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Construction and eukaryotic expression of human CD137-Fc chimeric molecule

HUANG Gang, 11 Warr]ing, JIANG Man, BAI Yun (Department of Molecular Genetics College of Basic Medicine, Third Military Medi-
cal University, Chongging 400038 China)

Abstract: Objective To construct eukaryotic expression plasmid of hCD137-Fc gene and express hCD137-Fc
fusion potein with high biological activity. Methods PCR technique was employed to clone the human CD137 cD-
NA from a nomal human activated T cells ¢cDNA library, and then clone its extramembrane encoding region. The ex-
tramembrane sequence together with human IgG 1 Fe ¢cDNA wer inserted into the eukaryotic expression plasmid peD-
NA3. CDI137-Fc gene was expressed transiently in 293T cells, and then CD137-Fc protein was purified by recombi-
nated protein A affinity chiomatography wlumn. At last, the MW, purity and antigenicity of CD137-Fc¢ were identi-
fied by sandwich ELISA, SDS-PAGE and Western blotting, respectively. Results The ORF of CD137-Fc gene was
coincident with what we expected. ELSA and SDS-PAGE confimed protein expression in 293T cells. Western blot-
ting proved the antigenicity of the purified CD137-Fc protein. Condusion We obtained a purified recombinated
CD137-Fc protein with biological activity and the expected MW. This lays the foundation for further studies of CD137
such as its role in immune homeostasis and other biological functions.
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Fig1 Construction of the recombinant plasmid hCD137- Fe-pcDNA3
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A: PCR amplification of CD137 ¢DNA; B: hCD137-pcDNA3 restrictive
emzyme digestion analysis; C: hCD137-Fc-pcDNA3 resrictive enzyme di-
gestion amalysis; M1: DL-2000 markers (2 000 1 000, 750, 500, 250,
and 100 bp, from top to bottom); M2; ADNA [E@R] + Hind 11l markers
(21 26, 5 148, 4973 4268, 3 530, 2027 1904 1 584, 1 375,
947, 81, and 564 bp, from top to bottom); 1. CD137 ¢DNA (808 bp);
2; hCD137- pcDNA3/EcoR1 + Xbal (803/5 412 bp); 3 hCD137-
peDNA3/Sacl (87/872/5 261 bp); 4: hCD137-Fe- pcDNA3 [Hind 11+
EcoR 1 (15005 397 bp)
2 CD137 ¢cDNA PCR
Fig2 PCR amplification of CD137 and restrictive enzyme digestion
analysis of its recombinated plasmid
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3 CD137Fc ELISA
Fig3 Detection of the CD137 Fc expression by sandwich ELISA
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A: Identification of the purity and MW of CD137-Fc protein; B: Immunob-
lot analysis of purified CD137-Fc protein; 1: Protein markers (MW. 97
400, 66200 42 700, 31 000 and 14 400, from top to bottom); 2. Puri-
fied sample treated with DTT; 3. Purified sample treated without DTT;
4. Concentrated alture supernatant before purification; 5: Immunoblot
analysis of purified ssample with anti-CD137 mAb; 6. Negative control: im-
munoblot analyss of purified human IgG with anti-CD137 mAb
4 CD137Fc
Fig 4 Identification of CD137- Fc fusion protein
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