? frontiers

Supplementary Material



Frequency

Frecuency

Frequency

Frequency

Frequency

20405 30405 40405 Ses05 Bes0S

10405

0e+00

00400 16405 20405 30405 40405 50405 Ges05 7as0s

50405 Bes0s

16405 20405 30405 des0s

G0s00

De+00 10405 70405 3Je+05 40405 5605 Be+0s

0es00 10405 20405 30405 40405 Se+05 GesdS

L

L

I

Supplementary Material

Histogram of CpG coverage Histogram of CpG coverage
%2 % 57
2 a 2
2?4
& 3
2_
i& T e
? &
i
14 8
£ §- os
4]
&
7 g | 2
100000000000000000000 g 100000000000000000000
r T T T T d & r T T T T 1
10 15 20 28 30 35 10 15 20 25 30 35
10910 of read coverage per base 10910 of read coverage per base
Histogram of CpG coverage Histogram of CpG coverage
D_NS3 D_s1
29 234
w218 21
2 RN O
&
o -
S 4
&
16 a
7 2
33
o6 g &
c & i
8
&
2 i 7
100000000000000000000 g | 100000000000000000000
r T T T T 1 S ¥ T T T T 1
10 15 20 28 30 35 10 15 20 25 30 35
10910 of read corerage per base 1010 of read coverage per base
Histogram of CpG coverage Histogram of CpG coverage
D_s2 I_NS1
226 B3 5 _
1 s &
2
&
8
&
z %4
5 32
g o
c 24
4 8
2]
&
7 2
]
10000000000000000000000 g | 100000000000000000000
r T T T T T 1 8 T T T 1
10 15 20 25 20 3s 40 20 28 30 35
10910 of read coverage per base 10910 of read coverage per base
Histogram of CpG coverage Histogram of CpG coverage
H_NS2 H_NS3
287 = 5 _ -
2 2
£
0.2 &
2
16 &
z %74
g3
¢ 2
T %4
01 3
£
&
9 %4
10000000000000000000 g | 1000000000000000000000
r T T T T d 8 r T T T T T J
10 5 20 25 10 35 10 15 20 25 30 35 40
10910 of read coverage per base 10g10 of read coverage per base
Histogram of CpG coverage Histogram of CpG coverage
H_S1 H_S2
2 = 26 =
2, g 220 WMo
31 [
8
s
17 3
§ %
3 ) 5
£
3
5 % s
1000000000000000000 g | 100000000000000000000
r T T T T 1 g ¢ T T T T 1
10 5 20 25 30 as 10 15 20 28 20 35

10910 ofread corerape per base

10910 of read corerage per base

Figure S1. Descriptive Statistics per sample, histogram of CpG coverage of diseased non-surgical

patient sample.
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Figure S2. Pair-wise Pearson's correlation coefficients between different groups
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Figure S3. Principal Component Analysis (PCA) including all samples which demonstrates
separation of the diseased and healthy samples.
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Figure S4 Scatter plots shown the correlation between healthy and diseased tissue in surgical and
non-surgical group and the variation between the surgical replicates.
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Figure S5 Volcano plots show the mean difference between diseased and healthy patient samples in
non-surgical and surgical cohorts. Yellow dots represent the hypermethylated bases, and the blue
dots represent the hypomethylated bases.

(A) (B)

: " . )
g - Non_surgical 5 . g - Surgical

Log10 Pvalue

100 150 200
I |

Log10 Pvalue

50
I

Methylation percentage difference Methylation percentage difference

D)

8

Healthy : 8 - Diseased

100 150 200 250

-Log10 Pvalue
|
-Log10 Pvalue

Methylation percentage difference Methylation percentage difference

Figure S6 (A) & (B) Volcano plots show the mean difference between diseased and healthy patient
samples in non-surgical and surgical cohorts. (C) & (D) show the mean difference between non-
surgical patient samples and surgical patient samples in healthy and diseased.
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Figure S7 Reactome Pathway Analysis of differentially methylated genes in Non-Surgical (A) and
Surgical (B) Groups. Overrepresented pathways are depicted by gold lines in the analysis. The tables
showcase details of the top pathways with a p-value < 0.05.



