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Review Raw Data
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In the main toolbar select
Process - Settings

I &

Fragment Size
b atching B aze Humber IEEI
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[T Exclude 1st Base Difference > |200 j [T BazePatch
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—Fairing
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Trimrming
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v Score Trim (15 [10-40]

For first run analysis select
Default and then select OK T
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Analyze

el Mutation Surveyor
File Help

Process Display Reports Tools
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#-[2) GenBank File

=B sample File
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Browser Pane
-

gght Mutation Surveyor

Click Run icon in main toolbar
to begin analysis

Your samples will be compared to
references

The first window to appear is the
Mutation Report
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Nucleotide, Amino Acid,
and Database window

Trace windows

*B12.gbk
*B27.scf
*-20.scf

=37 .scf
*627 =cf

“812_gbk

dbSHP
dbNSFP
Cosmic
clinVar
Artifact

File Process Display Reports Tooels Help

=l T2 RB|EBEBEE|=

17:41245485 17:41245430 17:41245475 17:41245470 17:41245485 17:41245450
¥ ¥ v v v v v v 1 1 1

17:41245455

See pagel3 for importing variation databases
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Graphic Analysis Display .

By double clicking a mutation cell in
£ s U] 0 B e the Mutation Report, the Graphic
Analysis Display window appears
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Heterozygous Indel Detection

Brown bar in Mutation
Electropherogram
indicates that a
heterozygous indel is
detected

Double click mutation call
or select icon to open
heterozygous indel
deconvolution tool
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Custom Report Builder W

¢)l Mutation Surveyor Click the Custom Report Builder
File Process Display Reports Tocols Help . .

cH =8 0 BEEE @A TIETE TN Iconlhthemalntoolbar-

F=EE (1 ntled) _ I—I _ Default settings group by Contig and

pair Forward and Reverse files

Custom Report Settings
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BRCAT_012345_ 134 1 BRCAT_Amp BRCAT MM_007300.2  MP_0092311
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BRCA1_254381_134_1 BRCAT_Amp BRCAT MM_007300.2 NFP_0092311 10 3199863 GA, 32003C: T p. 32232T>C.p.
T Order ITlace Position 'I from character |1 BRCAT_264381_134_2 BRCAT_Amp BRCAT MK_007300.2  WP_009231.1 10 3199806 GA, 32003C:T p. 32232T:Cp.
BRCAT_264331_134_2 BRCAT_Amp BRCAT MM_007300.2  MP_0032311 10 319986 G4, 320030 T p 32232T:Cp
BE.7% BE.7% BE.7%

Group Summary _--__--_--

" Do Mot Show Group Summary Information BRCAT_012345 144 1 BRCAT_Amp BRCAT NK_D07300.2  WP_009231.1

BRCAT_012345 144 1 BRCA_Amp BRCAY MA_007300.2  MP_009231.1 10 55 58

BRCA1_012345 144 2 BRCAT _Amp BRCAT Mhi_007300.2  MWP_003231.1 10 56 58

BRCAT_012345_144_2 BRCAT_Amp BRCAT MM_007300.2  MP_009231.1 10 55 58

BRCA1_185723_144_1 BRCAT_Amp BRCAT MM_007300.2  MP_0092311 10 55 57 32533C>CT ¢
BRCAT_185729 144 1 BRCAT_Amp BRCAT Mhi_007300.2  WP_003231.1 10 54 53 32833C:CT
BRCA1_185729_144_2 BRCAT_Amp BRCAT MM_007300.2  MP_009231.1 10 55 57 32533CCT ¢
BRCA1_185729_144_2 BRCAT_Amp BRCAT MM_007300.2  MP_0032311 10 54 53 32533C>CT ¢
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Project Reviewer

Click Display menu in main toolbar and
choose Project Reviewer Report
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Mutation Surveyor

File Process Display Reports Tools Help

> T8 BEBEBE &A=

Click Clinical Report Icon
i
in main toolbar

Clinical Report Settings

Adjust Display preferences e
Add a Custom Header file W Samples with Mutations Orly Page Settingsl

[~ Samples with Negative Mutations
Header File: I |
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W Show Mutation Electropherogram I~ Show Trace File Mame

Software: Mutation Surveyor Company: SoftGenetics LLC 5
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15t Order IContlg Vl fram character
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|1 to |3
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SNP:31520A>AC, p. Q356QR, GCCAGA>CCRGA
365 370 Load Sample |0
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Variation Databases

Variant annotation from external databases can be imported and displayed in the
Variation Tracks pane of the Graphical Analysis Display. The Tracks pane will also
display the positions of any known deleted mutation calls that have been added to the
User Knowledge Database as either a false positive or artifact.

Cliriar
Cozmic
dbMSFP
dbSHP
Artifact

Falze Positive

--------------------------------------------- 1:216462735
A=
ID=rs536872545

To get started, a whole human genome reference first needs to be imported. Please use
the instructions on the following pages to complete this process. Projects will need to

include GenBank files with chromosome coordinate information for display of Variation
Tracks.

