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Import Data

* Import data by Automatically create samples from files
* Browse to /home/flow/FlowData/DNA-seq

» Select the avallable .bam file

« Select data type as DNA-Seq
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Select files

Import bcl files



Coverage Report

Once the download completes, the sample table will appear Iin
the Data tab.

 Click Analyses tab
 Click DNA-seq data node
* Click Coverage report In the QA/QC section of the task menu
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» Quantification



Coverage Report

» Set the Assembly to Homo sapiens (human) — hgl9 chr22
and the Annotation model to RefSeq

e Click Finish to run

Select Annotation file

Assembly | Homo sapiens (human) - hg19_chr22 v

Annotation model | RefSeq (Administrator) v |

Add minimum coverage levels

Coverage level ) Ix ®
20x ®
100x  9¢
x 4
Advanced options
Strand specificity o INO v

Generate target enrichment graph 9

Use multithreading 0 v

Back Finish



Coverage Report

* Double click the Coverage Report node

 Click a sample name for a sample-level table

Annotation model RefSeq

Strand-specificity No

Qptional columns

Sample name ¢ 1x ¢

NA12878-chr22

30.76%

jion reports

20 &
3T74%

100x & | Average coverage
0% 346

Rows perpage 25 -

On-target vs, off-target

Average quality =
24.02
(1of1)

On-target alignments

get [ Off-target

Off-target alignments &
488

Download

Coverage summary

Position (5 -> 3

NA12878-chr22

Region name *
NR_122113-DUXAPS
NM_001136213>POTEH
NR_046571>POTEH-AS1
NNM_001005233>0R11H1
NIM_014406-CCT8L2
NR_001591>TPTEP1

NR_040115>ANKRD62P1-PARP4P3

NM_001318251>XKR3
NM_175878-XKR3
NR_003607>HSFY1P1
NIM_001037814>GAB4
NR_015352>CECR7
NR_152825-CECR7
NR_152826>CECR7
NIM_001289905=IL17RA
NIM_014339=IL17RA
NM_001163079=TMEM121B
NM_031890>TMEM121B
NR_103793>LINC01664
NM_017829>HDHD5
NM_033070-HDHDS5
NR_024482>HDHD5-AS1
NR_024483>HDHD5-AS1
NI_001282225>ADA2
NIV_001282226=ADA2

Chromosome <

Start &
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17,517,460
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17,602,485
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Stop +
16,193,010
16,287 938
16,277 578
16,449 805
17,073,701
17,129,721
17,156,431
17,302 590
17,302 590
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17,489,113
17,540,961
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17,596,585
17,602,258
17,602,214
17,612,995
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17,648,336
17,700,476
17,700,476

Strand

+

Rows per page

Total exon length

2107
2,037
1,492

Reads &

375
473
285
197
549
271
218
248
248
357
426
678
678
678

118
118
208

86

83
83
53
53

% GC ¢
44.98%
4779%
45 17%
4356%
5570%
5225%
38.39%
3864%
38 60%
37.36%
56.81%
5653%
56.44%
58.38%

0%
50.94%
60.84%
72.93%
54.75%
4818%
8160%
7183%
65.04%
56.37%
56 69%

(1 of 49)

%N
0.31%
0.17%
0.15%
0.37%
0.15%
0.23%
0.23%
0.18%
0.18%
0.22%
0.34%
0.17%
0.17%
0.20%

1.19%
0.35%
0%
0%

x 2
97.06%
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100.00%
100.00%
96.43%
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67.96%
67.45%
63.96%
0.01%
1.07%
967%
28.80%
99.49%
458%
622%
42.06%
68.53%
3.88%

3.18%

20x &
14.19%
1.52%

100x <

Average coverage ©
10.08
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10.18
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7.94
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o
0.04
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022
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5.94
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013

Average quality *
2523
2474
2585
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2757
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2477
2390
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Filter Alignments

