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TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
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TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGGGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGKGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
TTGTGGTTATTTCGTGCGGTTTTTGTGTTAGTTTTGTTTGAATGATGAGTGTGTGTGCGTGTGTGTTGTTATAAGTGTGGATGTTATGCGT
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1. Choose where to run

2. Select bisulfite Reads
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3. Methylation call settings

4, Siafistical tests and
thresholds seftings

5. Reswit handiing

Help Reset

Methylation call settings
Read filter

ﬂ Ignore non-specific matches
ﬂ Ignore duplicate matches
ﬂ Ignore broken pairs

Read 1 soft clip |0

Read 2 soft clip |0

Methylation detection
Methylation context group

] Confirm methylation-contexts i
Minimum strand-specific coverage

Restrict calling to target regions

Standard: CpG only
Standard: CpG only
Standard: CpG, CHG & CHH
MOMe-seq: GCH & HCOG
MNOMe-seq GCH, HCG & GCG
Exhaustive [context independent)

Methylation reporting
[C] Report unmethylated cytosines

Previous

MNext Finish Cancel
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Standard
- CpGDH

- CpG + CHG + CHH
*H = A/C/T

NOMe-seq
- GCH + HCG
- GCH + HCG + GCG

Exhaustive (O>5FX M5 T 1)

19



AFIUNALDR L Filgeng

biosciences & nanosciences

v YD) EIT OB E (&, Statistic testiC TEHEFEEP-valueDEE. =5IC
> bO=ILY > TILDRYY ESTJFT—SDIEEZITD

B Call Methylation Levels >

Statistical tests and thresholds settings
1. Choose where to run

2. Select bisulfite Reads Statistical test
Eis Statistic mode Fisher exact
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4. Statistical tests and Control Reads Track =5, hspc mapping [SRR342518] (Reads) ﬁ
thresholds settings

Window thresholds

SR Window length 1,000

Minimum number of samples |1

Sample thresholds

Minimum high-confidence site-coverage |1

Minimum high-confidence site-count 1
Maximum mean site coverage 0.0
Help Reset Previous Mext Finish
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2 Read counts

The table below givesan overview of ssquences analysed. The column ‘Single Reads' counts individual reads, i &. single end reads once and paired-end reads twice. The column Read Pairs'
counts each read paironce.

Total: The total number of reads/pairs in the input data sst

Duplicate: The number of duplicate reads/pairs. A single read is called a duplicate, when its mapping coordinates are identical to those of ancther single read. A read pair iscalled duplicate, when
the mapping coordinates of the fragment (the outsr mapping coordinate s of both reads) are identical to another read pair.

Non-specific: Reads/pairs that had more than one optimal mapping
From broken pair: Single reads that were mapped as single reads, but originated froma read pair.
Included in analysis: How many readsipairs were included in the methylation call analysis after filtering of aforementioned reads/rairs (given ussr-defined filter sstting s)

Mapped to CTconverted reference: The number of reads/ipairs that were mapped 1o the CT<onversion of the reference.

:::':E tl-l:E”s mal:ll:llng [5RR3424§ T |MEth}'|at|l:lr'| |E'I,'E|5I Mapped to GA<onverted reference: The number of reads/pairs that were mapped to the GA:i:ng‘:-:r::::d:Hhe reference -
:'3:'.':, hspc mapping [SRR342518] (Methylation levels) Total 103,804 50,588

Duplicate: 5,805 2,890

#'_-.E. Differential meth}'laticln IEGI Non-specific: 29,180 14,210
[ b cells mapping [SRR342497] (Reads) (Methylation-repart)

Included in analysis: 66,976 33488
hEpC ma I:ll:l'nl] [SRRS"#EEI E- |F:E.3|_'.|5| ||'-.-1 Eth}'|ﬂtIDH-FE|:HIII'tI Mapped to CT-converted reference 33,354 16,677
= st : - as CT-converted read: 16,677
- as GA-converted read: 16,677
Mapped to GA-converted reference: 33622 16,811
-as CT-converted read: 16,811
- as GA-converted read: 16,811

2.1 Directional counts

This section provides details of the mapping of reads, both conversion and direction.

