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Abstract

AIM: To construct a recombinant adenovirus
carrying Apoptin gene so as to provide a basis
for further studying the molecular mechanism of
Apoptin gene in inducing tumor cell apoptosis.

METHODS: The plasmid pVAX1-Apoptin was
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digested by endonuclease BamH I and Spel,
and the obtained Apoptin segment was inserted
into vector pacAd5 CMV K-N pA to construct
a shuttle plasmid pacAd5-Apoptin. After Pac |
digestion and linearized process, the plasmid
pacAd5-Apoptin and pAD (genome plasmid)
were co-transfected into AAV-293 cells by lipo-
some mediation. The DNA containing Apoptin
gene of the recombinant adenovirus was identi-
fied by plaque purification, reverse transcrip-
tion-polymerase chain reaction (RT-PCR) and
Western blot. The titer of the obtained adenovi-
rus was also examined.

RESULTS: The recombinant adenovirus ex-
pressed Apoptin gene and the molecular weight
of the protein was about 13 kDa, which was con-
sistent with the CVA-positive control. The pro-
tein of Apoptin could be effectively expressed
in the recombinant adenovirus, and this protein
had response to the CAV-positive serum. The
titer of the recombinant virus was 10" PFU/L.

CONCLUSION: The adenovirus containing
Apoptin gene is successfully constructed, and
the virus titer is able to meet the requirements of
in vitro and in vivo experiments.

Key Words: Apoptin gene; Adenovirus vector;
Genetherapy; Reverse transcription-polymerase
chain reaction; Western blot
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