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Construction and identification of replication-competent adenovirus
expressing siRNA targeting CD133 gene regulated by survivin

promoter and its inhibition of liver cancer cell growth
Niu Jian Wang Yue Liu Bin et al
( Liver Disease Research Center The Affiliated Hospital of Xuzhou Medical College Xuzhou 221004 )

Abstract Objective To construct a replication-competent adenovirus expressing siRNA targeting CD133 gene
regulated by survivin promoter and investigate its inhibitory effect on Hep3B cells. Methods The fragment of the
survivin promoter was amplified by PCR and inserted into pH-XC2 to reconstruct a recombinant plasmid pH-XC2-
survivin. Complete digestion pH-XC2-survivin and pZD55-CD133-siRNA combinational joining the subclones

then getting replication-competent adenovirus expressing short interference RNA targeting CD133 gene regulated by
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survivin promoter replication-competent adenovirus was constructed. The recombined adenoviruses ( T-ZD55-
CD133-siRNA) were verified by PCR and sequencing. The effect of T-ZD55-CD133-siRNA on CD133 expression
in Hep3B cells was detected by qRT-PCR. The expression of E1A was detected by Western blot. The antitumor po—
tential of replication-competent adenovirus in Hep3B cells were evaluated by CCK-8 assay and cell apoptosis was
detected by Flow cytometry. Results Replication-competent adenovirus were constructed successfully. Western
blot analyses indicated that T-ZD55-CD133siRNA might express E1A in adenovirus-infected Hep3B cells. T-
7ZD55-CD133-siRNA were more effective to inhibit CD133 mRNA expression and Hep3B cells proliferation. Apop—
tosis was significantly increased in the interference group compared with the control group. Conclusion Survivin—
T-ZD55-CD133-siRNA expressing CD133-siRNA can inhibit CD133 expression and may be used for further investi—
gation of gene therapy for liver cancer.
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