose All Groups or select specific groups to display in the report. e
Print Reference Sample & Al Groups " Selected Groups J
When selected, a separate page with just the reference sample will be
printed fOr each group. [~ Print Reference Sample

Markers
Markers & AlMarkers
Choose All Markers or select specific markers to display in the report. € Selected Markers - |
Report Table Aeport Table
Choose the contents of the report table. ¥ ShowAlldeName T Show Allsle Height

v Show Allele Area v Show LOH Scare
Show Electropherograms in Current Size Range
When selected, will display Overlay Trace electropherograms in the same I Show Electiopherograms in Curent Sizs Flangs
zoom mode as the main LOH Analysis window. When deselected, the
electropherograms will be displayed so that all selected Markers can be [& Preview Soe | X cae |
clearly viewed.

LOH Clinical research report
Below is a description of the LOH Clinical research report features. For an explanation of functions within the
Print Preview window, see Chapter 6 Reports and Printing.

Report Header
Contains information about the analysis, project, sample and parameters.

Signature Box
Date and initial space for report reviewers.

Overlay Trace Electropherogram
Similar to the LOH Analysis window, displays the Reference trace in light red behind the Experimental trace.
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Ratio Plot
Also similar to the LOH Analysis window, displays a ratio plot of reference versus sample based on peak height
or area and can be adjusted in the LOH Analysis Settings box.

Report Table
Identifies the marker and statistical information chosen in the LOH Print Settings box.

LOH Clinical research report

LOH Analysis Report - SoftGenetics Conclusion
Sample: 745-T-Group1_102104_11.fsa
Control: 745-B-Group1_102104_09.fsa Date Initial
Software: GeneMarker V1.60 Analysis Type: LOH
Project: Untitlied Panel: LOH_Panel Auth " 1
Technologist: Classification: LOH =0.70 orLOH = 1.30 uthonzation
Report Time: 91872007 - 16:19:28 Report Type: Peak Area Ratio i
Exp Time: 10/21/2004 - 10:23:8 > 10/21/2004 - 11:13:27 Authorization 2
[ Group 1 Blug ] 25 ; ; ; ;
134 136 138 140 142 144 146 148 150 2 | H H
4,000 o 15 ; ; ; ;
£ .
3,000 r 1
2,000 0s{ | ; :
1,000 0 H | H H
0 100 200 300 400 500
Size
| Group 1 Green | 25 H | H H
MS 18 17 118 119 120 121 122 123 124 125 126 127 128 128 130 131 132 133 134 135
2000 e e pmmy 2
15
1,500 % -
T 1
1,000 S
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o Je—] el e
0
[ Group 1 Yellow ] 25
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1,000 —
o 15
E -
T 1
s 0s{ :
0 H : H H
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- 154 Size
Marker Group 1 Blue| Group 1 Greq Group 1 Yellgw
Allele Name  |138 136:154
Area 23556 52154466
LOH Scores  |0.00 0.93
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TILLING Analysis

The techniques of Targeted Induced Local Lesions In Genomes, (TILLING®) and EcoTILLING have been widely
used since 2000 to detect Single Nucleotide Polymorphisms (SNPs). During TILLING the test samples may be
experimentally mutagenized (ethylmethanesulfonate, radiation, etc.) or from natural populations or derived
from tumors or diseased tissues. Briefly, the genes of interest are identified with gene-specific primers and PCR
amplified. The amplicon’s primers are labeled with two fluorescent dyes - the forward is often labeled with
FAM-blue and the reverse primer is often labeled with HEX-green. The samples are mixed so heteroduplexes
can be formed. The hybridized fragments are cleaved at the heteroduplex site by CEL I or Surveyor™ Nuclease,
generating multiple pairs of fragments of complementary length and dye color. The denatured samples can be
run through gel electrophoresis or mixed with an internal size standard and run through capillary
electrophoresis. SNPs will yield two peaks of different color and the sum of the sizes will equal the amplicon
length.

Overview

GeneMarker TILLING analysis software has been optimized for detecting SNPs generated by the TILLING
technique. By using the internal size standard to align each capillary and generating a reference trace from all of
the samples in the run, the reference can be subtracted from each individual sample trace yielding a plot
highlighting the SNPs. Additionally, a table shows what the expected size of the complementary fragment
should be to determine if each peak is a true variation.

The TILLING analysis window displays a synthetic gel image, list of samples, sample electropherogram and a
report table. The information contained in the report is interlinked to the sample traces. Double-clicking on the

cell in the report highlights the cell, corresponding sample ID in the sample list and locus in the
electropherogram.

TILLING Analysis

Reference, Sample, Subtracted sample/mutation Traces

Sample List Synthetic Gel Image Peak Table Mutation Report

o Report =]
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Sample List

The Sample List displays all current samples in the project. Single left-click a sample name or use the Up/Down
Arrow keys to scroll through the list. Right click on a sample name for options on selecting/deselecting, sample
information, sorting, disabling samples or editing comments.

Reference, Sample, Subtracted sample/mutation Traces
The reference file will be subtracted from each individual sample trace (center trace), yielding a plot (Mutation
Chart) highlighting the SNPs.

Peak Table
The called peak size will be reported in bold type and complementary size (cSize) will be reported in grayed-out
font.

Mutation Report

The information contained in the report is interlinked to the sample traces. Double-clicking on the cell in the
report highlights the cell, corresponding sample ID in the sample list and locus in the electropherogram. Click
the Report Settings icon to select display options. Click the Save Report icon to save the Report Table as an Excel
or tab-delimited Text file

Procedure

=

Launch GeneMarker software. Import raw data files See Chapter 2 General Procedure

N

Select Tilling Analysis from Applications menu
3. Select Size Standard and Standard Color, Data Process Parameters and Data Range Parameters from
pull-down menus

4. Click OK to process data

5. The report table can be saved in TXT file format AT |

File View Project [Applications| Teols Help

. = = &l Pedigree
Icons and Functions (& | b [[B]ES

2 oo
- Open files icon and navigate to the file of interest click Add, navigate to B3 cea
L& | directory containing data of interest, select data files (up to 1000 lanes) > 32%311 -
click Open and OK. 7601 53
08_H0Vtsa
09402 fsa
10_B0Zfsa
11_C02fsa
12 D02 1sa
B 13E0ZE | g pnalysis
Select Tilling Analysis from the Applications menu to activate the Tilling Analysis Bietpta
Options dialog box
Select Size Standard [ i A B Lo
[C:\ProgramFiles\ SoftGenetics\ GeneMarker\ 1.90(Val)\ SizeStd\ SGSize_Rox1000.xml — e S Pl e P g e s 8
if default installation location was accepted] and dye color. If a size standard used is Suveline il =l
other than one that is listed, the user can quickly construct one using the Size Template Mebot = Sibincn " Coviwes
Editor (See Chapter 4). oo
Enter Data Process options - For a Ref. Trace Subtraction Ratio, value of 1.5: the software MinPesk ety T8 Pk iR (T8
will subtract 1.3 times the reference trace from the sample trace. Signal-to-Noise ratio — e — W
the software compares the called peak to other peaks in the neighborhood B —
Data Range: Enter the start and end size values for viewing the data; Enter the expected e
. . amitem =1l
size of the undigested fragment. . .
E TILLING Analysis Setting - Launches the TILLING Analysis Settings R "
box from an open TILLING ANALYSIS WINDOW o |
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Tilling Analysis window: Toolbar icons

Show/Hide Gel Image displays selected samples as a synthetic gel image. Bin ranges in the Gel Image
H T | mode appear as white vertical lines and can be manipulated by holding down SHIFT and dragging
the white lines left or right.

Show Color Allows the user to select all colors to view, hide all colors, or choose a single dye layer.
Bl - Chooseasingle dye by single left mouse clicking on the icon.

Zoom In Use the icon to zoom in on the image, or hold down the left mouse button and draw a

box, from the top left corner to bottom right corner, around the area you wish to zoom in on.
Zoom Out Use the icon to zoom out on the image, or hold down the left mouse button and draw a
e\ box, from the bottom right corner to top left corner.

Set Axis The default setting automatically sets the Y-axis according to the maximum peak intensity of
E the samples. Two other options are available: auto fit the Y-axis using peak intensities of the alleles,
or the user can select the ranges for the X- and Y-axis.

Editing peaks: if a peak is called that you determine
should be deleted (S/N ratio close to cut-off value or no
complementary fragment observed) right-click on peak
in mutation chart trace and select delete from the pop-
up menu. The deleted peak can be undeleted or an
uncalled peak can be added using the same pop-up
menu.

e
5 [42.9¢_plww1_1111_F1 bue
10 [43_94_pwe1_1111_F1 ¢

What to Expect

Increased sensitivity is a big advantage to using GeneMarker. EcoTILLING samples, which may
contain one mutated portion out of 12 pooled samples, may yield very low levels of the cleaved
fragments. We are able to detect variations in ECOTILLING samples where the variant may contribute
to only 4% of sample. Some researchers have found 30% more DNA variations by using this tool. In
some cases, the intensity of the SNIP may fall below the level of noise and making visual inspection
impossible - these variants can now be found when the reference noise is removed from the sample.
Because the sum of the sizes of each color should equal the whole amplicon size, we are able to detect
the cleavage sites in EcCoTILLING sample using GeneMarker’s Tilling Application module.

False Positives, often caused by chemistry error, random cleavage and instrument spikes, can easily
be identified and removed. Spikes often show multiple colors at the same location. The peaks caused
by these random processes seldom occur in a complementary size.
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Reports

Report =
Mo. |Sampl w Show Low Quality Samples Size [Height [avea 5N Rati
Save Report - Choose to save the Report Table |[73_[7i_p v S Mo Pesk Sameles

. Hide Repeated Sample Mames
. P 80 |72 pl o4 2872 | 53382 462
H as an Bxcel file (.XIS) or a tab-delimited Text 81 |73 _plate1_1111_A10fs 2853 R4 T TR 4437 2225

file (.txt). 82 |72 platel_1111_A10fd Green | 2797 | 770.3 | 536 | 10183 | 14.01
83 |74_platel_1111_B10fsqHo Peak
84 |75 platel_1111_Clofsqto Peak
85 |76 platel_T111_D10fsdtn Feak
86 |77_platel_T111_E10fsdto Foak
87 |78_platel_1111_F10.sqHo Peak

) Report Options - The report table can be |gepor @ H

% configured to report all results, positive and |ug [samp  ShowLow Qualiy Samples Sze  |Heigh [iea  [5/N Fatio]Comn
negative or to display samples containing only U2_ple  Show Mo Pesk samples BS6E 478 | B229 1220

positive results.

2
2 |04 pl fideRepeated SampleNames — fpo0 omi4 | 7ia47 | 415
4 |06 platel_T111_FO1fsq Blue | 3483 1071 2201 | 42685 579
5  |16_platel_1111_HOZfsd Blue | 6543 | 2957 614 | 5529 1548
5 |16 platel_T111_HO2.fed Green | £512 | 3868 232 | 2204 | 1174
7
8
3
1

18 _platel_1111_B03.feq Elue = 1130 937.0 40 1975 14.50
18_platel_1111_B03.f=q Elue = 4662 HE3E 2077 13633 48374
19_platel_1111_B03.feq Green | 4621 5E7.9 1=l 5433 1879
27_platel_1111_C04.fs4 Blue 84.6 9654 297 3390 5.63

=

Haplotype Analysis

Familial DNA fragment data is used for haplotype analysis in areas such as genetic disorder research and pre-
implantation studies. Commercially available kits with markers for both autosomal and X-linked traits are
available for diseases such as cystic fibrosis (CF) and Duchene Muscular Dystrophy (DMD). Traditionally,
researchers determine the genotype of each family member, draw a pedigree diagram and assign the phase of
the alleles where possible, based on the familial data of parents and child(ren).

Overview

The Haplotype Analysis tool is directly linked to the main analysis screen in GeneMarker. After confirming the
allele calls for each family member the data is opened in Haplotype Analysis where the program uses the allele
calls of children and parents to assign phase of the alleles with a first order approximation. Whenever the alleles
are informative for phase assignment a color/pattern bar is assigned to indicate most probable phase. Un-
informative markers receive a solid black phase bar.

Features:
1. Follows Bennett et al nomenclature for pedigrees
X-linked and autosomal pedigree formats
Edit family and individual information
Displays markers, allele calls, personal information in pedigree
Control ordering of markers in pedigree by customizing panels
Automatically makes first order phase assignment based on parent/child(ren)
Edit capability for reassigning phase
Edit capability for crossover
Save complete pedigree (including edits) and re-opened to edit as more information becomes available
Allele conflicts flagged with red font, potential uniparental disomy is identified

00NN UT N

=
e
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Haplotype Analysis

X-linked nomenclature, Assigned probable phase of alleles, Allele conflict/possible mutation in red font

M, Haplotype Analysis - New File

File DataBase Tools
J-sd T B |F|e
dadé,
JULYTEST
hib o
STRIAGT3 21 1 336
STRE2 BRI 453
STR49 A7 293
STRI1Z A3 1 264
5TR2Z A1 4 266
Dyl [ 147
STRMP 0a -1 kts
STR4 12 -1 167
STR2A 14 -1 161
STRA4 15 -1 241
STR45 16 -1 225
Dxs1214 148 -1 267
STRIOGT2 2 4 296
daughter?
JULYTEST
Wb
STR79_GT3  -21 - 335 EHs34
STRE? BE 452 453
STR49 A7 A 293 ]
STRIZ A3 4 264 252
STR2 A4 268 25
Drysll [ 147 137
STRMP 0 -1 L izl
STR4 12 -1 167 167
STRZE 14 -1 181 181
STRA4 15 -1 2 243
SRS 16 -1 225 225
Dixs1214 18 -1 267 271
STRIAGTZ 2 1 298 264

& Famiy [111):

—1—®

mom

JULYTEST

=
293§
=

i

8
=
151\‘\\\
243\‘\\
223§
255\\\\

254§

sanl

334
453
288
262
266
137
360

JULYTEST

334

1 - Family

Procedure

1.
2.

N

Open GeneMarker and upload raw data files
Select a Panel, Size Standard and Fragment
(Animal) Analysis

Verify allele calls are accurate in the Main
Analysis window and adjust parameter
settings accordingly. See Chapter 2 General
Procedure.

Panel Editor to input Mb distance and cM
Mb distance is used to order the markers in
the pedigree diagram and c¢M is used to
report information on genetic distance
entered by the analyst See Chapter 5 Panel
Editor.

