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Abstract

AIM: To construct a retroviral vector carrying selection
marker gene NeoR, reporter gene EGFP and recombina-
tion site sequence LoxP for hepatocyte reversible
immortalization.

METHODS: 2.1 kb SV40T gene was inserted into vector
pIRES2-EGFP to obtain a 3.4kb fragment of SV40T-IRES-
EGFP by restriction endonuclease digestion. The fragment
was further subcloned into retroviral vector pLNCX2 to ob-
tain a new vector pLNCTIG. The linearized pLNCTIG was
mixed with double stranded LoxP to construct pLNCTIGIlox.
Escherichia coli DH5a was transformed with pLNCTIGIlox
and positive clones were identified by colony polymerase
chain reaction (PCR) and restriction endonuclease
digestion. PT67 cells were transfected with pLNCTIGlox and
the expression of green fluorescence protein was observed.
The transfected cells were stained immunochemically to
detect the expression of SV40 large T antigen.

RESULTS: Among the 19 randomly selected colonies, 3
showed positive DNA bands on electrophoresis gel. One
of the three clones was further analyzed by restriction
endonuclease digestion and only one 9.5 kb band was

separated electrophoretically, demonstrating that the ana-
lyzed clone was the positive recombinant. Twenty-four hours
after transfection, PT67 cells emitted green fluorescence
under the fluorescence microscope. The nuclei of the trans-
fected cells were positive for immunochemical staining.

CONCLUSION: The retroviral vector pLNCTIGlox for re-
versible immortalization was successfully constructed and
expressed.
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Y5, 45°C/K# 5 min, JRAHIZEIOC, BTk E,
TE10 pLAR RN 10 X N2 1 UL F1T4 DNA
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155 1oxPas it 6 AT PCR. 77 20 pL JZ AR 2N
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(R IE. F Y85 48 h 44 1 1 10 (P L As] 40 ks % 4n i,
M 500 mg/L G418, %} 2-4 d 9 R IRH,
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(VO A S, R PR ToxP 45 Jy £ ) DNA JE Gk
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