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(a) Correlation of Individual CpGs Methylation with Average
Methylation of 32 CpGs in RASSF1a promoter
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(d) Correlation of Individual CpGs Methylation with Average
Methylation of 32 CpGs in RASSF1a promoter
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Figure S1. Correlation analysis of RASSF1A promoter methylation at the individual CpG site with average
methylation % of 32 CpGs in cell lines (a—b) and breast cancer patients (c—d). The x-axis indicates average
methylation of 32 CpGs in samples. The y-axis indicates individual CpG methylation percentage
measured by pyrosequencing. Methylation of all CpGs correlated well with average methylation (r?
values ranged between 0.7926 for CpG28 and 0.9939 for CpG9 for cell lines; and between 0.5777 for CpG27
and 0.9886 for Cpg?7 for breast cancer patients; all p values are <0.0001).
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human MOAP-1 CpG island
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MOAP-1 .
Pyrosgggafilncmg Sequencing prime

Forward

CACTTCTCGTTGCAGACAGTACCACAGGCACCTGGAGTACCGGCATCGGTCGCTGTGGCCCCCGAGTGTCCGTCAGAGCCTAGGGGAGCCTGCCCTCC. 1000

.SCT.T.SGGCC.GCCAGGCACCTTGGC-'C.CA.GA-GGCA.AGCACTAGATCAETGAGTGGAAG.SGCC.P-GCCCTG 1100

Bigtinilated reverse
CAGGC(.ACATC.CCAGGCACCAGGGCTGGGAGGGGTGAGGGGCGCGCGCCGCAGTGCGGCTGCCCTGGCGTCGCCGCTGGGGGCAGGGCGCGCGGGG 1200

CTTGGGGCCTGCACGCTTGCCCTGGACGTTGGCACCTTTAGCTAACCTGTCTGCTCTGTCTTGCAGGCTGCTGGACCTCGGCACGTTGACAAGATTTCTC 1300
TGGGGTACCGCGGAGGATTACTTTGAATTTCGGTGGTCGCCTGTGGTCTGGCATATTTAGAACTTAAGTCTATTATTTCGGGCAC'CTTTGAGGCT 1400
TTTAGAAGACTGGTGCAGGGGGATGGACATGAACCCTCGGAAAGCGCTATTGATTGCCGGCATCTCCCAGAGCTGCAGTGTGGCAGAAATCGAGGAGGCT 1500

CTGCAGGCTGGTTTAGCTCCCTTGGGGGAGTACAGACTGCTTGGAAGGATGTTCAGGAGGGATGAGAACAGGAAAGTAGCCTTAGTAGGGCTTACTGCGG 1600

Figure S2. MOAP1 CpG island map and the pyromark assays. MOAP1 CpG island was predicted by
Methprimer [19]. CpG sites are indicated by red strikes. Pyrosequencing assay is shown as black line. Start
codon is indicated by an arrow. (b) RASSFIA bisulfite modified DNA sequence with studied CpGs and
primers locations. Start codon is indicated by black rectangle. 20 CpGs interrogated by assayl are
highlighted in green, 12 CpG of assay 2 are highlighted in orange.
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Figure S3. RASSF1A expression and methylation in colorectal cancer cell lines. RASSFIA methylation
results in its mMRNA expression silencing in cell lines. GAPDH (a) and peptidylprolyl isomerase A (b)
mRNA expression were used independently to normalize RASSF1A expression.



