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Cloning of human LIGHT gene and expression of the cloned molecule on 293 T cells

JIANG Man], HUANG Gangz, LI Wan—]ingl, BAI Yun’ ('Institute of Tmmunolagy, > Department of Molecular Genetics College of Basic
Medicine, Third Military Medical University, Chongging 400038 China)

Abstract: Objective To clone the full length ¢DNA of human LIGHT and to construct the recombinant eukaryotic ex-
pression plasmid pCl-neo-LIGHT for the stable expression on 293T cells. Methods Human LIGHT cDNA was cloned from a
nomal human activated T cell cDNA library phAD. CAD by PCR. After sequencing, LIGHT DNA was inserted into plasmid
pCl-neo for the construction of the eukaryotic expression. The recombinant was transfected into 293T cells by electoporation.
The expression of LIGHT on the surface of 293T cells was detected by flow cytometry after screening with G418. Results  Se-
quencing confimed that ORF of LIGHT gene was intact and right. Restrictive enzyme digestion proved that LIGHT gene was
inserted into the recombinant plasmid of LIGHT-pCI-neo correctly. FACS analysis revealed that about 78. 69 % 293T cells ex-
pressed LIGHT protein on the cell surfaces at 3 months after screening with G418. Conclusion LIGHT gene has been cloned
successfully, and a 293T cell line expressing LIGHT protein on its membrane surface has been obtained .
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