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CLONING AND EXPRESSION OF THE HEAT-LABILE
ENTEROTOXIN GENE OF AN ENTEROTOXIGENIC
ESCHERCHIA COLI HUMAN STRAIN

Cheng Xingbo! Chen Tianmi! Ma Xiankai? Huang Cuifeng!

(Instituie of Biotechnology's Institute of Basic Medical Sciences?, Academy of
Mititary Medical Sciences,Beijing)

DNA of the heat-labile enterotoxin (LT) plasmid pJY11 originating from
H10407, an enterotoxigenic Escherchia coli human strain, was digested to
completion with Pstl, The location of the LT region on this plasmid was
determined by means of Southern hybridization after eletrophoretically separ-
ating the resulting fragments, The 5,3kb LT-encoding fragment determined
in the above hybridization experiment was then recovered and subsequently
ligated to pUC8 DNA predigested with PstI, After transformation and
selection, a clone that efficiently expressed LT was obtained, Biological and
immunological assays showed that LT produced by this clone was biologically
and immunologically identical to that by the parental strain, and LT produc-

tion level of this recombinant strain was 16 times higher,
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Results of Southern hybridization and restriction analysis of recombinant plasmid pCHP2;

A, pihzepetigp EFihidium bromide slained gel

a, Pstl-digested pCHP21 DNA b, Pstl-digested pJ¥11 DNA

B, A—B@ist Fauxiks Results of Southern hybridization of the same gel

C, mamupCHP21 pimy 5 72k 5 Resull of restriction analysis of recombinant plasmid pCHPgy
a, pCHPg1 4+ PstI b, pCHPy1 4+ Xbal ¢, pCHP2y+ EcoRI+Pst] d, pUCs + Pstl

e, pCHP22 + EcoRI + Pstl f, pCHP21 + Pstl+ Xbal g, Lambda DNA 4 EcoRI+ HindIII

. REMR SRR 2R - Results of Chinese hamsler ovary cell assay

A, CHO celis treated with E,cofi IMa3(pUCs) culture supernatant

B, CHO cells treated with E,coli IMsa(pCHP21) culture supernatant:

C, CHO cells treated with LT-antitoxin neutralized E,coti IMss(pCHPz1y culiure supernatant
FREHEARPLER  Resulis of adult rabbit infestinal ligated loop assay.

A&E, Intestinal segments injected with E,coti IMs3(pCHP21) culture supernatants

B, Intestinal segment in jected with E,coli IMas(pUCs) culture supernatazt

C, Intestinal segment injected with E.coli 2050(pJY11)culiere supernaiant

DgF, Iatestinal segments injected with E,coli IMsa(pCHP22y culture supernatants
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Cheng Xinbo et al,, Cloning and expression of the heat-labile Plate I

enterotoxin gene of an enterotoxigenic Escherchia coli human strain
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