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Supplementary materials and methods

Tissue sample preparation
Thirteen CRC patient samples were used for proteomic analysis. Detailed information about

the samples are summarized in our previous report.t
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Nano-UPLC MSE shotgun proteomics

Details of the procedures can be found in our earlier reports.* 2

Fibroblast growth factor (FGF)-2 treatment

MC38 cells expressing a WT or mutant Pg were serum-starved for 24 h and then maintained
for 30 min, 3 h, or 24 h with FBS-reduced (1% FBS) media containing 0, 10, or 50 ng/ml
recombinant human FGF-2 (Peprotech, Rocky Hill, NJ) and 1 pug/ml heparin to stimulate the
cadherin/catenin axis. The proteins extracted from cells treated with different FGF-2
concentrations and incubation time were loaded onto SDS-PAGE gels and immunoblotted
with anti-HA (CST) and anti-GFP (Abfrontier) to detect protein expression of Pg and E-
cadherin. This was followed by incubation with HRP-conjugated secondary antibody and

detected using an ECL system (iNtRON, South Korea).

Supplementary references

1 Yang HY, Kwon J, Park HR, Kwon SO, Park YK, Kim HS, et al. Comparative proteomic
analysis for the insoluble fractions of colorectal cancer patients. J Proteomics
2012;75(12):3639-53.

2 Yang HY, Chay KO, Kwon J, Kwon SO, Park YK, Lee TH. Comparative proteomic

analysis of cysteine oxidation in colorectal cancer patients. Mol Cells 2013;35(6):533-42.
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Table S1. Clinical information about the biopsies from CRC patients

Case No. é/%er) Gender Colon site ;I'tg:;eor ;fggglogic Irrl:leltgstasis)
553 77 Male Rectum I None T3NOMO
350 67 Female Upper rectum I Well T3NO

1323 46 Female Rectum I Moderate T3NOMO
1367 76 Male Sigmoid Il Well T3N1

948 57 Female Rectum i Moderate T3N2

1500 64 Male Rectum i Moderate T3N2MO
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Table S2. Information on Pg peptide sequences containing variably modified cysteines

in tumor and non-tumor tissues from CRC patients

:\i: accession Peptide sequence? I((:)}(/:Zlb Cys. modification  Unique® F;i:(r))‘!\l
IP100554711 VREAMCPGVSGEGQLALLATQVEGQ 90 Carbamidomethyl pN
IPI00554711 VREAMCPGVSGEGQLALLATQVEGQ 90 Sulfinic pT
IPI00554711 VREAMCPGVSGEGQLALLATQVEGQ 90 Carbamidomethyl 0.13
IP100554711 VREAMCPGVSGEGQLALLATQVEGQ 90 Carbamidomethyl 1.57
IP100789324 CTTSILHNLSHHR 204 Carbamidomethyl  pN
IP1I00554711 CTTSILHNLSHHR 204 Carbamidomethyl  pT
IP100554711  CTTSILHNLSHHREGLLAIFK 204 Sulfinic pT
IP100789324  CTTSILHNLSHHREGLLAIFK 204 Sulfenic 1.39
IPI00554711 FLAITTDCLQLLAYGNQESK 291 Carbamidomethyl  pN
IPI00554711 FLAITTDCLQLLAYGNQESK 291 Sulfenic pN
IP100789324 FLAITTDCLQLLAYGNQESK 291 Sulfenic pT
IP100554711 FLAITTDCLQLLAYGNQESK 291 Sulfenic 0.93
IPI00789324 FLAITTDCLQLLAYGNQESK 291 Carbamidomethyl 0.49
IP100789324  ILVNQLSVDDVNVLTCATGTLSNLTC 410,420 Sulfinic pT
IP100789324  ILVNQLSVDDVNVLTCATGTLSNLTC 410,420 Sulfinic 1.42
IP1I00789324 AGDKDDITEPAVCALR 457 Carbamidomethyl  pN
IPI00554711 AGDKDDITEPAVCALR 457 Sulfinic pT
IP100554711 AGDKDDITEPAVCALR 457 Carbamidomethyl 0.56
IPI00554711 NLALCPANHAPLQEAAVIPR 511 Carbamidomethyl  pN
IPI00554711 NLALCPANHAPLQEAAVIPR 511 Carbamidomethyl  pT
IP100554711 NLALCPANHAPLQEAAVIPR 511 Sulfinic 1.13
IP100554711 VAAGVLCELAQDK 609 Carbamidomethyl  pN
IP100789324 VAAGVLCELAQDK 609 Sulfinic pN

aC is a cysteine exhibiting variable modification; carbamidomethylation (IAM binding) or oxidation (sulfinic or

sulfenic)

bCys local indicates the cysteine position within the protein sequence.
¢Unique indicates tissue-specific cysteine modification; pN (patient non-tumor) or pT (patient tumor) tissue
dpT:pN ratios were calculated for cysteine modifications without tissue-specificity
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Wild C420S C457S Mutant
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Supplementary Figure 1. Protein expression level of Pg and E-cadherin after FGF-2
treatment. MC38 cells co-transfected with E-cadherin plus WT or mutant Pg were incubated
with different concentrations (0, 10, or 50 ng/ml) and incubation time (30 m, 3 h, or 24 h) of

FGF-2, after which Pg (HA) and E-cadherin (GFP) expression was evaluated.



