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Abstract: Objective To clone human programmed death-1 (PD-L1) gene to purify PD-L1 protein which is
expressed stably in Flp-inCHO cell lines. Methods Recombinant PD-L1/pSec/WG plasmid was constructed by li-
gating PD-L1 gene, which was prepared by RT-PCR and the vector pSec/WG that can express in mammals with high
efficiency. The recombinant was sequenced on an automatic sequencer with T7 promoter and T3 promoter sequence as
the sequencing primers that locate upstream and downstream of the multiple cloning site (MCS) respectively, and the
correctness of the recombinant was determined. The identified recombinant plasmids were then transformed into Flp-In
CHO cell lines with Lipofectamine 2000 and the culture medium was collected for purification with protein G-Sepha-
The *recombinant PD-1.1/

pSec/WG plasmid was constructed correctly and the expression of PD-L1 gene in the transformed Flp-inCHO cell lines

rose 4B column. The expression of PD-LI was detected by Western blotting. Results

was determined. The protein PD-L1 was purified successfully by protein G-Sepharose 4B column. Conclusion We
have constructed successfully the recombinant PD-L1/pSec/WG plasmid and purified the protein PD-L1, based on
which we can prepare mAb that aims directly at the protein PD-LI .
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1: DNA marker (DL2000); 2: Extracellular region of PD-LI gene
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Fig 1  Electrophoretic result of PCR product of extracellular region
of PD-L1 gene on 1% agarose gel
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Culture supernatant of PD-LI/pSec¢/WG transformed Flp-In CHO cells was
sampled on protein G-Sepharose 4B Fast Flow column; 1: Flow-through
fractions 2: Targel fusion protein PD-1L1-1g Fe fraction
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Fig 3 Affinity chromatography of recombinant PD-LI-Ig Fc protein
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Az SDS-PAGE analysis of recombinant PD-L1 protein in Flp-In CHO cells.
1 and 7: Protein ladder, the MW for each band was indicated; 2: Lysate of
Flp-In CHO cells; 3: Lysate of Flp-In CHO cells transformed with PD-L1/
pSec/WGs 4: Culture supematant of Flp-In CHO cells; 5: Cullure supera-
tant of Flp-In PD-LL CHO cells; 6: purified protein PD-L1 by Protein G-
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B: Westermn-blot analysis of the expressed PD-LI in the culture Supema-
tant. s Culture supernatant of Flp-In CHO cells. 2; Culture supernatant of
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Fig 4 Analyses of the expressed and purified PD-LI protein by SDS
-PAGE and Western-blot
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