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Table 1 Chromesomal analysis in anti-K99
hybridoma cell lines

Xts (%0%)

MK 929-1~1
MK 99-2-3-]
MK 99-2-3
MK 99-2-6
5p2/0
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91.342.54
96,34+2.37
9.642.32
70,942.13
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BE1 K9 QRSERBERREMN Ak
K 99 Aantigen-McAb Precipitation Linz in Oucherlony

Fig. 1

% FMEEFHE LW Lefc: supe:m;tan: of cell culture
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B2 BTEREH R TR M e I k9
’ K 94iFH A (ELISA )
Fig. 2 McAb can react specially(in ELISA)
~with K99 antigen band of nitrocellular me-
mbrane bloted from PAGE gel

L. (HEREF A RIE L (YR A4

Reaction band on nitrocellular membrane

2. PAGE BHRyRRER
Standard protcing in PAGE gel
3. E. coli 1548 (pHK 99) RIEEIEEY
Crude protein Sample of E. coli 1548
(pHK 99)
4. B coli 1548 133 IR Y(RHD

Crude protem sample of E. coli 1549
(control)

FHEETHRTEGGAS K99 REHK
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2. MK 99-1-30; 3.
5. MK 99-2-6;

MK 99-2.3-13
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Table 2 ELISA scrcening of the remaining
McAb in solution after incubation with K9¢%
positive and negative strains of K. cols

E R R M S

|-

Strain

K 99 #Ji
K 9% antigen

ELISA 258
ELISA result

1548 (pHK 99)
1548 (pBK 99)
1548

€600 (pHK 99)
C600 (pBK 99)
C600

AS6R (pHK 99)
A6 R
C 83912
C 83913
K 88-120-84
987 P

Positive control
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Fig. 3 SDS-PAGE of Ig in hybridoma cell culture supernatant without serom
1. 8p2/0 (HM# with serum); 2.4pEEA Standard Protein

3. MK99-2-3;
18; 7. MK99-1-30;

4. MK99-2-3-1;
8. MK99-1-1;

5. MK99-2-3-13 6. MK 99-1-

9. Sp2/0; 10. MEREH

Standard Protein

2-3-1 1 MK 2-3 AT MEREF LE®
Z& MW 26,000 Bp Ig &y FRRHAER
—BA B, B = LGk E MW 79,000 fir
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AR, MARERKRREEZEDK
BE (1gG 5 IgM) 4 Sp2/0, A
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(R) ARRHFHRE
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& 3o
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Table 3 Titres of monoclonal anti-K 99
antibody in cell culture supernatant
and ascites fluid

‘ REEHR
ELISA Slide
agglutination
o b MK99-2-3-1| > 5% 10% 10*
i

Cell culture :
supernatant MEK99-1-30 NT 102
- MK99-2-3-1] 1.25% 10* 10?

Ascites fluid

MK99-1-30 | 2.5X10* 102

(73) B TERESR ot dn 4 IR
L BomiEpL o B R UB k: - MK
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ESTABLISHMENT OF THE HYBRIDOMA CELL LINES OF
ANTI-K99(ENTEROTOXIGENIC E. COLI SURFACE
ANTIGEN) AND CHARACTERIZATION OF THE
MONOCLONAL ANTIBODY

Wang He

Wu Ningfeng

Fan Yunliu

(Leboratory of Molecular Bio!c;gy. Chinese Academy of Agricaliural Sciences, Berjing)

Establishment of hybridoma cell lines
which secrete anti-K99 (enterotoxigenic E.
coli surface antigen) monoclonal antibody has
been discribed. High titre of the monoclonal
antibody in supernatant of cell culture had
been detected after nearly half year culture
in vitro. ‘The monoclonal antibody had been
extensively characterized by ELISA, IFA,
RIA (dot immunbinding assay), oucherlony,
slide agglutination. The highly specificity of

the antibody could be used as a standard rea-
gent for the diagnosis of the diarrhoea cau-
sing by the enterotoxigenic colibacillosis and
may provide a means of prevention of ente-
rotoxigenic colibacillesis in calves and pi-
glets.

/Key words

K99 antigen protein; Monoclonal ant-
body; Domestic animal’s diarrhoea
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