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Recombined and Construction of Human Alpha-fetoprotein Eukaryotic Expression
Vector Plasmid pEGFP-C1-AFP-TK
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Abstract; [Objective] To construct the herpes simplex virus thymidine kinase. type 1 (HSV-1-TK) expression vector with
alpha- fetoprotein (AFP) expression gene as starter, and analyzing its specific expression. [Method] The AFP promoter was
amplified by means of PCR. It was purified and cloned on the cloning site of pBluescript IT KDR-TK. Then the AFP-TK, fragment
was obtained and inserted into pEGFP-C1 with T4 DNA ligase. The obtained fragment was identified for its cell targeting and
exogenous genes expression. HepG2 genome DNA was extracted as template to amplify the AFP sequence (300 bp). Its PCR
product was then conjugated with pMD-18, then amplified and extracted. The pMD-18-AFP was digested, and then the fragment
was cloned into pBluescriptll KDR-TK. Then to produce the whole expressing fragment of AFP-TK which was inserted into the
pEGFP-C1. Then the construction of pEGFP-C1-AFP-TK finished. The gene product was sent for sequencing evaluation. And the
expression of pEGFP-C1-AFP-TK in HepG2 cells and ECV 304 cells was evaluated. And its mRNA expression was also evaluated.
[Result] The sequence analysis proved that the promoter contained 300 bp nucleic acid which was 100% consistency with
literatures. The result of restriction endonuclease analysis demonstrated that the recombined pEGFP-C1-AFP-TK was cloned within
the AFP as an AFP promoter. The results of RT-PCR and Western blotting from the HepG2 cells transfected with pEGFP-C1-AFP-
TK demonstrated that TK mRNA was expressed effectively. The lysis from the HepG2 cells was a specific band of 61-83 ku. The
pEGFP-C1-AFP-TK was transcripted in HepG2 cells and expressed in HepG2 mRNA effectively. [Conclusion] The plasmid of
pEGFP-C1-AFP-TK specific for HepG2 cells was successfully constructed.
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1 pMD-18-AFP H ik E
Fig.l The electrophoresis map of pMD-18-AFP
Lane 1-2; pMD-18-AFP(Xho I /HindIl ); M.DGIL2000

2 pEGFP-C1-AFP-TK (Hind I ) BHiLEE ik E
Fig.2 The electrophoresis map of pEGFP-C1-AFP-TK
(Hind II ) plasmid

Lane 1-3; pMD-18-AFP(Xho I / Hind M ); Lane 4: pEGFP-
AFP-TK (Xhol); Lane 5; pEGFP-AFP-TK (Hind M ); M: 1 kb
Ladder DNA marker
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B. Western blot

3 Western blot il =i /1 5 pEGFP-C1-AFP-
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Fig.3 Western blot protein expression of pEGFP-C1-
AFP-TK transcripted ECV304 or HepG2 cells intervened
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