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Figure 1. Secondary comparison of differentially methylated CpG sites identified in the
Ne-S vs. Su-S comparison relative to those identified in the St-S vs. Su-S comparison. (A)
Venn diagram showing 9 CpG sites that were common between the Ne-S vs. Su-S
comparison (46 sites) and the St-S vs. Su-S comparison (64 sites). (B) Box plots showing
methylation rates (B-value) at 9 common CpG sites.
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Figure 2. Secondary comparison of differentially methylated CpG sites identified in the
Ne-S vs. Su-S comparison relative to those identified in the Ne-S vs. St-S comparison. (A)
Venn diagram showing one CpG site that was common between the Ne-S vs. Su-S
comparison (46 sites) and the Ne-S vs. St-S comparison (15 sites). (B) Box plots showing
methylation rates (B-value) at one common CpG site.
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Figure 3. Correlation between HumanMethylation450K array (HM450K) and next
generation sequencing (NGS) data analysis for the DNA methylation status of eight CpG
sites after removing outliers. Values of Spearmen correlation coefficient (p) are indicated.
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Table 1. Verification result for selected CpG sites using Next Generation Sequencing

P-value Mean (SD°) methylation (ratio)
Gene region CpG site®
Ne-S vs Su-S° Ne-S vs St-S¢ St-Svs Su-S Ne-S St-S Su-S
ACSM3 cg59 (cg06478823) 0.032 * 0.728 0.033* 0.700 (0.062)  0.690 (0.078)  0.722 (0.080)
AHRR cg26 1.17E-10 ** 0.258 1.55E-08 ** 0.644 (0.052)  0.636 (0.049) 0.564 (0.068)
cg28 6.64E-12 ** 0.205 6.24E-09 ** 0.640 (0.054)  0.630 (0.050)  0.549 (0.067)
cg51 (cg05575921) 1.05E-11** 0.625 9.76E-11 ** 0.615(0.060)  0.609 (0.050) ~ 0.519 (0.072)
cg71 3.73E-12 ** 0.587 1.48E-10** 0.738(0.064)  0.733 (0.057) 0.611 (0.097)
cg96 1.33E-10** 0.388 6.18E-08 ** 0.679 (0.058) 0.670 (0.057)  0.579 (0.082)
AHRR cq26 0.964 (0.984) 0.768 (0.826) 0.980 (0.980) 0.854(0.034)  0.851(0.037)  0.854 (0.035)
cg56 0.007 **(0.656) 0.827 (0.892) 0.042* (0.429) 0.785(0.150)  0.814 (0.111)  0.768 (0.150)
0g79 (cg21161138) 0.064 (0.064) 0.669 (0.576) 0280(0350)  0767(0.040)  0.755(0.063)  0.749 (0.046)
CYP1A1l €926 (cg05549655) 8.47E-04 ** 0.941 7.06E-04 ** 0.210 (0.061)  0.202 (0.053) 0.245 (0.061)
cg3l 0.008 ** 0.986 0.005 ** 0.242 (0.066)  0.236 (0.054)  0.274 (0.060)
cg42 0.009 ** 0.312 3.67E-04 ** 0.480(0.081) 0.461 (0.073) 0.518 (0.071)
cg49 0.166 0.288 0.007 0.470 (0.070)  0.453 (0.065)  0.491 (0.070)
cg57 8.93E-4 ** (0.002 **) 0.781(0.781)  7.07E-5** (2.19E-04 **) 0.566 (0.077)  0.558 (0.064)  0.604 (0.069)
IGR cg26 0.72 (0.849) 0.600 (0.600) 0.303 (0.422) 0.371(0.076)  0.367 (0.070)  0.374 (0.087)
cg75 (cg05150608) 0.024 * 0.736 0.010* 0.368 (0.066)  0.365 (0.071)  0.403 (0.080)
cq77 0.044 * 0.707 0,041 * 0.376 (0.078)  0.372(0.085)  0.415(0.110)
SHANK2 (039 (cq05780228)  2-50E-04** (L9BE-04*¥)  0.287 (0.246) 0.034%(0.034%  0590(0.042) 0579 (0.040)  0.558 (0.046)
cg67 0.09 (0.120) 0.986 (0.964) 0.163 (0.163) 0.937 (0.018)  0.938 (0.013)  0.932 (0.017)
cq74 0.025 * 0.793 0,022 * 0.848(0.027)  0.849 (0.028)  0.837 (0.027)
TRIM36 cq26 0.003 ** 0.777 0.003 ** 0.549 (0.085)  0.538 (0.088)  0.602 (0.098)
cg38 0.031 * 0.562 0.009 ** 0.569 (0.082)  0.556 (0.087)  0.606 (0.088)
0940 (cg07469926) 0.005 ** 0.678 0,002 ** 0.563(0.057)  0.551(0.065)  0.595 (0.063)
EVC2 ¢34 (cg01290904) 0.007 ** (0.007) **  0.0526 (0.042 *) 0429 (0527)  0637(0.056) 0.658(0.083) 0667 (0.054)

aCpG sites are numbered according to their position on the sequencing products,

overlapped CpG sites with Human Methylation 450K array are indicated in parentheses.
bNever-smoker. cSustained-smoker. dStopped-smoker. eStandard deviation.
Steel-Dwass tests. *, P < 0.05; **, P < 0.01, P value from analysis before removal of outliers
are indicated in parentheses.
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