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Table S1. Primers used for real-time PCR assay

Reverse transcription primers for tRFs Sequence (5'—3")

tRF-22-RNLNK88KL GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACTCCCTG
tRF-27-Z3M8ZLSSXUL GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACTCTCGC
tRF-32-0668K87SERM4P GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACACACCG
qRT-PCR primers for tRFs Forward sequence (5'—3") Reverse sequence (5'—3")
tRF-22-RNLNKS88KL GGGGTTCGATTCCCGGT AGTGCAGGGTCCGAGGTATT
tRF-27-Z3M8ZLSSXUL TGGTCGTGGTTGTAGTCCGT AGTGCAGGGTCCGAGGTATT
tRF-32-0668K87SERM4P GCCCGGGTTCGACTCC AGTGCAGGGTCCGAGGTATT

ué6 TGCTTCGGCAGCACATATAC TCACGAATTTGCGTGTCATC




Table S2. A List of the top 50 tRFs with sequences in the intersection tRFs, sorted by the absolute value of LogFC
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Mintbase ID tRF Sequences (5’~3’) LogFC Type P.Value adj.P.Val Amino acid
(RF-30-TKONJ4S2I7L7 ATGGGTGGTTCAGTGGTAGAATTC 3.410 i-{RF 7.47E-39 1.73E-35 Gly
TCGCCT
{RF-27-Z3M8ZLSSXUL XEiGTCGTGGTTGTAGTCCGTGCG 3.240 i-{RF 1.59E-36 9.22E-34 Glu
{RF-22-FSXMSL730 AGCCGTGATCGTATAGTGGTTA 2,871 S-(RF 8.61E-38 9.97E-35 His
(RE-29JYSWRYVMMVHX Gl tGGTCGTGGTTGTAGTCCGTG 2866 i-RF 5.50E-29 8.49E-27 Glu
ACCCAGGCGGCCCGGGTTCGACT .
{RF-32-0668K87SERM4P A cGagacs 2.708 i-{RF 8.13E-27 7.24E-25 Glu
{RF-21-FSXMSLT3E AGCCGTGATCGTATAGTGGTT 2,623 SU(RF 4.65E-36 1.79E-33 His
{RF-28-I8W47W IR7THX é&TG(iGTCGTGGTTGTAGTCCGTGC 2.563 i-{RF 1.48E-27 1.63E-25 Glu
{RF-23-FSXMSL730H AGCCGTGATCGTATAGTGGTTAG 22,559 SURF 5.28E-37 4.07E-34 His
AAGAACTGCTAACTCATGCCCCC ,
(RF-36-DBNIBOIKQSXODB AR ORACTACTAAC 2.504 i-{RF 1.23E-15 1.58E-14 Ser
{RF-30-Z3MSZLSSXUOL TTGGTCGTGGTTGTAGTCCGTGCG 2473 i-{RF 8.01E-30 1.86E-27 Glu
AGAATA
{RF-16-88481DD TCCGGCTCGGAGGACC 2418 3URF 5.63E-17 9.52E-16 Tyr
GACCCAGTGGCCTAATGGATAAG ,
{RF-33-OR18309EDJHPD3 e 2410 S"half 7.24E-27 6.70E-25 Arg
{RF-29-18W47W IR7THEG ATTGGTCGTGGTTGTAGTCCGTGC 2.386 i-{RF 1.27E-22 527E-21 Glu
GAGAA
{RF-28-Z3M8ZLSSXUDS6 XE%JCGTGGTTGTAGTCCGTGCG 2.370 i-{RF 1.88E-21 6.79E-20 Glu
{RF-16-884U1DD TCCGGCTCGAAGGACC 2.368 3-RE 1.39E-21 5.09E-20 Tyr
{RF-30-)YSWRYVMMYsB ~ CATTGGTCGTGGTTGTAGTCCGTG 2344 i-RF 1.03E-24 6.12E-23 Glu
CGAGAA
{RF-24-FSXMSL732Z AGCCGTGATCGTATAGTGGTTAGT 2312 SU(RF 3.14E-36 1.45E-33 His
AGGAGATTTCAACTTAACTTGACC ,
{RF-32-1019BZBZOS4Y | iU 2.306 3URF 4.64E-15 5.29E-14 Val
AAGAACTGCTAACTCATGCCCCC .

