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[ ABSTRACT] Objective:To construct a recombinant adeno-associated virus vector rAAV2-PD-L 1 and to investigate the biolog-
ica efficiency of rAAV2-PD-L I-trandected vascular endothelia cells in co-stimulating secretion of cytokines by T cells. Meth-
ods: Mouse PD-L1 cDNA was amplified by RT-PCR from total RNA of mouse liver tissues and was cloned into shuttle vector
pSNAV1;the products were then transerred into BH K21 cells by lipofectamine and rAAV2-PD-L 1 was screened out. Mouse
vascular endothelia cell line 2F2B was infected with rAAV2-PD-L 1 and were co-cultured with activated mouse T cells, and the
IFNy content was identified by EL ISA in the supernatant. Results: The sequences of PD-L1 cDNA and pSNAV-PD-L1 were
confirmed to be correct. The recombinant rAAV2-PD-L 1 was verified by PCR and SDS PA GE analysis. The virus physical titer
was 4 x 10* virus genome/ ml and the protein concentration was 0. 355 mg/ ml. There was a high expression of PD-L1 in mouse
vascular endothelial cells infected with rAAV2-PD-L1. The content of IFNy in the culture supernatant was significantly de-
creased 48 hours ater co-culture. Conclusion : The recombinant rAAV2-PD-L1 can infect vascular endothelia cells and inhibit
secretion of IFNy by activated T cells through co-stimulation.
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Fig2 Analysisd plasmid pSNAV-PD-L1 by PCR(A) and endonuclease digestion( B)
M1:DL 2 000 marker; M2:DL 15 000 marker ;1 :Negative control ;2: Templete of pSNAV-PD-L1;3: Templeteof pUCm T-PD-L1;4 ,5:pSNAV-
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Fig3 Expression of PD-L1 in cellsafter Fig4 IFN levels secreted by T cellsafter
infected with virus by Western blot treated with PD-L 1 expressed in 2F2B cells
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