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Abstract: Objective To construct a recombinant adenovirus encoding for Programmed Death Ligand -1 (PD-
L1) for future gene therapy in vivo. Methods  Full-length mouse PD-LI ¢DNA linked with an internal ribosome en-
try site (IRES)-EGFP cassette was subcloned into pAdirack-CMV shuttle plasmid. The product was linearized to me-
diate homologous recombination with AdEasy-1 vector in BJ5183 host bacteria. The posilive clone was identified by
restriction endonuclease digestion and further confirmed by sequencing. The recombined adenovirus DNA was trans-
fected into 293 cells for packaging and amplification of AdPD-L1 virus, which was purified by CsCl density gradient
centrifugation. The expression of PD-L1 was monitored by EGFP fluorescence in infected cells. Results  After
transfection with adenovirus DNA, infectious virus was only produced to cause cytopathic effect in the permissive cell
line 293 but not in the non-permissive cell line Hela, confirming only replication-defective but not wild type virus
was generated. The specific expression of mouse PD-L1 was verified by RT-PCR and Western blotting in 293 cell af-
ter infection with AdPD-LI, but not Ad. EGFP, a similarly constructed control virus. AdPD-LI, but not Ad. EGFP,
significantly inhibited mouse mixed leukocyte reaction. Conclusion We have successfully constructed a recombinant
adenovirus AdPD-L1 that suppresses T cell response in vitro . The virus will be useful to enforce negative co-stimula-
tion via membrane-anchored PD-LI to the unwanted T cell response in animal models of disease in vivo .
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