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[Abstract] Objective To detect the expression level of eEF—2K in hepatocellular carcinoma (HCC) and the effect of its
silencing on proliferation, invasion and apoptosis of HCC cells. Methods RT—qPCR and Western Blot were used to examine
the expression of eEF-2K gene at mRNA and protein levels in HCC and their adjacent liver tissues resected from 64 HCC pa—
tients, as well as in five HCC lines (LM3, Hep3B, Huh7, 97H, Hep(G2) and normal human liver cell line LO2. LM3 and Hep3b
cells were transfected with eEF-2K specific and non—specific siRNAs respectively . The silencing of eEF-2K gene after siRNA
trasfection in LM3 and Hep3B cell lines was confirmed by RT-qPCR. The effect of silencing of eEF-2K gene on proliferation,
invasion and apoptosis of HCC were detected by CCK-8 assay, Transwell assay and flow—cytometry. Results The expression of
elF-2K was significantly up—regulated both at mRNA and protein levels in HCC tissues as well as in LM3, HEP3B, 97H,
Hepg2, Huh7 lines compared to the expressions in adjacent tissues (< 0.05) and in normal LO2 line (P<0.05) . The prolifera—

tion rates of eEF-2K-silenced groups were decreased compared to control group (< 0.05) , and the percentages of transmem—
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brane cells in eEF-2K-silenced groups groups were decreased compared to control group (£<0.05). Silencing of eEF-2K by
siRNA also led to increased apoptosis in HCC (P < 0.05) .The analysis of TCGA database showed that the high expression of
eEF-2K was associated with poor prognosis of HCC (P<0.05) . Conclusions eEF-2K was highly expressed in HCC tissues

and cell lines, which is associated with poor prognosis. Knock—down of eEF-2K gene by siRNA inhibited the proliferation and

invasion ability, and induced apoptosis in HCC cells. This study provided evidence that eEF-2K is potential prognostic marker

and therapeutic target for HCC.
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Fig. 1 Expression and survival analysis of eEF—2K in
Tiver cancer tissue
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(A.Detection of eEF-2K mRNA levels in HCC samples from
64 patients and paired adjacent cancer tissues using RT qPCR; B.
Determine the levels of eEF-2K protein in the tissues of two HCC
patients through Western Blot analysis. T represents HCC tissue,
and P represents paracancerous tissue. B— actin is used as internal
reference (lefi: typical protein imprinting results, right: quantita—
tive diagram of the gray scale of three protein imprinting results
and the relative value after internal parameter setting); C. TCGA
data analysis of the correlation between eEF-2K expression and
long—term survival in liver cancer. Tumor: Liver cancer tissue, Pa—

ra—carcinoma: Normal liver tissue adjacent to cancer)
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A. Detection of eEF-2K mRNA expression levels in normal
liver cell line LO2 and five HCC cell lines (LM3, Hep3B, Huh7,
97H, HepG2) using RT qPCR; B. Analysis of eEF-2K protein lev—
els in normal liver cell line LO2 and 5 HCC cell lines (LM3,
Hep3B, Huh7, 97H, HepG2) using Western blot analysis (Upper:

Typical Western blot results, Below: Quantification of relative val—

Fig. 2

ues after three Western Blot results and internal parameter settings)
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Fig. 3 Changes in eEF—2K expression after transfection
with eEF=2K siRNAs in different liver cancer cells

AB:AELM3 AN P#E Y eEF-2K siRNAJ , 455341 e EF -
2K mRNA FIE A RIETE O ; C.D: 7E Hep3B 4H il Jt eEF -
2K siRNAJi7 , #4341 e EF-2K mRNA R [ gk i (Horh
B.D A b SRR R AE R, R A 3 U BN A R K S
WSRE Z S AR AL D)

A. B: The expression of eEF-2K mRNA and protein in each
group after transfection with eEF-2K siRNA in LM3 cells; C. D:
Expression of eEF-2K mRNA and protein in each group after
transfection with eEF-2K siRNA in Hep3B cells (where B, D, top
figure: typical protein blotting results, bottom figure: quantification
of gray scale and relative values after internal parameter setting of

three protein blotting results)
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Fig. 4 Effects of eEF—2K siRNAs on proliferation and

invasion of hepatocellular carcinoma cells
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Hep3B cells, the effects of each group on cell proliferation activi—
ty at 12,24,48 h were measured by CCK8 method. C.D: Effects of
each subgroup on invasion of LM3 and Hep3B cells after trans—
fection of eEF-2K siRNA (quantified by histogram)
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Fig. 5 Effect of eEF—=2K siRNA on apoptosis of
different Tiver cancer cells

A Bk eEF-2K siRNAJ5 , 5734100 LM3 A0 TR 5200 5
B.J % eEF-2K siRNA J&7 , /340 %F Hep3B 40T (15207

A. The effect of each group on LM3 cell apoptosis after
transfection with eEF-2K siRNA; B. Effects of different groups
on Hep3B cell apoptosis after transfection with eEF-2K siRNA
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