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ABSTRACT Objective: To investigate the effect of resveratrol (Res) on cell cycle and apoptosis of hepatocellular carcinoma LM3
cells and the possible molecular mechanisms. Methods: Cell counting kit-8(CCK-8) assay was used to examine the effect on cell prolifer-
ation of hepatocellular carcinoma LM3 cells treated by Res with the concentration of 50 wmol/L for 24 and 72 hours; LM3 cells were
treated by DMSO or no treatment as randomized and blank control, and then were detected. The expression of Bak and Bcl-2 mRNA and
protein in LM3 cells treated by Res were evaluated by Real-time PCR and western blot, respectively. Results: Res inhibited the prolifera-
tion of LM3 cells in time-dependent manner F=101.183 P<C0.001 and concentration-dependent manner F=192.371 P<<0.001 in vit-
ro. It was found that Res could accelerate cells cycle transition and induce apoptosis after treatment by Res at 150 wmol/L for 72 hours.
The expression of Bak mRNA (P=0.002 0.007) and protein P =0.004 0.01 were obviously up-regulated on treated LM3 cells, while
the expression of Bcl-2 mRNA P=0.027 0.007 and protein P =0.001 0.001 decreased remarkably. Conclusion: Res can not only in-
hibit proliferation of LM3 cells but also induce cellular apoptosis through accommodating the expression of Bak and Bcl-2.
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CCK-8 Dojindo 1.3.1 Res 72h LM3 150 pmol/L Res
B 2 B-cell LM3 72h (Res ) PBS 2
leukemia/lymphoma 2, Bel-2 N Bcl-2 70% 4C o
Bcl-2 homologous antagonist/killer, Bak B-actin DMSO LM3
Santa Cruz Bradford -
o 132 ® LM3
1.2 PBS 2 70% 4C o 50 g/mL
1.2.1 LM3 Res LM3 10% (propidium iodide PI)250 L 1mg/mL RNase 10uL
.100 U/mL .100 pg/mL High glucose 30 min . @
DMEM CO, 37°C 5% CO, 150 pmol/L Res LM3 72h PBS
. 2 70% 4°C N 1 x binding Buffer
1% 10° / 96 50,100, 1% 10%mL 100 L Spl Annexin-V
150.200pmol / L Res 3 Sl PI 15min 400l binding Buffer
24.48.72 h o Res LM3 o
- 1.4 Real-time PCR
1.2.2 CCK-8 Res LM3 150 wmol/L Res LM3
10l CCK-8 (5 g/L) 4h LM3 DMSO LM3
(OD450nm),, 72
(%)=(1-Res oD/ OD )x 100% RNA cDNA SYBR Green
. Res PCR Bcl-2 Bak  mRNA
LM3 Res o o PCR 95 ‘C10 min 95 C15s 60°C
1.3 1 min 35 1,
1 Real-time PCR
Table 1 Primers for Real-time PCR
Gene Sequence(5'—3") Aamplified fragment
Bak(HGNC:949) Forward GAGATGGTCACCTTACCTCTGC 95bp
Reverse TCATAGCGTCGGTTGATGTCG
Bcel-2(HGNC:990) Forward CATGTGTGTGGAGAGCGTCAA 80bp
Reverse GCCGGTTCAGGTACTCAGTCA
B-actin(HGNC:132) Forward CTGGAACGGTGAAGGTGACA 140bp
Reverse AAGGGACTTCCTGTAACAATGCA
1.5 Western blot 2.1 Res LM3
72 3 CCK-8 ® Res 50,100,150
SDS-PAGE N N N 200pmol/L LM3 F=192.371 P<
N ECL-PLUS 0.001 @ Res 24.48  72h
Bio-Rad F=101.183 P<<0.001 ® 24
B-actin Quantity One - 4 Res LM3
1.6 . @
SPSS 13.0 o xt s P<<0.001 . Res LM3
. CCK-8 LSD-t N
Res N 5 1 150 pmol/L Res
Western blot
Real Time-PCR 2-AAct 150 wmol/L Res 72 LM3

. P<0.05

2.2 Res LM3

150 pmol/L  Res 72 Gy/G,
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Fig.3 Effects on cell cycle of hepatocellular carcinoma LM3 cells after treatment by Res A: Treated with Res; B: Treated with DMSO; C: No treatment
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Fig. 4 Expression of Bak and Bcl-2 in hepatocellular carcinoma LM3 cells
after treatment by Res
A: Change for Bak and Bcl-2 mRNA in hepatocellular carcinoma LM3
cells treated with 150 wmol/L Res for 72 hours B: Change for Bak and
Bcl-2 protein in hepatocellular carcinoma LM3 cells treated with 150
pmol/L Res for 72 hours. a: Treated with Res; b: Treated with DMSO;
¢: No treatment. *P < 0.05; **P < 0.01
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