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Abstract
AIM: To clone the murine a-fetoprotein gene and to con-
struct the eukaryotic expression vector of AFP-CTLA4
fusion protein.

METHODS: Total RNAs were extracted from Hepal-6 cells,
then the murine a-fetoprotein gene was amplified by RT-
PCR and cloned into the eukaryotic expression vector
pcDNA3.1. The extramembrane domain of mouse CTLA4
gene was amplified from plasmid pmCTLA4-1g, followed
by the addition of a linker using overlap PCR. The PCR product
was subcloned into pmAFP and fused in frame with the AFP.
The recombinant of vector was transformed into E.coli. DH5a,
the positive clones were selected and the plasmid DNA was
identified by restriction enzyme analysis and sequencing.
After transient transfection of CHO-K1 cells with the recom-
binant of vector, Western blotting was used to detect the
expression of fusion protein.

RESULTS: The 1.8 kb murine a-fetoprotein gene was suc-
cessfully cloned from the total RNA of Hepal-6 cells. The
result obtained from the restriction enzyme analysis showed
that the extramembrane domain of mouse CTLA4 gene
was successfully inserted into pmAFP. Result of sequencing
assertained that the orientation of the ligations and the
reading frame were correct, and Western blotting indicated
that the recombinant of vector could express murine AFP-
CTLA4 fusion protein in CHO-K1 cells.

CONCLUSION: We successfully construct eukaryotic ex-
pression vector of AFP-CTLA4 fusion protein, which forms
an important basis for the research of immunotherapy of

hepatocellular carcinoma with pmAFP-CTLA4.

Tian G, Yi JL. Construction and identification of the eukaryotic expres-
sion vector of murine AFP-CTLA4 fusion protein. Shijie Huaren Xiaohua
Zazhi 2004;12(2):283-285
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