Save Allele report as .txt file - select report

save icon, marker table, horizontal, deselect
extend heterozygous

Repeat steps 1-4 if a second kit or panel is required for a complete profile of the individual

Applications drop down menu, select Haplotype Analysis
Tools or parameter icon to select Haplotype Analysis Settings
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T =
Samples - All or selected Samples S —
& B Samples € Selecled Samples .|
Autosomal - both haplobars are displayed p— o~
X-linked - males have one haplobar displayed
[¢ Display Genolypes [ Display Locus |dertiier
v Color [V Pattein
Display Genotypes - lists the allele calls under each node B S B s
Ok Cancel
Display Locus Identifier - lists marker names in the pedigree
diagram
Color and pattern provides easily distinguishable haplobar for each individual
Pattern alone provides distinguishable haplobar for analysts with color impaired vision or
for black and white printers
New Family (New Individual) @
Farily Name: |1
9. File drop down menu - New Pedigree File e i o
10. Enter patient information a0 o
. . Sumame: smi nalfecte
11. Enter Genotype results from one kit or two kits P ok oo
1 Gender: & Male (" Female ¢ Unknown " Cariet
» From one kit - Select from Sample or From Database Dt V22157 I Pand
Age/Gestation [~ Pregnancy
(o
. . . [ Deceased
» From two kits - Select Manually Input and open file icon  suain -
Date of Death r
. . Genotypes
0 Navigate to the saved Allele Reports with the open - FromanpinFis e =
folder icon ¢ FiomDatabase |Nore j@
. . . .. & Manualy Input
0 Select kit 1 and kit 2 results for the individual -
o Ok 5
Genotype Editor @‘
TAT Delimit
Column: Wt Genotypes:
f33 Marker Allele 1 Allele 2 Al
fsa M
ke MAPTBTE b
SMA.Fm\ly‘I.B.KItB_BDZ.fsa D&3E37 2585 297
Shkda Family1.C.KitB_D02 fza
Da51982 (332
DES1EEE (415 7
D55823 184
D&S331 323 328
D&5E29 420 422
DES112 04
T T
Ok Cancel
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12. Right click on the node to activate a pop-up menu - edit or add mate and child(ren)

i
L]

Eile

D552046(0)
D5SE7A(h
D5S6E1(h
D55435(h
D53623(s,
D58823(s)
MAP1BG4(h)
D551556(a)
D5SE10(k)
D5SE37(s)
MAP1E78(z)
D55351(5)
D53112(5)
D551982(a)

)
)
)
)

Select Node

I Deselect Node

Select Si

Select

DataBase T

Jd-=H

£dit Node

L Mate

Find Family

Dielete Nocle with Branchs

Delete Single Nade

M chd
-31 A
3 A
-26 -1
=21 -1
-1.49 -1
-1.7 -1
-1.3 -1
0 A
07 -
1 -1
13 -1
13 -
13 -
3 A

I o

‘\ack
SITH

207§
250§

28?&

182

422 H

184&

225

178
220 ff
297§l

235
325

304
332

203
246
287
178
420
184
221
415
218
295
235
323
304
332

S Family (141)

—

jane
SMITH
207l] $§200
259‘ ‘ %245
267 257
170 170
415 415
184 184
221 [l 21
419;425‘ ‘ %41?#4
216 216
297 297
24o|fl] 3238
33 %325
304 %ann
336 :\\332

1 - Fan|

21

M Haplotype Analysis - New File

DES2046(5)
D5S674(0)
D53881(k)
D5S435(0)
D53829(a)
D5S823(8)
MAP1B54(k)
D5S1556(8)
D531tk
D5S637(0)
MAF1B74(3)
D5S351(c)
DEST12(8)
D5S1382(c)

File DataBase Teols

J-2Wd TE B

=
=z
o

o)

DES2046(0)
D5S679(b)
DESE81(b)
D5S435(5)
DES629(5)
D5S823(0)
MAPTBEA(b)
D5S1556(a)
DESB10(0)
D5S637(c)
MAPTB78()
D5S351(c)
DEST12(6)
D551982(s)

ES & Feriy11: [1-Famip 11|
iack jane
SMITH SMITH
b.1/2/1960 b.1/12/1970
203 i Be07 200[[l] 207
250§ 246 255‘ §245
zwé 287 287 izw
182 178 1ro[fl 170
420 {422 415‘ ‘%415
154& 184 184 184
225 221 ezl [e1e
17 g @415 4174426 %419/421
220 &218 216 \\\\sze
297 i B29s 297 %\297
235 S235 240 \\\\Lzae
323 B35 331 %\325
304 &304 304 \\\\Lauu
332 4 §332 332 ;\Xaae
jake
SMITH
Mb cht b. 2/3/2007
31 - 207 Neo?
3 245 %245
26 -1 287 1287
=21 A 17688 W70
18 A 422) %415
17 -1 184 1154
13 A 2218 \218
0 A 415, %ma/m
07 -1 218 \’\\gm
oA 295 %257
13 A 235, ’\\335
13 A 325, \§325
13 A 304 \)\\f””
3 A 332) §335

Automatically refreshes and re-assigns parental phase with addition of child(ren) information

13. Review phase assignment and make edits - right click and select swap or edit haplotype or cross-over

To edit crossover - use the mouse to draw a box around the appropriate section of the haplobar

-8, Haplotype Analysis - New File

Di

~EE TR BT AA

A
SMAZ
Mo ch
D552046 A1 A waﬂé 203 196
D55679 EE 250 268 250
D581 26 1 263 293 23
D5S435 21 A wné 170 182
D5S629 EEI 178 @as 419
Dss623 12 41 164 184 184
51886 [ 4\5/421% a7y a2t
D5S610 07 - 2108l Boe 206
D5S637 1A 2978 Boss 299
MAPTBS4 13 4 2198l Moz 219
MAPTB78 13 4 2358 Bon 27
D55351 13 4 325 B33 329
DsS112 13 4 306 | B304 304
DsS1382 3 A 332 {338 33
-
SMAI
Mo oM
D552046 a1 A 198 203
D55679 ERE 268 250
D5S681 26 -1 203 293
D5S435 21 A 170 162
D5S629 49 A 415 419
D55623 42 A 184 164
D5S1556 0 -1 AnEn 421
D55610 07 A 218 206
D55637 1A 285 299
MAPTES4 13 A 223 219
MARTE78 13 A 231 237
D5S351 13 4 33 320
DEST12 13 4 04 304
D551982 304 azsfg |ll[32e

& Fariy (/1)

—O

B
SMAT

203
N
=
§1 78
%415

184
N
0
\‘\\\299
%213
%233
\§325
1

O

B
SMA3
8
198 ]| \eos
250 %zsu
293 §zm
182 \§1 7%
a19 \\\41 g
184 184

Swap Haplotypes

Edit Haplotypes

Cross Over

A
ShA3
Wb oM 8
D552046 a1 A 199 203
DES679 3 A zxxé 250
D55681 26 -1 zaaé 293
D58435 21 -1 170 170
D55629 BN 41554 417
D55623 EER 184 184
D5S1556 0 aga é
D5S610 07 4 216
D58637 1A 295 8
MAPTB54 13 A 2238
MAP1B78 13 A 2358
D55351 13 A 3258
DES112 13 4 306
D551962 3 A 3328
sl
Ma oM ¢
D5S2046 A1 A 198
D53679 3 A4 288
D5S681 26 A1 293
D55435 21 4
D53629 418 -1
D55823 17 A
D551556 [
D5SE10 07 A
D5S637 1A
MAP1ES4 13 A
MAP1B78 13 A
D55351 13 A
D5S112 13 A
D551982 3 A

DE32046
DBSE78
D5S68T
D55435
D5S629
D55623
DES1656
DE3610
DBSE3?
MAP1EG4
MAP1B78
DES351
D5S112
D551982

DE32046
DBS678
D5S68T
D55435
D5S629
D55623
DES168E
DE3610
DBSE37
MAP1ESS
MAP1B78
D5S351
D5S112
D5S1982

Mb

31 A

26

21 A
8 -
a7
07 -

13

13
13 -

A
SMA3

oM 8
1 waaé 203
-1 288 250
-1 zaaé 293
1 170 170
1 a5 g @417
1 1684 184
A m/m?é 197421
1 2166 @218
-1 295 B007
1 223l @219
A 235 o
1 3es bl @333
1 306 8 @304
A 332 330

©

SMA3

M d.8
1 waaé 203
1 266 250
1 283 23
1 170& 62
1 ars g |lf|l419
-1 1&4& 184
A A 421
1 216 8f |fljz06
1 eas g |lfloaa
1 223 |lll219
1 231 237
1 EEE] 320
1 304 304
1 asefg [[flsee

—0

B
SMA3
&
198 lll Neoz
250 §esu
203l \oen
N
182 §1 ]
419 Rm a
164 iw 84
a1l e
206 §2DE
299 §2aa
21affl \era
237 %233
329 §

Nze
iam
sl W32

E1
198 186
250 50
293 283
170 162
7 19
164 164
419 421
218 206
297 it
219 219
231 o7
333 320
304 304
sze g [l

1 -Famiy1 -1
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Icons

d -

&

wof

New Pedigree File
Select New Pedigree File to create a new pedigree with multiple families OR select New Family
to add a family to the pedigree file. Enter the first family member’s information into the New

Family (New Individual) box and click OK to create a new Pedigree Tree.

Open Pedigree File
Launches the Load Pedigree File box. Select a PED or PRE file to upload (the SMP file will

automatically upload) and click OK.

Save Pedigree File
Launches the Save Pedigree File box. Enter filename and change directory to save the Pedigree

Files (PRE, SMP, DAT).

Update Sample Data
Select to refresh the Mendelian inheritance calculation after a node or allele is edited and

after selection a different family when the "show genotype” display is used

Haplotype Analysis Parameters
Launches the Haplotype Anaylysis Settings box. Options for selected samples or all samples,

Autosomal or X-linked analysis and display options

Show Genotype
Toggle between Displaying and Not Displaying the Genotypes of the selected node

Family (2/2; |2 -Family 2 - Jones j| Family

Select a family from the currently uploaded pedigree file to view and edit.

Marker [12- TPOX

j Marker
Select a Marker or Locus to view in the Electropherogram Charts.

Show Color
Allows the user to select all colors to view, hide all colors, or choose a single dye layer. Choose a single

dye by single left mouse clicking on the icon.

Zoom In
Use the icon to zoom in on the image, or hold down the left mouse button and draw a box, from the top

left corner to bottom right corner, around the area you wish to zoom in.

Zoom Out
Use the icon to zoom out on the image, or hold down the left mouse button and draw a box, from the

bottom right corner to top left corner.
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ARMS/Comparative Analysis for Cystic Fibrosis Analysis

Overview

This analysis type allows comparison of pairs of files for a given individual within the same project; includes:
electropherograms trace comparison and allele report in a patient report format. For example, if kits use one dye
in a multiplex for most of the wild type alleles in one multiplex and a second dye in a second multiplex for the
mutant alleles (as is found in GeneProbe®EU-2 for cystic fibrosis), the ARMS//Comparative Analysis
application provides an accurate, concise comparison of the two files for the individual.

[Viidhypel Mufant

fsalfrag_001_AD1_1_A fsa

jare: Genellarker V195 [Analysis Type: ARMSIComparative Analysis

Untitied

ers: Chemistry: Lot
Exp Time: 0¢/232010 - 180145 > 04723/2010 - 18:32.45_|Repo 0810372010 - 16:35.68
@1 FM \ Blue=Nutant, Green=Wiktypq STR2
10 250 300 350 00 450 500
2500
2,000
1,500
1,000
2 J
1
‘Fosdel R
[ pm T Sius=Tiutant, Gresn=Tiidiypd sTRe I
100 %0 200 750 300 350 a0 450 500

LEY

}
Wi

\ F
|.|\ I J‘ Conclusion | s 8

Comments: Marker | Allele

PohT | 711
PohT | 910

Date Initial

Authorization 1

| Authorization 2

Trace Comparison with Linked Report Table

Final Report with Trace Comparison, Report
Tables, Header and Comments Section

Procedure

1.
2.

©® N

10.
11.

Open GeneMarker and upload raw data files

Select a Panel, Size Standard and Fragment
(Animal) Analysis

Use the default settings in the second and third
screen of the Run Wizard, or customize as needed
See Chapter 2 General Procedure

Verify size calls are accurate in the Main Analysis
window and adjust parameter settings accordingly.
See Chapter 2 General Procedure.

Tools >Panel Editor to import panel and enter 0 in
the Control Column for alleles that are Mutant
Alleles and 1 for Wild Type Alleles. See Chapter 5
Panel Editor.

Run Wizard with the panel and review allele calls.
File >Save Project

Project > Apply Sample Grouping to pair both files for an individual (See Chapter 9 Additional Tools.)
Applications drop down menu, select ARMS/ComarativeAnalysis and select the appropriate option. Select
Mutant + Wildtype to open the Trace Comparison Application of grouped files. Select Mutant Only for
analysis of a single file per individual to go directly to the print report preview.

Select the Tools or parameter icon to select ARMS Comparative/Analysis Parameters

Select the desired Parameter Options

Il

AR

L

|

B55EESSsasss55E55455555

12. Review analysis and select Print Preview or Print
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Icons and Functions

Comparative Analysis Parameters

Launches the dialog box to select the analysis parameters

Layout Settings

Select the Comparative Analysis Display Settings

Printer

Select the Printing Options for the final report. Print from this screen or select Print Preview

What to Expect

The Header in the final report obtains Institution and Operator information from User Management. All other
information in the header is from the Panel and from the Project Parameters. The Allele calls are entered into the
Report Table from the Project. The Control Column of the panel editor determines whether the allele call of the
blue and green channels is placed in the Wildtype or Mutant column of the report table. Some chemistries
provide the option to amplify and report Poly T and unique STR information. These settings are deselected in
the default settings. The analysis parameters and print settings in GeneMarker allow the analyst to determine
whether or not to analyze and report these results.

(]

ARMS/Comparative Analysis

Group File
‘is\EFELI2 fza files\June_matched_samplestandd bt =

[ STR Check

Cancel

(o]

ARMS/Comparative Print Settings

==

Groups

o All Groups

v PaolyT Analysis

[~ STR Check

" Selected Groups ==

[ Show wildtype Size

X Cancel |

ARMS/Comparative Analysis Report - SoftGenetics

Bl

Mutation
R347H

Sample: frag_001_AD7_1_B.fsaifrag_001_AQ1_1_A.fsa

Wildtype]

Mutant

R347P

Software: GeneMarker V195

Analysis Type: ARMSIComparative Analysis

2789+5G=A

2120+1G=A

Project: Untitled

Panel:

T1+1G=T

CF_EU2_POPT R

Operator:

Others: Chemistry:

Lot#: HEDTdel

Exp Time: 04/23/2010 - 18:01:49 -= 04/23/2010 - 18:32.46 |Report Time: 09/03/2010 - 14:35:48

=

FS0&del
849+ 10kpC=T

1677dalA

STRZ |

STR1_PolT [
150

100 200 250

Blue=Mutant, Green=Wiktypd
3

350 400 500

1,000
500

E

S60T

47delG

[RS2

551D

i o
m

SS40R(T=G)
540N

101K

| =—
T

3 [GE42X
3908insT,

2,500
1l JL

[E [V 1082XCAT

CFTRdele2,3 S1251N

1,500
200

2,000
STRT_PoT I
0 150

Blue=liutant, Green=Wiktypq

e I ‘ 414

lA
+1.6kbA>G
1G=A

250

350 400 450 500 [Z

6,000

4,000

2,000

Al

ERRRRRRE

HJJ uu‘ “MW i)

RELITIRIIERm

621+1G=T

i

A4SSE

I
15

R1182X

RITSEX

Conclusion |

VS 8

Comments:

Marker | Allele

Date Initial

PolyT | 7-11

Authorization 1

PolyT | 810

Authorization 2
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The report table contains a 1 for any allele where a peak is detected and a 0 if no peak is detected.
This report is an example of on individual heterozygous for Cystic Fibrosis alleles F508del and
CFTRdele2_3 with heterozygosity in the polyT region in the 7 and 9 repeats.

