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S50 K B PR 7 IL-8 TG AT . &SR A RIA AL T Cagl AL 1, 4% Cagl 85 I RIT L sEREILYS , JF W40
WOUE T 2 SCREBUIAR NS ZEAARSM Hp FMEFIIIOCR . S0 BT HL, BT Cagl 7 25 x 10 BEIT 1) Hh BURT 10 26 111 3K
Zly, Bi% T 6 h iRkt . UVP 100 B A R B 9 35% ~40% . SDS-PAGE BI/RH 21 H Cagl £
LU RAIE AAAE TR A TLEE P . ELISA 855 /R bt Cagl 2 sEBEPUIARYTEZ ) 1: 16 000 EU, Giemsa 3¢ (5 )5 2.3
FEULEE AT WL Hp -5 HeLa 4] 52 S AU f) SRAEVE AN, HUfACH RS Hp &5 HeLa Z0JA ULZGHT, A DHS o ) HeLa 4t A
DL . 85 2 BEBUIR NG X Hp BHFN AR — s BEISTAE T, JF EL AT LUsib Hp fie BEAR A 230 1L-8 (Y RE
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Preparation of recombinant Cagl. protein of Helicobacter pylori and its neutraliza-

tion antibody

ZHONG Qing, ZOU Quan-ming, GUO Gang, ZHANG Jin-yong, ZHANG Xiao-li ( Department of Clinical Microbiology and

Immunology, College of Medical Laboratory, Third Military Medical University, Chongqing 400038, China)

Abstract;: Objective
through preparing rabbit anti-Cagl. specific polyclonal antibody and blocking the adhesion of Hp with host cells.

To study the function of Cagl. protein of recombinant Helicobacter pylori ( Hp)

Methods Cagl. gene was amplified by PCR, then constructed into prokaryotic expression vector pET-22b. Ex-
pressed protein of Cagl. was purified by affinity chromatography, and then used to immunize rabbits to prepare
anti-Cagl. polyclonal antibody serum, so as to detect whether Cagl. polyclonal antibody serum can block the ad-
hesion of Hp with host cells and analyze the activity of IL-8. Results Recombinant Cagl. protein was success-
fully constructed and purified. Cagl. polyclonal antibody serum played a stronger role in blocking the adhesion
of Hp with host cells, and can induce host cells to secrete IL-8. Conclusion  Our study suggests that Cagl.
plays a role in Hp pathogenicity and colonization, and secretion of 1L-8.
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WR N E]) ,SDS M BERE (423 Al O 73 4) R 7 i
FFRE (T IEAR]) s HoAth A AR 34 o B 4t
1.3 31#i%it % PCR ¥3%

KR4 GenBank rf1eg ["THRFT I cagl 197 515149, FI A
A4 Primier Premier 5.0 475 | # (5HRI4347 : L3514 P1 .
5'-CATATGAAAACACTCGTGAAAAATACC-3', FiiFg|4) P2.5'-
CGCTCGAGTTTAACAATGATCTTAC-3", £ P1 5" 5| ABR ik
N YIWE Xho | BEVINE 85, P2 5" 35551 A Nde | BEYIAL A (514 AL
FHERARAR G o # TS EAE PCR AL F TR
N 94 CHASPE 5 min, 2RJ5 94 C 1 min—60 °C 1 min—72 °C
1 min ¥E47 35 MG, BJ5 72 °C 2E4# 10 min,

1.4 &4 Cagl & & F ik HAME

HFRAFNY cagl B[Ry BEse A pET22b( + ), #fbZE £
B E. coli BI21 (DE3) , &~ HUEdiive FHEE 4T, Mg ook,
535 Xho T 1 Nde T SO0 V) % 76 , AR A% F 4 TR 3% I
R /A M5
1.5 FHIREANFFERERHBXET

B TRETE LB AR =B R 13, A PTG 55, 4
FIAE0.1.2.4.6 h 18 h WA TRV, R 7 I A A , 25 38 500 43 i)
R L3 ATV , A S 54T SDS-PAGE , %578 Rk L K Kk
Ho
1.6 F4& 444k

FH TE 2% i R 20 b, % 200 PR A T 8 He T, 25 5 B Ol
AL, TE ZZ PR e s AL {4, ] 8 mol/L FR 2 fift £ it
A RGBS TR AZI ki T F 44k, Western blot i
W EHWE AL, B E A E TR T 550 Hp RZH0
IM3E (AR Z H 4 ) 1Y Western blot 25,

