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ipaB
2 VI 1 2 1
S
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ipaB
Q786 A 0001-6209 2003 03-0418-04
65 : 230 kb
31kb Invasion plasmid antigen Ipa 23
ipaB AY
ipaB
IpaB
1
1.1
1
S. flexneri 2a 2457T wild type Nal' Maurelli AT
E. coli DH5a SupE44 AlacU169 hsdR17 recAl endAl gyrA96 thi—1 rel A1 Nal' GIBCO/BRL
S. cerevisiae AH109 MATa trp~ his™ Ade™ LacZ~ Clontech
pGBKT7 GAIA DBD TRP1 c-Myc tag Kan" Clontech
pGBKT-ipaB IpaB fused to GALI4 DBD TRP1 c¢-Myc tag Kan" This work
1.2
2457T 0.025% TSA  Tryptiscase soy agar
TSB  Tryptiscase soy broth 37°C DH5« LB AH109
YPAD AH109 SD/-Trp Kan 50pg/L
Nal 40pg/L
1.3
T4 DNA Tag DNA PCR TaKaRa
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Promega c-Myce YPD  SD/-Trp Clontech
1.4 ipaB
50pL 10min
2ul. PCR 2.5mmol/L.  dNTP 8uL. 10 x PCR 10pL. 20pmol/LL
P, P, 1pL 100pL 95°C 4min 30 95C 30s 52°C
30s 72°C 90s 72°C Tmin
1.5
PCR Neol — Pstl pGBKT7  Neol  Pstl 16°C
DH5«
1.6
1.7
6 pGBKT-ipaB AH109 SD/-Trp
1.8
2mm ~ 3mm Clontech /SDS
1.9 SDS-PAGE  Western blotting
7 SDS-PAGE ~ Western blotting pGBKT7 GALA
c-Myc Western blotting c-Myce
2
2.1 ipaB PCR
GenBank ipaB
Pl 5'-CAT GCC ATG GTT ATG CAT AAT GTA AGC ACC-3'
P2 5'-AAC TGC AGT CAA GCA GTA GIT TGT TG-3'
| Neol P2 Pst1
PCR pGBKT7 ipaB GAI4  DNA
2.2 pGBKT-ipaB
ipaB PCR Neol — Pstl pGBKT7  Neol — Pstl
DH5a pGBKT-ipaB 1 Neol
Pst1 1.7kb  ipaB 7.3kb
ipaB 2
2.3
pGBKT-ipaB ipaB
8
2.4 pGBKT-ipaB AH109
AH109 AH109
3~5d PCR ipaB 1.7kb
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pGBKT-ipaB
9.0kb
A cy eitope 2 .
pGBKT-ipaB
1 PGBKT-ipaB 1.DNA marker 2.pGBKT-ipaB + Neol + Pst1
3.pGBKT7 + Neol + Pst1 4.pGBKT7.
D 1 2 3 2.5 SDS-PAGE ~ Western
pGBKT7  pGBKT-ipaB AH109
82— N——
SDS-PAGE ~ Western pGBKT7
20kD c-Myc
GALA DNA pGBKT-ipaB
c-Myc
20— S GALA DNA IpaB AH109
3
3 Western 3
1. AH109 IpaB !
2. pGBKT-ipaB AH109 IpaB
3. pGBKT7 AH109. ipaB pGBKT7
ipaB
AHI109
SDS-PAGE ~ Western blotting GALA DNA
SD/-Trp
YPAD
IpaB IpaB
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Cloning of ipaB Gene from Shigella flexneri and its Expression
in Yeast Cell

Yao Xiao© Wang Hengliang' Yan Xiaoyu' Yang Bolun® Huang Liuyu'"
U Institute of Biotechnology —Academy of Military Medical Sciences  Beijing 100071 China
2 College of Life Sciences Shanxi Normal University Xi’ an 710062 China

Abstract ipaB gene amplified from S. flexneri 2a by PCR was cloned into pGBKT7 vector
Named pGBKT-ipaB and sequencing indicated that the amino encoded by the cloned gene was the

same as the reported The recombination plasmid pGBKT-ipaB was transformed into the yeast strain

AH109 in which the fusion expression of IpaB was analyzed with SDS-PAGE and Western blotting.

This provided the basis for screening the interacting protein with IpaB by two hybrid system and un-

derstanding the function of IpaB in the pathogenesis of S. flexneri further.
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