S

ARMS/Comparative Report Options

Reports and Printing

Report Launches the Report table options dialog v fan
box
[v Abide By Panel
Save Icon

Printer Icon

Save the Report table as an .xls or .txt file

Provides Print Settings - if the polyT (Ned)

information is not required it may be deselected

Output Status Peaks

Iv Loss

Fiepart Contents

F

ARMS/Comparative Print Settings

=

Groups

e Al Groups

v PolyT Analysis

¥ STR Check

(" Selected Groups =

[~ Show \Wildtype Size

| x Cancel |

Iy

ARMSICOMmpAraive Analysis Report -

Analysis Report -

TiLETon
R3ETH

Sample:_frag_001_A07_{_B fsalfrag_001_AD1_1_Afsa

Software: GeneMarker V1.95

[Analysis Type: ARMS/Comparative Analysis.

Software: GeneMarker V195

Sample: frag 001_A07_1_ Blsafrag 091 AO11 A fsa

Analysis Type: ARMS Conparalive Anaysis

Project: Untiied

Panel: CF_EU2_POPT

Projea: Lrtined

Panet Cr_ELU POFT

Operator:

Others: Chemsty  Loi#

Operator: Others: Chemstry. _Lot#
Exp Time: 0412372010 - 18.01:49 > 047232010 - 153246 _|Report Time: 09103/2010 - 14:3548 Exp Time: 04232010 - 18:01.40 -» 04/Z32010- 18246 |Report Time: 0903/2010- 15,0844
STRI__PoyT. Blue=Mutant, Green=Widtypq STR2 [ Blueshutant. Greans\idiy pa
100 150 200 250 300 Ed 200 30 100 50 200 %0 300 350 00 450 500
2500 2500
2000 200
1,500 150
1,000 J 1,000 |
N 500 T
Ll ) |
Y 0=
F0agel cFTRdeke2,3 [F08dsl] (OFTRask23
[(STRT PobT [ Blue=Tlutan, Green-Widiypq STRZ [ — __BuesMulnt GreoncWidyps
100 150 200 350 3 35 00 a5 500 00 50 20 =0 300 3% 00 750 50
6000 6,000
4000 4000
2000 200 “ J 'J | ‘I ‘”H J'\AH\
1| u 1 il ]M L”A ol ARLA LY M ‘."\Ili‘ ‘Hijlﬁii.‘.lu., -
4 4
Conglusion | S8 Conglusion | vse
Comments: Marker [ Allele Commerts Warker | Allele
Date Intial PolyT | 711 Dale nitial
Authorzation 1 PoyT | 910 Atrorztion 1 |
Authorization 2 Auhorization 2 :

The same patient report, the left one has all fields selected and the report on the right has only the

FAM and VIC dyes selected.
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Fragile X - Trinucleotide Repeat Analysis

Fragile X syndrome (FXS) is caused by expansions of a CGG triplet repeat in the FMR1 gene on the X
chromosome; similar to trinucleotide expansions associated with other diseases such as Huntington’s
disease and myotonic dystrophy. In studies of FXS, the number of repeats and methylation status of
the gene are associated with a constellation of disorders that impact a broad range of ages and
populations. In the United States, repeat lengths less than 44 CGG are considered normal and at low
risk for expansion, repeats between 45-54 CGG are intermediate, 55-200 CGG are considered
premutation and alleles greater than 200 CGG are considered full mutation. Premutation alleles are
associated with increasing risk of expansion in their children and ovarian insufficiency (FXPOI) in
women and tremor and ataxia disorders (FXTAS) in older male. Approximately 1.5 million people in
the US are at risk for premutation associated disorders. Fully expanded alleles are typically
hypermethylated resulting in the fragile X phenotype through inactivation of the FMR1 gene.
However, the degree of methylation and mosaicism can impact the behaviorial and cognitive
capabilities of people with FXS. Thus accurate determination of repeat length and methylation status
are important for characterizing FMR1 associated disorders.: Recent advances in PCR methods for the
FMR1 gene have allowed researchers to directly determine repeat length and methylation state.?

Overview

The linked Fragile X application in GeneMarker uses fragment size and RFU
obtained from genotyping, applies user-specified controls and parameters to
calculate the CGG repeats of both single and double-dye chemistries and percent
methylation from double dye chemistry. A standard sample of known repeat size is
used to calculate correction factors for mobility and calculate the number of CGG
repeats in each fragment. Genotyping panels for commercial kits AmplideX and
mPCR from Asuragen are preloaded in the program. Panels from custom
chemistries can be easily constructed (Chapter 5 Panel Editor).

Calculating CGG Repeats of Fragile X Data

3], FragileX Analysis = | & |
File
E-E Cortrol Sampl KN | >
PEFI0:2013:10-22) Control Channel: 20%940-F09-2013-10-22-16-11-01-P3.fsa =
e cce | WOR [T ] i i ]
- PR 200 300 oo 00 500 700 500 500 7,000 7,100 1200
PC-2_B04_201307
SCF11-201310-22 35,000 v
30,000
25,000
20,000
15,000
10,000
000
o A
= "
[s38]
‘Pealﬂ Peak2 ‘ Peak3 ‘F=3k4 Peak5 ‘ ‘
Sample File CGG1 Sizellbp) RFU1 CGG2 Size2(bp) RFU2 CGE3 Size3lbp) RFU3 CGG4 Sized(bp) FRFU4 CGGS Sz
1 207%940-F03-2013-10-22-16-11-01-03 fs:
2 |PC1_AD4_201307-26_1_08-23-13.fea |15 2833 2432 28 2186 3427 54 3344 8313 a3 4788 E415 114 EE
3 |PC2_BO4_201307-26 1_0623-13fsa 16 2830 10932 28 3185 10085 54 2945 4740 el 4789 2788 114 56
4 |[FCFI0Z0131026-1101 040 |18 2880 40228 a0 3231 42007 32 288 25379 55 3908 10388 3 8
5 [SCFI1 2013102261101 040 |30 231 23901 58 400.0 29105 >200 @270 208 >200 @370 %7
« v

December 2018



Chapter 7 - Special Applications

Calculating CGG Repeats and Methylation Status

[ & Comdsone | 4] I
£ &1 Samples Control Channel: 20%940-P1-C03-2013-10-23-09-31-34-01.fsa
‘igjg:ggg?}% z[:uEl "fo? 3=.n| = Im 450 s00 550 s';:‘ 650 700 750 sool 850 900 950 10?3 1050 1,100 1,150 1,200
B NTCP1DO032013 e - - - -~ - - - - . - . —
Rurmen e
"B om0
B SCPI-E0203L N
2
o4
[ess]
Digested Channet 20%940-F1-C03-201310-23-09-31-34-01.fsa
Dif RfF| NOR g | o | Fll_g [ Fi_g ]
200 250 300 350 400 450 S00 550 600 650 700 750 800 850 900 950 1000 1050 1100 1,150 1,200
10,000
5,000
0
ED [e24]
o]
[os6]
Sample Metiics | ‘ ‘Pealﬂ | ‘Peal& ‘ ‘Peak] ‘
Sample FilDye DigChl  [%Dig RefRFU]  |RefRatio |CGGT Sizel(bp)  |RFUT Mel CGEZ Size2lbp]  |RFU2 ZMe2 CGG3 Size3bp]
1 [2084073
G AN 9807 233 175 302 1952 933
: |20x40AB 5870 EiE 9632 0.7 23 299 13958 6% 24 02 1541 5%
G 504 9370 299 a1 02 2038
3 [NTCPIOB 8044 0% 13063 0.7
G 562 9305
4 [NTCPIHB 6430 8% 10606 073
G 573 8334
5 [PCP1B0B 5340 100% 9557 110 13 287 16330 3% 3 322 17311 535 3 328
G AN 10557 287 505 22 11653 28
& |PCPIFOJB 5316 100% 9287 123 13 287 16388 % El 22 17030 g% k= 28
G AN 1331 287 521 22 12688 28
7 [scPia0jB 5500 100% 8259 033 3 322 23614 0% 56 3% 2593 % 57 338
G AN 187 322 11823 3% 3433 333
8 |SCPIEO]B 6153 100% 10270 0.3 El 322 33682 a3 56 3% 1141 0% 57 333
G NAN 10215 322 11029 % 4432 333

In this example the Control Sample is blank - the known repeat information was
imported from a txt file (double dye Fragile X settings figure below). When a sample
name is selected in the file list, the Control and Digestion electropherograms are
both displayed. The result table has the Digestion and Reference control peak results
for each sample, calculated CGG repeats, Size(bp) and Percent Methylation for each
peak. NAN (no available number) in the green Digestion Control column indicates
that a peak was not present. In these cases, 0 is used for the digested channel RFU
digestion control calculation.

1. Sherman S, Pletcher BA, Driscoll DA: Fragile X syndrome: diagnostic and carrier testing. Genet Med 2005, 7:584-7.

2. Chen L, Hadd AG, Sah S, Houghton JF, Filipovic-Sadic S, Zhang W, Hagerman PJ, Tassone F, Latham GJ: High resolution
methylation polymerase chain reaction for fragile X analysis: evidence for novel FMR1 methylation patterns undetected in
Southern blot analyses. Genet Med 2011, 13:528-38.us using a two-color PCR approach following restriction digestion.2
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Procedure - Single Dye Chemistry - Analysis of CGG Repeats

Import raw data (or previously saved .sgf project file)

Select Amplide X template or appropriate panel and size files for custom
chemistry

Select Next - Next - OK

Review size and allele calls - delete any artifact peaks (common in the lower
size range) using the ctrl and mouse keys to delete

Select Applications - Fragile X - Single Dye Analysis Type - Sample with
known repeats in each fragment may be selected from drop-down Control
Sample, Entered Manually or imported from a saved txt file (if entering

manually or from txt file select the Calculate button for the correction factor
calculation)

Main Analysis Screen

Fragile X Analysis Settings

Fragile-X Analysis Settings

Upelatn S inoemabon Ugata emctypm Codulfs Test Type: Correction(Co) and Mobiligy(Mo) Factor Caleutator |
Pallem  [713) Genotps Apbemtaton BangeiCBE) | @] savdna |
Hearead NOR 0 = Ewpected Fepests e bl
v e Fmm
Upate s Favctins P W [ Seel Sizel - Peak, — ¢y
Comechon Fackor ol |58 Prasiditen ™ Fa = s [12210 £ mg
Hodally Fackor Mot N Full Mutstion ™ > 200 Send [R Swed [waw
Sigral Cudt - Fill Mutstn Mosse: Fhim irwchuches P el M ol oot [5 Sipes: [ERED
S skt Lisik [ | [Re e sae [ ey [0
¥ (GG Repest Surmary Sheet & Sample Rendk Sheet i
7 Dstaden] Fivcut Surmeniny Shet Sk 116 Sime [57350 [ |
Ay Typn Conbol Samgle: | FCF10, 02216110004 e =
P R L8 120 it HNE i A $GG and Prak y = 28136 - 260 BT 10
NS 7l = 200
C oosnys | | Cowoithenet ([ | |||
500
AL
. . .-.-.L—,—.—JTH & S Dy 00
o e [ T

PR R

Results are displayed in the table. Sample name, Electropherogram and row of the
result table are linked - select the next sample to display the electropherogram and

highlight that row of the table.

Icons from left to right - Save result table, Print/Preview final report Analysis

Parameters

o, FragileX Analysis e
File
= =R) Qe E
E-C1 Contiol Sample ] | |
i B PCFI020131022 [Control Channel: 20%340-F09-2013-10-22-16-11-01-03.fsa E3
11 Sampl
__;MDES CGG | NOR [l | Pl I Fi ]
B 200 300 400 600 700 800 300 1,000 1,100 1,200
B PC2_BOA_201307
B SCAIT20131022 35,000
30,000
25,000
20,000
15,000
10,000
5,000
o )
[e25]
‘Peakl ‘ ‘ ‘Peakz ‘Peak:i ‘ |Feak4 ‘ ‘ ‘Peakﬁ
S arple File 61 Sizellbp) |RFUT CGGZ  [Siezibpl |FFUZ 663 |Siedbp) |AFD3 CGG4  |Siedibp) |AFUS 665 |5
1 [20%M0F03 201310221611 01-03
2 |PCA_AD4_201307-261_08-2313ksa |16 2833 432 2 3186 3427 54 ) 313 83 4788 5415 14 56
3 |PC2B04_201307-261_082313ka |16 830 JLEEZR] 3185 003 54 L 4740 & 4788 e 114 56
4 [PCFIDZM3IT02216T101-0dksa |18 280 028 W 3231 R 288 X7 |5 3938 0% 8 a8
5 [SCF2013102216101-Ddfea |20 3231 29901 56 4000 |05 200 9270 206 >200 97,0 57
vl @ 5
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Procedure - Double Dye Chemistry - CGG Repeat and Methylation Analysis

1. Import raw data (or previously saved .sgf project file)

Select mPCR template or appropriate panel and size files for custom
chemistry

Select Next - Next - OK

Review size calls

Select Applications - Fragile X - Double Dye Analysis Type

The sample with known repeats in each fragment may be selected from a
drop-down list, Entered Manually or imported from a saved txt file (if
entering manually or from txt file select the Calculate button for the
correction factor calculation)

N

SARNAN SN

Fragibe-X Anslysit Settings » ==
[ — Upsete Genciyge Citats Teat Type: Correction(Co} amd Mability(Mo} Factor Caleulatar
[ ) ] Gemste Abbreristin FaraelC55] & Q] sevaw |
Noma T | it
Upedats Al Fachoes ! : = - san; [0 LU EEET Peak, — ¢, -
S o 32 = = = Wer i pcu ] ar - £ software Package: SoftGenetics GensMarker 2.5.2
Conecton FactoeiCat | Preruizn pu 2 [ faez 0 Send (TR my A B c ) E v s H
SR = |l'x : SR o R ey 1 [software backage: softenetics GeneMarker 2.5.2
b A T i iy ozl . 2 |Date/Time: 11/7/2013 3:58:11 AM
S Cutok B FulMuldinMosse M ochudes P and Pl aleke | Sk [ and: [THH
Sanastion Lt B it oo saes B S [F0
¥ 066 Rapom Sumnay Sheet 7 Saple Aot Shost
etk O | CR T A ———— Seclt (116 St [SER I (o]
s i = 8
T Contiol anghe:  [HONE = :
Trow [ ik vy 2 T 10 Expected size [bp]
= 00 A Peaic y « 2020 131 R0t ted Size |
Corwathorrst (W ]| || o = e u o1 oms
& Dewkle == - : ; 5
Potlelr || pested et | WM ||| Digion Combatinot [353] = 12 W use
e v g 1 u s
Digeshon Conrad Helmrence it 1 7 = a0
CortiolMaker Hawrs  [D05.C =] | ContrclMutm Harrs  [REF - 15 8 a2
Sl e = oo H 16 116 5652
e Do =] e | pas ks
PR

Example of a .txt file with known repeat size and base
pair size for correction factor calculation

7. The Control and Digestion marker names and colors allow the program to
automatically enter a Digestion Control peak when the Control Channel
peak(s) are edited in the Fragile X application --- greatly reducing the number
of “clicks’ needed to provide the program with RFU of often degraded
digestion fragment peak heights.

