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[ Abstract]

single-dom ain antibody hu3D3V,, against human lung canc-

A M : To construct the gene of humanized

er, b express it in E coli and analyze its activity M ETH-
ODS: ThemAb3D 3V, was humanized by using CDR s graft-
ing technique The hu3D3V, gene was assembled by over-
lapping PCR. The expression vector pET22(b +) /hu3D 3V,
was constructed and transformed into E coli BL21 (DE3)
and the hu3D 3V, protein was expressed under PTG induc-
ton After purificaton by N7 " -affinity chromatbgraphic col
umn, the activity of hu3D3VH protein was analyzed by indi-
rect EL ISA and competitive inhibiton ELISA. RESULTS:
The target gene with correct sequence was obtained by o-
verlapping PCR. The hu3D3V,, proteinwas expressed as in-
clusion bodiesw ith the yield of more than 30% of btal bac-
terial proteins After purificaton, the purity of hu3D3V, was
more than 95%. The reactivity of purified protein was the
same as parent antibbody, and could inhibit the binding of
mAb3D3 b L342 cells CONCLUSION: The hu3D3v, still
retains the reactivity and specificity of mAb3D3, which lays

the foundaton for its further clinical applicaton
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T4 Pfu NEB
OV EGA NP - HiTrsp Chelar
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“ Humanization by design” (http: //people cryst bbk ac uk/
ubcg07s/), mAb3D3 (DR ,
FR , hu3D3V

122 hu3D3aV,,
, hu3D 3V,
6

: F1 CAGGTGCAACTTCA GGAA TCTGGCGCCGAACTGGTTCG
TTCTGGTGCATCTG;, F2 TTCGCTCTGGTGCCTCTGTGAA GCT-
GAGCTGCACCACCAGCGCCTTTAATATTIAATGATACT TATAT-
TCATTGGGTGAAACAGCCG, F3 TCATTGGGTGAAACA GCGC-
CCGGAACA GGGTCTGGAATGGA TTGGCCGCATTGA TCCGGCG
AATGCCAACACCAACTACGACCAG, R1 AGAGCTCACGGTCA
CGGTAGTG CCCTGGCCCCA GCAATCAAACA GGCGCGGTG, R2
CAATCAAACA GGGCGGTGGTA TCCCA GCGCGCGCAATAATACA
CGGCA GTATCTTCA GA GGTCA GGCTA GACAGCTGCAGATACG;
R3 TAGACAGCTGCA GATACGCGGTATTA GAAGA GGTATCGGC
GGTCATGGTGGCCTTATCTTIAAATTICTGGICGIA GTTGGTGIT,

PCR hu3D3v huD3v,, F
CTA GCCATGGAACA GGTGCAACTTCAG hu3D3V,R: TATA
CTCGA GGCTA GACACGGTCAC, hu3D3V
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Figl Agaros gel eletrophoresis analysis of PCR products
1: DNA marker, 2: Amplified hu3D3V,; 3: Product ; 4: Product
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