Dotmatics

< SoftGenetics

GeneMarker HTS

Quick Start Guide-STRs

\ dN\N/

~—) (~o SNNA\/
:) (: NNN\NY/
VAP AV 4 N

22N

‘-) ~\ (~' s\

August 2023



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| ;



Creating a new project

G New Project ? X

Project Folder:
C:/Users/sarah/Desktop/HTS_DataSets/PowerSeq_46GY\projects\2023-07-19T13-21_v2.6.0-beta2-21.0+4f737d02.ci

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

Motif Path: 8 Use Default Motif
Fullpath of the Custom Motif File

Create Motif Edit Motif

Panel Options

t Options
2800M_S1_L0D1_R1_001 fastq m i
@ consensus
) Remove PCR Duplicates
(] Keep Only Proper Pairs
() Merge Pairs
© Pre-alignment merging
() Post-alignment merging
B Motifs
Filters/Clipping:
() Match Proportion:
Percent = 90
Identity:
© Percent= 90
(O Number = o
Soft Clipping at 3 Q =
25

2800M_S1_L001_001 2800M_S1_L001_R2_001.fastq

() clip mismatched ends
Sequencer:

() Ion Torrent

O Illumina

(O other

Remove Remove Al Filter Settings Clear Settings oK Cancel




G Filter Settings ? X

Mito Variant Mito Alignment STR Filter Rules STR Stutter Rules

File Edit
Maximum Maximum
Sequence AT Sequence IT Sequence Allele  Sequence Allele  Sequence Marker Sequence Marker
arker el Count Count AT Percent IT Percent AT Percent IT Percent Segt;lear:‘cceeAT Seg:lg:f:z "

All v Al 10 10 0.50 2.00 0.50 2.00 inf 2.5




=
G Filter Settings ? X

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

File Edit

Marker Repeat Lenath From Allele To Allele Tvoe Ratio

All v|-- -- -- -1 0.1
CSFIPO  ~ 4 All All -1 0.111
CSFIPO  ~ 4 All All +1 0.037
D10S1248 ~ 4 All All -1 0.13
D10S1248 ~ 4 All All +1 0.013
D12S3%1 ~ 4 All All -1 0.174
D12S391 ~ 4 All All +1 0.027
D13S317 ~ 4 All All -1 0.103
D13S317 _~ 4 All All +1 0.022

Add Rule
Remove Rule
Save Load \ Default \




Creating a new project

G New Project ? X

projects\2023-07-19T13-21_v2.6.0-beta2-21.0+4f737d02.ci
YA [lse Default Reterence

Panel:
Promega_PowerSeq_46GY_v1 bt Panel Options

Create Motif  Edit Motif

Name File 1 File 2 [C) Allow Primer Mismatches
2800M_S1_L001_001 2800M_S1_L001_R1_001 fastq 2800M_S1_L001_R2_001 fastq Sipg“m“';";g:ms
& consensus
() Remove PCR Duplicates
X [C) Keep Only Proper Pairs
() Merge Pairs
© Pre-alignment merging
The project folder was not set, would you like to use: Post-alignment merging
C:/Data/Forensics/Demo/RawData/2016-06-17_at_08-40/ 8 Motifs
Filters/Clipping:
[CJ) Match Proportion:
[ Yes | | No Percent= 90
Identity:
© Percent = 90
(O Number = o
Soft Clipping at 3' Q =
25
[C) clip mismatched ends
Sequencer:
(O Ion Torrent
O Illumina
O other

