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Supplementary Table 1. Comparison of methylation levels
in matching FFPE and fresh-frozen tumor tissue.

Assay Case Methylation (%) at respective CpG site
FFPE Fresh-frozen
MLH] 1 13,10,5,7,8 18,13,6,10,10
MLHI 2 3,2,2,3,2 4,1,1,1,1
MGMT? 3 88,86,100,86,100 80,73,91,82,86
pl6INK4a 4 40,41,39,40,35 63,51,52,56,48
LINE-1° 5 67,61,69 61,64,67

2PyroMark Q24 CpG MGMT methylation detection assay, Cat. No. 970032
"PyroMark Q24 CpG LINE-1 methylation detection assay, Cat. No. 970042



Supplementary Table 2. Number of cases with MLH1
hypermethylation at respective CpG site in tumor and
mucosa.

Nepalese patients Swedish patients
(n=39) (n=39)

No. of No. of

cases %) cases %)
Mucosa
CpG site 1 12 30.8 1 2.6
CpG site2 12 30.8 1 2.6
CpG site3 11 28.2 1 2.6
CpG sited 11 28.2 1 2.6
CpG site 5 12 30.8 1 2.6
Tumor
CpGsite 1 5 12.8 8 20.5
CpG site 2 6 154 6 154
CpG site 3 4 10.3 6 15.4
CpG site 4 4 10.3 6 15.4

CpG site 5 5 12.8 7 18.0




Supplementary Table 3. Percentage of patients with MLH1 hypermethylation at respective CpG site by age group.

Percentage of patients with MLH1 hypermethylation in mucosa

CpG site 1 CpG site 2 CpG site 3 CpG site 4 CpG site 5

Age group®  Nepalese Swedish Nepalese Swedish Nepalese Swedish Nepalese Swedish Nepalese Swedish

<50 years 25.0 9.1 25.0 9.1 16.7 9.1 25.0 9.1 25.0 9.1
50-60 years 333 0 333 0 333 0 20.0 0 26.7 0
>60 years 41.7 0 41.7 0 41.7 0 50.0 0 50.0 0

Percentage of patients with MLH1 hypermethylation in tumor

CpG site 1 CpG site 2 CpG site 3 CpG site 4 CpG site 5

Age group®  Nepalese Swedish Nepalese Swedish Nepalese Swedish Nepalese Swedish Nepalese Swedish

<50 years 8.3 18.2 8.3 9.1 8.3 9.1 8.3 9.1 8.3 9.1
50-60 years 20.0 12.5 26.7 6.2 133 6.2 13.3 6.2 20.0 12.5
>60 years 25.0 33.3 25.0 33.3 8.3 33.3 16.7 33.3 8.3 33.3

2The number of Nepalese patients <50 years, 50 — 60 years, and >60 years of age were 12, 15, and 12, respectively, whereas the number of
Swedish patients were 11, 16, and 12, respectively.
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Supplementary Figure 1. A) Pyrogram showing percent methylation at each analysed MLH1 CpG site

in @ mucosa sample of a Nepalese patient, and B) Histogram for the MLH1 assay. Controls for
completion of bisulfite treatment are highlighted in orange.
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Supplementary Figure 2. A) Pyrogram showing percent methylation at each analysed p16/INK4a CpG

site in a tumor sample of a Nepalese patient, and B) Histogram for the p16/NK4a assay. Controls for
completion of bisulfite treatment are highlighted in orange.
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Supplementary Figure 3. Bars and boxes comparing A) the MLH1 and B) the p16/NK4a methylation
status in tissues deriving from Nepalese and Swedish patients with colorectal cancer by sex. The
methylation status is classified as follows: no methylation, methylation only in tumor tissue,
methylation only in mucosal tissue, or methylation in both tumor and mucosa.



