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Gene construction protein purification and activity evaluation of scFv anti-CD5
LIN Xiao-si XU Jian WANG Sheng-yu YAN Jiang-hua
( Cancer Research Center Xiamen University Xiamen 361000 China)

Abstract: Purpose To construct a genetic engineering E. coli strain with high expression level of
scFv anti-CD5 and to lay the foundation for tumor immunotherapy using scFv anti-CD5 as a component.
Methods VH and VL fragment of H65( an anti-CD5 mAb) is acquired from Genbank and then joined
with a linker coding sequence and the gene via overlapping PCR is constructed. The gene is digested and
inserted into pET22b( +) to form a recombinant plasmid. The E. coli BL21( DE3) bear the plasmid with
right sequence is induced with IPTG and the product is purified with Ni-NTA column renatured and sub-
jected to activity analysis via FCM and Western blotting. Results The recombinant plasmid and the engi—
neering E. coli strain with high expression level of scFv anti-CD5 were acquired. The expression products
were able to recognize CDS5 antigen after being renatured. Conclusion The acquisition of engineering E. coli
strain with high expression level of scFv anti-CD5 would contribute to further application of scFv anti-CD5.
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Fig.1 Sequence of primers

5’-CATGCCATGGGTAACATCCAGTTGGTGCAGTCCGGCCCTGAGCTGAAGA

Hl AGCCTGGCGAGACTGTGAAGATCTCCTGCAAGGCTTCTG3~
5"-AGCCCATCCAACGCAGACCCTTACCTGGAGCCTGCTTCACCCAGTTCAT
2 ACCATAGTTGGTGAAGGTATAGCCAGAAGCCTTGCAGGA3~
5"-CTGCGTTGGATGGGCTGGATCAACACCCACACTGGCGAGCCTACTTATG
B CTGATGACTTCAAGGGTCGCTTTGCCTTCTCTTTGGAAA 3~
5"-GGGTACAGAAATAGGTAGCCGTGTCCTCATTTTTGAGGTTGTTGATCTG
fid CAGATAGGCAGTGCTGGCAGACGTTTCCAAAGAGAAGGC3”
5" ACCTATTTCTGTACCCGTCGTGGTTACGACTGGTACTTCGATGTCTGGG
s GCGCTGGAACCACGGTCACCGTATCTTCCGGTGGAGGCG3
5"-GCATACATGGAAGACGGAGACTGGGTCATTTTGATGTCCGATCCGCCGC
6 CACCAGAGCCACCTCCGCCTGAACCGCCTCCACCGGAAGA3”
5’ CGTCTTCCATGTATGCATCTCTGGGTGAGCGTGTCACTATCACTTGCAA
7 GGCGAGCCAGGACATTAATAGCTATCTGAGCTGGTTCCAT-3”
5" AACGAGATGGGACACCATCTACCAAACGGTTTGCACGATAGATCAGGGT
18 CTTAGGAGATTTGCCTGGTTTATGATGGAACCAGCTCAGA-3~
5’-GGTGTCCCATCTCGTTTCAGCGGCAGCGGCTCTGGCCAAGATTATTCCC
9 TCACCATCAGCAGCCTGGACTATGAAGATATGGGTATTTA-3~
5" TGGATCCTTTCATCTCAAGCTTGGTACCGCCACCGAACGTCCACGGAGA
IO CTCATCATACTGTTGACAATAATAAATACCCATATCTT3
F11 5’-CATGCCATGGGTAACATCC3~
R12 5"-GCCCTCGAGTTTCATCTCAAG3~
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Fig.3 Protein expression analysis and purification.
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Fig.5 Western blotting analysis of antigenic specificity of scFv anti-CD5
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