(RF-41-DBNIBIIIKQSXODIE  ARCAACTOCTAACTCATY 2.299 i-{RF 9.26E-19 2.26E-17 Ser
(RF-22-EXEYOVWUJ ACTTAACTTGACCGCTCTGACC 2.295 3URF 9.54E-25 5.81E-23 val
{RF-22-WKM2736ZQ TCGGGCGGGAGTGGTGGCTTTT 2290 (RF-1 1.60E-29 3.19E-27 Lys
{RF-27-MOIBB7Z92K 8(0}%GATGAAAACCTTTTTCCAA 2,247 i-{RF 1.10E-32 3.65E-30 Thr

CGCCGCGGCCCGGGTTCGATTCCC A
(RF-31-LSMIM3WESSSPO caceas 2212 i-{RF 3.15E-18 6.88E-17 Glu
(RF-21-739P§WQOB GTGGTTGTAGTCCGTGCGAGA 2.195 i-{RF 4.37E-26 3.37E-24 Glu
AGGAGATTTCAACTTAACTTGACC , ]
{RF-33-1019BZBZOS4YV A 2.155 3URF 5.67E-16 7.76E-15 Val
{RF-29-IKONJ4S2171V ATGGGTGGTTCAGTGGTAGAATTC 2.149 i-RF 1.76E-27 1.85E-25 Gly
TCGCC
{RF-22-WB8US5652 TCGAATCCGAGTCACGGCACCA 2133 3-RF 2.13E-29 3.61E-27 His
ATTGGTCGTGGTTGTAGTCCGTGC A
{RF-31-I8W47W IR7HFEB AN 2114 i-RF 1.91E-18 439E-17 Glu
{RF-21-WKM2736ZE TCGGGCGGGAGTGGTGGCTTT 2.064 {RF-1 2.52E-28 3.44E-26 Lys
{RF-29-9M739P8WQOEB TGGTCGTGGTTGTAGTCCGTGCGA 2,057 i-RF 5.52E-23 2.45E-21 Glu
GAATA
{RF-22-739P§WQOF GTGGTTGTAGTCCGTGCGAGAA 2.042 i-{RF 1.02E-22 4.30E-21 Glu
{RF-34-DAZWRNU3KQOM29 ~ AAGTGTTTGTGGGTTIAAGTCCCA 2029 3-4RF 6.18E-17 1.03E-15 Asn

TTGGTCTAGC



tRF-22-XSXMSL730

tRF-21-XSXMSL73E

tRF-18-8R1546D2
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tRF-33-P4R8YPILON4VDP

tRF-21-WB8US565D

tRF-35-D4ZWRNU3KQIMV1

tRF-35-FDXXE6XRK4WO2F

tRF-31-J87383RPDIWI1E
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GTT
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GCCGTGATCGTATAGTGGTTAGTA
CTCTGCGTTGTG

TGCCGTGATCGTATAGTGGTTAG

GCATGGGTGGTTCAGTGGTAGAAT
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DESeq2

Figure S1. Intersection of variance analysis results of Limma package and DEseq2 package.
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Figure S2. Expression differential analysis of tRF-22/27/32. Differential expression of tRF-22/27/32 in the training

set (A~C) and independent validation set (D~F) was analyzed using paired t-test and unpaired t-test.
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Figure S3. GSEA analysis of target genes. (A~F) CRC target genes RNAseq data obtained from TCGA for GSEA
analysis, this figure shows the six pathways with P.adj<0.05.
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Figure S4. Enrichment analysis of Glu metabolism genes significantly associated with tRF-22/27/32.
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Figure SS. Diagnostic efficacy of qRT-PCR results of tRF-22/27/32 in 24 pairs of CRC cancer and

paraneoplastic tissues for CRC under different models. (A~B) Evaluation of the diagnostic efficacy of tRF-

22/27/32 qRT-PCR results of 24 pairs of tissues for CRC when random forest model was applied (ROC-AUC=0.556;
PR-AUC=0.634); (C) tRF-22/27/32 qRT-PCR results of 24 pairs of tissues when logistic regression model alone was
applied diagnostic efficacy (ROC-AUC of 0.556/0.646/0.648 for tRF-22/27/32, respectively).
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Figure S6. Agarose gel electrophoresis of tRF-22/27/32 qRT-PCR products (two replicates were set for each
tRF).
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Figure S7. Sanger sequencing experiments were performed to determine qRT-PCR amplification product

sequence information. (A~C) Sanger sequencing experiments were performed using tRF-22/27/32 qRT-PCR

products to determine that the amplification products were the target products.
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