Acta Microbiologica Sinica
49 8 1109 - 1114 4 August 2009
ISSN 0001 - 6209 CN 11 -1995/Q

http //journals.im. ac . cn/actamicrocn

Jhp947

*

Research Paper

CS7BL/6

350004

Jhp947 Helicobacter pylori Hp
27 specified-pathogens free SPF 6 W C57BL/6 3 J99
£]99-947 Jhp947 PBS 10°CFU/mL 0 2 4 d 4 W
Hp ESE-3A NDRG1 MATP
RT-PCR Jhp947 ESE-3A NADG1 MATP J99
A ]99-947 Hp 100% PBS Hp
PBS 100 % J99 33.3% 3/9 66.7% 6/9
2 ]99-947 22.2% 2/9 77.8% T/9 J99
£]99-947 J99 A ]J99-947  ESE-3A NDRG1 MATP
P<0.05 RT-PCR J99 A ]99-947 ESE-3A NDRG1 MATP P <
0.05 JHP947 Hp Jhp947
NDRG1 MATP
Jhp947
Q936 A 0001-6209 2009 08-1109-06
Helicobacter pylori Hp RT-PCR
3% ~4% 199 Jhp947 ESE-3A
45 kb 26695 68 NDRGI MATP
kb  G+C -l jhp947
J99
J99 1
38  ORF  jhp914-951 *"7 Jhp947 1.1
1.1.1 HpJ99
Jhp947 Jhp947 Hp £ J99-
947
Jhp947 Hp 1.1.2 C57BL/6 27 6
A ]99-947 18 + 2¢
0031015
7806007 FMU-RT001

Tel + 86-591-83569309 E-mail cyl606 @ 163 . com
1972 -

2009-03-19 2009-05-26

E-mail sungeqing @ yahoo . com. cn
gequng &y



1110

Geqin Sun et al.

! Acta Microbiologica Sinica 2009 49 8

D PBS @19 O
A J99-947 9
SFP
SCXK 2007-0005
1.1.3 ESE-3A
MATP NDRG1
FITC IeG
Santa Cruz Trizol Invitrogen
StrataScript StrataSeript [[
Stratagen Taq DNA
1.2 A]J99-947 C57BL/6
J99  AJ99-947 2~3d
10’ CFU/mL 12 h
4 h 3%
100 pL 30 min @O PBS
PBSO.5 mL @ J99 J99
0.5 mlL. @ £]99-947 £]99-947
0.5mL 2 h 2d
3
1.3
4 W 1d
75 % 5 min
4
Hp 10%
-80C
-80°C RT-PCR
1.4
1.4.1
2
15 min
1.4.2
5% 37°C 5% 0, 10%
CO, 85%N, 3~5d
16S rRNA PCR
1.5
10%
5 pm
- Hematine feosin stain HE stain
30 min 100 %

1.6
ESE-3A NDRG1 MATP
4°C 20 min
30 min ESE-3A NDRG1
MATP 1:200 4°C
PBS 0.1 mol/L PBS 5 min 3
1:200 30 min
0.1 mol/L PBS S min 3
Leica DMLB Leica MPS 60
JD801 GFAP
1.7 RT-PCR
ESE-3A NDRG1 MATP
GenBank ESE-
3A NDRG1 MATP GAPDH
1 RNA Strata Script
c¢DNA PCR
PCR
5 PCR 1.2%
Syngene GENE Syngene
Genetools GENE
GAPDH PCR
1 RT-PCR
Table 1 ~ Primers used for RT-PCR
Gene Primers 5' >3’ Products/bp
ESE-3A F CTTTGTGGTGAGGGTTAT 425
ESE-3A R CTTAGGCACTGTCTTCTG
MTAP F GATTGTTGGAAGGAGCAT 417
MTAP R AATAGGGAAAGTGAGACAGA
NDRGIF GTCTGGGATGAGTCTTTAGG 405
NDRGIR TTCAAGGTTAGCCACAGTAA
GAPDHF TGCACCACCAACTGCTTAGC 218
GAPDHR AGCTCAGGGATGACCTTGCC
1.8
SPSS for windows 13.0
P<0.05 P<0.01
2
2.1 C57BL/6 Hp
J99 Hp
100% £ ]99-947 Hp

100% Hp
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10°CFU/g PBS Hp 2.2 C57BL/6 Hp
Hp 2 £]99-947
£]99-947 199 Hp Hp  4W C57BL/6
P>0.05
2 CSTBLIG <13 > 1
Table 2 Bacteriological analysis of gastric mucosa in 3
C57BL/6 mice challenged withPBS J99 and £ J99-947 respectively
Group Bacterial Culture Positive Urease Positive PBS 100 % J99
n=10 x 10° CFU/g Rate/ % number Rate/ %
PBS 0 0 0 0 3 33.3% 6
199 94.20£0.85 100 9 100 66.7% AJ99-947 2
A.]99-947 9 4.17+0.82 100 9 100 22 2% 7 77 8%
Each group nine mice were challenged with J99 £ J99-947 and PBS respectively
at a dose of 10° CFU. After 4 weeks mice were sacrificed and the stomach were 199 £]99-947
cut into two parts to perform rapid urease test and bacteria culture. 1

PBS

A A J99-947
A J99-947
HE stain for gastric mucosa of PBS A AJ99-947 B and J99 C Group mice x 200 .

