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Launching GeneMarkerHTS

Upon launching the software, the user will have the option to start
a New project or Open a previously saved project.

Marker*"HTS

Forensic mtDNA and STR Analysis Software

©SoftGenetics, LLC

| Fulligner | 870day(s) | 2.6.0-beta2-21.0+4f737d02.ci| ;



G New Project ? X

Project Folder:

C:/Users/sarah/Desktop/HTS_QCTestingData/PowerSeq_S56GMY \projects\2023-06-20T11-13_v2.6.0-beta2-21.0+4f737d02.ci e
Reference path:
C:/Users/sarah/Downloads/mtDNA_NC_012920.gbk

Fullpath of the Custom Motif File

Panel:

Create Motif ~ Edit Motif
Promega_PowerSeq_CRM_v1 v

Panel Options
File 2 () Allow Primer Mismatches
L001_R2_001 fastq e

@ Consensus

[CJ Remove PCR Duplicates
[CJ Keep Only Proper Pairs
() Merge Pairs

© Pre-alignment merging
3 merging

[_J Match Proportion:
Percent= 90
Identity:

© Percent = 90

(O Number = o

Soft Clipping at 3'Q =
25

() clip mismatched ends
Sequencer:

() Ion Torrent

© 1llumina

O other

Amplicon Settings
PHI Settings

Add Remove Remove All  Filter Settings Clear Settings oK Cancel




G New Project ? X

Project Folder:
C:/Users/sarah/Desktop/HTS_QCTestingData/PowerSeq_S56GMY \projects\2023-06-20T11-13_v2.6.0-beta2-21.0+4f737d02.ci

Reference Path: 8 Use Default Reference
C:/Users/sarah/Downloads/mtDNA_NC_012920.gbk

Motif Path: @ Use Default Motif
Fullpath of the Custom Motif File

Create Motif ~ Edit Motif
Panel Options
() Allow Primer Mismatches
Alignment Options
Optional Steps:
@ Consensus
[CJ Remove PCR Duplicates
("] Keep Only Proper Pairs
() Merge Pairs
© Pre-alignment merging
O Post-alignment merging
B Motifs
Filters/Clipping:
() Match Proportion:
Percent = 90
Identity:
© Percent = 90
(O Number = o
Soft Clipping at 3' Q =
R
(] clip mismatched ends
Sequencer:
() Ion Torrent
© 1lumina
O other

JUI NE UV LI asLU

Amplicon Settings

PHI Settings

Add Remove Remove All  Filter Settings Clear Settings oK Cancel




G New Project ? X

Project Folder:
C:/Users/sarah/Desktop/HTS_QCTestingData/PowerSeq_56GMY \projects\2023-06-20T11-13_v2.6.0-beta2-21.0+4f737d02.d

Reference Path: 8 Use Default Reference
C:/Users/sarah/Downloads/mtDNA_NC_012920.gbk

Motif Path: @ Use Default Motif
Fullpath of the Custom Motif File

Panel: Create Motif  Edit Motif
Promega_PowerSeq_CRM_v1 v Panel Options

Name File 1 File 2 ([ Allow Primer Mismatches
10_S8_L001_001 10_S8_L001_R1_001.fastq 10_S8_L001_R2_001.fastq Cx:gﬁond ;gsm
@ consensus
() Remove PCR Duplicates
(0 Keep Only Proper Pairs
[ Merge Pairs
© Pre-alignment merging
() Post-alignment merging
B Motifs
Filters/Clipping:
() Match Proportion:
Percent = S0
Identity:
© Percent = 90
O Number = 0
Soft Clipping at 3' Q =
25

() clip mismatched ends

Sequencer:

() Ion Torrent
© Ilumina

O other

Amplicon Settings
\ PHI Settings \
Add  Remove = RemoveAll Filter Settings Clear Settings \ oK . Cancel




