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>chrl7: 77281451-77499029 (forward)

CAGAGAACTTTGITTGGCTGCCCAAATACAGCCTCCTGCAGAAGGACCCTGCGCCCGGGGAAGGG
GAGGAATCTCTTCCCCTCTGGGCGCCCGCCCTCCTCGCCATGGCCCGGCCTCCACATCCGCCCACAT
CTGGCCGCAGCGGGGCGCCCGGGGEGEGAGGGGCTGAGGCC

Forward Primer: AGAGAAtTTTGTTTGGtTGtttAAATAtAG
Reverse Primer: AAAAAAAATTCCTCCCCTTCC
Methylated Probe: FAM-TGtAGAAGGAtttTGCGttCGG
Unmethylated Probe: HEX-tTGtAGAAGGAttTGtGtttGG

Figure S1. Primers and probes of septin 9.

The forward and reverse primers were used to bind sequences (gray background) on two sides of human septin 9
methylated sites. The FAM- and HEX-labeled probes (underlined, cover two CpG sites) were designed to separately
bind methylated and unmethylated CpG sites (red) in the DNA. Methylated cytosines would remain the same through

bisulfite treatment.
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Figure S2. SEPT9 methylation detection in CRC cell lines and cancer-adjacent tissues.

(a) represented the dilution test of SEPT9 methylated concentration detected in decreasing concentration of HCT116
(from 100% to 0.01%). (b), (c) and (d) represented SEPT9 methylated concentration, ratio (methylated to unmethylated
concentration/copies) and abundance (fraction of methylated concentration/copies in the total) for ten CRC cell lines
(Sw480, DLD1, HT29, HCT116, Colo205, Colo320, LoVo, LS123, SW1116 and HCT15) in triplicate PCR reaction

and two cancer-adjacent normal tissues (265NC and 758NC) in single reaction.