=T
Control Channel: 20%940-P1-C03-2013-10-23-09-31-34-01_fsa
-
T o e [
930 932 934 936
y 200
mins =
150
@ W C
100
50
) e - e, 0 A
[ [ &y .
Digmuted Charret XFC380F1 L5323 = el | P
-u Wiy " - . oo L) Digested Channel: 20%940-P1-C03-2013-10-23-09-31-34-01 fza
i Contam 22 [
Uncamiim A8 930 932 934 936
- - 200
150
100
50
0 A
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Often a peak is outside the size standard range and/or is of an asymetrical shape;
requiring adding the call with a right mouse click in the blue dye. Zoom in, insert
allele, and the corresponding region of the green electropherogram; providing the
needed RFU for methylation calculations with a minimum of editing. The edit
history is save to the main project and the result table is updated.

Reports and Printing

All reports may be printed directlySummary Reports for the single dye project
include Detected Allele Ranges, number of peaks and the calculated CGG repeat size
for each fragment.

CGG Repeat Summary Sheet
Job ID: Amplide_demoProject
Operator. DSlgna\»’Saturalmn Limit(FAM)
Data Processed: 11/20/2013 - 12:01:10
Sample: 5 E‘Slgna\«S\gnal Cutoff
L] Allele Ranges Detected Peak 1 Peak 2 Peak 3 Peak 4 Peak 5 Peak &
Sample File Hor Int M M CGG1 CGG1 CGG2 CGG2 CGG3 CGG3
20%940-F09-2013-10-22-18-11-01-0 22 =200 =200
.fsa
PC-1_AD4_2013-07-26_1_08-23-13. 16 28 54 83 114 >200
fsa
PC-2_B04_2013-07-26_1_08-23-13 16 28 54 83 114 =200
sa
PC-F10-2013-10-22-16-11-01-04.fsa 18 30 a2 56 8s 18
SC-F11-2013-10-22-16-11-01-04.fsa 30 6 »200 =200

Detailed Results Summary Sheet provides a single table image report for the project
and includes CGG repeat results and RFU for all samples in the project.

Detailed Results Summary Sheet
Job ID: Amplide_demoProject Analysis Factors
Operator: Signal Cutoff. 50 Correction Factor(Co). 231.1
Data Processed: 11/20/2013 - 14:14:22 Saturation Limit: 6000 Mobility Factor(Mo): 2.9236
Sample: 5
D Peak 1 Peak 2 Peak 3 Peak 4 Peak 5 Peak 6
sample File €GG1 rfu1 CGG2 rfu2 CGG3 rfud CGG4 rfud CGGS5 rfus CGG6 rfué

20%940-F09-2013-10-22- | 23 35513 >200 683 >200 1431

16-11-01-03.fsa

PC-1_A04_2013-07-26_1 |18 9432 30 9427 6 8313 8s 5415 16 4380 >200 1902
_08-23-13.fsa

PC-2_B04_2013-07-26_1 |18 10932 30 10086 56 4740 es 2788 116 2035 >200 961
_08-23-13.fsa

PC-F10-2012-10-22-16-11 | 19 40228 3 42027 58 10368 8 5761 "7 4456 200 1917
-01-04.fsa

SC-F11-2013-10-22-16-11( 31 29901 58 39105 >200 206 5200 957

-01-04.1sa
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Individual Sample Reports include a Header with Institution and User ID (see
Chapter 9 User Management), analysis time, panel, correction factors and control
sizes; a Conclusion/ Authorization box, electropherogram and result table.

FragileX Analysis Report: SoftGenetics Conclusion
Sample: 20%840-F08-2013-10-22-16-11-01-03.fsa
Project: Amplide_de moProject SGF Panel: AmplideX_CGG Date Initial
Technologist: Co=235.8, M0=2.9135
Report Time: 117202013 - 12:01:10 Control: PC-F10-2013-10-22-16-11-01-04.1=a utherization?
Exp Time: 10/22/2013 - 18:37:14 > 10/22/2013 - 19:33:22 Ctrl fragment sizes: 288.00, 323.10, 328,80, 399.80, 48340, 573.50| A thorization?
Analysis Type: Single Dye Expected Repeat¥Ctrl: 18, 30, 32, 56, 85, 116
[eee NOR || PH I FM |
200 300 400 500 600 700 800 500 1,000 1,100 1200
45,000 ]
40,000
35,000
30,000
25,000 ]
20,000
15,000
10,000
5,000
o Y
527
938
Peak 1 Peak 2 Peak 3 Peak 4 Peak 5 Peak &
CGG1 | Sizet RFU1 | CGG2 | Size2 | RFUZ | CGG3 | Size3 | RFU3 | CGG4 | Size4 | RFU4 | CGGS | Size5 | RFUS | CGGE | Size6 | RFUG
(bp) (bp) (bp) (bp) (bp) (bp)
2 300 35513 [=200 926 683 =200 936 1431

Double Dye Methylation Study Reports

CGG Repeats and Detailed Summary reports:

CGG Repeat Summary Sheet
Job ID: 2dye_demo_draft
Operator. [ siona-saturation Limitieansy [l MissinoMismatched Peak information  *Wissing Dig Cit information andior
Data Processed: 1172012012 - 14:10:57 nvalld Size ranges.
Sample: 8 DS\Q"E\(S\QHEl Cutoff .D\g Ctrl.<Digestion Contral Cutoff
n sampe | Allele Ranges Dotested | Peak Peak Peak Poak Peak Peak Peak Peak
Sample File sanig| met.| tor| mt| pm | Fm | coc |ume | coc |wme | coo | ume | coc |wue | cos | ume | coc |wme | coc [wme | coc | ume
Ratio
20%940-F1.C03.2013-10.23| 100% | 0.95 25 |9R|ze  [SI| 200 [100% | -200 |55 |-200 |100%
05312401152
20%540 P1.G03 2013102 [91% | 097 R PR
3-08-31-34-01.fsa
NTC-P1-D03-2013-10-23-09 (90% |0.71
313401 152
NTCPIHU3-2013-10-23-08 )
-31-34-01.fsa
PCP1.B02.2012.10.23.09.3) 100% | 110 o [ [l [Bee | |7 Jsew |ss % [es 2% [e7 |ow
1-34-01 fsa
100% | 1.10 114 [83% |15 93% |16 |[87% (117 |81% (=200 |2%
PCP1-F03-2013-10-23-08-3 | 100% | 123 5 B (e [ | 51 Jow s | Je | |or |
13601
T00% [ 125 T |o2% |18 oz 116 |suw |17 |ae%
SC-P1-A03-2013-10-23-08-3( 100% | 0.99 1 40% |5 4% |7 38% | -200 |100% (=200 |100%
13401 168
SCPI-E03-2013-10-23-08.3 | 100% | 099 31 |3 [0 |M% |57 |8t | -200 | 100% |~z00 |100%
13601 168
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Detailed Results Summary Sheet

Job ID: 2dye_demo_draft Analysis Factors

Operator: Signal Cutoff. 50 Correction Factor(Co): 231.1
Data Processed: 11/20/2013 - 14:06:21 Saturation Limit: 6000 Mability Factor(Mo): 2.9236
Sample: 8 Digestion Control Cutoff: 90% Background: 0

1) Sample Metrics Peak Peak Peak Peak Peak Peak Peak Peak

sample File [Dye| Dig. |%Dig| Ref | Ref.|CGG| rfu [%Me|CGG | rfu [%Me|CGG| rfu [%Me|CGG| rfu |%Me|CGG| rfu |%Me|CGG| rfu [Me|CGG | rfu [%Me|CGG| rfu |%Me|
ctri [rfu] |Ratio|
20%940-P1-C03 |B [6405| 100%9891 058 (23 [1501{8% |24 |3884]5% |-200|194 [103
-2013-10-23-08
=31-34-01 fra

G |NAN 9807| 23 (1175 24 |1952 =200(187

20%940-P1-G0 (B |5870(91% | 9692 0.97 |23 |1399{6% (24 |4154|5%
3-2013-10-23-0
8313401 f=a

G (504 8370 23 |84 24 | 2038

NTC-P1-D03-20 |B |B044|90% |1306|0.71
13-10-23-08-31
3401 fea

G |82 9305

NTC-P1-H03-20 |B |6430| 89% | 1060{ 0.79
13-10-23-08-31
-34.01 fea

G (579 8334|

PC-P1-B03-201 |B |S940| 1009 9567|110 |19 [1693(3% |31 |1791|59% (33 |9129(5% |56 |2733|44% (57 |4030|38% (85 |(2019|2% |88 (2577|2% |87 ([2151(3%
3-10-23-09-31-3
401 fan

G |NAN 1055] 19 [505 31 1185 33 (535 56 (1325 57 |1672| 85 |51 86 |66 87 |66

B |5940| 100% 9567| 1.10 (114 |988 |93% (115 |1581|93% | 116 (2085 |&7% | 117 [2113| &1%|>=200( 19230|2%

Individual sample image reports with header, conclusion/authorization box,
electropherogram and result table:

FragileX Analysis Report: SoftGenetics Conclusion
Sample: 20%940-P1-C03-2013-10-23-08-31-34-01 fea
Project: 2dye_demo_draft SGF Panel: ASGN_mPCR Date Initial
Technologist: Co=231.1, M0o=2.9236 -
Report Time: 11/20/2013 - 14:10:57 Control: NONE Authorizationt
Exp Time: 10/23/2013 - 09:32:05 > 10/23/2013 - 10:42:50 Ctrl fragment sizes: 283.30, 318.60, 324.90, 354 40, 48120, 568.20| |y
Analysis Type: Double Dye Expected Repeat#Ctrl: 13, 30, 32, 56, 85, 116
DI REH NOR | | PIA | FM
200 300 400 500 600 700 800 900 1,000 1,100 1,200
40,000
20,000
ot
DIG_C 288 934
REF 301 [o44
[es6
DidREF][ NOR_g [ | PM_g | FM_g
200 300 400 500 500 700 800 500 1,000 1,100 1,200

Sample Metrics Peak Peak Peak Peak Peak Peak

Dye | Dig. [%Dig| Ref [ Ref. | CGG| Size | RFU | %aMe| CGG | Size | RFU [%Me | CGG | Size | RFU | %Me| CGG | Size | RFU | %Me |CGG | Size | RFU |%Me| CGG | Size | RFU | %Me
Ctrl [rfu] |Ratio (bp} (bp) (bp} (bp) (bp) (bp)

B 5405 | 100%(9991 | 0.98 |23 299 (150148% |24 (302 |368445% |=Z00|933 |194 | 103% =200 |344 (142 |95% (=200 (955 |147 |182%

G NAN 8807 23 |288 (175 24 302 |1852 »200 |933 (197 =200 (944 | 132 =200 (855 |262
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Repeat Expansion

Overview

Expansions of simple sequence repeats, mainly but not limited to tri-nucleotide repeats, are

responsible for over 40 human diseases’, including: Huntington’s disease, Amyotrophic Lateral
Sclerosis/Frontaotemporal Dementia (ALS, C90rf72) and Dystrophia Myotonica Protein Kinase
(DMPK). In general, an increasing number of repeats results in more severe phenotype and the
number of repeats increase (expand) as the disease gene is inherited. > Best practice guidelines
provide ranges of repeat sizes - 3 tor 4 categories such as Normal, Intermediate, Partial-Penetrance,
Full Penetrance or Expanded. The Repeat Expansion application in GeneMarker software provides

automated calibration from lab-generated controls samples of known repeat length fragments and a

flexible user-interface to customize the settings and ranges for repeat expansion disease studies.

Procedure

1. Import raw data files, make size and allele calls and select Applications - Repeat Expansion

Analysis. The pre-loaded template contains the panel for Asuragen HTT data analysis. Panels

from custom chemistries can be easily constructed (Chapter 5 Panel Editor, or contact
tech_support@softgenetics.com).

Link directly to the Repeat Expansion Analysis application from the sized data.

44, GeneMarker - Aug_2018_projectHTT.SGF
File View Project Applications Tools
= b F E 5 Pedigree

] MLPA Analysis

4t Trace Comparison

Help

BB Alele Call
CAL1_C_100 .
B ral1_C_n) 1 Bxport CODIS
Call_C_20 Overlay View
CAL1_C_20¢

Quantitative Analysis
SMPlex/SMaPshot
MSI Analysis
Clustering Analysis

2 CALT_NF1T]
| CALT_NG11
CaL1_MH11

NAUEﬁS? Il Trisomy Analysis

g NADDTS7_00 Relationship Testing
HNAD3197_07 LOH Analysis
B NADISTOE pyo a1l pA Analysis
Tilling Analysis

Haplotype Analysis
ARMS/Comparative Analysis
Fragile X Analysis

NAT4044 D1

Repeat Expansion Analysis
HAT4044_030 = 5 &

3

&@ - E

07-12-11-21-3708 fza

Marker: |~MNone-- -

»®

MW Range 1 I

MW Range 2

0 150 200 250 300 350 400

450

500

550 600 850 700 750 200 2s0

500

J b A

8-07-12-11-21-3708.fsa

MW Range 1 |

MW Range 2

0 150 200 250 300 350 400

450

500

550 600 550 700 750 200 250

900

B NAT4044_050C092071807-1% 20,000
B MA14044_0B0B 0520180712 10,000
NAT4044_1004092018-07-12 0

! -~ B NTCHO92018-07-12-11-21-37

MTrUAAIO A7 1744 91 25

2. Select from a list of analysis templates, or create/ modify existing templates
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| Repeat Expansion Analysis Settings =
I
Tempiate: I R -
| . i Craste
| Baesie idormations Doies
| Delete Select a template or create one by
| Flepes clement. | CAG ‘ gt &
| 15 Berame entering a descriptive template
Tl - title (Huntingtons, C9orf72,
DMPK....)
Gienotypes & cutoifs
el m :nwv cuw:’_] Bmnort
i i e Enter the appropriate Report
temechge wd L - category, Repeat Cutoff values
Pt ircPen B = and if desired, Highlighting
ol Moo o C — color.
Ma Report epeatt (200 1]
Lo cadcushion Lactors
Comection fschor [COF 53577 2 Calbuse
Mobilty lacion [} B Edt Hanusly Calculate the Cp and M or enter
Fetggpesaion il Corircl CALL WFT1Z01807-1211-21-3708 1a values from lab validation
studies.
Arayre e Bl -
[ ok | ceca
+4ll, Repeat Expansion Linear Factors Calibration — a Xk
. To calculate the correction and mobility factors
i e i from a sample with fragments of known number of
50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 S00 repeats, Slect the Calculate iCOn in the Settings box'
40,000 . .
w00 Select the calibrator sample from the dropdown list
2000 and enter the number of repeats for each peak.
10,000 . ..
, L | Click Apply to calculate and apply the coefficients.

