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Supplementary Figure 1. A workflow of the present study.
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Supplementary Figure 2. Methylation, expression and prognosis of FAM3D. (A) Correlation between methylation of FAM3D
promoter and its mRNA expression in GEO cohorts (GSE131013 + GSE44076). (B, C) The mRNA expression of FAM3D in adjacent normal
tissues and CRC tissues in (B) GSE18105 and (C) GSE106582. (D) FAM3D mRNA expression in different cell types in GSE132465. (E, F) FAM3D
mMRNA and protein expression in different tumor stages in TCGA (E, mRNA expression) and CPTAC (F, protein expression). (G, H) Kaplan-Meier
curve of OS based on the FAM3D expression in tumor tissues of GEO cohorts (G: GSE39582; H: GSE17536 + GSE17537). (1, J) Kaplan-Meier
curve of DFS based on the FAM3D expression in tumor tissues in (I) TCGA and (J) GSE161158. *P < 0.05; **P < 0.01, ***P < 0.001, ****p <

0.0001.
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sgRNA1L PAM

WT (131177) 21143 COCCAGAGGTTAAAAAGTACAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG 21202
wT CCCCAGAGGTTAAAAAGTACAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG
lovo | NC CCCCAGAGGTTAAAAAGTACAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG
KO1 G ATCAAGCCCTGCCCAGCCAACTACTTTG
wT CCCCAGAGGTTAAAAAGTACAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG
HT29 | NC CCCCAGAGGTTAAAAAGTACAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG
KO1 CCCCAGAGGTTAAAAAGTACAAAGTGTGGCCTCATCAAGCCCTGCCCAGCCAACTACTTTG
PAM SORNA2
WT (131177) 21229 AACGTCGTGGGCCCTACTATGTGCTTTGAAGACCGCATGTAAGTACCTAAGACACAACTA 21288
WT AACGTCGTGGGCCCTACTATGTGCTTTGAAGACCGCATGTAAGTACCTAAGACACAACTA
LoVo | NC AACGTCGTGGGCCCTACTATGTGCTTTGAAGACCGCATGTAAGTACCTAAGACACAACTA
KO?2 AACGTCGTGGGCCCTACTATGTGCTTTGAAG —- - - - --n--- TACCTAAGACACAACTA
wT AACGTCGTGGGCCCTACTATGTGCTTTGAAGACCGCATGTAAGTACCTAAGACACAACTA
HT29 | NC AACGTCGTGGGCCCTACTATGTGCTTTGAAGACCGCATGTAAGTACCTAAGACACAACTA
KO?2 AACGTCGTGGGCCCTACTATGTGCTTTGAAGACC -~ - = <= = mmm e e e e AACTA

Red: sgRNA, Blue: PAM; Green: Insertion

Supplementary Figure 3. Genomic DNAs from four cell types (WT FAM3D, NC, KO1, and KO2 cells) of LoVo and HT29 cells
were isolated and PCR amplicons flanking the CRISPR/Cas9-targeted regions were sequenced. Sequence alighments of bases

21143-21202 and 21229-21288 of the FAM3D gene are shown. Numbering is based on the entire FAM3D gene sequence (NCBI Gene:
131177).

Www.aging-us.com 3 AGING



GO enrichment

response to unfolded protein @
response to topologically incorrect protein
gulation of resp to ing
regulation of protein stability - |°9|D(p—va |ue)
regulation of peptidase activity - @
regulation of intrinsic apoptotic signaling pathway
regulation of endopeptidase activity 7
T ion of cysteine-type id, activity 6
regulation of body fluid levels
gulation of apoptotic sil ing pathway 1 5
protein stabilization
protein refolding e
protein folding
positive regulation of transcription from RNA polymerase Il promoter in response to stress Ontology
positive regulation of transcription from RNA polymerase Il promoter in response to endoplasmic reticulum stress op
positive regulation of resp to i .
negative regulation of glycoprotein metabolic process
i of g i inal epithelium *®
intrinsic apoptotic signaling pathway by p53 class mediator Count
intrinsic apoptotic signaling pathway 1 @ .3
halial . ®
L ® 6
digestive system process L ]
digestion [ ) @
chaperone dep protein ing L] [
chaperone-mediated protein folding
chaperone-mediated protein complex assembly @
antimicrobial humoral response
‘de novo' protein folding ]
‘de novo' post-translational protein folding
10 20 30
Enrichment Factor
B KEGG enrichment
Viral protein i ion with cytokine and cytokine receptor -
Transcriptional misregulation in cancer-
TNF signaling pathway - .
Tight junction -
TGF-beta signaling pathway - Count

pathways p ey of stem cells -
Salivary secretion - o * 3
Ribosome - o ® 4

Rheumatoid arthritis -
Protein pi ing in i i n- ® s
Prion disease: () ® s
Parkinson disease - @7

NOD-like receptor signaling pathway -
NF-kappa B signaling pathway [ [ X
Necroptosis - . 9

Mineral absorption - ]
MAPK signaling pathway -
Lipid and atherosclerosis - . - |0910(|3_V3|UE)

Leukocyte transendothelial migration
Legionellosis - [ ] 4

Kaposi sarcoma-associated herpesvirus infection -
IL-17 signaling pathway - [ ] 3

Estrogen signaling pathway - @
Epithelial cell signaling in Helicobacter pylori infection - ® 3
Coronavirus disease -~ COVID-19 - @
Chemokine signaling pathway -
Arrhythmogenic right ventricular cardiomyopathy -
Apoptosis - @
Antigen processing and presentation -
An J
2 4 6 8

Enrichment Factor

Supplementary Figure 4. Bioinformatics analysis for FAM3D overexpression CRC cells in GSE132465. (A) GO functional analysis
showed the top 29 biological processes that are enriched in DEGs. (B) KEGG enrichment analysis showed the top 30 signaling pathways that
are enriched in DEGs.

Www.aging-us.com 4 AGING