B J99 C
J99
Fig.1
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0.05 3
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P <0.05 3
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RT-PCR
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P <0.001 3 4

HE x 200 PBS
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HP C57BL/6
C57BL/6 HP SS1 C57BL/6
HP " BALB/C HP
[CSE-3A MATP NDRGI
rPBS -
N -
2 PBS J99 A J99-947 ESE-3A MATP NDRGI1 FITC IgG

Fig.2  Immunofluorescent labling for ESE-3A° MATP NDRGI in group PBS J99 4 J99-947 respectively Fluorescein-Conjugated AffiniPure Donkey
Anti-Goat IgG excitated green light x 200 .

3 ESE-3A NDRG1 MATP

Table 3 Positive areas and gray scale of ESE-3A° NDRG1 MATP protein

ESE-3A NDRG1 MATP
Group n=9 = — =
Positive areas Gray scale Positive areas Gray scale Positive areas Gray scale
PBS 27.15+2.01 69.41 +8.57 27.79+1.93 69.68 + 8.08 29.59+1.10 67.37+8.15
J99 31.71+£2.21 104.19£9.87 33.16£2.24 105.60 +9.94 34.36 +2.44 104.79 £ 11.24
A\ ]99-947 40.65 +4.43 136.15 + 12.58 41.14 +4.28 135.98 + 14.05 41.97+4.13 135.70 + 15.70
N I K I K I K

4 J99 A J99-947 ESE-3A
i MTAP NDRG1 ~ RNA n=s5
25— Table 4 Relative expression levels of RNA of ESE-3A MTAP
10— NDRGI in gastric tissues of J99 and £ J99-947 Group mice

Relative expression

ESE-3A MTAP DRG1
250— levels of RNA SE-3 NDRG
00—
199 0.7674 +0.063 0.7953 +0.051 0.5140 +0.038
' J99 A J99-947 ESE-3A MTAP A ]99-947 1.1698 +0.128 1.1786+0.117 1.3487 +0.020
NDRG1 RT-PCR 199 /42 ]99-947 down down down
Fig.3 Semiquantitative RT-PCR of gastric tissues of J99 and £ J99-947
P 0.001 0.001 0.001

Group mice. J J99 group K AJ99-947 group M Marker DL2000

1 ESE-3A 2 MTAP 3 NDRGI.
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of NDRGI is correlated with tumor progression and poor

Pathogenicity of Hp jhp947 gene to C57BL/6 mice

Geqin Sun Feifei She”™ Neng Li Hao Chen
Research Center of Microbiology Fujian Medical University Fuzhou 350004 China

Abstract Objective To study the effects of Helicobacter pylori jhp947 gene on the pathogenesis of epithelial cells and gene
express pattern by animal studies. Methods Twenty-seven special pathogen free SPF C57BL/6 mice were divided equally
into 3 groups and challenged with Helicobacter pylori J99 Helicobacter pylori £2]99-947 and phosphate buffer PBS
respectively at a dose of 10° colony formine unit CFU at 0 2 and 4 days. Mice were sacrificed 4 weeks after the last
challenge and went through rapid urease test culture of Hp histological examination immunofluorescent histochemistry and
semiquantitative reverse transcription PCR RT-PCR  of gastric mucosa. Results The result of rapid urease test and culture of
Hp indicated that the positive rates in J99 and & J99-947 group were both 100% while 0% in PBS group. The result of histology
examination indicated that garstirc mucosa is all normal in PBS group in J99 group 33.3% 3/9 had slightly anabrosis
66.7% 6/9 had seriously anabrosis in £&J99-947 group 22.2% 2/9 is normal 77.8% 7/9 had slightly anabrosis. The
degree of anabrosis seems to be more severe in J99 than in £]J99-947. The result of immunofluorescent histochemistry and
semiquantitative RT-PCR of gastric mucosa indicated that the expression level of ets homologous factor N-myc downstream
regulated gene 1 methylthioadenosine phosphorylase is significantly lower in J99 than in £J99-947 group P < 0.05
Conclusion The degree of anabrosis seems to be more severe in Hp with jhp947 gene than in Hp without jhp947 gene. In
vivo jhp947 may induce tumorigenesis by inhibiting anti-oncogenes = N-myc downstream regulated gene 1 and
methylthioadenosine phosphorylase
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