Repeat # Peak (bp)

TChart

17.0 131 300
0 1832 280
500 2153 260
750 2881 g
o 220

- 200

- ® 180

- o 180

- 140

- 120

— 100

= 10 15 20 25 30 35 40 45 50 55 60 65 70 75 80 85
_ Repeat #

[ Regression Result
Corection Factor [C0),  |BA.570 Contral ‘D—\LLNFH 2018-07-12-11-21-3708 Fsa ‘
Maobilty Factor [MO):  [2.314 | A2 L0000 |
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3. Review the Results

Review results in the application. If background shading was specified in the template, cells in that
range will have the designated color. If shading was not specified, there will not be any shading in
report table cells. The analyst can select which of the columns to include in the report table.

il Repeat Expansion Analysis - HTT Huntingtans - o x
aaE B
4l | |
CALY_C_10C11201807-12-11-21-3708 Isa. x
— Db NEW 7 1
e W0 s W0 W0 W0 WA % Su S0 0 @0 700 7 80 80 %0 9 TO0_ 1080 10 180 1200 1250
CALIHFTIZN a0
AL NG
CALT_NHTI2T 0
NASI7_ 1 i
NAD3197 005F
NAD397 010 il
NAD3137_020C
NA197 0500 25,000
NaD3197 0O
HADS137_1008. 25,000,
AT 0IC
NATADA4_O05F 500
HAT4044_010F.
NAT4044_020C 10,000
NAT4De4 0500
NATADI4 0B so00
NATI0LS 1008 |
NTCHOBZS.0) 2 .
NTCHI0ED
RS03183_1AT1 5000 ”
AS03183_240% - lea] [21s] 28]
FSU3NE 44
AS02163_6A07 el
AS03184.1801 Sl Fie. QuaFioa 1 |Coeoon 2 |epen® 2 [Sie 2
AS08 802 — — - - — —
e e | [PocE@er e | HLSR R s 2 [P (50 | Pr
FSONG4_6B07 | [2 [CALI_C_1D1 12018071211 213008 R 450 ] Wz e R 50 253 am FuPen
AS02168_1C0
g o | |3 |CAICTENEOHE A s OB 17 VST 412k WSR  Pedfen 38 w2 (R P a5y o e
RSONESACOE | | Cal T 20811 201 8071211-21 3708058 MOR 7 181 anm HI SR RedPer, 38 83 18758 FuPen 50 283 12130 FulPen
RS0316 B
RSOGO |5 [DALINEVZNBQIIZTIZIGMARs  [NOR (17 182 M1 MLSR  Hedfen 38 w1 AP B 783 ums FuPen
::3;::712 £ [CALLNFIZ016071211213708ka  |NOR 17 132 FI HI SR RedPen 39 1833 16328 FuPen 50 N55 1888 FuPen
ASONG 07 | [T [CALLNGIZNB 0721121 3iaha  |HOR 7 1193 47%  HLSR  RedPen 39 1833 13841 FuPen 50 754 FuPan
:253:?;’;2? B T A e T 7 141 ] RedPen 39 w3 1Ew FPers 50 753 @ FuPen
FSU31834GE | (5 [NADNIS7_ 001 G1CO1G07-12-11-21-3708 I NOR T} 17z s HI FuFen 177 5841 1054
AS03169 6607 : = -
e | [0 [RA RO e SR OR 18 2z @ WA Feer W6 @1 1w
RSO3130_HO | (47 [WANS1S7_010€102018-07-12-11-21-3708 fsdHOR i 122 LIk HI SR FuPen 1% 5010 1706
aenuan s
Save/Print S d Individual S leR t
Use the Print Preview icon to select the desired X
reports to print or save for electronic records. —Sample

Reports are named using the lab specified
template name. The summary report provides a
quick overview of the project results; listing
each sample, x in the cell that corresponds to the
peak range(s) for the sample and the calculated
repeat number of each fragment.

& Al Samples

" Selected Samples - |

—Report Type
v Summary Repaort v Sample Report

v Detailed Summary R eport

—LContent

v Sample Conclusion T able

¥ Show Category Backaground Colar

| x Cancel |

& Dk
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HTT Huntingtons Analysis Summary Report

Project Name: Aug_2018_projectHTT

Sample # 80
Analysis Time: 10/22/2018 - 11:34:22
sample ID Genotype Peak 1 Peak 2 Peak 3 Peak 4
Sample File NOR | NORMu| RedPer| FulPen Repeatt Repeatt Repeat? Repeat2

CAL1_C_10CT12018-07-12-11-213

708 fea X X X 17 39 50 75
CALT_C_T0DT12018-07-12-11-21-3

T08.fsa X X X 17 39 50 75
CALT_C_20AT12018 071211213

708 fea X X X 17 39 50 75
CALT_C_20BT112018-07-12-11-21-3

T08.fsa X X X 17 39 50 75
CAL1_NE112018-07-12-11-21-3708

.fsa X X X 17 39 50 75
CALT_NF112018-07-12-11-21-3708

sa X X X 17 39 50 75
CAL1_NG112018-07-12-11-21-3708

.fsa X X X 17 39 50 75
CAL1_NH112018-07-12-11-21-3708

.fsa X X X 17 39 50 75
NADST97_001G1020 18-07-12-11-21

-3708.fsa X X 18 77

NADS197_005F102018-07-12-11-21

-3708.7sa X X 18 176

NA09187_010E102018-07-12-11-21

-3708.7sa X X 18 176

NA09187_0200102018-07-12-11-21

-3706.fsa X X 18 176

7] Page 1/ PoM

HTT Huntingtons Analysis Sample Report - Metro Hospital Molecular Pathology Laboratory

Sample: CAL1_NE112018-07-12-11-21-3708.fsa

Project: Aug_2018_projectHTT.SGF

C0=69.7, M0=2.9102

Analyst: Analyst 235

Control:

CAL1_C_20B112018-07-12-11-21-3708.fsa

Report Time: 10/22/2018 - 11:38:10

Ctrl Fragment Sizes:

118.10, 183.30, 215.30, 287.90

December 2018

Experiment Time: 07/12/2018 - 18:18:58 = 07122018 - 19:15:16 Ctrl Fragment Repeat#: 17,39 50,75
I Blue_NEW_2
100 200 300 400 500 600 700 200 900 1,000
55,000
50,000
45,000
40,000
35,000
30,000
25,000
20,000
15,000
10,000
5,000
0 M
-5,0004
119
Peak 1 Peak 2 Peak 3 Peak 4
Category NOR RedPen FulPen FulPen
Repeat# 17 39 50 75
Size 119.2 1833 2153 288.0
RFU 44148 20763 14738 16293
QualFlag HI, SR
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Conclusion

The Repeat Expansion Application provides a user-friendly tool to streamline data analysis,
customizable templates for different chemistries and reporting flexibility. GeneMarker software is
compatible with data files from all major capillary electrophoresis systems (ABI PRISMe, Beckman-
Coulter™ and MegaBACE™), and Windows® 7 - 10 operating systems.

References:
1. Repeat expansion diseases. Handbook Clin Neurol. 2018;147:105-123. Paulson H.
2. A Brief History of Triplet Repeat Diseases. Helen Budworth and Cynthia T. McMurray Methods Mol Biol. 2013; 1010: 3-17.
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Chapter 8 Additional Tools

Chapter 8 Additional Tools
Browse By All Colors

Overlay View

Merge Projects
Macromolecules

File Conversion

Filename Group Editor

Output Trace Data

Project Comparison

Convert TXT to Binary

Export Electropherogram
Replicate Comparison Tool
Positive/Negative Control Concordance
Project Edit History Reporting
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Browse By All Colors

Click the Browse by All Colors icon in the Main Analysis
window toolbar.

Navigation and peak editing options in the All Color Browser is
similar to the Main Analysis window. See Chapter 3 Main
Analysis Overview.

To scroll through samples in the All Color Browser, click the drop-
down menu in the upper right corner and select a sample from
the list. Once a sample is selected in the drop-down menu, you
can use the Up/Down Arrow keys to scroll through samples.

Icons and Functions

Zoom In/Out
& e\ . .
Use these icons to increase/decrease the zoom aspect of the electropherograms.

; Show/Hide Mouse Cross Lines
“¥ | When selected, x and y-axis grid lines will appear at the tip of the mouse cursor along with the basepair
size and RFU value of the mouse cursor position.

=== | Show/Hide Bin Ranges
&% | When selected, the Bin brackets at the top and bottom of the electropherogram trace will appear.

— | Auto Scale Markers
I/ | When selected, the RFU intensities of low peaks are adjusted to match the intensity of the highest peak

in the dye color. When low peaks are increased, the intensity magnification factor is noted in the
Marker (2X - 8X).

Print
% Opens the Print Report settings box. See Chapter 6 Reports and Printing.

Overlay View
Applications — Overlay View
The Overlay View tool was developed as an easy way to compare several sample traces at once.

Procedure ™ e . = .
1. Select several samples from the Sample List by placing a check mark —|[B- & &[S @ ©swo oo T7 0 P wm i ]
. . [Sampte it | Line List o ofistay oS prsses] ofise}  ofessls
in the empty box to the left of the filename. T |
. [ 52_404 SCF e
2. Click OK T ([ e
3. The traces will appear in the window to the right. B tmer AT ; o !‘ |
. . 063 D0 SCF i .
4. Slide the 2D Offset bar to the right to de-convolute the traces. Doumss o : :
5. Select the Line List tab to open the list of traces present in the viewer. gi?:ii??i | | et :
0B8_ADS SCF 4000 { i
Select any trace to bold the trace line. Omssr o |
6. Select a marker from the drop-down list to view one marker at a ||fi o et |
time. i i \ B |
7. Select Show 3D to see the traces in a three dimensional view. EE?EESEE wli] | bt gi |
[l ete b ScF B s o o
Icons and Functions =] = T w e w W W

N - Dye Color
Single click to scroll through the dye colors

Zoom In/Out
a\ Single click to zoom in or out on the center of the Trace View window.
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Tools
m All viewing options are selected by default. Unselect these options to change the Trace View settings.

Save
=]

Save the Trace View image as a Bitmap (.bmp) file.

Merge Projects

The Merge Projects Application is available directly from the opening GeneMarker Screen or from the Tools
drop-down menu. After each project is analyzed with the appropriate panel the results may be combined using
this tool. A common challenge for Kinship calculations or cluster analysis in animal and plant populations is
obtaining enough informative markers in one multiplex. Overlapping marker ranges and/or incompatible
chemistry make it necessary to run the same samples multiple times with different sets of marker primers.
Human disease diagnostic research also my require more than one kit (multiplex) to obtain the full range of
allele calls as with Duchenne’s Muscular Dystrophy or Cystic Fibrosis.

By following a naming convention where the individual identifier and the panel identifiers are consistent,
researchers can combine the individual results from multiple panel analyses into one report, providing a more
complete genotype for each sample. This merged report may be imported into other special applications (such
as Clustering Analysis or Relationship Testing) to improve the robustness of the results by including information
from more markers.

& =]
Procedure
1. Save each project for a set of individual files (Please see e —
Chapter 2 General Procedure) Note: Allele editing and Bt |
resolution of any flagged allele calls must be done prior j

to saving each project and importing results into the
Merge Project Tool. fre |
2.  Open Merge Projects from the Tool Drop-down menu
or the Open Folder icon _
Projects - Merge Projects 2 Add project files >OK
4. Report Grouping icon activates the
Grouping screen E
5. Match by Section, Fixed Position or
Group Order »>Match >OK
Note: To simplify this task separate the group identifier
and the exact control identifier by an underscore or
have the same number of spaces for the individual and
group identifiers in a file name. For example - if the
individual’s identification number is 12345 and it will
be analyzed with panel XYZ and panel ABC separate
the sections by an underscore when applying the
sample to the genetic analyzer.

i

Project with XYZ Project with ABC
12345_XYZ_A01 12345_ABC_AO01
12346_XYZ_A02 12346_ABC_A02
12347_XYZ_A03 12347_ABC_A03 Alele Report Settings )
6. Use the Report Icon to activate the Allele Report Settings Th Lalaet B

7. Select appropriate format : é : ::tl::i:::r:: Pedive:[I
For example: Select Bin Table and deselect Show Peak C Pesk Table S:ij:: P
Area for combined reports that will be used in Cluster Analysis or Al Court S
Select Marker Table (Fragment) for combined reports that will be e M S RS
used in RelationShip TeStlng . Orientation ; Show JDZUncenainA\le\;

8. Save the merged project report as a .txt file. Note: The file name e e e e L
will automatically read from the current project. Users may want Bt o i
to use a specific file name for the merged project report. = _ % _
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Icons and Functions

Fio
[E]

Load Files
Activates a dialog box to open the project files to allow

B R B L LT
et o Y TR (¥
AT
[K27774_D709054 -] o

CEEEEINTI o [

W,

merging of allele reports

Renaming Tool

This icon in the upper tool bar activates a renaming tool. Use this function to transiently rename files
3 - |

that cannot be grouped by any of the methods in step 5 above.

Report Grouping
E Activates the report grouping to allow combining allele reports of the same samples that were
produced from different multiplexes

T Allele Report Settings
é Allows selection of the appropriate allele report settings for each analysis type

Save
H Save the combined allele report as a .txt file for use in applications such as Cluster Analysis or
Relationship Testing

Functions
Match by Sections
Automatically separates the sample filenames into groups based on the specified Section Separators.

Group Identification: Identifies how to match the filenames into groups based on the section entered into the
Compare by Section field. The section of the filename specified will be highlighted red in the File Name List.

Control Identification: Identifies which section of the filename contains the reference vs. sample information
based on the section number entered in the Match to Identifier by Section field. The section of the filename
specified will be highlighted green in the File Name List.

Match by Fixed Position

Allows the user to manually identify the characters of the filename
for grouping the samples. Section Separators like “_, -“ are counted
as individual characters.

Group Identification: Enter the number of the beginning and ending
character to identify how to group the samples. The section of the
filename specified will be highlighted red in the File Name List.

Control Identification: Enter the number of the beginning and
ending character to identify which part of the filename contains the
control identifier. The section of the filename specified will be
highlighted green in the File Name List.

Match by Group Order
Allows the user to group samples that contain sequential
identifiers.

Group Size: Enter the number of groups for the analysis. Standard
MS-MLPA analysis would use 2 groups, an LOH analyses
comparing one normal sample to three grades of tumor would use T T

e
4 groups. = e |
|
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Control Identifier

Enter the character from the Control Identification section (highlighted green) that describes the control or
reference sample. Example: N = normal or R = reference. Select Case Sensitive if the Control Identifier needs to
be identified by upper or lower case letters.

Control Match Mode

Choose either Whole Words or Include.

Whole Words should be used if the characters entered into the Control Identifier field need to match exactly.

Include should be selected if the characters in the Control Identifier field only need to be identified in the filename,
i.e. not an exact match.

Macromolecules

Tools > Macromolecules

The Macromolecule Tool aids with analysis of macromolecules without an internal lanes size standard.
Depending on the macromolecule size and configuration, migration rates through CE vary greatly. Internal size
standards of the same macromolecule may not be readily available. This tool enables researchers to physically
identify reference peaks known to have the same size and uses the information to calibrate from one capillary to
another. Characteristics of the aligned data (such as relative size, peak height, peak area) can then be exported in
an excel sheet or printed as an allele report.