The following table shows read conversion and nversion for each mapped read. For paired reads, both R1 and R2 are abulated separately, but note that the direction of each read
refers only fo the direction of R1 of the pair. The table is most usetul for diag nosing whether reads that have been mapped as non-directional should actually have been mapped as directional. If this
is the case, there will be few counts in the cells marked 'non-directional only' in the explanatory table below.Forward and reverse is the direction of the read, for paired reads the dirsetion of R1
There should only be entries in the cells CT/CT Reverse, CT/GA Forward, GA/GA Forward, and GA/CT Reverss for non-dirscted s=quencing

Read/Reference Forward (R1) Reverse (R1)
CTICT 16,660 17
CTIGA 26 16,785
GAIGA 26 16,785
GAICT 16,660 17
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pr— ::3".'5 b-cells mapping [SRR342457) (Methylation levels)

e - B4E hspc mapping [SRR342518] (Methylation levels)
- 34E Differential methylation (CG)

Differential methylation>—%

----- IEI b-cells mapping [5RR342457] (Reads) (Methylation-report)
IEI hspc mapping [SRR342518] (Reads) (Methylation-report)

biosciences & nanosciences

Chromosome  Region Cytosines Case sampl.. Case covera.. Case coverd.. Case methyl. Case methyl.. Control sam.. Control cov. Control cov..  Control met.  Control met..  p-value
16 2B007001..28008000 11 1 23 209 18 078 1 17 1.55 a8 047 0.04
16 28021001.28022000 34 1 80 235 &1 076 1 36 1.06 21 0.58 0.04
16 28022001..2802 3000 43 1 109 253 76 0.70 1 43 0.93 16 040 9.84E-4
e 2805900 1..28060000 8 1 16 200 14 0.88 1 4 0.50 1 0.25 0.03
16 280720012807 3000 28 1 57 204 45 0.86 1 79 282 51 0,65 4,03E-3
16 28087001..28088000 3 1 69 223 63 0.91 1 24 ¥ 16 067 T.06E-3
16 28093001..28094000 45 1 88 1.80 84 0.95 1 75 1.53 59 079 1.10E-3
16 28102001..28103000 41 1 90 220 84 0.93 1 37 0.90 30 0.81 0.04
~ _7\\ . —
B> T)LS EDMethylation levels5—4
Chromaosome Region Name Total coverage Strand coverage Context coverage Methylated coverage Methylation level
16 28005482 Cpla 4 2 2 2 1.00
16 complement(28005483) CpG 3 1 1 1 1.00
16 28005504 CpG 2 1 1 1 1.00
16 complement(28005505) Cpla 2 1 1 1 1.00
16 complement(28005897) CpG & & & 5 0.83
16 complement(28005944) CpG 3 3 3 3 1.00
16 28006150 Cpia 5 1 1 1 1.00
16 complement(28006151) CpG 5 4 4 3 0.75

=
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v v E>THERND,

B Create Track List

1. Select tracks from same

-8 Utility Tools —_—
L Mask Low-Complexity Regions
Extraction
Filtering
e Renaming
i Reports
FH Result Metadata
@ Sequences
EIE' Tracks

-'i.a'.' Create Track List
ﬁ Convert Tracks
,r_L:_f, Graph Tracks
@ Merge Tracks
-[& Modify Tracks

Help

Select tracks from same genome

Navigation Area | Reference Data Selected elements (3)

Q- | <enter search term=

& CLC_Data

ﬁ CLC_References

=-E@ CLC TrainingData e
NCBI Download "

ﬁ Homo_sapiens Chr16 sequence
Homo_sapiens Chr16é 2Mb Genes

b-cells mapping [SRR342497] (Reads)
b-cells mapping [SRR342497] (Methylat...
Differential methylation (CG)

4l

E3 RMA-Seq demo
E Reseq demo
= E Epigenomics

hspc mapping [SRR342518] (Reads)