G Use Default Project Folder

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




Viewing the Results

G STR Results: 2800M_S1_L001_001.bam
File Edit View Report

* Mitochondrial Alignment

Histogram Viewer X | STR Results Table &
Dsss1s Marker Al aepor gl Filter Reason SW Call User Call coer
11600 D55818 n 2 Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter ATCT[11]
D5s818 1 ] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter ATCT[11]_+122>G
D55818 12 ®  Passed Called Called ATCT[12]
D55818 12 @  Passed Called Called ATCT[12]_+12R>G
D251338 21 [] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter GGRA[2]GGAC[1]GGAA[11]GGCR
8700 D251338 22 [ ] Passed Called Called GGRA[2]GGAC[1]GGAA[12]GGCR
D251338 24 [ ] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter GGRA[2]GGAC[1]GGAR[14]GGCA
D251338 25 @  Passed Called Called GGAA[2]GGAC[1]GGAR[15]GGCA
D195433 12 ] Flagged ~ MarkerPercentit -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter CICICT[1]CCTT[10]CCTA[1]CC
" _ D195433 13 [} Passed Called Called CTICTICT[1]CCTT[11]CCTA[1]CC
3 s DI9sA33 14 B  Passed Called Called CICICT[1]CCTT[12]CCTA[1]CC
D151656 n [ ] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter CCTA[1]TCTA[10]
D151656 12 [ ] Passed Called Called CCTA[1]TCTA[11]
D151656 12 [ ] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter TCTA[12]
D151656 13 @  Passed Called Called TCTA[13]
2900 DIS1656  Unknown @  Flagged  CountitMarkerPercentlt —
D25441 9 ] Flagged Countlt;MarkerPercentlt -1 Stutter;-1 Stutter -- TCTA[9]
D2S441 10 [} Passed Called Called TCTA[10]
D25441 13 [ ] Flagged  Countlt;MarkerPercentlt -1 Stutter;-1 Stutter -- TCTA[10]TTTA[1]TICTA[2]
I hd D25441 14 [ ] Passed Called Called TCTA[11]TTTA[1]TICTA[2]
0 !. T !. T T AT D10S1248 12 @  Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter GGRA[12]
u 10 11 12 13 14
Allele D10S1248 13 [ ] Passed Called Called GGRA[13]
D10s1248 14 @  Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter GGAA[14]
D251338
7200- D10s1248 15 ] Passed Called Called GGRA[15]
D125391 17 [} Flagged Countlt -1 Stutter;-1 Stutter -- AGAT[10]AGAC[6]AGAT[1]
D125391 18 ®  Passed Called Called AGAT[11]AGAC[6]AGAT[1]
D12S391 22 [ ] Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter AGAT[13]AGAC[9]
D12S391 22 [ ] Flagged  Countit;MarkerPercentlt -1 Stutter;-1 Stutter -- AGAT[14]AGAC[8]
5400 D125391 23 @  Passed Called Called AGAT[14]AGAC[9]
D2251045 15 ®@  Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter ATT[12]ACT[1]ATT[2]
D2251045 16 ] Passed Called Called ATT[13]ACT[1]ATT[2]
D2251045 17 ®  Passed +1 Stutter +1 Stutter ATT[14]ACT[1]ATT[2]
DYS19 13 [} Passed -1 Stutter;-1 Stutter -1 Stutter;-1 Stutter TCTA[10]CCTA[1]TICTA[3]
g 3600— DYS19 14 [ ] Passed Called Called TCTA[11]CCTA[1]TICTA[3]
S —




G STR Results: 2800M_S1_L001_001.bam
File Edit View Report
° Mitochondrial Alignment  Filter Settings ~ Zoom f§




Viewing the Results

G

Mitochondrial Alignment ~ Filter Settings =~ Zoom f§

STR Results Table

Allele Filter

Marker Name Report Status

Filter Reason SW Call User Call

User

Comment Bracket Sequence

Teld  pesrprion
Warker | The autosomal SR or VSTR lorws (markenpame ]

Filter Reason

SW Call

User Call

User Comment

Passed status indicates the read passed STR and Stutter Filters. Flagged status indicates the read fired one or more
of the STR and Stutter rules.

The rule(s) fired if a read was flagged. If the read passed, was not flagged, the Filter Reason will be >IT, counts are
above the interpretive threshold.

The software call based on the analysis parameters. Called = met all parameters, -1 Stutter (and any other stutter
positions) = Sequence Total Count of potential stutter peak/Allele Total Count of true peak = peak height ratio of
potential stutter peak to true allele. If value is below stutter filter settings, then it is called stutter, if it is above
filter settings then it is a true peak.

Flagged calls will have orange background in this cell (for example, the counts are AT< x <IT) Double click on the
cell to enter the analyst’s decision to call or not call the allele.

Double click to comment on the User Call. Type the comment in the field onthe right and press Save Current to
save the comment in the list on the left, press OK to apply the selected comment to the User Comment field.

Bracket Sequence The STR repeat sequence is displayed in brackets



Viewing the Results

Mitochondrial Alignment ~ Filter Settings =~ Zoom f§

STR Results Table 7 X
Sequence Sequence Sequence Sequence Sequence Sequence Allele Total Allele Total Allele Marker  Marker Total
Forward Count Reverse Count  Total Count  Allele Percent Marker Percent  Balance Ratio Count Count Filtered Marker Total Count

Sequence The number of forward reads with this sequence.
Forward Counts

Sequence The number of reverse reads with this sequence.
Reverse Counts
Sequence Total Counts Total number of reads with this sequence.