Procedure

=

Select File - Import Data from the main analysis window

Select Tools = Macromolecules = Settings

3. Select Add and enter peak range for one group of
fragments

4. Repeat for a second group of fragments at the opposite
end of the size range

5. Select Ok and verify fragment selection (white boxed)

6. If needed, select Tools - Macromolecules >Range to

launch the Peak Range Editor and correct for any

N

fragments outside of the range

7. Align the results, Tools ->Macromolecules - Show
Results

8. Analyze data with Project > Run -> Select Analysis type
Animal - Next = Next > OK

9. Review data, Export Report Table (.xIs or .txt) or Print the
Allele Report

10. If desired, a panel may be made in the Panel Editor to
allow application of local max filter in the Run Wizard

11. Project = Run > Select Panel from the drop down menu

12. Next - Next > OK

Blue_1 | Wutant |
9 97 98 599 100 101 102 103 104 105 108 107 108 108 110 111 112 113 114 115 116 117 1

30,
25,000
20,000
15,000
10,000

5,000 /\

102] 108]

No. | Dye Size Height | Area Marker Allele Difference | Quality Score | Comments
1 Elue 1035 27077 108734 Blue_1 102 o1 Pass 500.0
2 Elue 1095 7380 30021 Mutant 108 0z Pass 500.0
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File Conversion

The file conversion tool is used by institutions developing their own fragment analysis instruments that have

variable time frames for collection of data points.

Procedure

1. Tools > File Conversion to activate
the File conversion screen

2. Select Load File as (X)Y) if time and
peak height information is contained
in the same file

3. Select Load (X_File Y_File) if the time
and peak height information is
contained in two files

4. Save the converted .sgl file for
import into GeneMarker

Filename Group Editor

Tools — File Name Group Tool OR Project — Apply Sample Grouping

Load Fln

TEEESR2 1618087
ENUEEER S TEIAEERT. O

HIMEEIRE X616, 0
TS1LEESD T 406857, 0
WOIEEES 61846858 0
ENLEAE 2 3I5106ERER. D
051sa0ER0 4 618880 0
TEIUEEEIE 5145, 0
E1EERRR 2514408580

< Masiran [ 4

= o

35146852 0
3B
TR0
M0
IR0
TG
I
T

MBI
MBS0
I B
TEA4E
MG
FESTT=T)

4l Data Analyis Process =) 23 ‘ F bl -
A | o T T
Ell 0 fErrEeT
| o I A46E5T 518
0 46557, TN
o FETEET
o fEr—EeT
0 T T
o T 446058 8N4
o XI5 44655, 618
o FETr T
0 196655 5145658, SEER o T 4GRS T4
o 51485653, 31 4888, 0 S 0 o 11445653, TN
0 TH1 445559, 151485655 0 IFEGER 0 0 T 446559 TH14
o 51005, T 4GS, O T 0 o e TN
0 L1 4565 1 45 FETTy 0 e s

The Filename Group Editor was originally developed to be used in conjunction with the Microsatellite Instability
and Loss of Heterozygosity applications where tumor samples are compared to normal samples from the same
patient. Additionally, the Filename Group Editor can be used in the Main Analysis window Sample File Tree.

Procedure

1. Select Tools — File Name Group Tool OR Project — Apply Sample

Grouping
2. The File Name Group Editor window appears

i

Order

5. Enter values for the Group Identification and Control Identification

fields

>

the Matched Groups window

*®

Click the Load Files icon and select all files to pair
4. Choose Match by Sections or Match by Fixed Position or Group by

Enter a Control Identifier value and click Match
7. The samples from the File Name List will be paired into groups in

9. Save the group information as a tab-delimited Text (.txt) file
10. Upload this filename group file into the Group File fields of the MSI or LOH analysis settings box OR the
grouping will automatically be applied if Project — Apply Sample Grouping was chosen.

Icons and Functions

- Load Files
L=~
Editor
Add Files

-+

Remove Files
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File Mame Group Editar =1

Fiokamelst @& 4 — Matched Brougss
7 FLEEIE

1
2 |romemre (1 Nons ‘SCF

T |wcnee 02 Hhd SCF
[T |scnewe 08 None SCF
5 |wonewn 0B Hhd SCF

Mot by Sechores_Mstch by Fined Potton | Grous By Didet

Connd et =] [ame [ Cave Sensiie
Gioup | deriication Section Sepaaluss =
ConparebySecion I ] E |' i — ‘
Coriol entlicasart
Matchia ke by Sectan [2 |

When the samples are paired correctly, click the Save Groups to File icon

Opens a directory window where raw data files can be located and uploaded to the Filename Group

Opens a directory window where additional raw data files can be uploaded into the Filename List field

== | Removes any files selected in the Filename List. Select multiple files to remove by holding down the
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SHIFT key and selecting additional samples

Save Groups to File
n Saves the filenames of the samples paired in the Matched Groups field. Samples identified as Controls
will be in the first column of the Matched Groups tab-delimited Text file.

Match by Sections e snioen i
Automatically separates the sample filenames into groups based |7 i
on the specified Section Separators.

Group Identification: Identifies how to match the filenames into
groups based on the section entered into the Compare by Section
field. The section of the filename specified will be highlighted red
in the File Name List.

Control Identification: Identifies which section of the filename
contains the reference vs. sample information based on the section [*""™"" e
number entered in the Match to Identifier by Section field. The | ==

section of the filename specified will be highlighted green in the it
File Name List.

Matc by Secar_ Mech by Food Pntion | Group B Qe

Match by Fixed Position

Allows the user to manually identify the characters of the filename
for grouping the samples. Section Separators like “_, - are counted
as individual characters.

Group Identification: Enter the number of the beginning and ending
character to identify how to group the samples. The section of the
filename specified will be highlighted red in the File Name List.

Control Identification: Enter the number of the beginning and
ending character to identify which part of the filename contains the
control identifier. The section of the filename specified will be
highlighted green in the File Name List.

Match by Group Order
Allows the user to group samples that contain sequential
identifiers.

Group Size: Enter the number of groups for the analysis. Standard
MS-MLPA analysis would use 2 groups, an LOH analyses
comparing one normal sample to three grades of tumor would use

4 oroups. T LA |
group et 1

Control Identifier

Enter the character from the Control Identification section (highlighted green) that describes the control or
reference sample. Example: N = normal or R = reference. Select Case Sensitive if the Control Identifier needs to
be identified by upper or lower case letters.

Control Match Mode

Choose either Whole Words or Include.

Whole Words should be used if the characters entered into the Control Identifier field need to match exactly.

Include should be selected if the characters in the Control Identifier field only need to be identified in the filename,
i.e. not an exact match.
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Output Trace Data

Tools — Output Trace Data

R — i
The Output Trace Data tool exports raw or sized data of uploaded sample files as T p—
Text (*.txt) or SCF (*.scf) or SG1 (*.sgl)files. i — -
Procedure R R
1. Select whether to export the data as a Text, SCF, or SG1 file ;ﬁi’m‘:“@%‘%@ R
2. Choose the directory and folder to save the exported data to in the Output | EzsiEeis l

File Narne field. e =
3.  Select the samples to include in the output file from the Select Samples field. ﬁf"iﬁz::bg ‘ ;: | oo
4. Select which dye color data to export from the Select Dyes field.
5. Select whether to export raw or sized data from the Data Type options. | |
6. Click Export to export the data to the specified folder. ) ' )

Project Comparison

Tools — Project Comparison

The Project Comparison tool can serve two functions. First, it can be used to compare two independent analysts’ analyses.
Second, it can be used as a validation tool to determine differences in allele calls based on analysis parameters or instrument
runs.

Procedure

1.  After initial dataset analysis, select Tools — Project Comparison

2. The Project Comparison window appears

3. Click the Open Project to Compare icon

4. Use the file directory window to locate and select a previously saved SoftGenetics project file (.sgf, .sfp)

NOTE: Projects with similar datasets and analysis types should be chosen.

5. Click Open and the second project will be uploaded to the Project Comparison tool

6. The first project originally loaded into GeneMarker will be marked as the Reference (R=>) and the second project
uploaded to the Project Comparison tool is marked as the Sample (5=>)

7. Click the Project Comparison Settings icon to choose parameters to compare between the projects

8. Differences will be indicated in the report table on the right. When a difference is selected, each project’s
electropherogram and peak table will be displayed on the left.

Project Comparison Tool

i, Project Companison
c BH W-AQAE =]
g = 2 [samce Markes
Ree> 052 ADA SCF x 051_GO3 SCF - 05102151437 F
[ 0135834 ] D21S11 242
%0 390 400 410 420 4% D135628 3
1,400 0135634
1,200 0185555 N
1,000 Digs100 128 12
00 0 o
o s
i 0135305 450 oL
200 IFNAR 133 15
Ll SEsesese— 02151411 |35
f ) '."& 2 |052_AD4 SCF - 052 |D2151437 |:z T
Sy OS2 ADA SCF - Edled SGF ] I 0
0135628 |37
[ 135634 ]
380 3%0 400 410 20 ) 0135634 |40 | <05 =0+
1,400 D155 |473 491 BONF A%
D1sS1002 |120 14
1.200
[ 7”8 196
1000 3
I
! 5 =
| * D1%35 |49 0L
| w0 PR ez s
200 DZISTANT |04 33
{ 0 / 3 |05 BOASCF-052]021514 127 131
2 paisn |57 20
s DV |27
(Deloted [Corfimed [Commarts OER w
el 0 DIeSs® |79 4%
Sam |1 0 [<Delsted> Jstutter D18S1002 |120 141
_ 0185391 178 185 -
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Icons and Functions

.| Open Project to Compare
& | Opens a directory window for the user to identify a similar project to compare to the project
already running in GeneMarker. The first project in GeneMarker will be considered the
Reference project and the project uploaded to the Project Comparison tool will be considered the
Sample project

I Project Comparison Settings e r——r—— =)
Launches the Project Comparison Settings box with several Pesk Masheds Pest Conpse ens
options for running the comparison. et |
[ Allele Name v Deleted
. . " Marker Name + Peak Size F s I Confitmed
Peak Matched By: Allows the user to choose the principal i o
parameters for comparison. J| | Dok I s
Peak Comparison Thieshold
Peak Compare Items: Options for which parameters should be MaxseeDit [T Moo [T
compared and marked as different. " "
: . [ | zance
Peak Comparison Threshold: Allows the user to qualify the —

ranges for detecting differences in peak attributes.

| File Grouping Tool

= Provides the ability to group duplicate files with different file names analyzed from
different genetic analyzers. . If the projects have different file names they will appear in a list
at the right side of the screen after selecting in the open folder process described above. Use
the file group tool > match by section or fixed position > “Match’” > “OK’

= ) W Fie Mawve Groug Edhtor

dch by Frosd Ponban, G By itet |

| | — -

Gicup ertbcon
Conges Charcts (48

1 Wi s & mase

[EER

Nateh el [13 e o X Caed

e I = |

ST i [fie d [l [
- M W
ETTE L

TARIFF 14
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E| Save Report Table

Provides the ability to export the report table, .xlsx, .xls, .txt, to document differences between the two projects.

Convert TXT to Binary

Tools — Convert Text to Binary Files

The Convert Text to Binary tool allows the user to upload trace data information in
Text (.txt) file format for conversion into a four-color SCF file or a five-color SG1 file.
The SCF and SGI1 files can then be read by GeneMarker and translated into
chromatograms. This tool is useful for institutions developing their own fragment

analysis instruments.

Procedure

1. Click the Load Text File button and select

Text (.txt) files to convert

2. Once files are uploaded, they will appear in

the Text File field

3. The software will automatically calculate a
Recommended Ratio for the user to condense

the number of frames in a single trace

4. Enter a condense frames by XX number in

the Condense Frames field

¥ Aduit intenity

I Uhse Giokad Fatio

Comderen Fiame

Condare Frames. |1

& Losd Test Fle

z M Dt G‘J-

5. Click Export to SG1 if exporting a five-color trace, click Export to SCF if

exporting a four-color trace.

Export Elecropherogram
Tools —Export Electropherogram

The Export Electropherogram tool allows the
user to export the trace images to a
specified folder.

Procedure

1. Use a dropdown menu to specify the
output folder.

2. Specify the prefix and suffix for the

exported file name. The full file name

will be Prefix+Sample name+”_"+Dye

name+Suffix+Extension name.

Select samples, Dyes and Image Size

@

are all available. PNG is recommended
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Export Electropherograms (=]
Dutput Folder: [T \Progrem Files (+BBG oftenetics\Gensharker2 B 7 =]
Selact Samples Select Dyes

o] DM A 72011 111705483003 fsm T [ e
| DM-G-FO1-2011-11-17-08-48-30-01 fsa | Green
| T00%M-AFO9-20111117.0349-30-03 fsm | Vellow

| 1005%0-G -F03-2011-11-17-03-48-30-01 fsa
| Z0%340:4-F10-2011-11-17-09-45-30-04.fsa
| 20%340-G-F04-2011-11-17-09-48-30-02 fsa
| 4i0%M-4-FO8-2011-11-17-03-43-30-03 12

| 402M-G-F02-2011-11-17-09-48-30-01 fsa

| NAD4025-FO-2011-11-12-08-28-12-01 fsa
| NA04025-FO2-2011-11-12-08-28-12-01 fsa
| NAOEE32-C05-2011-11-12-08- 281202 fsa
| NA0EE32-D05-2011-11-12-08-28-12-02 fsa
| NAOEEIE-EN3-2011-11-12-08 2812401 fsa
| NAOEZIE-EN4-2011-11-12-08 281202 fsa
| NAO7S37-C01-2011-11-12-08- 2812401 fsa
| NAO7S37-C02-2011-11-12-08- 2812401 fsa
| NAOS237-405-2011-11-12-08- 281202 fsa
| NA09237-B05-2011-11-12-08-2812-02 fsa
| NA202471-F04-2011-11-12.08-28-12-02.fsa

Export File Naming

m

Prefin: ‘ Suffie:

Red

Dye Image Size

width: | 1024 pirels

Height: |768 pixels

[+ Oneimage per sample
[v Auto Scale Size Range
[# Auto Scale Marker Intensity

Export Format: |{ZRIERIEDS «

Close
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Replicate Comparison Tool

Tools — Replicate Comparison Tool

Many labs choose to run and process multiple replicates of their samples. This ensures that a genotype is still
available in cases of contamination, allele drop out, or reaction failure. Concordance between replicates can then
be used to deduce the genotype of the sample.

The Replicate Comparison Tool is designed for projects in which multiple replicates of each sample have been
uploaded. This tool compares replicates from the same sample to each other, with the goal of determining a
“Consensus Genotype”. The results of this comparison are displayed in the tool’s Report Table. If a comparison
resulted in a conflict (e.g. one replicate had the genotype 11, 12 and its counterpart had 11, 13) the marker is
flagged. The user has the ability to address these flags by entering the deduced genotype through a dropdown
menu. Replicates must be grouped prior to utilizing the tool. This can be done in the in the tool itself (Edit file
groups icon) or via the “apply sample groupings” option in the project menu of the main analysis window.

