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ABSTRACT Objective: To construct eukaryotic expression plasmids which can efficiently expressHuman TIM-3 Gene in eukaryotic
cells for the research of tumor immunology. Methods: The hTim-3 cDNA was particularly amplified with primers from the total RNA of
the PBMC of the health person and then cloned to the vector pPGEM-T. The pGEM-T-hTim-3 recombinant plasmid was purified and di-
and Sal and Sal
Use the method of lipofectine to transfect the plasmid into the SMMC7721 cell and macrophage U937. Observe the expression of GFP

gested with Bgl , then the hTim-3 was inserted into the Bgl sites of the eukaryotic expression plasmid pEGFP-N1.
under the fluorescence microscope 48 hours later to detect the hTim-3 expression. Results: Digestion and sequencing demonstrate that
PEGFP-N1-hTim-3 recombinant plasmid was successfully constructed. The expression of GFP in pEGFP-N1-hTim-3 transfected hepato-
carcinoma cell SMMC7721 and macrophage U937 was observed and located at the membrane of the cell. It was consistent with thta the
hTim-3 was the type I membrane protein and demonstrated that the fusion gene could be effectively translated. Conclusion: We have suc-
cessfully constructed pEGFP-N1-hTim-3 eukaryotic expression plasmid. The newly constructed recombinant vector is useful for fol-
low-up identification of the function of hTim-3 protein in different cells, and it lays the foundation for the follow-up tumor immunology
research.
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Fig.1 Amplification of hTim-3 from the PBMC of normal volunteer by the
RT-PCR
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B: DNA Marker
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Fig.2 Identification of recombinant pGEM-T-hTim-3 plasmid.
A: DNA Marker

BC: Sal and Bgl analysis of pPGEM-T-hTim-3
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Fig.3 Identification of recombinant pEGFP-N1-hTim-3 plasmid
A: DNA Marker
and Bgl

BCD: Sal analysis of pEGFP-N1-hTim-3
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Fig.4 The partial sequence map of recombinant pEGFP-N1-hTim-3
plasmid
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Fig.5 Analysis of the expressed hTim3-GFP in the transfected Hepatoma

cell line SMMC-7721 by fluorescence microscope (100% )
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Fig.6 Analysis of the expressed hTim3-GFP in the transfected human

macrophage cell line U937 by fluorescence microscope (400% )
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