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Expression of hPD-L1-Ig fusion protein in yeast system and its inhibitory effects
on T cells

ZHANG Yi”, WU Cong”, JIANG Ying-ming, LONG Yao, CHEN Guo-you *( Institute of Immunology, Second Military
Medical University, Shanghai 200433, China )

[ Abstract ] Objective:To express hPD-L1-Ig fusion protein in the Pichia pastoris expression system, and to investigate
the biological activity of the protein. Methods: The hPD-L1-IgG4 fusion gene was chemically synthesized and cloned into
Pichia yeast expression vector. The recombinant vector was then transfected into GS115 Pichia yeast strain, and the fusion
protein was purified by affinity chromatograph and ion exchange method before further identified by SDS-PAGE and West-
ern blotting. The binding ability of hPD-L1-Ig fusion protein to PD-1 receptor was examined by ELISA. The inhibitory
effects of hPD-L1-Ig fusion protein on T cells and on cytotoxicity of CTL against colon cancer SW480 cells were examined
by MLR and *'Cr release assay, respectively. Results: The expression vector pPIC9K-PD-L1-IgG4 was successfully con-
structed, and hPD-L1-IgG4 fusion protein was secreted by GS115 Pichia yeast strain, with the molecular weight being
about 55 000 and the concentration being 120 wg/ml. The fusion protein was purified using fermentation strain. PD-LI-Ig
fusion protein had high affinity with PD-1 receptor; it also significantly inhibited the proliferation and activation of T cells
( P <0.01 ) and the cytotoxicity of CTL against colon tumor cells ( P <0.01 ). Conclusion: The hPD-L1-IgG4 fusion pro-
tein has been successfully prepared, and it has active biological functions, which lays a foundation for further investigating
its regulatory effect on tumor immune response.
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Fig.1 Identification of hPD-L1-Ig fusion gene
M: Marker; 1-6: hPD-L1-Ig
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Fig. 2 Identification of pPICIK-hPD-L1-Ig plasmid by PCR
M: Marker; 1-6, 8-10: pPICOK-hPD-LI-Ig
plasmid; 7: Negative plasmid
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Fig. 3 hPD-L1-Ig fusion protein in supernatant of
transformed-bacteria as detected by Western blotting
1: Anti hPD-L1; 2: Anti IgG4; 3: Negative control
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Fig.4 Purified fusion protein analyzed by SDS-PAGE
M: Marker; 1: Purified by affinity chromatograph; 2: Purified

by ion chromatograph; 3: Unpurified fermentation supernatant
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Fig. 5 hPD-L1-Ig fusion protein specifically
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Fig.6 Fusion protein inhibited activation of T cells
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1 1 -

| & Miiidg

Spoctle lyess |

7 BAEAHIH CTL X SW480 AR5
Fig. 7 Fusion protein inhibited cytotoxicity of
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