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Figure S1. Treatment of CDCAS8-3siRNA decreases clonogenicity and migration ability in HCC cells.
(A,B) Observation of changes in the clonogenicity of Huh1 (A) or Huh7 (B) cells after 12 days of siRNA
treatment. The number of colonies was also measured in each cell line (** p < 0.01 by the Poisson
generalized linear model). (C,D) Observation of HCC cell migration using a wound healing assay. (C)
Representative images were taken after 0 h, 48 h and 96 h of siRNA treatment. Scale bars, 100 pm. (D)
Wound closure was measured daily for up to 4 days, and normalized to time point day 0 (* p < 0.05,

**p <0.01 by Student’s t-test).



A 1.2 - = B Huh7 Huh1

c
2 1] CDCAS [se
w
2
[-+]
‘z': 0.6 -
o
E 0.4 -
2
Q0.2 -
[a]
O
0 T )
Huh7 Huh1
- Huh1 g
u
Huh1
£ 0% E CDCAS8
S 6000 - NT SRy
a -vector -vector
°E’_5000 1
4000 - CDCAS8 —
£
o0 2000 -
< .
8 1000 - B-actin | e———
(¥)
0 T r
&
i
S
Q ¥
ol &

Figure S2. Basal expression of CDCAS8 and induction of CDCAS8 expression in HCC cells. (A,B)
Relative basal levels of CDCA8 mRNA (A) or CDCAS protein (B) in Huhl and Huh? cells. (C,D)
Detection of CDCA8 mRNA (C) or CDCAS8 protein (D) in Huhl cells that were untreated (NT) or
treated with control vector (Empty-vector) or CDCAS8-expression vector (CDCAS8-vector) (*** p <0.001
by Student’s f-test).
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Figure S3. Silencing of CDCAS leads to G2/M cell cycle arrest in HCC cells. (A,B) Analysis of cell cycle
in HCC cells using flow cytometry. (A) At 48 h after siRNA treatment, changes in cell cycle
progression were measured and shown in a histogram. (B) For each phase of the cell cycle, the
percentage of cells is shown in a bar graph. NCsi., negative control siRNA, CDCAS-1si., CDCAS-

1siRNA (* p <0.05 by Student’s t-test with equal variance).
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Figure S4. Targeting CDCAS reduces mRNA expression of CD133 in PLC/PRF/5 parental cell culture.
The data are shown relative to GAPDH expression and normalized to NCsiRNA treatment. NCsi.,
negative control siRNA, CDCA8-1si.,, CDCA8-1siRNA (* p < 0.05, ** p < 0.01 by Student’s t-test).
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Figure S5. Uncropped original western blots of Figure 6A, which were incubated with CDCAS, cyclin
B1, p-cdc2, procaspase-9, CDKN2B, ATF3 or GADD34 antibody The whole images with all the bands

and molecular weight markers are shown.
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Figure S6. Uncropped original western blots of Figure 6A, which were incubated with Bax, cleaved
caspase 9, full form of PARP/cleaved PARP-1 or B-actin antibody. The whole images with all the
bands and molecular weight markers are shown.
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Figure S7. Uncropped original western blots of Figure 7A, which were incubated with CDCAS, f3-
catenin, Akt, p-Akt, pGSK-3f, GSK-3f or B-actin antibody. The whole images with all the bands and
molecular weight markers are shown.
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Figure S8. Uncropped original western blots of Figure 8C and 8E, which were incubated with CDCAS,
CD133, Akt, p-Akt, B-catenin, pGSK-3p, GSK-3p3, ATF, GADD34 or GAPDH antibody The whole
images with all the bands and molecular weight markers are shown.
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Figure S9. Uncropped original western blots of Figure 9E, which were incubated with CDCAS, ATE3,
GADD34, Akt, p-Akt, B-catenin or GAPDH antibody. The whole images with all the bands and
molecular weight markers are shown.
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Figure S10. Uncropped original western blots of Figure S2B and 52D, which were incubated with
CDCAS8, GAPDH, Flag or p-actin antibody. The whole images with all the bands and molecular

weight markers are shown.
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