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Table 1 Antigenity of K93 protein in different temperature after 20 days
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PURIFICATION AND CHARACTERIZATION OF Ko9g SURFACE
ANTIGEN OF E _COLI STRAIN 1548 CONTAINING
A RECOMBINANT PLASMID pHK99

Wang He Wu Ningfeng Fan Yunliu

{Laboratory of Molecuiar Biclogy, Chinese Academy of Agricultural Sciences, Beijing)

K99 surface antigen of E,coli (PHK98) constructed by in vitro DNA recom-
binant technology had been purified by a simple and rapid method, The
purified protein had a molecular weight of 16500 showed onSDS-PAGE gel,
It was determined as a glycoprotein by PAS reaction,with an isoeleciric point
of approximately 9,5, High specificity of the protein was observed bjr indirect
fluoroimmunoassay, The antigenicity of K99 protein could be detected even
after 20 days treatment at 37°C by enzyme linked immunoadsorbent assay. -
This thermostability could be expained by the natrue of K99 glycoprotein,
Expression of K99 surface antigen in different strain and in different media
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was discussed,
Key wards
K99 antigen protein, recombinant plasmid
B K X W

1. RAMEDELEHNRFBRERRER

Polyacrylamid gel electrophoresis of proteins from 1548(pHKo3)
(1) #F¥EEY Standard proteins
(2) B Crude extract
(3) 309 TM gLy 309 (NH,),50, precipitate
(4) 603 M B M 50% (NH,),S0, precipitate
(5) 2DEAE-#R®REA-50 A mKoo®n Koa protein purified by DEAE-Sepbadex A-50
2. Koo LB Mincalf i b EEEH

K99 expression of 1548(pHK99) in Minca and LB mediam
(1) EMincad X In Minca medium
(2) £LBi#%s% 'k In LB medium
3. K99 BHAFAREWRPIELMN

K99 expression of pHKS8g in various recipienis of E.coli
¢1> Csae12 (2) Cs3013 (3) 1548(pHK99)
(4) 1548 (5> Ceoo(pHK99) (5 Ceoo
(1) AssR(pHKg9) (8) AssR
4, BE P RS W ART R R

Immunodiffusion of proteins from 1548(pHK93)
1y ¥®\ CK(0,85%NaCl)
(2) B#E# Crude exiract
(3) Y HEMBRREY 30% (NH,»,50, precipitate
(4) 604 WR B WY 60% (NH,),S0, precipitate
(6) Bt DEAE-R X MAERA-50 L MK ER

Kg9 protein purified by DEAE-Sephadex A-50
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Wang He et al,:Purification and charactsrization of K99 surface antigen of

E,coli strain 1548 containing a recombinant plasmid pHK99
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