F

Procedure Replicate Comparison Setting [-s;,_hr
11. Import raw data files.
12. Process data using the Run Wizard Peak Matched By Peak Compare [tems
13. Use the Main Analysis Window and Report Table to 7 ™ Quality
. f d si d allel s, and to make an & Marker Name + Allele Mame
review flagged size and allele calls, y  Dye  Score
necessary edits.
. . . . . [ [~ Deleted

14. Group replicates using the File Name Group Editor (project ™ Marker Mame + Peak Size _ _

— apply sample grouping). [ Siee [ Confirmed
15. Select Tools — Replicate Comparison Tool [ Height [~ Comments
16. Choose comparison settings or use defaults. ® D P Sk [ drea

17. View results in the Report Table.
18. If desired export results. Peak Comparison Threshold

Icons and Functions

@ Replicate ComparisonSettings

i i

Opens the replicate comparison settings window, Ok |

where the user may determine which qualities of each

replicate are compared to one another.

Peak Compare Items - select which quantities to include in the comparison. Marker Name and Allele Name are
initially selected.

Peak Match By - For convenience, some peak comparison items are grouped into three categories. Select one of
the three categories to automatically select the relevant comparison parameters.

Peak Comparison Threshold - As described below, any conflicts arising from the comparison of two or more
replicates are flagged. Here, the user may restrict flagging to only cases in which the difference surpasses a pre-
set threshold.

As an example, suppose the height of a peak was 1000 RFU, and the height of the corresponding peak in a
replicate was 1050 RFU. If the Max Height Difference was set to 10%, this conflict would not be flagged, as it is a
difference of only 5%.

NOTE: Peak comparison thresholds will be grayed-out unless the corresponding comparison item is selected in
the Peak Comparison Items section.

T Edit File Groups
i_-—ﬁ Opens the File Name Group Editor, allowing the user to group or re-group samples within the Replicate
Comparison Tool.
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E e\ E: Viewing Options
= Use these icons to scroll through dye colors, zoom in, zoom out, and set the

axis ranges, respectively. These icons are synonymous with their
counterparts in the Main Analysis Screen.

Browse by All Color
% Opens the All Color Browser, which allows the user to see the alignment of each separate dye trace for a

given sample. Use the sample dropdown menu in the upper right corner to change samples.

= Show Chart/Table
== | Displays a chart below each electropherogram which includes information such as peak size, heights,

and user comments. Right click on the table to modify its contents.

E - Save Report
Use this icon to save the Report Table as a tab-delimited text file. Click the inverted triangle to switch
between export formats. All exports contain a header with project and analysis information.

Whole Report - With this option selected, the Report Table will be exported in its entirety.
Final Report - Exports a header, the status column, and the final genotype column only.

Final Report With Only Valid Alleles - Identical to the Final Report option, with the exception that markers with
none selected as the final genotype (see below) will be excluded from the export.

Regardless of which option is selected, the user will receive a warning if they attempt to export the report table if
Discordant (D) calls are present. Use the pop up dialog box to bypass this message.

«|| SortReport
+ Use this icon to sort replicate groups in the Report Table. There are two sorting options.

Sort by Group Sequence — With this option selected, replicate groups will be sorted according to their order in the
Main Analysis Window file tree.

Sort by Status - With this option selected, replicate pairs with Discordant calls (D) or Null calls (N) will be sorted
to the top of the table. Accordingly, Concordant (C) replicate pairs will be sorted to the bottom of the Report
Table.

Select the preferred sorting option from the dropdown, and then click the refresh icon (white paper with arrows)
to have the sorting take effect.

The Report Table

In the replicate comparison tool, synonymous replicates are compared according to the parameters set in the
Replicate Comparison Settings window. The results of this comparison are organized and displayed in the Report
Table.

The replicate Group Number is in the first column of the table, and the name of the first sample of each group is
listed in the second column of the table, under the Sample Name header. Allele calls for each replicate are
enumerated in the next columns and rows.

The Status Column - The status column is the focal point of the Report Table, as it displays the concordance of
related replicates. The status column is automatically filled with a C, for Concordant, if the replicates are
identical, or if differences are less than predetermined thresholds. If the replicates are different, or differences are
greater than predetermined thresholds, the status column is filled with a D, for Discordant. Finally, if only one
replicate produced any allele calls at a given marker, the status column is filled with an N, for Null.

Final Genotypes Column - The final genotypes column displays the consensus genotype for each marker of each
replicate group.
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Concordant Case - If the status column is filled
with a C, the final genotype column is
automatically filled with the genotype of both
replicates.

Null Case - If the status column is filled with an
N, the final genotype column is automatically
filled with the genotype of the replicate which
has allele calls.

Discordant Case - If the status column is filled
with a D, the Final Genotypes column is left
blank.

In this case, it is up to the user to manually
determine the final genotype. This can be done
using a dropdown menu in the corresponding
cell of the Final Genotypes column.

From the dropdown menu, select the genotype
for the entire locus. The dropdown menu can be
accessed from any of the final genotype cells in
the same row as the discordant marker. After
selecting a genotype, the status will change to
E, for Edit, to reflect that the locus has been
manually changed.

Report [ ~ -

The wuser also has the

option of selecting “none”
instead of a consensus

genotype. Markers for

which none is selected are

not exported in the “Final

Report with Valid Alleles
Only” export option.

Selecting the consensus
genotype:

Mo |Sample Hame | ‘ ‘ |Slalus |Fina| Genn|
1 1120708-10_A08_032 Repl RepZ
Marker Allelel Allele2 Allelel Allele2 Allelel Allele2
D3s13s8 |17 17 C 17
THO El 43 N ] 43
D215M a0 30 C an
D18551 & 12 18 D
Penta E 5 20 g 20 C 5 20
DE5E18 9 n 9 n C 9 n
013537 12 13 12 12 C 12 13
075820 ] 1 El 10 C ] 1
D1EsE23 (11 13 1 12 C i 13
CSF1PO n n C m
Penta D 12 12 C 12
AMEL hd X C i
L) 15 18 15 18 C 15 18
DEs11Te (14 16 14 18 C 14 16
TPOX g n 8 n C g n
FGA 2 25 21 25 C 2 25
0195433 [13 14 13 14 C 13 14
D251338 (17 17 C 17
2 |1120708-20_B03_031 Repl Rep2
Marker Allelel Allele? Allelel Allele? Allelel Allele?
D251388 (17 17 C 17
THO | 43 El a3 C | 43
Sample Name | | |Stalus |Fina| Eenu|
1120708-10_A08_032 Repl Rep2
Marker Allelel Allele2 Allelel Allele2 Allelel Allele2
0351388 |17 17 C 17
THO | 9.3 M | 9.3
D2151 a0 il C a0
0135531 18 12 14 D
Penta E 5 20 5 20 C
DeSa18 9 " | " C
Li1asxe |12 13 12 13 C

The Electropherogram

An electropherogram is displayed for each sample in a replicate group. The electropherograms are positioned
directly to the left of the report table. It displays the alignment of samples within replicate groups. The
electropherogram field behaves exactly like its counterpart in the main analysis window: draw a box from left-
to-right to zoom in, and draw a box from right-to-left to zoom out. However, allele calls cannot be edited while

in the Replicate Comparison Tool.

Clicking on an allele call in the report table will take you directly to the marker containing that call in the
electropherogram trace. Double-clicking on the C, D, or N in the status column will also display the

corresponding locus in the Electropherogram.
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Other Features and Considerations

Disable Entire Replicates

The replicate comparison tool allows the user to remove entire replicate groups from the comparison. To do this,
simply right-click on the Sample Name column of a replicate group and select Disable. Allele and status calls of
disabled replicates will be colored dark grey. Simply right click on the Sample Name column and click Enable to
undo these effects.

Disabled replicates are never exported, regardless of which reporting option is selected.

Report i +| [No [sample Name ‘ | ‘ Stotus_[na G ‘ R
No |Sample Name ‘ ‘ ‘g.am, Final Ee,m‘ p Marker  |Allelel  Allele?  Allelel  Allelez  Allele3 Allelel  Allelez  Allele3

Marker  [Allclel  Allelez  Allelel  Allele2  Allele3 Allelel  Allele2  Allele3 D351358

D351388 |16 7 15 15 17 D THO

THOT 6 7 6 7 c [ 7 FEH

D215711 20 332 8 29 0 D D18ss1

DTES5T |14 15 i) 15 c i 15 Penta £

Fenta E 5 13 13 D DESE18

e 11 11 2 D R

0135317 [10 n 10 n 12 D Dysez0

D75620 |8 1 8 i il D D185539

D165533 |3 1z 9 1 12 D CSFIPO

CSFIPD (10 i 0 T 12 D Penta D

Penta D El 1o 9 1 c 3 1 | AMEL

AMEL [% X Y D i,

v/ 15 13 16 18 D [PESEEE]

DEs1179 (10 13 A0 1 D TPOX

TROX El 11 3 11 c 3 1 TGl

FGA 2 2 Eal 2 c 20 2 195433 =

D155435 |14 14 c 14 (= SFSEE]

0251338 [19 22 18 19 23 D |7||2n1nﬂ-|n_Ans Repl

1 [1120708-10_A08] Repl Rep2 Marker  [Allelel  Allele2  Allele]  Allele2  Allele3 Allelel  |Allele2  Allele3
Marker  [Allelel  Allele2  Allelel  Allele2  Alleled Allelel  Allele2  Allele3 PESEI i 17 3 17
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Automated Control Concordance

Positive Control Template Editor

1. Tools >Positive Control Template Editor to | Positive Control Template Editor =
launch dialog box osiive Comtol Stara
ozltve Lontrol alanaards:
2. Import Genotypes from samples usin
drfpdown mentt}llp P 8 [FCNISTIDENTIFILER. fsa ~| Edt Delete
3. Select from functions to Add new positive Gem"”m ‘ i ——
. . # | Marker Allele1 | Allele 2 OEIELE (B ST IS IV SIS
control samples, Edit or Delete files T NEE o
2 DS W W
3 DrsE0 10 1
Positive Control Template Editor &J ; ggggge :IIE ::é
Wams -PLAIST-DENTIFILER i3 LT E | THM 8 a3 I
TR ] |
D7sEZ 10 71 X Cance 3 D1IW 19 2
DR 2 10 plsam 14 15
o8 83 1M wwia 17 18
0125317 11 1 17 TPO® a a
D16SH39 11 12
13 DIgssl 15 19
DIl 1OMMEL X X
i 1 15 DSs@a 1 n
018551 15 13 16 | FGA 23 = I
AMEL X ®
Dasa1s 1 1
|FGA 23 24
o 0K
4.  Select the appropriate positive control file from the dropdown menu in the run wizard. Summary
message is located at the bottom of the main analysis window. For example, if a project has one positive
control file that is in agreement with the positive control template, the message is PC error 0/1.
‘)‘4“:‘ V‘“‘IT”‘%"‘\L’-L i Bl R
Addilional 5 Identihler Analysis
St el cptions et 2 the (ileter sk g
 Buly Seloc! Bel Ladder
¥ Mo Panel Aduaitnent x PR
i Example of Positive and
Negative samples in
concordance with controls
L1
5. If the positive control samples are not in agreement with the template the message will be
PC error 1/1 and red lines will indicate the peaks in error.
Pasne Contral Temgiate Editer i

Pessiren Contiil Stanchuck:

=] ko | as| ool

| Imoen Genotppes from 5 anghs

s

pecemper 2Ul1o

Example of Positive sample not in
concordance with positive control
template
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Negative Control Concordance

Use View  —>Preferences ->Control
Tracking to select the file name
recognition

GeneMarker automatically changes font
of negative control file name to red in
Filename Tree

Any negative control sample that has
peak(s) will result in a negative control
(NC error) in the Project Summary Bar

Contamination Check

PowerPler_1 -nc-fea - Megative Contral
[past3sa| [ THo1 | [ pzrsit | [
100 150 200 250

4518133 =

D18S51 ][
350

Penta_t |
450 500

200

150

100

| U

PC error: 071

NC error: 1/1

Ladder error: 0/1

FFailed=0

Flagged=7

This link enables analysts to automatically detect any lane-to-lane contamination within a project and compare
each sample of a project to a staff database to detect potential contamination from someone who has handled the

samples.

In order to search the staff database it is necessary to first save the desired genotypes to a

contamination database. This database is separate from the relationship testing (Chapter 8) and cell line
authentication (Chapter 9 percent same genotype search).

Icons and Features

i

]

Save Icon: Launches the "Save As" dialog box. Search Results may be exported as either an excel (.xIs)

or text (.txt) file.

Submit to Database: Opens the "Submit Genotypes" dialog, which enables the user to save genotypes
to GeneMarker’s Contamination database. Genotypes can be uploaded from samples in the current

project, or from samples saved in a text file.

Database Editor: Launches the "Contamination Database Editor" from which the user can manage, edit,
and delete genotypes in the Contamination Database.

Refresh: Used to refresh search results. This is most commonly needed after changing the Similarity

Ratio threshold.

Display Name: Choose between displaying sample names or file names (default).

Saving reference genotypes to the contamination database

1.

Main tool bar - Project - Contamination Check.
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2. Click on the Database icon at the right side of the screen The dropdown box at With Data [
base is empty at this point. It will be available from the dropdown menu after files have e
been added to the database.
,ﬂ Contamination Check 1 S - e e e _‘l ol
Exclude Sample Setting Similarity Ratior Match Type ¥ Color Grouped Display Name
v Ladder ¥ NC V¥ PC Export Greater than ,F % W Within Project [ DB as Comparision & By Drder ,7:* {(-: ;Lemr:l;:mrjame
v with greater than ,1_ null Markers Bl e 5 D G G By Similarity B ,7"/
051_GO2.5CF M with Database [Contamination v Similarity Hange % ’ﬁv‘|ﬂ‘ﬂ|
‘within Praject Iw.th DB ]
Group Mo. | Comparison 5 ample | Reference Sample | Matched/Total Reference | Similarity Ratio | Matched Markersialieles]
1 051_GO35CF 0B5_FO5.5CF 11722 50.00% D1BS1002(128132),  D2151437(127),  D21511(247
2 051_GO3.5CF 819_ADE.SCF 1722 50.00% D18S391(178,182), IFNAR(133151), D21511(242),
3 051_GO3.5CF 819_B06 SCF 11722 50.00% D185391(178.182), IFNAR(133151), D21511(242).
4 051_GO35CF 820_C06 5CF 10/20 50.00% D135628(327 331), D2151411(325), D2151437(11!
5 051_GO3.5CF 820_DOB.SCF 10/20 50.00% D135628(327 331), D2151411(326), D2151437(11!
[ 051_GO35CF 845 E05 5CF 10/21 47 62% D1BS331(176,182], D2151437(127), D21511[242.2
7 051 GO3.5CF 852 FOS.5CF 10/22 45.45% DIBS391M78.1821. D215143711151. D2151112421.
3. Submit genotypes to the Contamination Check Database
a. If the samples are in the current project, submit to database by clicking the Submit button in
the lower right (Figure 2 below)
b. To submit archived genotypes from CODIS format .cmf files, click the Load from CMF - Add -
select the file(s) -- OK
c. To submit archived genotypes from .txt files, format the .txt file exactly as shown in Figure 1
below. Row 1 must have AID (accession ID number) in the first cell followed by the marker
names. Marker names are case specific and must match the marker names of the genotyping
panel. Click the Load from TXT - Add - select the file -- OK
AR3 - £ 18 [
A B 5 D E F G H I J K L M N o P Q
1 AID D351179 D8S1179 D21511 D21S11 D75820 D7S820 CSFIPO CSFIPO  D351358 D351358 THO1 THO1 D135317 D135317 D165539 D165539 D2
2 |Sample_157 11 13 28 32.2 8 10 7 10 15 15 7 9.3 12 14 10 11
3 Sample_156 12 13 27 28 7 g 8 11 15 14 7 7 12 12 10 11
4 |Sample_155 11 11 322 32.2 8 8 10 10 15 15 9.3 9.3 14 14 10 11
Figure1 Txt file format required to save genotypes to the database from a .txt file.
% ) AER S B-aaBE [  Co@w- b wefe
[ HoMatictrtFlaggrnf o SF 50 =
i [ — o -~
Sumdby: [Feiin =
B e e VST B2 I ST LTS e ST 12 o PoETa S T S5 St o ST IFTF PSS FESTTS FY — FEdTt privry| Lsdvmcir|
Idenitier REAL] wa 1w wn REal) ra i 1wl o wr L) w arn
Ideridin 13 ®=: fa k] 13 1517 T 12 1w 155 1517 Te wY we
Identtier e on iz Wiz pEal ) rs iz wn o W rn x
el w13 HFmz 1w &N 1718 k] r1z nn 1w w1 x
Ideritier s w2 n L3 1518 Lat] AL L] i n xY
Idartiie w13 112 "3 wie wa 1ra 1w 1516 a1 3
Idanidier e e w2 1518 rs ma wan e LAE] xY
Idantiie 10 T2 213 "7 ¥91 170 wan 191 i Wy
Ideridier hEall nn wn 6 re LALl wa wiE 913 *
Iddaniifier T w2 1 i a1 12 N 1w [AH] w»y
Ideriifie 17 12 W a3 e 1556 LLAE) wrn ®Y
Idanitie ws 12 16 el nz o " rz x
Ideridien 1715 niz 1516 (3] F10 TN e L] *
Idenitier 13 niz 13 &7 T g s rn KXY
ke 1T w2 1516 ) Eal] nm L1} (3] *
Idaritter s LAl wE (2] 1T e w1 L] s xY
Idartdin wrn L] 517 TR wn ULk ] 17 n wan Xy
Ideritier LEal) = wn ris re w2 3 e LLal) n e xY 2
[Pl 20| PAT_7.Fisa et TPW WA (N Wiz 7 ZE a7 518 (Wit W WY Wiz #E
Figure 2 Submit Genotypes screen. When submitting profiles to the contamination database from a current