* Click the project name to return to the Analyses tab

« Select the DNA-Seq node
* Click Filter alignments in the Post-alignment tools

Analyses Data Log Project settings Notebook Data viewer | Attachments

ist generator
X DNA-Seq
4’47‘ v Partek development
eeeeeeeeeeeee
DNA-Seq

> QA/QC

v Post-alignment tools

Filter alignments

Downscale alignments

Convert alignments to unaligned reads
Combine alignments

Deduplicate UMIs

AGeNT Locatlt

» Quantification



Filter Alignments

I ¥| Filter duplicates 6'

 To get rid of the PCR duplicates e @ ool o
check the Filter duplicates option =g ol

» Choose Consider each read end = brmmee=dl &
separately and duplicate as Same e
start and same sequence option

» Select Filter low mapping quality

e Push Finish i region overpping aignmnis @

Exclude region overlapping alignments o

Additional filters

Remove singletons
Remove unaligned reads
Remove not primary reads

Remove failed platform/vendor quality reads

Qe o0 e O

Remove perfoptical duplicates

Back Finish



Detect Variants

e Select the Filtered reads data node
* Choose Samtools in Variant Callers from the task menu

* Choose Assembly to Homo sapiens (human) — hg19 chr22
as reference

® CI ICk FI n I S h Variant detection method | Against reference v

Select Reference sequence

Assembly @) I[ Homo sapiens (human) - hg19_chr22

Advanced options

Option set | -- Default -- ] Configure

Back Finish



Inspect Variants

» Select the Variants data node

* Choose View variants in Variant analysis from the task menu
» Use default settings and click Finish

* Double click the View variants task node for results

Sample name ¥ | Average variant quality < Variants ¢ | SNVs <  Indels < Ti/Tv ratio ¢ Het/Hom ratio &
NA12878-chr22 60.64 1,652 1,552 100 | 2.12274 (1055/497) | 3.39 (1276/376)
Rows per page 25 v (1 of 1) Download

2 Variants per chromosome
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Annotate Variants

* Click the project name to return to the Analyses tab

» Select the Variants data node

* Choose Annotate variants in Variant analysis

« Select Annotate with genomic features and point to RefSeq
» Select Annotate with known variants and point to dbSNP

Y CI ick Fi n i S h to Start Assembly Homo sapiens (human) - hg19_chr22
Annotate with genomic features v
Annotation model | RefSeq (Administrator) v |
Promoter upstream limit @) 5000
Promoter downstream limit o 5000
Annotate with known variants v
Variant annotation dbSNP (Simit Patel)

Back Finish 10



Variants Report

* Double click the Annotated

NA12878-chr22 hd

Variant

- Add annotation - v
Selected annotations

All -

Variant type -
Known variant —-—
Region -
Sub-region -
Selected variants: 1652
Apply selection as filter

Variants (1652

SI
)

Known (919)

Unknown (733)

Coding (281)

Non-coding (13771}

Missense

Synonymous (109)
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2 4 |2
23 | 4 22
2 4 |2
25 4 |2
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16150589
16151138
16151682
16151782
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16186837
16186838
16260034
16276569
6820

16
16276889
16277059
16282259
16440491
17072483
17073066
17002597
i

2673
17002688
17002702
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[Search

52844566
rs1170262
52019757

153931625
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rs53T791337
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3
Bar
13.30
1161
62 00

600
2942
7200
18.01
2939
4932
11.16
2632
1344
103.00
95.00
30.40
1585
118.00
28.30
16.09
52.00
18500
199.00
157.00

Non-coding RNA
Non-coding RNA
Non-coding RNA
Non-coding RNA
Non-coding RNA
Non-coding RNA
Non-coding RNA
Missense

Intron

Intron indel
Intron

Intron
SYNoNYMOous
Missense
Missense

Synonymous

Non-coding RNA

Non-coding RNA
Non-coding RNA
ng RNA
Non-coding RNA
Non-coding RNA
3-prime UTR

Rows per page

Non-c

¢ Gene ID
Search

DUXAPS
DUXAPS
DUXAPS
DUXAPS
DUXAPS
DUXAPS
DUXAPS
POTEH
POTEH
POTEH
POTEH
POTEH
POTEH
OR11H1
cCcTsL2
cCT8L2
TPTEP1
TPTEP1
TPTEP1
TPTEP1
TPTEP1
TPTEP1
ANKRDE2P1-PARP4P3
HSFY1P1
GAB4
25 v