. hspc mapping [SRR342518] (Methylatior
e

- DeNovo_demo
3 Microbial Genomics Module

Next Finish Cancel

10,000,000 20,000,000 30,000,000 40,000,000 50,000,000
| 1 | | 1

Homo_sapiens Chr16
sa

Homo_sapiens Chr16

Homo_sapiens Chr16 '2Mb Genes

2Mb Genes Gene annotations (111)
T a

25 18

b-cells mapping b-cells mapping

[SRR342497] (Reads) [SRR342497] (Reads)
103,804 reads

) oS b-cells mapping

19759 [SRR342497]

b-cells mapping (Methylation levels)
[SRR342497]

a
109

Differential methylation
(c6)

0

Methylation site

Differential methylation
(CG)
Region annotations (167)

E— O DMIEDBLFOMERGZER TR TED

At

28,510,220 28,510,240 28.510.260 28,510,280
I I I I

Homo_sapiens Chrié 4 GCCTGGGCAGCATAGCAAGATCCCCATCTTTTAAAAACAAAATAAAACAATAAAGACTGCAAGGAAGACTGAGGGAACAGCGAC

103,504 reass [ 1

AACCTAAACAATATAACAAAATCCCCATCTTTTANAAACAA
AACCTAAACAACATAACAAAATCCCCATCTTTTAA
AACCTAAACAACATAACAAAATCCCCATNTTTTAA ACAA
AACCTAAACAACATAACAAAATCCCCATCTTTTAAAAACAA
AACCTAAACAACATAACAAAATCCCC

ACAA

A \ C

CTACAAAAAAAACTAAAAAAACAACAACI

AGATTGTAAGGAAGATTGAGGGAATAGCGTT
Cc
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v Methylation levelsdFREVU > U= D EE0]E

Mavigation overview: Chromosome 16

( —

1 29,221,020 28,221,040
| |

Homo_sapiens Chri6 4 pGAAGAAATCACTAAGAAAATTAGAAAATATTTGGAACTGCATGAAAACGGAAATGCAATCCATCACACTGTATAGAGTTCAGTTAAAGCCGCACT,

Homo_sapiens Chrié
2Mb Genes
Gene annotations (111)

12
b-cells mapping
[SRR342497] (Reads)

28,221,080
|

[HI | I

103,804 reads
LAGAAGAAATTATTAAGAAAATTARAAAATGTGTAGAGTTTTATGAAAAC AATGNAATTTATTATATTGTATAGAGTTTAGTTAAAGTCGTATT?
LAGAAGAAATTATTAAGAAAATTAGAAAATATTTGGAATTGTATGAAAACG AATGWAATTTATTGCATTGTATAGAGTTTAGTTAAAGTCGTATT?
LAAAAMAAAATCACTAAARAAAATTAAAAAATATTTAAAACTA AAGTCGTATT’
LAGAAGAAATTATTAAGAAAATTAGAAAATATTTGGAATTGTATGAAAACG ATT?
ATTAAGAAAATTAGAAAATATTTGGAATTGTATGAAAACG AN methylated Coverage AAGTCGTATT®
A A A A AA ACGTA A
LAGAAGAAAT TTTTGAATTGTATGAAAACQG AATGTAATTTATTATATTGTATAGAGTTTAGTTAAAGTCGTATT”
A GAAGAAATTATTAAGAAAATTAGAAAATATTTGGAATTGTATGAAAAC AAATGTAATTTATTATATTGTATAGAGTTTAGTTAAAGTCGTA—
TCAAAATGGAAATGTAATTTATTATATTGTATAGAGTTTAGTTAAAGTTGTATT”
b-cells mapping
[SRR342497]
(Methylation levels)
Mgthylatiun site % P
Differential methylation
(CG)
Lol Tt - ——+ BEE
E b-cells mapping [SRR342497] .. X
<enter search term= Filter Selection.. Show All Rows: 36,359 %
Chromosome Region Mame Total coverage Strand coverage Context coverage Methylated coverage Methylation level
[ YU L El £l El o oy
16 complement(29197011) CpG 9 9 9 a8 0.89
16 complement(29197028) cpG 9 9 9 a8 0.89
16 complement(29215338) CpG 8 8 8 a8 1.00
29221051 e/l s 9 9 & 0.89
16 complement(29231222) cpG 12 11 11 a8 073
1R Fomnlementi?4231371% . Q E i kL 100

Filgen

biosciences & nanosciences

=
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E-mail: support@filgen.jp
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