project., name, department and short comments identifiers can also be included with the profile in the
contamination database by typing them in the appropriate cell before clicking the Submit button.

To remove profiles from the contamination database

Select the Contamination Database Editor icon |
Right mouse click on the profile and select Delete
3. Hold down the Ctl key and click with the mouse to select several sample, or the Shift key and mouse
select consective samples, right mouse click on the highlighted samples and delete all highlighted
profiles from the databse

N o=
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4. If the databse is large, use the List Conditions and refresh icon to locate samples to delete using the ID
Range or the sample name.

41, Contamination Database Editor =B
[File Edit
| B
GeneMarker Projects Directories I D | 55u| Sample Name [ Name [ Department Comments \
1 1 F MIX05case2_victimfsa
‘C:\F’mglem Files (xB6SoftGenetics\GeneMarker 2 2 M PAT 1 Clsa
5 |3 M PAT_1Ffsa
5 i 4 4 M PAT_7 Cfsa
List Conditions 5 5 M PAT_7 F.fsa
% 1D Range 616 _|F | PCposiive EEE
1 o [9999 —!
Narme:
Sex: Unknow +
Sample Name:
€ Included @ Complete
ﬂ A 1 LI ﬂ Total Pages: 1
D8s1178  |D21511 D75820 CSF1PO 0351358  |THO1 D135317
. [& Name: I | | | I
Allele 1 30 10 10 14 8 1
Ses [Female v Alele 2 11 12 15 93
Sample Name: [-PC-Des;lwecontroI.fsa 7 =

Checking project for potential contamination:

A project with data from MX2005 study (http://www.cstl.nist.gov/strbase/interlab/MIX05.htm) is used below
to demonstrate the contamination check process. The samples are a two person mixture and a single source file;
all of the allele calls of the single source file are included in the mixture. We use these to simulate lane-to-lane
contamination where one of the genotypes is contained within the other. Table 1 displays the allele call and peak
heights for the two samples. Note that all allele calls have a green flag (there are no allele calls with quality
reason flags). It is recommended to resolve any quality reason flags before entering the contamination check. The
percent similarity is calculated using only the green labeled alleles (alleles that have passed all analysis
parameters or that have been confirmed by the analyst in the main analysis window). If a sample has any quality
reason flagged peaks, the sample is used for the contamination check, however, the flagged alleles will not be
used in calculating the Similarity Ratio.

Similarity Ratio = # of reference sample alleles included in the comparison sample x 100
Total # of reference sample alleles

Contamination check parameters include: Excluding control files or files with null markers, the similarity ratio
value, option to use one sample as the comparison profile, compare all samples in project to each other and/or
compare all samples in the project to genotypes in a database. Samples with more null markers than specified in
the Exclude Sample Settings will be excluded from the contamination check (Figure 3). Check boxes for Match
Type are used to specify lane-to-lane similarity of genotypes (Within Project) and/or samples of the project
compared to genotypes within a database (With Database).

Select the preferred settings at the top of the screen. Results for sample to sample comparison are displayed
when the Within Project tab is selected (Figure 1). The results from the Contamination Database are displayed at
the With DB tab (Figure 2). Columns can be reordered by clicking on the column header.
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Il Contamination Check EIEIQ

Exclude Sample Setting Similarity F ati Match Type Dizplay Marm
¥ Ladder ¥ NC ¥ PC Export Greater than IU % % Within Project & File Mame
— ifi 7 " Sample Mame
. Specified Sample as C
¥ with greater than Io null Markers " ST SIS IR

MIx05case?_svidence fsa i| ¥ with Database |HEEEE ﬁlﬂln”

Within Project | with DE |
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2 MI¥0Bcase?_victim.fza MI¥05case?_evidence.fza N/56 Bh.36% D351358(15.16), C

Figure 1: In Group 1, 100% of the Reference sample alleles are included in the comparison sample. In Group 2,
55% of the alleles in the reference sample are included in the comparison sample. The last column of each row
contains the shared genotype. The results can be saved as a .txt or .xIxs, .xIs file from the disk icon.

il Contamingtion Check el =

|~ Enchude Sample Settng Simiity R ator Mabch Type Dhisplage Noaemee
F Ladder [ NC W PC Export Greater than (S0 % W within Project f‘Fﬁ-Nm
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Figure 2: The With DB tab displays the results comparing samples from the project to reference samples in the
database. The single source file from the case and several other single source files were previously saved to the
database to provide matches to the two samples of the project for this demonstration. The results indicate that
100% of the allele calls in MX05case2_victim sample are included in the comparison samples 1 and 2. Four
samples from the database (Reference Samples) have greater than 50% similarity to the Control Sample
MXO05case2_evidence.fsa of the current project. Note also that reference samples retrieved from the databse are
designated with DB:filename in the Reference Sample column.

Table 1: Genotypes of the two samples used in Figures 1 and 2 as examples of positive matches for the
contamination tool.
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Figure 3 A: When the Null Marker allowance is set to 0 any sample with null markers is excluded from the
comparison. In this example Samples PAT_2_C and PAT_2_M have two null markers. They are not included in

comparison.

Figure 3B: To include samples with null markers, increase the null Markers setting to the desired amount and
click the search (binoculars) icon to refresh the table. Lines 19 and 20 show the results for these samples in the

refreshed table.
A, Contamination Check E@g
Exclude Sample Setting Sirnilarity B atic Match Type Display Mame
¥ Ladder [ NC ~ PC |7EXP°"t Greater than |30 % || & yihin Project g ABRETS
Specified Sample as Comparison n Sample Name

¥ With greater than |3‘ null Markers ’-FAT;ELU o L & —I ¥ With Database |Contamination = ﬁl@ﬁlu”
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4 PAT_10_C3fsa PAT_10_C1.fea 19/26 73.08% CSFIPO[11.12),

5 PAT_14_Ffsa PAT_14_Cfsa 17724 T0.83% D135317(11.12),
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Chapter 9 User Management

Overview

User management may be implemented after installation of GeneMarker. The administrator activates User
Managerment from the Help drop-down menu. User management provides control of user access rights,
automatically generates an audit trail of all edits to genotyping projects and is used to customize the
Organization and Operator fields in final print reports of special applications such as MLPA and Trisomy.

Procedure

Select Help — User Management

The Login box appears

Click Run User Protection to activate the setup Administrator

Click OK
You are now logged in as the Administrator
Click the Add User button to add additional users

0PN N

Be sure to select Run User Protection and click OK to exit

User Manager

Enter Organization Name, an Administrator username and password

Click the Access Rights button to set up user type access permissions

ol User Manager - o user sl@ 8

s Wanage | it | Setge]

User Rame [UswType | Cioote Tme

iU

My Bassmord

e Bights

Crirge Uier

(PR e

¥ Fun Uses Prolecion

ok

[y v— ==

Lam—

o
Pt |

Cortrmbra [

=]

bt [T

e =

The User Manager tab displays user information and contains options for creating and deleting users.

User Window
Displays all users by name, type and creation date

Organization
Enter your organization name

Run User Protection

When selected, users will be prompted to log on with a user name
and password. = When deselected, any person can launch
GeneMarker without a username and password.

Add User
Launches the Add User box where a new username and password
can be input. This is also where the user type can be chosen. A

M User Manager - *Admin’ logged in
User Manager | H\stolyl Seltmgsl

=1olx]|

[ Create Time |
7/12/2011 10566:43 AW
741202011 11,0437 AM
741242011 3:34:55 P

[ User Tuge
Adrministrator
Analyst
Lab Manager

User Mame
Adrmin
techl
Jessica_manager

I |
My Password

Access Rights
Change User

Organization: [General Hospital

[~ Run User Pratection

user can be deleted by right-clicking the username and selecting
Delete User.
NOTE: Only the Administrator can add and delete users.

Print Icon
Launches the print preview to print the user management history
or save as a .pdf document.

SofiGenetics

User Management History Tz 313
! Pt

My Password

Launches the Change Password box where the user that is logged in
can enter a new password. The new password must be entered twice
to ensure accuracy.

Access Rights

Launches the Access Rights of User Types box where the different
access rights available to each user type can be identified. Clicking
the Set Default button will return the Access Rights for the User Type
selected back to factory defaults.

NOTE: Only the Administrator can change Access Rights for a User

Type.
Change User
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Access Rights of User Types

Access Rights: User Type:

v| Edit Alleles Reviewer

v Insert Alleles ANzl

vl Delete Alleles Lab Manager l
(¥l Undelete Alleles Administrator

vl Confirm Alleles |
v Unconfirm Alleles |
| Comment Alleles
(v Recall Alleles

¥ Re-Run

¥ Set Run Option
vl Change Template
vl Edit Calibration

| Recover Data

Users:

|v| Enable/Disable Samples
(¥ Comment Samples

W Add Samples to Project
v Comment Project

v Save Project

| Edit Panel

L] Edit Sze

v Export Trace

[ | Update Software

i Set Default Lancel
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Prompts for a confirmation of action then launches the Login box. Choose a new user and enter the user’s

password to login.

History
The User Manager History tab monitors user activity associated with
the user manager function.

Date/Time
Records the computer’s date and time for the activity.

User
Identifies the username of the person that performed the activity.

Events
Records the user manager activity that was performed.

Comments

Gives additional information for the event that was performed. For example, if a user is

username of the person that was added is recorded under Comments.

Settings
The User Manager Settings tab contains additional options for the User
Management function.

Overtime Protection

When selected, GeneMarker will logout the user after the specified
time entered in the Wiait field. When the user is logged out, the status
of the analysis remains unchanged until the user logs back in (with
username and password).

Record Data Edit History

When selected, any changes made to the allele calls of the project will
be saved in the Edit History log. Please see Edit History section below
for more information.

Edit History/Audit Trail

olll, User Manager - *Admin’ logged in

== =]

User Manager  Histary ] Settings |

Date Time: [ User [ Events

[ Comments [

8/5/2007 3:14:45 PM
9/5/2007 3:14:40 P
9/5/2007 3:14:32 PM
8/6/2007 31410 P
9/5/2007 31331 PM
8/6/2007 313:21 PM
9/5/2007 31314 PM
8/5/2007 3:11:08 PM
9/5/2007 310:33 P
9/5/2007 310:14 PM
8/6/2007 1:15:06 P
9/5/2007 3:52:27 &M
B/31/2007 11:10:40
8/31/2007 10:4432 ..
8/30/2007 11:36:30
B/30/2007 11:36:25
8/30/200711:28:34 ...
@ sanmnnT 11-97.90

Admin
Admin
David
David
Kevin
Fevin
Admin
Admin
Admin
Admin
Admin
Admin
Admin
Admin
Admin
Admin
Admin

AAAAA

Delete user
Login
Log out
Login
Log cut
Login
Log cut
Login
Log out
Login
Log out
Legin
Log out
Legin
Log out
Login
Log out
[y

Jonathan
Forcedta log aut.
Forcedta log aut.

Forced o log out.

' Run User Protection

added, then the

dll User Manager - ‘Admins logged in =[E] = ]
User Manager | History  Settings }
¥ Overtime Protection
wait [0 ] mintes
¥ Record Data Exit History
F# Run User Protection

When Record Data Edit History is selected in the User Manager Settings box (see User Management Settings
section above), any change to allele calls in the analysis will be recorded. Changes can also be recovered in the

Edit History feature.

Procedure

1. Click the Show Chart/Table icon in the Main Analysis window.

2. The Peak Table will appear below the sample electropherogram.

3. Make changes to allele calls by right-clicking any cell in that
allele’s row in the Peak Table or right-click the grey vertical bar
at the center of the peak in the electropherogram.

4. Choose to Edit Allele, Edit Comments, Add/Delete Allele, and
Confirm. See Chapter 3 Main Analysis Overview.

5. Once a change has been made to the allele call, notice the pink
shading in the No. column of the Peak Table. This indicates a
change has been made to that allele.

6. Right-click any changed allele and select View History.

7. The Show Edit History window appears.

8. Select a change from the Edit History List to view changes in
the Current/Old Values table. Changes will be highlighted in
red.

‘W, GeneMarker HID - Untided
& FEEW S

55005 001 o

H-0QEE DE® L - e

I3

fEm = e

fii)

1000

&

Conmert

9. To recover a change, right-click the row in the Edit History List and select Recover Old Value.

appear in the Recover column.

10. Click OK and click Yes when the warning prompts you to confirm.
11. Click the printer icon for a print preview and print or save as .pdf options
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Edits History Window

_1olx|
Size [Height  [HiRatio[4rea [orRatic [Maker  [alele  [Diference [Qualy  [Seore  [Stan
1361 00w 1 603 1.00 DaCPONZE 136 00 5000 13§
136.1 10097 100 60356 |1.00 0aCPO0ZE 136 0.0 [ EEEE
4 *
Exit History List
| Edit Time | Organization | User | Operation | Module | He:uvell
1 07A12/2M1 -1%::42:42  General Hozpital Adrmin Confirm Allele AlleleChart H
&h 0k | o 0K X Cancel |
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