¢ Transcript ID
Search
NR_122113
NR_122113
NR_122113
NR_122113
NR_122113
NR_122113
NR_122113
NM_001136213
NM_001136213
NM_001136213
NM_001136213
NM_001136213
NM_001136213
NM_001005230
NM_014406
NM_014406
NR_001591
NR_001591
NR_001591
NR_001591
NR_001591
NR_001591
NR_040115
NR_00:
NM_001037814

(1067) = | =

¢ Strand % Gene section
ct St h

Exon 8
Exon 8
Exon 8
Exon 8
Exon 6
Exon 6
Exon 6
Exon 7
Intron 5
Infron 5
Intron 5
Intron 5
Exon 3
Exon 1
Exon 1
Exon 1
Exon 2
Exon 2

+ Exon 2
+ Exon 2

+ Exon 2

Exon 2

Exon 1

+ Exon 2

Exon 10

variants task node for reports

¢ Ntchange
S ch.

C 1247T=C
¢ 1166+1179T=C
c 1166+828C>C
C.1166+850T-C
. 1166+680G=A
C807G=A
C314A-C
C958T>C

C375T>C

C385A-T

¢ AA change

None
None
None
None
None
None
None
L4165
None
None
None
None
None
K105T
W320R
None
None
None
None
None
None
None
None
None

None

GG
GG
AG

Genotype

REF/ALT

GG
GG
AN

Download
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Filter Variants

* Click the project name to return to the Analyses tab
» Select the Annotated variants data node
* Choose Filter variants in Variant analysis

* Set Minimum read depth to 20
* The filter shows variants covered at ™
least 20x
« Set Minimum alternate calls to 10 =00 S
» The filter shows variants with at least _ ——
10 supporting reads -o

 Push Finish



Inspect Variants

» Select the Variants data node

* Choose View variants in Variant analysis from the task menu
« Use default settings and click Finish

* Double click the View variants task node for results

Sample name ¢ | Average variant quality ¢ Variants ¢ | SNVs ¢ | Indels ¢ | Known variants ¢ | % known variants < TilTv ratio ¢ Het/Hom ratio <
NA12878-chr22 83.20 272 263 9 80 29.41% | 2.05814 (177/86) 23.73 (261/11)

Rows perpage |25 v (1 of 1) Download
BN Variants per chromosome B 8 Known vs. unknown variants

oooooooooo
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Filter Results Table

* Click a sample name for a sample-level table
* To select missense variants only, type Missense under Type

Sample NA12878-chr22 Variants 272 @® Show one overlap per variant O Apply precedence rules O Show all overlaps (i ]

Optional columns

Vi « Chr % Position ¢ 1D Ref | Alts v VarQual v Type v Gene D % Transcript ID < Strand % Gene section v+ Nt change ¢ AA change ¢ Genotype
1ew |€~ieaﬂ:'1.| |Search.. | |Sea'-:h.. | |See| |Sea|| |€~iea'-:h.. | |N1issense| |Sea’ch... | |Sea’:h... | |Sea’:h... | |Searcl‘.. | |Sea’:h... | |€~iearc"|. | |Sea|'c|”...
1 | # 22 42423110 | rs2301521 | G G 216.00 | Missense | WBP2NL NM_152613 + Exon 6 c.825G=C (J285H cC
Rows per page 25 v (10f1) Download
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Exploring Browser View

C I [ I t I - Select tracks Search
I C O n O rOWS e I n » Conftrols a» Amino acids: Annotate varial 878-chr22)
- Group data by R
C rO m O S O m e VI eW On e ] Alignments: Filter alignments (NA12878-chr22) L L]
e = 26
® sample
17

Sample

 Click on Select tracks to add ~—— B ST |
or remove tracks -

* On each track, click on #* to
configure the track

e Click on = to hide or p|n track A — e

« Drag and drop to change the e i< ——
order of the tracks
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DNA-Seq Pipeline

Filter alignments

Coverage report

Filtered reads

A
e
-7

Samtools —
Variants

Annotate vanants

View variants

Annotated variants

Filter variants

Variants

View variants
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