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Validation

No sample-size calculation was performed in this study. We used all of available samples that we collected. Because the sample size is enough
large, they are sufficient.

For urine samples from colorectal cancer patients, we excluded 26.7% of patients with post-operation; a pathological diagnosis with
nontubular adenocarcinoma (mucinous adenocarcinoma, melanoma, signet ring carcinoma, neuroendocrine carcinoma); accompanied with
other benign or malignant tumors; abnormal renal functions; receiving chemoradiotherapy; a failure of quality control of PRM (without signals
in more than 40% of peptides) or dot blot analysis (CV>20%). The enrollment criteria for healthy control subjects were as follows: (1) the
absence of benign or malignant tumors; (2) a qualified physical examination finding no dysfunction of vital organs and (3) normal renal
function and without albuminuria; (4) a failure of quality control of PRM (without signals in more than 40% of peptides) or dot blot analysis
(CV>20%).

The modeling analysis of dot blot data excluded 101 HCs and 21 CRC patients because their serum CEA measurements were not available.

The DIA analysis (2D-LC-MS/MS) were triple replicated consecutively within one day. 96% of all the proteins performed technical CV are less
than 30%.

In PRM analysis, each samples were run twice consecutively within one day. 97% of all the peptides performed technical CV are less than
30%.

In addition, we performed DIA analysis on urine sample and further validated using PRM. These results were reproducible.

Block randomization method was used to spilt samples into training and validation sets.

The investigators were grouped according to clinical diagnosis: CRC-NM, CRC-LNM, CRC-LM and healthy controls, therefore no blinded
analysis was performed.

anti-CORO1C (Cat. No. H00023603-M02, Abnova; 1:1000 dilution; mAb, clone 1F7), anti-ARPC5 (Cat. No. sc-166760, Santa Cruz
Biotech., Dallas, TX, USA; 1:1000 dilution, mAb, clone C-3), anti-RAD23B (Cat. No. A1034, ABclonal Technology, Woburn, MA, USA;
1:1000 dilution; rabbit pAb), anti-GSPT2 (Cat. No. 12989-1-AP, Proteintech Group Inc., Rosemont, IL, USA; 1:1000 dilution; rabbit
pAb) and anti-NDN (Cat. No. sc-101224, Santa Cruz Biotech; 1:1000 dilution; mAb, clone 36-V) for immunoassay (dot blot analysis).

anti-CORO1C (Cat No. TA349821; OriGene Technologies, Inc, Rockville, MD, USA; 1:50 dilution; rabbit pAb), anti-RAD23B (Cat No.
A1034; 1:20 dilution) or anti-ARPC5 (Cat. No. sc-166760; 1:80 dilution) antibodies were used for immunohistochemical staining (IHC).

All primary antibodies were used according to the manufacturer's instructions for Western blotting (including dot blotting) and IHC.

Validation statements on the manuacturer’s website:

anti-CORO1C (H00023603-M02) http://www.abnova.com/products/products_detail.asp?catalog_id=H00023603-M02

anti-CORO1C (TA349821) https://www.origene.com/catalog/antibodies/primary-antibodies/ta349821/coronin-3-coro1c-rabbit-
polyclonal-antibody




