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ABSTRACT Objective: To study the inhibitory effect on human hepatoma cells, the recombinant adenovirus rAAV-shRNA-CDK2,
a target silenced CDK2 gene, was successfully transfected into human hepatoma HepG2 cells. Methods: Human hepatoma HepG2 cells
were inoculated into the armpit of the forelimb of nude mice to establish subcutaneous xenograft model. The experiment was divided into
three groups: tumor group, NC group and rAAV-shRNA-CDK2 group. All groups are through the tail vein injection. The tumor long
diameter (a), short diameter (b) and tumor volume were measured and calculated with a vernier caliper after every five days. According
to the mean tumor volume of nude mice in each group, the tumor growth curves were plotted. After last administrations for 24 hours,
mice were killed and the tumor inhibition rate was calculated; the effect of rAAV-shRNA-CDK2 on CDK2 expression levels of mRNA
and protein were studied by Real-time PCR and Western blot. Results: rAAV-shRNA-CDK2 can effectively inhibit the proliferation of
HepG2 hepatoma cells. Its inhibition rate was 72.18%. rAAV-shRNA-CDK2 make the mRNA and protein expression of CDK2 in liver
cancer tissues reduced significantly. Conclusion: Recombinant adeno-associated virus rAAV-shRNA-CDK?2 realized the purpose of
targeted therapy of liver cancer in vivo, and determined the quantitative dosing intravenous approach.
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Fig. 1 Each experimental group xenograft tumor formation in nude mice
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Table 1 The impact of TAAV-shRNA-CDK2 on xenograft tumor volume and weight

Number of animals

Mean tumour volume

Mean tumor weight Inhibition rate of Tumou

Groups
(n) (mm?) (g) (%)
Tumour group 6 510.2+ 120.5 2121 0.324
NC group 6 505.6x 109.7 2.078+ 0.217
rAAV-shRNA-CDK2 group 6 146.5+ 31.5% 0.578+ 0.103* 72.18

Note: *compare to tumour group, P<0.01.
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Fig. 2 Nude subcutaneous transplantation tumor growth curve
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Fig. 3 Tumor weight in each experimental group

i * S5hhyEEMEE, P<0.01,

Note: *compare to tumour group, P<<0.01.
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% 2 rAAV-shRNA-CDK2 ¥ BT 40 A CDK2 EE mRNA 7k #2401
Table 2 The impact of rAAV-shRNA-CDK2 on hepatoma cells CDK2 gene mRNA levels
A A Cr PAKEN Ratio of
Groups Gapdh Cy CDK2 Cy A Cr o
(sample- tumor)  (Sample/tumor) inhibition(%)
Tumour group 15.45+ 031 18.69+ 0.36 3.24% 0.26 0+ 0.02 1(0.79-1.21)
NC group 15.95+ 0.32 19.25+ 0.27 3.30+ 0.28 0.05% 0.01 0.96 (0.82-1.11)
rAAV-shRNA-CDK2 group 16.10+ 0.36 21.75+ 0.46 5.65%+ 0.33 2.40% 0.22 0.19 (0.14-0.24) * 81.0

Note: *compare to tumour group, P<0.01.
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Fig. 6 Relative quantitative analysis of TAAV-shRNA-CDK2 inhibited the mRNA level of CDK2 in hepatoma cells
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Note: *compare to tumour group, P<0.01.
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Table 3 rAAV-shRNA-CDK2 inhibition of hepatoma cells CDK2 protein expression

Groups CDK2/ACTIN Sample/ tumor Ratio of inhibition(%)
Tumour group 1.953+ 0.235 1 -
NC group 1.944+ 0.391 0.995 -
rAAV-shRNA-CDK2 group 0.328+ 0.285* 0.168 83.2

Note: *compare to tumour group, P<0.01.
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