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Table S1 siRNA sequence used in this study

Protein ID Sequence Ref.

RagC #1 | UAGACUACAACUUCCACUG

#2 | UCUACAUUGCAACAGACAG

Rheb #1 | UCAGUGUAGUUUGUUGUUUAA 1

#2 | UCUUGUGUAUUCUGUUACA

Rab5 #1 | GCCAAUUUCAUGAAUUUCAUU 2
#2 | CAGCCAUAGUUGUAUAUGAUU 2
Arfl #1 | GAAAUGCGCAUCCUCAUGGUGG 3

#2 | CCACGAUCCUCUACAAGCU

Rab1lA #2 | AAUAACUGGAGGUGAUUGUUC 4
RagCsiRNA Rab1A siRNA Rheb siRNA
Ctrl #1 #2 Combined Ctrl #1 #2 Combined Ctrl #1 #2 Combined
Arfl siRNA Rab5 siRNA
Ctrl #1 #2 Combined Ctrl #1 #2 Combined

Figure S1 Effect of individual and combined siRNAs on gene expression.
HepG2 cells were irradiated with 20 Gy X-ray and maintained on fresh medium over
2 weeks. 48 hours after indicated siRNA (sequence in table S1) were transfected,
cells were homogenized, and crude protein were separated by SDS-PAGE.
knockdown efficiencies were checked by western blotting.
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Fig S2 RagC siRNA did not affect RagA, RagB, and RagD expression.

HepG2 cells were irradiated with 20 Gy X-ray and maintained on fresh medium over
2 weeks. 48 hours after RagC siRNA were transfected, cells were homogenized, and
crude lysate were separated by SDS-PAGE. RagA, RagB, RagC, and RagD
expression were examined by western blotting.
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Figure S3 GTPase knockdown effect on short-term Trametinib treatment of
proliferating and senescence-like HepG2 cells. (A) Indicated GTPase expression
were knocked down by siRNA in proliferating and senescence-like HepG2 cells, then
cells were treated with 10 nM Trametinib for 3 hrs. Apoptosis and cell death were
examined by staining cells with Annexin-V and propidium iodide (PI) followed by flow
cytometry. Representative data are shown. (B) % apoptosis was quantified for 2
experiments and statistically analyzed by Student t test. P<0.05(*), 0.01(**), not
significant (ns). (C) Cell death were examined by staining cells with Annexin-V and
propidium iodide (PI) followed by flow cytometry. Statistical analysis of N= 3
experiment shows no resistance of senescence-like HepG2 cells to chemotherapy
drug Trametinib, therefore no way to analysis of the GTPases knockdown on drug
resistance.
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Figure S4 Rheb and RalA expression is associated with poor prognosis of LIHC
patients. (A) Overall Survival (OS) data of LIHC patients with top 50% high (N = 182)
and 50% low (N=182) expression of indicated genes were plotted in Kaplan Meier curves
and tested by Log-rank test. P <0.01 was considered significant. HR, hazard ratio. TPM,
transcript per million. (B) Expression of indicated genes in N= 369 HepG2 cancer
patients and N =160 matched normal controls. P<0.01(*). LIHC patient data from TGCA
were analyzed with GEPIA bioinformatics tools.
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