Creating a new project

G New Project ? X

Project Folder:
C:/Users/sarah/Desktop/HTS_QCTestingData/PowerSeq_S56GMY \projects\2023-06-20T11-13_v2.6.0-beta2-21.0+4f737d02.ci

Reference Path: 8 Use Default Reference
C:/Users/sarah/Downloads/mtDNA_NC_012920.gbk

Motif Path: @ Use Default Motif
Fullpath of the Custom Motif File

Create Motif ~ Edit Motif
Panel Options

] Allow Primer Mismatches
Alignment Options
Optional Steps:

@ consensus

(T Remove PCR Duplicates
[CJ) Keep Only Proper Pairs
() Merge Pairs

© Pre-alignment merging
() Post-alignment merging
8 Motifs

Filters/Clipping:

[CJ Match Proportion:
Percent = 90

Identity:

© Percent = 90

O Number = 0

Soft Clipping at 3' Q =

25

Promega_PowerSeq_CRM_v1 v

10_58_L001_001 10_58_L001_R1_001.fastq 10_S8_L001_R2_001.fastq

(] clip mismatched ends
Sequencer:

() Ion Torrent

O Illumina

O other

Remove Remove AllB Filter Settings Clear Settings oK Cancel




G Filter Settings ? X

Mito Variant ~ Mito Alignment ~ STR Filter Rules STR Stutter Rules

Variant Percentage z 10.0%
Variant Allele Coverage = 200
Total Coverage = 200
@ Allele Score Difference £ 10
@ Allele Balance Ratio
SNP = 25
Indel = 5.0

Save Load Default




Mito Alignment Filter Settings

G Filter Settings

Mito Variant ~ Mito Alignment  STR Filter Rules STR Stutter Rules

O et g0 Reads shorter than this enth will e fkcered out

Mito Region
© Entire Reference (O Input Region

Chromosome Start End

chrM 1 592

Positions are inclusive (start through end)

Add Remove
Load BED File Remove All

Save Load Default

OK Cancel

e 01 1659 Reference area where variants may be called




Creating a new project

G New Project ? X

Project Folder:
C:/Users/sarah/Desktop/HTS_QCTestingData/PowerSeq_S56GMY \projects\2023-06-20T11-13_v2.6.0-beta2-21.0+4f737d02.ci

P,

. Create Motif ~ Edit Motif
Promega_PowerSeq_CRM_v1 Mt Panel Options
Name File 1 File 2 () Allow Primer Mismatches
10_58_L001_001 10_58_L001_R1_001 fastq 10_58_L001_R2_001 fastq Sipg““e" . ;&m

@ Consensus

(T Remove PCR Duplicates

[CJ) Keep Only Proper Pairs

() Merge Pairs

© Pre-alignment merging
_) Post-alignment merging

@ The project folder was not set, would you like to use: @ Motifs

C:/Data/Forensics/Demo/RawData/2016-06-17_at_08-40/ Eﬁim son:

Percent = 90
Identity:

I Yes I | No (o] Petryoentz 90

O Number = 0

Soft Clipping at 3' Q =

25

(] clip mismatched ends

Sequencer:

() Ion Torrent

O Illumina

O other

G Use Default Project Folder X

Amplicon Settings

PHI Settings

Add Remove Remove All  Filter Settings Clear Settings oK Cancel




G Project Viewer

SIDO01_R1.fastq

Generating Consensus...
Calculating Consensus Data...
Calculating Scores...

Saving Consensus Data...
Saving Consensus and Reports...

