Supplementary Figure Legends

Fig. S1 The information of rs155386776 and The ICs, of 5-fluorouracil in CRC cells.

(A) The information of rs1553867776 in database. (B) The genotype of rs1553867776 in

seven common CRC cell lines (HCT8, HCT116, RKO, SW480, SW620, SW1116, and

LoVo), one gastric cancer cell line (MGC-803) and one liver cell line (HepG2). (C-D) The

ICs0 of 5-fluorouracil (5-FU) in HCT116 (C) and HCT8 (D) cells. NC, NC mimics; miR [del],

deletion-type miR-4274 mimics; miR [ins], insertion-type miR-4274 mimics.

Fig. S2 Relative expression of miR-4274 mRNA in CRC cells transfected with

miR-4274 mimics and inhibitors.

(A, B) Relative expression of miR-4274 mRNA in HCT116 (A) and HCT8 (B) cells

transfected with miR-4274 mimics. (C, D) Relative expression of miR-4274 mRNA in

HCT116 (C) and HCT8 (D) cells transfected with miR-4274 inhibitors. ***, P < 0.001 and

¥ P < 0.0001 of Student’s t-test. NC, NC mimics; miR [del], deletion-type miR-4274

mimics; miR [ins], insertion-type miR-4274 mimics; NC inh, NC inhibitor; miR inh [del],

deletion-type miR-4274 inhibitor; miR inh [ins], insertion-type miR-4274 inhibitor.

Fig. S3 Colony formation assays in CRC cells with miR-4274 overexpression or

downregulation.

(A, B) Colony formation assays in HCT116 (A) and HCT8 (B) cells with miR-4274

overexpression with or without IR treatment. Right panels represent data (means + SEM)

from 3 independent experiments. (C, D) Colony formation assays in HCT116 (C) and

HCT8 (D) cells with miR-4274 downregulation with or without IR treatment. Right panels

represent data (means + SEM) from 3 independent experiments. *, P < 0.05; **, P < 0.01;



*** P < 0.001 and ns, not significant of Student’s t-test, NC mimics; miR [del],

deletion-type miR-4274 mimics; miR [ins], insertion-type miR-4274 mimics; NC inh, NC

inhibitor; miR inh [del], deletion-type miR-4274 inhibitor; miR inh [ins], insertion-type

miR-4274 inhibitor.

Fig. S4 Cell viability assays of BGC-803 and HepG2 cells

(A) Transfection miR-4274 mimics in BGC-803 (left) and HepG2 (right) cells significantly

increase the cell proliferation and induced radioresistance. (B) Transfection miR-4274

inhibitor in BGC-803 (left) and HepG2 (right) cells significantly inhibit cell proliferation and

increased the radiosensitivity. Growth curves data are mean + SEM from 3 independent

experiments and most error bars are with the symbols. **, P < 0.01; **, P < 0.001 and ****,

P < 0.0001 of Student’s t-test. NC, NC mimics; miR [del], deletion-type miR-4274 mimics;

miR [ins], insertion-type miR-4274 mimics; NC inh, NC inhibitor; miR inh [del],

deletion-type miR-4274 inhibitor; miR inh [ins], insertion-type miR-4274 inhibitor. IR,

irradiation.

Fig. S5 Cell migration assays of HCT8 cells

(A) Cell migration assays of HCT8 cells transected miR-4274 and NC mimics. (B) Cell

migration assays of HCT8 cells transfected miR-4274 and NC inhibitors. NC, NC mimics;

miR [del], deletion-type miR-4274 mimics; miR [ins], insertion-type miR-4274 mimics; NC

inh, NC inhibitor; miR inh [del], deletion-type miR-4274 inhibitor; miR inh [ins],

insertion-type miR-4274 inhibitor. Scale bar, 100 uym. ns, not significant. (C) Cell

migration assays of NC and PEX5-KO HCT8 cells. (D) Cell migration assays of Vector

and PEX5-OE HCTS cells.



Fig. S6 The western blot results of y-H2AX, PEX5, Ku70, Ku80 in different time after

IR.

