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Supplementary Tables and figures

Table S1. Individual clinical information of the colorectal cancer patients and controls used in the

study.

Plasma code Clasification Group Gender | Age | Cancer stage
CT1 Negative colonoscopy Asymptomatic/Control F 43 -
CT2 Negative colonoscopy Asymptomatic/Control M 35 -
CT3 Negative colonoscopy Asymptomatic/Control F 48 -
CT4 Negative colonoscopy Asymptomatic/Control M 41 -
CT5 Negative colonoscopy Asymptomatic/Control M 36 -
CT6 Negative colonoscopy Asymptomatic/Control F 46 -
CT7 Negative colonoscopy Asymptomatic/Control F 40 -
CT8 Negative colonoscopy Asymptomatic/Control F 41 -
CT9 Asymptomatic Asymptomatic/Control M 41 -
CT10 Asymptomatic Asymptomatic/Control F 55 -
CT11 Asymptomatic Asymptomatic/Control M 49 -
CTi12 Asymptomatic Asymptomatic/Control F 44 -
CT13 Asymptomatic Asymptomatic/Control F 52 -
CT14 Asymptomatic Asymptomatic/Control M 31 -
CT15 Asymptomatic Asymptomatic/Control F 38 -
CT16 Asymptomatic Asymptomatic/Control F 41 -
CT17 Asymptomatic Asymptomatic/Control F 46 -
CT18 Asymptomatic Asymptomatic/Control F 37 -
CT19 Negative colonoscopy Asymptomatic/Control M 57 -
CT20 Negative colonoscopy Asymptomatic/Control M 58 -
CT21 Asymptomatic Asymptomatic/Control F 38 -
CT22 Asymptomatic Asymptomatic/Control F 51 -
CT23 Asymptomatic Asymptomatic/Control F 29 -
CT24 Asymptomatic Asymptomatic/Control F 50 -
CT25 Asymptomatic Asymptomatic/Control M 39 -
CT26 Asymptomatic Asymptomatic/Control F 45 -
CT27 Asymptomatic Asymptomatic/Control F 47 -
CT28 Asymptomatic Asymptomatic/Control F 51 -
CT29 Asymptomatic Asymptomatic/Control M 34 -
CT30 Asymptomatic Asymptomatic/Control M 40 -

Bl Breast cancer Control F 61 Il
B2 Breast cancer Control F 50 I
B3 Breast cancer Control F 55 I
B4 Breast cancer Control F 57 I
B5 Breast cancer Control F 72 I
B6 Breast cancer Control F 60 I
B7 Breast cancer Control F 50 I
B8 Breast cancer Control F 68 I
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Table S2. Analysis of the diagnostic value of indicated autoantibodies by means of ROC curves analyses.

All controls vs Pathological

All controls vs CRC

All controls vs Premalignant

Autoantibody target AUC (%) Sensitivity (%0) Specificity (%0) AUC (%) Sensitivity (%0) Specificity (%) AUC (%) Sensitivity (%0) Specificity (%)
GTF2B 60.6 26.0 100.0 69.1 44.0 92.9 52.1 16.0 100.0
MAPKAPK3 72.5 50.0 95.7 75.8 56.0 95.7 69.1 44.0 95.7
PIM1 81.3 68.0 92.9 87.2 76.0 97.1 75.4 56.0 94.3
PKN1 77.1 70.0 80.0 83.5 76.0 81.4 70.7 64.0 80.0
SRC 70.1 64.0 82.9 75.9 72.0 84.3 64.3 56.0 82.9
STK4 75.9 68.0 82.9 76.1 72.0 829 75.7 68.0 80.0
SULF1 72.2 64.0 81.4 7.7 64.0 85.7 66.7 60.0 81.4
p53 57.4 36.0 87.1 62.2 44.0 87.1 52.7 36.0 80.0
Corr‘sti’gr‘]ﬁ'iggn(:fpig"tgfgsca"y 87.6 72.0 92.9 91.8 76.0 98.6 83.0 84.0 75.7