Opening files for:
C:/Data/Demo/GM_HTS/RawData/
2016-09-19_at_11-04\SID002_R1.fastg.b

am
Aligning reads...
Saving Bam...

v

A

I -

G Delete Project Folder

X

Do you wish to delete the project folder?
C:/Data/Demo/GM_HTS/RawData/2016-09-19_at_11-04/

Yes No
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G Alignment Viewer: 2023-07-05T17-42_v2.6.0-beta2-21.0+4f737d02.ci/2391C-A.bam
Reports, Filter Settings Load Report Save BAMEdits SaveReport = Table Settings = Toggle Table Export to Vcf EMPOP




Viewing the Results

G Alignment Viewer: 2023-07-05T17-42_v2.6.0-beta2-21.0+4f737d02.ci/2391C-A.bam — O X
s e S5 Global View - Forward read coverage in blue and reverse read coverage i <
() Blocks 12,000
@ variants 8,000
@ zZoom Global 4,000
228 235 242 249 256 263 2
Reference [G G &4 C AT & & T & & T & ACAEATTGSEAETGTCT
Consensus G G G G

Motifs (green)
Amplicon (blue)
G G G G
G G G G
G G G G
G G G G
5 |G G G G <
b O (€] (£
G G G G <
G G G G
10 (G G G G <
b O (€] (]
G G G G <
G G G G <
G G G G <
15 |G G G G <
G G G G G ( <
G G G G G G
G G G G G G <
2391C-A.bam 4/_ O Major O Minor © Both
Index Position  Ref Alt IUPAC Variants  Variants % Coverage A(#F#R) C(#F#R) G(#FZR) T(EF=R) Del#F2R Ins(ZF#R) A% C%
1 263 A G 263G A263G 99.95 13399 2:3 0;1 4387:9006 0;0 0;0 0,0 0.03 0.00
2 315 G insC 315.1C C315insC  93.32

_:5529 0:0 0:1 917 35187  0.00 99,51
3 523 A del 523del  AS523del  99.84 ; :0 0:0 0:0 192:12953 0.0 0.15 0.00

4 524 C del 524del C524del  99.85 13166 00 0:19 0.0 0;0 192;12955 00 0.00 0.14




Viewing the Results

G Alignment Viewer: 2023-07-05T17-42_v2.6.0-beta2-21.0+4f737d02.ci/2391C-A.bam = O X

Reports, Filter Settings  Load Report  Save BAM Edits =~ Save Report Table Settings ~ Toggle Table Export to Vcf EMPOP

(J Blocks 12,000
@ variants 8,000
@ zoom Global 4,000
156 311
v v
Reference [CeCAGCCACTTTCCACACAGACATCATAACALAALATTTICCACCALALCCCCCCCTCCCCCGCTTC,
Consensus [ G G G || || | {§
A
Motifs (green)
Amplicon (blue) .
| | || | 5
) = [ | [ | MG |
White area/space: in | | A
between reads i = = =E
Deletion: Burnt Orange = [ | =(§
. [ | G
e Insertion: Purple ] ] BG
A: Green | [ | MG
. Bl [ | [ ] e
G C: Blue = ] =G
G G: Black [ | G
G ) [ | | G
T: Red = | e
€ N: Gray text [ G8c
oray O = e
G PHI region: Gray box ] | G
G [ [ e}
2391C-A.bam (O Major O Minor © Both
lnde; Position  Ref Alt el(#F:ZR Ins(®F:ZR) A% C%
1 263 A G 0 00 0.03 0.00
2 315 (= insC 315.1C C315insC  93.32 5561 0;0 5;5529 0;0 0;1 917 3:5187 0.00 99.51
3 523 A del 523del A523del 99.84 13166 0;21 00 00 0;0 192;12953 0;0 0.15 0.00
4 524 C del 524del  C524del  99.85 13166 0:0 0:19 0:0 0:0 192:12955 0:0 0.00 0.14




