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ureB
350004
Helicobacter pylori  Hp ureB PCR
Hp NCTC11637 ureB pcDNA3.1
SGC-7901 RT-PCR ureB
MTT UreB UreB
SureB MTT SureB SpcDNA3.1 pcDNA3.1
P> 0.05 SureB
SpcDNA3.1 P 0.007 SureB S G,-M Gy-G, ureB
ureB
939.93 A 0001-6209 2005 01-0031-03
Hp Tag Roche Lipofectamine2000
Hp Titan One Tube RT-PCR Kit DNA ~ RNA TRlzol
UreA Invitrogen
UreB ' Ul EF GHS5 1.2 ureB
UreB NCTC11637 ureB
> UreB Hp VectorNTI6.0
5’ Xho I Hindlll
UreB ureBF  5'-CCGCTCGAGATGAAAAAGATTA
GCAGAAAA- 3" wureBR 5-" CCCAAGCTTCTAGAAA
ureB ATGCTAAAGAGTTG -3’ 1700bp
Hp UreB DNA TRIzol Hp NCTC11637 DNA
Hp Taq PCR
Hp UreB 10 x buffer SpuL. ANTP 10mmol/L 1pL
1pL 4pmol/pLL 3uL 1pL 3.5U
1 50pL 94°C 3min 94°C 30s 55°C
1.1 30s 72°C 2min 30 72°C Tmin
1.1.1 Hp 1.0%
NCTC11637 pcDNA3.1  Xho I Hindlll
Escherichia coli  Top10 Top10 100pg/mL
Invitrogen SGC-7901 LB
pcDNA3.1  Invitrogen Xho I Hindlll
1.1.2 Xho 1 Hindlll Biolab
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pcureB
1.3 pcureB SGC-7901
Qiagen-TIP100 plasmid midi Qiagen
pcureB  pcDNA3.1
1 1x10°/ 6
pcureB  pcDNA3.12ug

+ 4p1L/200pL /

20min 6 24h
200p+g/mL B
2~3d

pcDNA3.1 pcureB SGC-7901
SpcDNA3.1 SureB

1.4
RNA TRIzol
RNA Titan One Tube RT-PCR Kit
RT-PCR 2 x buffer mix 12.5pL 1L
4pmol/pL 2.5pL 0.5pL 2.0U
6pL 50°C 30min 94°C 3min 94°C 30s
55%C 30s 72°C 2min 30 72°C 7min
1.5
SpcDNA3.1 SureB
12 24h

5uL AO/EB 100pg/mL AO  100p¢/ml. EB

1.6 MTT
SpcDNA3.1 SureB
1 x10°/ 96 3
24h MTT Smg/mL
10pL 4h  MTT 10%SDS 5%
0.012mmol/L. HCl 100pL/  37°C
ODss, 7d
oD
SureB
1.7
SpcDNA3.1 SureB
10% 1640 3d
PBS 700r/min Smin
ImL PBS 400 500pL
500 DNA-PREP stain ~ 100pL. DNA-PREP
LPR 20min Backman Coult XL
488nm 605nm 10*
MultyCycle DNA
DunettT3 SureB
Gy-G, S

SpcDNA3. 1

SpcDNA3.1
G,-M

1.8
3 SPSS
DunettT3 P<0.05
2
2.1
Hp NCTC11637 DNA PCR
1.7kb  wreB PCR
1%
2.2 ureB SGC-7901
RT-PCR Spl 1%
ureB SGC-7901
SpcDNA3. 1 ureB
2.3
SpcDNA3. 1
3~5 SureB
l-A
2.4 MTIT
MTT SpcDNA3.1 SureB
M-B
3
ODss,
SureB SpcDNA3.1
P>0.05
2.5
DNA
SpcDNA3. 1 SureB
SpcDNA3. 1
4
MultyCycle X*ts
n=3 SpcDNA3.1 SureB
1.44 = 0.08 3.78 = 0.23 DunettT3

SpcDNA3.1 SureB SureB

SpcDNA3 . 1

31 P=0.007
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2.6
MultyCycle
Gy-G, S G,-M
SureB S
G,-M G,-G,
DNA

Fan ° Hp
MHC- [
Kitada *
UreB

UreB

UreB
Hp

SpcDNA3.1

SpcDNA3.1 SureB

lIl[-C
SpcDNA3.1
SureB

MKN45

ureB

UreB S G,-
UreB

DNA
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Effect of recombinant plasmid of Helicobacter pylori ureB gene
on gastric epithelial cell

CHEN Yue-xiu CHEN Hao
Fuzhou 350004 China

ZHANG Jing SHE Fei-fei"
Fu Jian Medical University

Department of Etiological Biology
Abstract To investigate the effect of recombinant plasmid of Helicobacter pylori ureB gene on gastric epithelial cell. The
full length sequence of ureB gene from NCTC11637 was amplified by PCR. The recombinant plasmid was constructed by
ORF

SGC-7901 cells then the clones resisting Hygromacine were screened. mRNA expression of ureB of transfected cells was

cloning the open reading frame of ureB into the eukaryotic expression vector pcDNA3.1 and was transfected
detected by RT-PCR. The effect of recombinant plasmid of Hp ureB gene on cell phenotype was observed by fluorescence
strain  on proliferation by MTT on apoptosis and cell cycles by flow cytometry respectively. The positive clones of ureB
SureB  appeared cell membrane budding and cell shrinkage. MTT assay showed there was no statistic significance
between the SureB and SpcDNA3.1 which were transfected only by pcDNA3.1 P> 0.05
SureB were not inhibited. The apoptosis rate of SureB was higher than that of SpcDNA3.1 P=0.007 . Analysis for cell
the proportion of both G,/M and G,/G, phase
decreased. Positive transfection of ureB gene into SGC-7901 can change cell phenotype and induce cell apoptosis.
Key words Helicobacter pylort

suggesting that the growth of
cycle showed that in SureB cells the proportion of S phase increased

ureB  Proliferation Apoptosis Gene transfection
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