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Table 1 Strains and relevant phenotypes

H OBk R K
Strain (plasmid)

MR = B * e
Relevant phenotype

Source

Escherichia coli
JMea(pCH23)
Cooo(pPMCa)
Hip4o07
Xe6097(pYA243) asd*
Salmonella typhimurium
Xs3r30

X4072

Hybrid strain
X4072(pMG207)

Apr » .LT'BA‘
Apr’ Cm:, LT-A-B*
wild strain, LT-A*B*

galE~, hsd-, asd~
cya~, crp-s asd-

cya~, crpmy asd*s LT B*

This Institute

This Institute
NICPBP

Dr. Roy Curtisst¥

Dr, Roy Curtiss
Dr. Roy Curtiss

This Institute

&R, BEHAMEMEEREE M1 # 17 %
B, 16°CHRIEER, & BB NE M
CaCl, ik " L 2R E X 3730, $#2{LT7E
A IMDAPHLB Bk FiR ik, BRE,
MX3730H B4 EHAR AL, k(L
Acya,AcrpiE F @ X4072, HLFAAS
DAPYLBHE ¥ b ek,
(M) BERNNHEYISHD Sou-

thern-blot

BEHLE |9k 0 $R IR R4 DNA BT
IR A, R HRPH BB v Pk i 12 HR
B, FHETEYSN. EAREES,
1% EEERER, AREEHER
(LKB, 2016 VACUGENE)#$DNAJ £
S EEEEE] 0, 450m RSB £ ¥ K
I, BHEMESCCHET, M PiFicK
LT-B £FABRHHTELRN, RFHE
~30CHITHH B BE,

(R) SDS-WEMBEE AR & 5

Western-blot

FEAFEEREPEG IR B
MR, AR ABBREEHRE
Zismin, BT - 20CRE, ERHBRE
S EIRERE N16%, MIRTALTE 12mA,
HL IR AN BT Ra250 i, ey
WA EREROEBERS
HITHREE, REAFFHERRET0.45

© PERFRHEDHARMATIHSHED http

pm BRFEFIEE L, REHTHaESR
25t Bt LT miFfs R e L yEsin
B A GBI E —kME
Tk,

(%) GM,-ELISA

MR R ek 37°C K%
40h, BOLWERE, AFHEKEAODs jomm
1.0, FEHEZE B25mg/ml37°CHE
Fih, 13000rpmES s 5min, B FEHE S
8 SRR C 7 105 B BT IR,

e *

(—) EAFRREHNAEZDRTISW

HAEEGETERLA L, ®I1#E
#Hind I A5 &, FEcoR I ¥fHind I %}
FEH pY Az48 #1785 BAE, EIER AR
E-HEBE Ak, HESENE S 4+ 8B
fEpCHP23, [Ek 0, 6kbiftoxB g, ¥
TE5HEENE, ATGERE #1175,
KRR X3730, #HLFERE DAPH
LBE T L&,

A s A RS T AR
HDNACGLER T -A), EcoR Hind I
XEEE 4 ek 25, EARAATH 0.6kb
MISMRERRFE, BRI -B BEH R\
B /a7 Southern-blot §) 5% B &

journals

im. ac. cn



3 4 B o, ExABTMLT-BRIERRSRMAD IR EkoE 229

H|EcoR T,Hind III
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-35 - 10.
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SD

GGAATTGTGAGCGGATAACAATTTCACAC AACAGACCATGCCGGAATTC

RBS : o
GGAATGAATT ATG AAT AAA GTA AAA TGT TAT GIT TTA TTT
toxB Met Asn Lys Val Lys Cys Tyr Val Leu Phe-
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Fig.1 Construction and DNA sequence of recombinant plasmid pMGz2o7
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Table 2 TL-B activity was detected by
GM-1 ELISA

ODogmn P/N

cantrol
Kdor2(pYAz48) 0,04 -
Hip407 1,03 25,8
Csoo(pPMCH 1,62 40.5
hybrid strain
Xao72(pMG207) 1,86 49.0

£ ABREMEETRAREER GM-ELISA &

WALT-B EH
Table 3 LT-B activity of different dilution

of splited cell was detected by GM,-ELISA

Strains OD;gumn
X4a072(pYA248) 0,07 — — —_ -
Hio407 0.84 0,35 0,13 —_ -
X4072(pMG207) 1,16 1.03 0,64 0.26 0,19
Dilution 1:1 1:4 1:18 1:64 1:256
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Construction of Avirulent Salmonella typhimurium Strain

Expression Escherichia coli LT-B Antigen

Yang Xiao Chen Tienmi Zhang Beining Huang Cuifen
{Institute of Biotechnology, Academy of Military Medical Sciences, Beijing)

A avirulent Acya Acrp Aasd strain of Salmonella ty phimurinm SR-11 was
used as host,The recombinant plasid containing heai-labile entero toxin B
subunit gene and asd* gene was constructed, and was introduced into the
host by twice transformation, The hybrid strain is a balanced lethal
recombinant, Detections by special methods showed that the hybrid strain
having no drug resistance gene could express LT-B antigen at high level,
The hybrid strain is worth considering as a foundation for studying on
bivalent live oral vaccine strain against ETEC diarrhoea and erlative

Salmonella disease,

Key word

ETEC; Heat-labile entero toxin B subunit; S,typhimyrium recom-

bination
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Plate 1

Yang Xiao et al,: Constroction. of avirulent Salmonelia typhimurinm
strain expression E'scherichia coli 1.T-B antigen

A, FHAFRNDNAR R $HEcoRIFAIHInd H ¥ 41 & 3%
Restriction endonuclease analysis of recombinant plasmid DNAs with EcoRI and
Hind X _
i, pYAz248; 2, pCHP23; 3 and 4. pMG207
B. BE N REDNAMS Southern blot B s st H BEY R
Autoradiograph of Southern biot of restriction endonuclease digested plasmid DNAs
1, pCHPz3(toxB}; 2. pYA248; 3 and 4. pMGz207(toxB)
C. GMi-ELISA# il & & ® ki LT-BHE #
LT-B activity of the hybrid sirains was detected by GM;-ELISA A;,:. Negative
Control: A, Hicdo7; A,. Ceoo(pPMC4), As ., X4072(pYA248); Ag,q, X4072(pMG2zoD)
D and E. # 3 Ii% %% 14y SDS-PAGE W k2 £ (D) MiWestern blot# £(E)
Coomassie blues-tained SDS-PAGE profiles(ID) and Western blot(E} of whole cell proteins
1, MW standard(sson0, 20008, 12000, 6500) '
2z, CT-B: 3. Hioo7; 4. X4072(pYA248); 5—9, Xs072(pMG207)
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