Sequence Allele The percent of the reads of that sequence for that allele (Sequence Total Count/Allele Total Count)
Percent
Sequence Marker Percent The percent of the reads of that sequence for that marker (Sequence Total Count/Marker Total Count)

Sequence Balance Ratio The highest value between: SequenceForward%/MarkerForward%, MarkerForward%/SequenceForward%,
_ SequenceReverse%/MarkerReverse%, and MarkerReverse%/SequenceReverse%

Allele Total All reads for this allele (including filtered reads and sequence variants having the same CE allele name).

Allele Total Counts The number of reads filtered for that allele.

e .

Allele Marker Percent The ratio of this allele to all alleles for the marker.
Marker Total Count All read counts for the marker.

Marker Total The number of reads for the marker that were filtered.
Count Filtered




Viewing the Results

Mitochondrial Alignment  Filter Settings = Zoom
STR Results Table

Sequence Left Flank Repeat Right Flank

Sequence The sequence for the reads with flanking sequence in lower case and repeat
sequence in upper case.

Left Flank The sequence for the left flank of the reads.
The sequence for the repeat portion of the reads (not in bracket format).

Right Flank The sequence for the right flank of the reads.

x



Name
D 2800M_S1_L001_001_AnalysisLog.json
2800M_S1_L001_001_pairend_merge_report.tsv
2800M_S1_L001_001_panelprimermatchstats.tsv
[ '] 2200M_S1_L001_001_results.bson
2800M_S1_L001_001_TrimPrimerLog.log
£33 2800M_S1_L001_001_user_edits.csv
[ project.pjt

D project.settings



A B C D E F G
1 |#Report: NGS STR Allele Report
2 #Format: 1
3 |#Version: 2.6.0-beta2-21.0+4f737d02.ci
4 |#Datetime: 2023-08-02T14:39:24
5 |#User: sarah
6 Sample Marker CEAllele NGS Allele Count User Call User Comment
7 |2800M_S1_L Ameloger chrX 8837
8 |2800M_S1_L Ameloger chrY 7671
9 2800M_S1_L Pentak 7 TCTTT[7] 6713 Called
10 |2800M_S1_L PentaE 13 TCTTT[13] 231 --
11 |2800M_S1_L PentaE 14 TCTTT[14] 4457 Called
12 |2800M_S1_L PentakE 14 TCTTT[14] 291 --
13 |2800M_S1_L D18S51 15 AGAA[15]AAA[1] 251 --
14 |2800M_S1_L D18S51 16 AGAA[16]AAA[1] 2971 Called
15 |2800M_S1_L D18S51 17 AGAA[17]AAA[1] 252 --
16 |2800M_S1_L D18S51 18 AGAA[18]AAA[1] 2595 Called



CE STR Allele Report

T8 Y 0N UL AW =

o e g ey
(= B ¥ I S VE R oV

A B C D A B C D G H J
#Report: CE STR Allele Report 1 |#Report: CESTR GM Allele Report
#Format: 1 2 |#Format: 1
#Version: 2.6.0-beta2-21.0+4f737d02.ci 3 #Version: 2.6.0-beta2-21.0+4f737d02.ci
#Datetime: 2023-08-02T14:40:09 4 #Datetime: 2023-08-02T14:40:29
#User: sarah 5 |#User: sarah
Sample Marker Allele Height 6 Sample Marker Allele#l Allele#2 Allele#3 Allele#4 Height#1 Height#2 Height#3 Height#4
2800M_S1 Ameloger X 8837 7 |2800M_S1 Ameloger X Y 8837 7671
2800M_S1 AmelogerY 7671 8 2800M_S1 D8S1179 13 14 15 462 6224 5550
2800M_S1 D8S1179 13 462 9 2800M_S1D12S391 17 18 22 23 242 3826 485 3318
2800M_S1 D8S1179 14 6224 10 |2800M_S1 PentaE 7 13 14 6713 231 4748
2800M_S1 D8S1179 15 5550 11 |2800M_S1THO1 6 9.3 4094 3586
2800M_S1 D12S391 17 242 12 |2800M_S1TPOX 10 11 472 10180
2800M_S1 D12S391 18 3826 13 |2800M_S1 DYS19 13 14 15 475 8228 194
2800M_S1 D12S391 22 485 14 |2800M_S1 D21S11 28 29 30.2 31.2 421 5119 378 5392
2800M_S1 D12S391 23 3318 15 |2800M_S1 FGA 19 20 22 23 254 5257 310 3749
2800M_S1TPOX 10 472 16 |2800M_S1 DYS389lI 30 31 32 791 4939 363




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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