1.7 #1& %4 Cagl % S duthdn i BB

VAalifb 25 B A 40 T 3 D4R 77 B 38 K f, il 4% SR 4T Cagl
L PRI LIS , S 520 A ELISA 5230 7 FL e
1.8 it Cagl. % £ EFAR i 5T Hp ) A5 FELIBT 52 56

14 Hp DA Cagl. 2 S Bt i b R0 3 I A BE A= 4 7 55 3
Ji L #9 HeLa 2, 5 S50 415 350 LA Hp F1 DHS o B A
FE X R M 2, JE R & 4 h, Giemsa L5, W AUEE NI
e

1.9 BEEE % 95 B 2 oA IL-8 3R B
FH 1.8 BOBRAE T i, Al i 3% 3% b3 e, P Tl B 60 33 % I
JR T B (U A FHRAL ) I 5 27 TL-8 e

1.10 “%itz7%
KA SPSS 13. 0 it i AT R R 2250 WT o

2 #R

2.1 BeYARGT R o %E
PCR ¥ 34779 cagl 3 [H F BE 2k 714 bp, 570 K/
o Fd 44 Bl gifb )5 5 pET22b ( + ) ik B i b 2
16 EW E. coli BI21(DE3) JEHh4& kL, 2 Xho | I Nde | XU
) e 7 TR I HL TR I, 7E 24 714 bp bR UL F G ) A B (&
1) o MpFpas R R, iy pET22b( + ) -Cagl AT RRIT5 5
GenBank /A (%17 R ¥ 81 58 4 — 30, IFSEFRAT I # T
2 TR pET22b( + ) -Cagl/BL21,
2.2 ¥4 Cagl TRYHF AL

T4 THE pET22b( + ) -Cagl/BL21 ( DE3) £ IPTG 55
J&i ,SDS-PAGE Wi H I HE A EOL(FE 2) o HXF BB A L,
T CagL FEARRT 43 F I 25 x 10° B3 34 ) BU 3T 10 8 (1 %
k4, BT 6 h Fikimm. UVP EfAFT HME A S
BB 35% ~40% ,

—714 bp

1:DNA 474 (DL 2000) ; 2: T 41k ik 422 Xho [ Ao Nde I k0
E1 EARERMEIEERKE

66X10°—
45%10°—

29X10*—

15%10°*—

1:pET22b( +)/BI21 % e IPTG #% %2 @7 ; 2:pET22b( + )/BI21
Z2IPTC#H$4h2)E; 3. FarTFE474; 4-9:pET22b( +)-
Cagl T B2 IPTCG#5$0.1246h#8h

2 SDS-PAGE # M EAE [ pET22b( +)-CagL ik

2.3 F48 Cagl TA2H FA T X 09 52 R L idh ik ikik
I PR 75 10k 2R A ki P 350 S 1R 175 R 5 1) T RR B Cagll I
VeV AL, SDS-PAGE R T 2025 1 Cagl. 32 % LI i {24
TR TIE
2.4 FAEBEMLER
LK 25 SR SRR SR FZE ATk BT 1) 40 8 Al AL R, 48 UVP



552 3 BN AF. EHRINH TIRFF IR EOR B Cagl 1 S FIHUAR] L 0FE 111

FUH AT E A 2R 90% (] 3) o Western blot SHG45 R
WA A Cagl BAT 540 Hp ZH0 MG e B (1 4) o

12 3 4 5
=
45X10°— | i— ' —-

209X 1(P—> | — .
20X 10— - I
e |

14X10°— - .
‘ "
-

L& G5 F F4704:2: Cagl @3d4K;3 -5 G0 &G
3 CagL BEFRMENMLE SDS-PAGE 54

1 2
66X10°— |
45X10°— | =
29X10°— | ——

-
15X10°—>
e

1: &G99 F 2442 Cagl. 548 Hp % 4 i
E 4 Western blot #ill] CagL B 5B K K

2.5 &% Y Cagl. S iF %7
XL G B B 4G SR R e 4t Cagl £ 5w B HLIR BN
1:16, ELISA 45 5 & /R G 41t Cagl. £ 50 B BT 1K (1 7 B2
1:16 000 EU,
2.6 Cagl % 4k id st Hp 6 W FELBT 52 B 25 R
Giemsa YLt 5 WA WEET] UL . Hp 5 HeLa Z0AE ( FHM:
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J7(0.387 £0.047) , FAM:X BRZH B RE(E A (0. 155 £0.024)

%5 SPSS 13. 0 SEitHi i i B R 28 0y 25 40 i, &5 SR /R TR
X RN B R A 22 ) 25 7 B i 25 L (F =56.72,
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