Note: Depending on the size of the files, the import process may require additional computer RAM and
disk space and may take several hours to complete. Please contact us for more information at
tech_support@softgenetics.com if interested in this feature.



In the main toolbar select
Tools - Reference & Track
Manager

il Mutation Surveyor

File Process Display Reports | Tools Help

e M| IT|E| 2B G8KFlkdior

Click on Import Reference link

Advanced GBE File Editor
SEC File Editor

Filename Editor
2D Filename Match Editor
MD Filename Match Editor
Print Header Editor

Create SCF
Convert To SCF
Extract SGP

SGP Comparison
Mutation Assembly

Sequence Assembly

Mutation AutoRun

Mask Vector Sequence
Output Trace Data
BasePatch

Reference & Track Manager

= SoftGenetics Reference & Track Manager — *
Storage Path:  C:\Users\Public\Documents\SoftGenetics\MextGEMe \References ¢
Genome Build: ~ |
[ ——
Preloaded References Build Reference I Import Reference
Reference 5 > Comments
= SoftGenetics Reference Setup
Human_v 3%
Welcome to the SofiGenetics
Reference Setup Wizard
This wizard will guide you through the installation of
SoftGenetics Reference.
Itis recommended that you dose all other applications
before starting Setup. This will make it possible to update
relevant system files without having to reboot your
computer.
Click Mext to continue.
Tracks Import Track =
Track ery  Last Modified Location
Clinvari142 Thursday, Decemb...  Human_v37p10_dbsnp 135
Clinvar201 01/19/16 07:42:58 Human_v37p10_dbsnp 135
Clinvari144 02/05/16 14:55:38 Human_v37p10_dbsnp 135
Cosmic\ws? il Wednesday, April 0... Human_v37p10_dbsnp135
custom'din [ Next = ] [ Cancel | 01/19/16 07:47:32 Human_v37p10_dhsnp135
dbNSFR\2-2 : Tuesday, Decembe...  Human_v37pi0_dbsnp135
ESP A B0 - TS O T T —— - Thursday, June 19,... Human_v37p10_dbsnp135
ESP&500Y137 custom Human_GRCh37 Yes 05/13/15 11:15:48 Humian_v37p10_dbsnp 135

Follow directions in the SoftGenetics
Reference Setup Wizard to install a full
human genome

For detailed import guide please contact tech_support@softgenetics.com




Import External Database Annotatior

In the main toolbar select Tools - Reference & Track Manager

Storage Path: C:\Program Files (x86)\SoftGenetics\NextGENe \References

Genome Build: [

Preloaded References

Redereee puoes b Sopotaton o8 Click Import Track
Human_v37p10_dbsnp135 Human_GRCh37 sg_grch37p10
Human_GRCh38_106_dbSNP141 Human_GRCh38 ch38r106

= e TP and select the

Human_v37p13
external database
to import

Tracks

Track Genome Build Last Modified Location dbSNP/Clinvar
dinvar\20170801 Human_GRCh37 08/22/17 16:54:57 Tracks COSMIC
dinvar\20171029 Human_GRCh37 2017-11-08 14:32:02  Tracks dbNSFP
dbsnp\p150 Human_GRCh37 05/09/17 13:37:16 Tracks

; dbscSNV
UKDB\Artifact Human_GRCH37 2017-12-18 10:55:22  Tracks
UKDB/False Positive Human_GRCH37 2017-12-18 10:55:24  Tracks Custom Variant Track
CiinVar\20170501 Human_GRCh37 05/08/17 08:20:23 Human_v37p10_d
Cosmic\68 Human_GRCh37 Tuesday, January ... Human_v37p10_g Gene Annoation Track
dbNSFP\2.9_commercial Human_GRCh37 04/01/15 15:50:47 Human_v37p10_dbsnp
dbSNP\149 Human_GRCh37 01/30/17 18:22:55 Human_v37p10_dbsnp135 ¢
EXAC\0.3.1 Human_GRCh37 06/24/16 13:57:39 Human_v37p10_dbsnp135 y
Clinvar\142 Human_GRCh338 Monday, February ... Human_GRCh38_106_dbSNP141 '/
dbNSFP\2.5 Human_GRCh38 Thursday, Februar...  Human_GRCh38_106_dbSNP141 y
dbSNP\142 Human_GRCh38 Monday, February ... Human_GRCh38_106_dbSNP141 |

For detailed import guide please contact tech_support@softgenetics.com
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Query Database Annotation

m eyo

Process Display Reports Tools Help

In the main toolbar select
Process-> Query Reference
Tracks

Rederence Genome Buld
Human_GRCh37

Select databases to query in B ' o

v pit_dbs
Human_v37p10_dbsnp135

Mutation Surveyor projects

| Run Ref &Track Manager

For detailed import guide please contact tech_support@softgenetics.com
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