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ABSTRACT Objective: The aim is to construct retrovirus vector of K-Ras Gene Mutation (G12D). Methods: Total RNA was
isolated from the tissues of patients. First-strand complementary DNA (cDNA) was synthesized by reverse transcriptase using the RNA as
template. K-Ras gene mutation (G12D) was amplified by PCR from the cDNA. Then the target genes were identified by enzyme
digestion and then cloned into the eukaryotic expression vector pPCDH-CMV-MCS-EF1-RFP, the recombinant plasmid was transfected
into 293T cell line after sequencing. PCR was performed to determine the recombinant plasmid and then transient expresse of the gene
was analysised by immunofluorescence to confirm the tandem gene were expressed. Results: The results showed that the recombinant
plasmid was constructed successfully. Due to the high fluorescencesignals, 293T cells transfected could easily be detected under a
standard fluorescence microscope. Conclusion: The stable transfected cell lines were constructed successfully, which was useful for
construction stable transtected cell lines and laid a foundation for further study of the function of K-Ras gene mutation in carcer
development.
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1: DL2000 Marker; 2: Amplification of the fragment of K-RasG12D gene
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Fig.3 Fluorescent images of cells transfected with K-Ras mutants
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