M

(

Index Position  Ref Alt Variants  Variants % Coverage A% C% G% T% Del% Ins%

; A G AT3G 99.83 1805 0.1 0.00 99.83 0.05 0.00 0.00

2 114 € A C114A 1219 2001 12.19 87.75 0.00 0.04 0.00 0.04

3 143 G < G143C 0.04 2240 0.00 0.04 99.95 0.00 0.00 0.00

4 146 T < T146C 12.01 2206 0.00 12.01 0.00 87.98 0.00 0.00

5 152 T C T152C 16.98 2220 0.00 16.98 0.00 83.01 0.00 0.00

6 195 T € T195C 16.75 2172 0.00 16.75 0.00 83.24 0.00 0.00 o

R B $ R I P Sy Ry e ey e A 4
G Save Report ? X T :: $ G Load Report ? X - ::
T = -
- . C i R
Save Report in subfolder: 'Tr 7/ Load from folder: B C
[Revised| | ] | [Revsed =1 E ¢
I._ R -
T = -
[ o || cancel |} - $ Revised2 o
..... o ey | IE T S - E E

_‘




[) 10_58_L001_001.bam

[ ] 10_58_L001_001.bam.bai

[ ) 10_58_L001_001.bam.cns

D 10_S8_L001_001.bam.cns.index
10_58_L001_001_AlignmentStatistic.log
10_58_L001_001_Amplicon.txt

D 10_58_L001_001_AnalysisLog.json

D 10_58_L001_001_ConsensusSequence.fa
10_58_L001_001_ConsensusStatistic.txt
10_58_L001_001_low_coverage_report.txt
10_58_L001_001_major_report.txt
10_S8_L001_001_minor_report.txt
10_58_L001_001_Motifs.txt
10_S8_L001_001_panelprimermatchstats.tsv
[) 10_58_L001_001_results.bson

10_S8_L001_001_TrimPrimerLeg.log

10_58_L0O01_001_variants.txt

[] project.pjt

0 project.settings



G Project Viewer

C:/Data/Demo/GM_HTS/RawData/ A
| SIDO01_R1.fastq | 2016-09-19_at_11-07\SID006_R 1.fastg.b
| SID002_R1 fastq ||am
reads...

| SID003_R1.fastq | | cipping...

Saving Bam...
| SID004_R1 fastq | Making Temporary Fiks...
| SID005_R1.fastq | Caknaa::g ((::onsensus Data...

Calculating Scores...
| SID00_R1.fastq || Sty e ..

Saving Consensus and Reports...

v
Conpae | | et | [t |

GeneMarker HTS — September 19th 2016



Comparison Tool

The Sample to Sample Comparison table (top half) shows a similarity table for the selected samples.

G Comparison Viewer — O X
Filter Settings ~ Major to Major ~ Major to Minor ~ Minor to Minor
Sample to Sample Comparison Proportion of Shared Variants: None l: All
SID001_ R1.fa SID002_ R1.fa SIDOO3_R1.fa SIDO0O4_R1i.fa SIDOOS_R1.fa SID006_R1.fa
1% 1% 20% 17%

20% 17%

N% N%

SID002_R1.fa

SID001_R1.fa 100%

SID003_R1.fa 4% 4%

SID004_R1.fa 4% 1%

Row: () Both (® Major () Minor Column: () Both @ Major () Minor
Showing (Row's Majau N Column's Major) / (Row's Major U Column's Major) Show Percentage Use Jaccard Index
Comparisons can be made between major It is possible to show the absolute
alleles, minor alleles, or both on each axis number of variants in common, or

(row and column) the percentage.

GeneMarker HTS — September 19th 2016



Variant Comparison

.MajorAlele .IVhorAlele .LowCoverage

A73A

A73G

AS3G

T146C

C150T

T152C

SID001_R1.fa SID002 Ri.fa SIDOO3_R1.fa SID004 R1.fa SIDO0S_R1.fa SID006_R1.fa ()

0%

0% 0%
0% 0% 0% 0%
0% 0% 0% 0%

GeneMarker HTS — September 19th 2016



Please contact tech_support@softgenetics.com
if further assistance is needed.

Visit our website for more information:
softgenetics.com

Thank you for using GeneMarker HTS!

GeneMarker HTS — Aug 2023
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