(A) The western blot results of y-H2AX at 2, 6, 12, 24 h after IR and without IR in HCT116

and HCT8 wild-type cells. (B) The western blot results of PEX5, Ku70, Ku80 at 2, 12,24 h

after IR and without IR in PEX5-KO and NC HCT116 cells.

Fig. S7 The psiCHECK-2 vector map.

Fig. S8 Kaplan—-Meier estimates of survival time by expression of PEX5 from TCGA.

(A) Kaplan—-Meier estimates of survival time by expression of PEX5 from TCGA-KIRC, n =

533. (B) Kaplan—-Meier estimates of survival time by expression of PEX5 from TCGA-LGG,

n = 516.

Fig. S9 Relative expression of PEX5 mRNA in PEX5-KO or PEX5-OE CRC cells.

(A, B) Relative expression of PEX5 mRNA in PEX5-KO HCT116 (A) and HCT8 (B) cells. (C,

D) Relative expression of PEX5 mRNA in PEX5-OE HCT116 (C) and HCTS8 (D) cells. *, P <

0.05; **, P < 0.01 and ***, P < 0.0001 of Student’s t-test.

Fig. S10 Colony formation assays in PEX5-KO or PEX5-OE CRC cells.

(A) Colony formation assays in PEX5-KO HCT116 cells with or without IR treatment.

Right panels represent data (means + SEM) from 3 independent experiments. (B) Colony

formation assays in PEX5-KO HCT8 cells with or without IR treatment. Right panels

represent data (means = SEM) from 3 independent experiments. (C) Colony formation

assays in PEX5-OE HCT116 cells with or without IR treatment. Right panels represent

data (means + SEM) from 3 independent experiments. (D) Colony formation assays in

PEX5-OE HCTS cells with or without IR treatment. Right panels represent data (means =



SEM) from 3 independent experiments. *, P < 0.05; **, P < 0.01; **, P < 0.001 of the

Student’s t-test.

Fig. S11 PEXS5 related to response to radiation in CRC cells.

(A) Fractions of cell survival by limiting dilution assays of PEX5-OE HCT116 cells with or

without IR treatment. (B) Fractions of cell survival by limiting dilution assays of PEX5-OE

HCT8 cells with or without IR treatment. (C) The images of comet assays of PEX5-KO

and PEX5-OE HCTS8 cells with or without IR treatment. Scale bar, 100 um. (D) Bar charts

show the statistics of tail moments in comet assays. Data are mean + SEM from 3

replicate experiments and 4 fields were randomly selected for each experiment. ***, P <

0.0001 of Student’s t-test.

Fig. S12 The RNA-seqing results of PEX5-KO cells after IR

(A) Volcano plot of differential genes in PEX5-KO vs NC cells after IR. (B) Metascape

gene enrichment analysis of differential genes.

Fig. S13 Immunofluorescence analysis of Ku70 co-staining in PEX5-KO and

PEX5-OE HCT116 cells with or without IR.

Scale bar, 100 pm.

Fig. S14 The effects of miR-4274 and PEX5 on CRC progression and radiosensitivity

in vivo.

(A, B) The effects of miR-4274 on the volume of HCT116 xenograft tumors, n = 3. (C) The

effects of miR-4274 on the weights of CRC tumors, n=3. (D, E) The effects of PEX5-KO

on the volume of CRC tumors, n = 5. (F) The effects of PEX5-KO on the weights of CRC

tumors, n = 5. ¥, P < 0.01; ™, P < 0.001; **, P < 0.0001 and ns, not significant of



Student’s t-test. NC, NC ago-mimics; miR [del], deletion-type miR-4274 ago-mimics;

miR [ins], insertion-type miR-4274 ago-mimics.

Fig. S15 The effects of PEX5 overexpression on CRC progression and

radiosensitivity in vivo.

(A, B) The effects of PEX5 OE on the volume of HCT116 xenograft tumors, n = 5. (C, D)

The effects of PEX5-OE on the volume of HCT8 xenograft tumors, n = 5. (E, F) The

effects of PEX5-OE on the weights of HCT116(E) and HCT8(F) xenograft tumors, n = 5. *,

P <0.01, ™, P <0.001 and *™*, P < 0.0001 of Student’s t-test.
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