Arsenic Trioxide Reverses the Chemoresistance in Hepatocellular Carcinoma: A

Targeted Intervention of 14-3-3n/NF-kB Feedback Loop
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Supplement Fig. 1: The primers for MDR1 were F: 5’-gctcatcgtttgtctacagtt-3°, and R:

5’-acaatgactccatcatcgaa -3’, while the primers for MPR1 were 5’-ggatcatgctcatttctg-3’,
and R: 5’-aagtgatgtcacgaaacaggt-3’; qRT-PCT analyses in triplicate of the MDR1 (left)

and MRP1 (right) mRNAs.
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Supplement Fig. 2: After HepG2 cells were transfected by scrambled or 14-3-3n,
they were exposed to 0 or 500 uM hydrogen peroxide for 24 h. (A) The intracellular

ROS levels (determined in triplicate). (B) Cell viability (determined in triplicate).
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Supplement Fig. 3: Bel/5-Fu cells were transfected by scrambled or 14-3-3n-siRNA,

gRT-PCT analyses in triplicate of the MDR1 (left) and MRP1 (right) mRNAs.
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Supplement Fig. 4: HepG2 cells were transfected by scrambled or 14-3-3n. Cells
were treated by different concentrations of 5-fluorouracil, oxaliplatin, or doxorubicin

for 24 h. The cell viability was determined in triplicate, and the 1Csos Were calculated.
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Supplement Fig. 5: HuH7 (left) or HCCLM3 (right) cells were transfected by
scrambled or p65-siRNA. gRT-PCT analyses in triplicate of the 14-3-37 mRNA. We
chose these two cells for investigating the effects of NF-kB on 14-3-3n because they

have relative higher background phosphorylation levels of NF-xB/p65 [3, 4].
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Supplement Fig. 6: HCCLM3 cells were transfected by scrambled or 14-3-3n-siRNA,

while HepG2 cells were transfected by scrambled or 14-3-3r. Western blot analyses

of the expressions of p-p65 and 14-3-3n/Flag.

Supplement Fig. 7: PyMol software analyses the binding of ATO to 14-3-3 isoforms.
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Supplement Fig. 8: AFS analyses of the concentration of ATO in negative or positive
groups. The concentration of ATO in positive control group (total protein) was 19.92
ng/ml (The blue dot). We almost did not detect the presence of ATO in negative

control groups (The ranges of flourescences were showed as the red circle).
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Supplement Fig. 9: Bel-7402 or Bel/5-Fu cells were treated by different
concentrations of ATO for 24 h. The cell viability was determined in triplicate, and the

1Cs0s Were calculated.
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Supplement Fig. 10: Bel/5-Fu cells were treated by 10 uM of ATO for 24 h,
gRT-PCT analyses in triplicate of the MDR1 (left) and MRP1 (right) mRNAs.
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Supplement Fig. 11: Bel-7402 or Bel/5-Fu cells were treated by 10 uM of ATO for
24 h. The cell viability was determined in triplicate.
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Supplement Fig. 12: Bel/5-Fu cells were treated by 10 uM of NAC for 6 h. Western

blot analyses of the phosphorylation of NF-kB/p65.
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