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Table 1 Bacteria and plasmid used in this research

Strains and plasmids Characteristics Source
E coli
E519/66A €86 * LT ST Prof. Svennerhom
IM109 Authors” laboratory
8. flexneri
FWLO1 asd” Dr. Wang H LU7!
Plasmids
pASD2I asdt Dr. Wang H L]
pMEG235 €567, Amp* Authors™ laboratory
PZLG6 €86 * This study
L1.2 G REEATIES. 1A, T4DNA &

B B TaKaRa &7, —HEK M (DAPD
B Promega o], FARF 8 A 43 fr

113 57RE: LB s B R REEE Ak
EoiR, FRMRFEREMATR T HTE R DAP 24k

TEFREEAR 8637 R (2001AA215211) MEERESES
HEEBINE (012026).
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F 50 mg/L. CFA [AMAIEFRE: KBERER 10 /L,
TERRMY 1.5 g/L, MgSO, * 7H,0 0.05 g/L, MnCl,
0.005 g/L. 1A pH {23 7.4, #5401 2% 32k
1.1.4 Fufk: HP ARICHIFAUM IgA F1 HP 4501
AR I2G, M E Gibeo BRL 2 7). ®IE % ¥
(FITC) RiCBIETIR 6 W HALE P LAEME AR
vaaill

L 1.5 CS64ifbdiladil Cse ZrpEhifk: hA=E
Hl - (RICRTD.

1.1.6 SEHRa1Y: AEFEZHZRIY SO

A,
L2 Tk
L2.1 JFArARE DNA B BA9lalHie: 4% Promega

AR LS R B RIORF &R A PR AE.

1.2.2 CSe EEMEMMEI%: H PBS Bt CFA
FREEAR EAO AR, 3 000 g B0 10 min, FH PBS
Wi, ERTAMEGESEAMN PBS &, HHE
B, 60°C/KHE 30 min, FEFHL 30 min. 12 000 g
B0 20 min, Y BSEME AT

1.2.3  SDS-B A M B 58 I ik (SDS-PAGE)
MEERAEGE: KB (A TFREEBFM HiE
AT,

1.2.4 Zh¥sE5:. M 6 ~8 B Balb/c /)
RE A S Eh AT R SE5, WIRTE CFA “FAR
18 ~20 h IR, B KA AT oK ElE
PBS VE3 IBITEE, RANEEEN CAEEE.
FH e K, Al ORAEERTEERE. DOk
A, FREFERER. HEM 100 pl NaHCO, #iF
/AR, 20 min 5, 1R 200 pl FWLO1 (pZLG6)
WEE (2 x 107 ofu). BUEGREA, BH 20 pl
FWLOL (pZLG6) HEE (2 x10° efu). [ GBI
3. BIRRZ ARG — KRG 14 RIRHE R
1R g TP Y RN o OF (R (sl el e o o8
1.2.5  slgA FEARIHI & B GIE R G /1 B A
(M, BrBIFT 4 ml 7 0.05 mol/L EDTA ¥
PBS i . =RME 15 min, HAKNIES, 4T
8 000 g B0 5 min. B RV, T -200C HFER
M. D BRALSERREL NG R PBS mEtineE, kR
WA T - 200 & .

1.2.6 FERCAREBRREN (ELISAD. i
PR AT TgA LR, $Zo0mR (1] J5vRstiT.
1.2.7 SREREEHMENE T, WHREAREH
FIPBS ¥, EET 100 pl &% 1% BSA £ PBS
1, 37°C#RE 30 min. 5 000 /min 0 1 min, 3

b, HEERET 100 W BEBFLN CS6 27
BT, 37CIRE 1 h, HPRSEE=1B. EET
100wl 3& FEMBE [ FITC 4710 1 F 30 B 1gG 3
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IR,
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b, BB MR T R B R AT PCR, H] 43
BT asd B=EH 1.7 kb KT €S6 B EH
813.1 kb FNEI R R B TURREL, 15 RIEAM
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Fig.1 Construction of the plasmid pZLG6
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Fig.2 SDS-PAGE and Western blot analysis of CS6
expressed in FWL01/pZLG6
{a) SDS-PAGE. I: protein maker: 2: negative control of FWILOL:
3: sample of FWLOL/pZLGO: 4: sample of Jml09/pMg235: 5:
positive control of E519/66A; (b} C35 detected by Western blotting
CFWLOL/pZLG6 ).
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Fig. 3 Immunofluorescence analysis of the
recombinant strain FWL01 ( pZLG6)
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Fig.d Titre of antibodies raised against C86
immunized by oral route and nasal route
with FWLO01 (pZLG6) in mice

W:Fw101; [0:Anti-CS6{oral); [1: Anti-CS6¢nasal).

6

Table 2 ELISA detection of sIgA in mice immunized by
oral route (4, )

Antibody Intestinal Fecal

Blank 0. 00 0. 00
Negative control 0.04 +0.01 0.03+£0.01
Anti-CS6 0. 87 £0.03 (.63 £0.03
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Table 3 ELISA detection of sIgA in mice immunized by

nasal route {4, )

Antibody Intestinal Fecal

Blank 0.00 0.00
Negative control 0.03+0.01 0.02 +0.01
Anti-C36 0.91+0.07 0.76 +0.08
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AFAR, DARWKERAINE « (b IAE 5T
AR F B, WL R A A RIS ) R
{EZ, aTaEmFEElemAmKR E—B&™
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RAPHR, (B3 ETEC R AR EMHNZEERA
B iE AN DI TR
MEAEHEEENR, TRETRES. BE0OR
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Expressing CS6 of Enterotoxigenic Escherichia coli by
Attenuated Shigella flexneri 2a”

LUO Gang”, LI Shu-Qin"’, WANG Ling-Chun®, ZHAOQ Ying”,

ZHENG Ji-Ping"’, DUAN Hai-Qing"’, ZHANG Zhao-Shan™ ™
(U Beijing Institute of Bistechnology. Beijing 100071, China; 2 College of Life Science, Jilin University, Changchun 130023, China)

Abstract A host-plasmid lethal balancing system was constructed based on asd gene in an avirulent strain of
S. flexneri to express coli surface antizen 6 of enterotoxigenic Escherichia coli. The results of Western-blotting
demonstrated that avirulant strain of S. flexneri FWLOL expressed €56 steadily. Immunofluerescence analysis
showed that S. flexneri FWLQ1 carrying the plasmid pZLG6 can be excited fluorescence on its surface. Antibodies
against CS6 and LPS of Shigelle can be detected in sera of mice immunized with recombinant bacteria either
orogastrically (e.g. ) or intranasally(i. n. J; simultaneously sIgA against CS6 can also be detected in the intestine.

This is helpful for constructing multivalent recombinant vaccine for prevention of bacterial diarrhea.

Key words enterotoxigenic Escherichia coli, C56, Shigella flexner, host-plasmid letlhal balancing system, live

vector vaccine
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