DOT :10. 160167. 1000 5404. 2003. (8. 017

25 8 Vol. 25 No. 8
2003 4 ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Apr. 2003 691
G5 1000-5404 (2008) 08-0691-04
ScFv
iR =2 S =T PO o ( . 400038)
: HIW E. coli HB2151 MC3 (Single chain varable fragment ScFv),
, . HIE Sckv
HB2151 . Western ScFv ., ELISA
ScFy . ScFv DNA  VH VL DNA . ER MC3 ScFv
, , 32X 10°, 3
MC3 AGS . 41. 19%.36.89%.33.77%. Scfv VH VL DNA
IeG1 Lk HiR HB2151 MC3 ScFv,
. R394-33; R394.3; R735.303 . A

Expression and identification of the soluble monoclonal antibody ScFv fragment

ZHONG Xiao-lin, GAO Hui-guang, JI Qing, HUANG Gang (Department of Biochemistry and Molecular Biolagy, Third Military Medical

University, Chongging 400038, China)

Abstract: Objective To express soluble single chain variable fragments (ScFv) of monoclonal antibody MC3
recognizing colorectal carcinomas in E. @li HB2151 and to purify the soluble ScFv and identify its antigen-binding
activities to find new target veciors for the diagnosis and therapy of wlorectal carcinomas. Methods The phage
clones displaying ScFv fragment of the monoclonal antibody MC3 were used to infect E. coli HB2151 to express solu-

ble antibodies. The soluble SckFvs were identified by Dot blot and Western blot and their antigen-binding activities
were determined by ELISA. The VH and VL DNAs of the ScFv DNA derived were sequenced based on the dideoxy
method. Results The soluble MC3 Sckvs were expressed successfully. The expression products with a proximate

MW of 32X 10" were mainly secreted into the periplasm. The soluble ScFv-containing periplasmatic extracts derived
from three clones could inhibit the binding of MC3 with its antigen, and the inhibition rates were 41.19%, 36.89%
and 33.77% respectively. The sequences of the VH and VL DNAs of the MC3 ScFv showed that the variable anti-

body genes belonged to the leG 1 subgwup and k-type. Conclusion Generation of E. /i HB2151-expressed SdFv

of monoclonal antibody MC3 paves the way for further use of the antibody.
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MC3 Sckv ~ VH DNA (336 bp)

5- AGGICAGS TCAAACTGCA GCAGICAGGA CCTGAACTGA AGANGCCTSG
AGAGAGAGTC AGGATCrecr GCAXGGCTTC TCCARTA TICACAACTG
CTGGAATGCA GIGGGTGCAA AAGAIGCCAG GAAAGGTTT GAAGIGGAIT
GGCTGGATAA ACA@CACTC TGGAGIGCCA AAGTAIGCAG AAGAGTTCAA
GGGAMGCTIT GCCIICICTT TCGAAACCIC TCCCAGCACT GCATAT'TTAC
AGATAAGCAA CCTCAMAAT GAGGACACGG CTAGGTAT'TT CTCTATGAGA
TCGGATTAGS ACGCEGETT TCCTRACTCG GGCAAA3

MC3 Sckv VL DNA (312 bp)

5- GCTTTING CIGTGICTCT AGGGCAGAGG GCCACCATCT CCTGAAGAGC

CAGMGAAAGT GITGATAATA TTGGCATTAG TITTATGAAC TCGTTCCAGC

AGAAATAGG ACAGTACT AAACTCCT A TCIATGCrGC ATAAGCAA

HB2151
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