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1.2
1.2.1
JEM1200
1.2.2  Scid Seid 1
PCR
1.2.3 DNA “ DNA "
DNA
1.2.4 rRNA P7 5'-CTATGACGGGTATCCGGC-3'
P8 5'-ATTCCACCTACCTCTCCCA-3" H. bilis Pb 5'-TCTCCCATACTCTA-
GAAAAGT-3’ P7/P8
374bp P7/Pb 364bp
1.2.5 PCR 50pL DNA 300ng ~ 500ng 10 x PCR buffer SpL.
lpmol/LL Taq  5U dNTP 0.2mmol/L 94°C 5min 94°C 2s 53%C 2s 72°C 30s
45cycles MJ Peltier Thermol Cycler 225 1.5%
Tanon UV-2000 PCR
1.2.6 Mbol Hhal Xspl 1pli 10 X buffer 2. DNA 17pL
37°C 10% PAGE TBE 40V
1.2.7 DNA PCR PCGENE
2
2.1
1
1 2
Fig.1 Transmission electron micrographs of H. bilis Fig.2 Transmission clectron micrographs of
flagellum - x 25000 H. bilis nucleus  x 30000
2.2 PCR P7/P8  P7/Pb
rRNA P7/P8
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374bp 3 H. bilis Pb/P7 364bp 4

bp
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4 P7/Pb
Fig.4 PCR amplilification products
from Helicobacter DNA P7/Pb

3 P7/P8
Fig.3 PCR amplilification products
from Helicobacter DNA P7/P8

1 2 Helicobacter 3 E. coli 4 Streptococcus
1 2 Helicobacter 3 E.coli 4 Streptococcus

M Marker 2000.
M Marker2000.
2.3 Scid
Scid
P7/Pb 5
2.4
P7/P8 Mbol Hhal Xspl Mbol
347bp Hhal 278bp  97bp Xspl  348bp PAGE 6
1 2 M bp bp M  Xspl P7P8 Hhal P7P8 Hhal P7P8 Mbol
—2000
—1000
—750
— 500
—250
—100
6
5 P7/Pb Scid Fig.6  Restriction enzyme analysis

of amplification products PAGE

Fig.5 PCR amplification products
from sample of Scid mouse P7/Pb
1 feces of mouse 2 cecum mucosa

of mouse M Marker 2000.

2.5
P7/Pb PCR 364bp 7
2 Fox Hbl
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Helicobacter bilis

Fox Hbl

Helicobacter bilis

Fox Hbl

Helicobacter bilis

Fox Hbl

Helicobacter bilis

Fox Hbl

Helicobacter bilis

Fox Hbl

Helicobacter bilis

CTATGACGGGTATCCGGCCTGAGAGGGTGATCGGACACACTGGAACTGAGACACGGTCCAG

CTATGACGGGTATCCGGCCTGAGAGGGTGATCGGACACACTGGAACTGAGACACGGTCCAG

ACTCCTACGGGAGGCAGCAGTAGGGAATATTGCTCAATGGGCGAAAGCCTGAAGCAGCAA

ACTCCTACGGGAGGCAGCAGTAGGGAATATTGCTCAATGGGGGAAACCCTGAAGCAGCAA

CGCCGCGTGGAGGATGAAGGTTTTAGGATTGTAAACTCCTTTTGTTAGAGAAGATTATGAC

CGCCGCGTGGAGGATGAAGGTTTTAGGATTGTAAACTCCTTTTGTAAGAGAAGATTATGAC

GG TATCTAACGAATAAGCACCGGCTAACTCCGTGCCAGCAGCCGCGGTAATACGGAGGGT

GG TATCTTACGAATAAGCACCGGCTAACTCCGTGCCAGCAGCCGCGGTAATACGGAGGGT

GCAAGCGTTACTCGGAATCACTGGGCGTAAAGAGCGCGTAGGCGGGAAAGTAAGTCAGA

GCAAGCGTTACTCGGAATCACTGGGCGTAAAGAGCGCGTAGGCGGGAGAGTAAGTCAGA

TGTGAAATCCTATGGCTTAACCATAGAACTGCATTTGAAACTACTTTTCTAGAGTATGGGA

Fox Hbl TGTGAAATCCTGTAGCTTAACTACAGAACTGCATTTGAAACTACTTTTCTAGAGTATGGGA
Helicobacter bilis  GA
Fox Hbl GA
7
Fig.7 Comparison of sequence of H. Bths
3
H . bilis Riley 508 H.bilis 17.1% H. hepaticus
10.4% H . muridarum 1%
Mzhler N
rRNA PCR
374bp Mbol Hhal
Xspl > H. hepaticus H . muridarum H . bilis
H . hepaticus Mbol 27bp  347bp H. muridaru Hhal 278bp
97bp Xspl 348bp  26bp H. bilis 3
6 H . bilis H. bilis  F. Rappini
’ H. bilis
Pb  P7 DNA 364bp 4
PCR 20
10% PAGE
H. bilis PCR PCGENE
Mbol Hhal Xspl 7 6
GenBank  H. bilis1 U18766
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97.5% 7
Scid PCR
5 Koch o
H. bilis
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Isolation Identification of Helicobacter bilis and Sequence Analysis

Shao Weijuan ~ Xie Jianyun ~ Chen Hongshu  Gao Cheng
Shanghai Quality Monitoring Center for Laboratory Animals Shanghai 200032 China

Abstract To identify a microaerophilic bacterium as Helicobacter sp. and classify the species as
H. bilis. The cecal samples from immunosuppressive mouse were cultured. Transmission electron
micrograph were performed. PCR products obtained with the genus-specific primers and template
from bacterium were analyzed with restriction enzyme Mbol Hhal and Xspl respectively and the re-
striction products were evaluated by 10% PAGE. DNA isolated from bacterium were amplified with
the H. bilis genus specific primers P7/Pb by PCR. The product was sequenced and analyzed. Fi-
nally Scid mouse were infected with bacterium. Higher magnification of the organism shows the spi-
ral shape and one flagellum at either end but not periplasmic fibers. PCR P7/P8  products with
374bp were digested by Mbol Hhal and Xspl. 364bp bands of H. bilis specific amplification
were observed. Computer analysis of the DNA 364bp sequence reveals a unique pattern of restric-
tion enzyme cleavage sites for H. bilis. There is of 97.5% homology compared with the sequence of
H. bilis. Animal-infected test accords with Koch postulates. The organism isolated from BALB/c
mouse is ascertained H. bilis .

Key words Helicolacter bilis Sequences analysis Koch postulates
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