Asymptomatic vs Pathological Asymptomatic vs CRC Asymptomatic vs Premalignant

Autoantibody target AUC (%) Sensitivity (%) Specificity (%) | AUC (%) Sensitivity (%0) Specificity (%) | AUC (%) Sensitivity (%0) Specificity (%0)
GTF2B 63.8 26.0 100.0 714 56.0 83.3 70.3 53.8 83.3
MAPKAPK3 71.9 58.0 90.0 75.4 64.0 90.0 76.0 65.4 90.0
PIM1 78.9 62.0 93.3 85.1 76.0 93.3 85.5 76.9 93.3
PKN1 71.4 62.0 76.7 77.6 68.0 76.7 77.6 69.2 76.7
SRC 62.1 62.0 73.3 68.1 72.0 73.3 68.8 73.1 73.3
STK4 73.4 68.0 80.0 73.8 72.0 80.0 74.3 73.1 80.0
SULF1 64.8 72.0 53.3 69.3 88.0 46.7 70.4 88.5 46.7
p53 63.1 36.0 90.0 67.3 69.0 76.6 68.2 61.5 76.7
ComMEENEISEECL || en g 74.0 90.0 92.4 76.0 96.7 78.4 72.0 80.0

significant proteins




Table S3. Comparison of the AUC obtained in different studies.

Here described methodology Previous methodologies
Asymptomatic healthy control individuals vs CRC
Autoantibody target AUC (%) Sen(sol/g)v Ity Spe(%l/l;l)CIty AUC (%) Sen(sol/t:)v Ity Spe(%l/l;l)CIty

GTF2B 71.4 56.0 83.3 66.0* 69.0* 60.0*
GTF2B 714 56.0 83.3 62.90 13.00 90.00
MAPKAPK3 75.4 64.0 90.0 64.4" 8.0n 90.00
PIM1 85.1 76.0 93.3 63.6 13 90.0

PKN1 77.6 68.0 76.7 - - -

SRC 68.1 72.0 73.3 - - -
STK4 73.8 72.0 80.0 64.4" 18.0" 90.0"

SULF1 69.3 88.0 46.7 - - -
p53 67.3 69.0 76.6 62.0* 71.0* 40.0*
p53 67.3 69.0 76.6 68.8" 13 90.0n

* Data from Barderas, R.; Villar-Vazquez, R.; Fernandez-Acenero, M. J.; Babel, |.; Pelaez-Garcia, A.; Torres, S.; Casal, J. |. Sci Rep 2013, 3, 2938.
A Data from Villar-Vazquez, R.; Padilla, G.; Fernandez-Acenero, M. J.; Suarez, A.; Fuente, E.; Pastor, C.; Calero, M.; Barderas, R.; Casal, J. |. Proteomics
2016, 16, 1280-1290.



Table S4. Primary and secondary antibodies used in the study.

Primary Antibodies

Antibody target Clonality Source  Application Dilution Provider Reference
HaloTag Monoclonal Mouse WBJ/ELISA 1:1000 Promega G921A
p53 Monoclonal Mouse ELISA 1:1000 SCBT sc-126
SRC Polyclonal Goat ELISA 1:1000 R&D Systems AF3389
MAPKAPK3 Monoclonal Mouse ELISA 1:1000 Abnova HO00007867-M02
HRP-labeled secondary antibodies or HRP-labeled reagents
Name Clonality Source  Application Dilution Provider
HRP anti-mouse 1gG Polyclonal Goat WBJ/ELISA 1:2500 Dako
HRP anti-rabbit IgG Polyclonal Goat wB 1:3000 BioRad
HRP anti-goat 1gG Polyclonal Rabbit ELISA 1:1000 Jackson
HRP anti-human 1gG Polyclonal Goat ELISA 1:10000 Jackson
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Figure S1. Verification of the in vitro protein expression and immobilization onto magnetic beads of the HaloTagged fusion proteins. (A)
Autoantibody targets expression as HaloTag fusion proteins was verified by immunostaining using an antibody against the tag. The molecular mass of the
proteins was in accordance to their theoretical mass with the HaloTag. (B) The correct immobilization of the proteins was verified by luminescence using an
anti-HaloTag antibody. (C) The correct immobilization of the proteins was verified by luminescence using the indicated specific antibodies against the TAAs.
(B, C) Quantitative luminescence was measured on The Spark multimode microplate reader (Tecan) and depicted by bar graph. Indicated MBs were placed on
96-well Maxisorp white plates and Luminescence was developed with ECL Western Blotting Substrate. Blank micrograph depicting the position of the
indicated MBs, and luminescence recorded on an Amersham Imager 680 (GE Healthcare) are depicted. (D) Optimal assay conditions for the luminescence
beads assay were found using pooled plasma samples at a 1:300 dilution.



