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200090
2003 9 Crassostrea gigas 4
pH 16S rRNA 4
NaCl TCBS
0/129 16S rRNA SXS1
99.0%
16S rRNA
939 A 0001-6209 2005 02-0177-04

Vibrio campbellii

1~4

16S rRNA
5
6~8
1.1
1.1.1 2003 9
10 Crassostrea gigas
2003 9 1
1
Table 1 Source of isolated strains
Number of Number of Name of Weight of Sample .. .
. Sample position Sample stations
strains sample sample sample/g date
SXS1 443 Crassostrea gigas 20+5 2003.9.5  Luoyuan town of Fujian province D; N 26°22'447" E 119°44'507"
SXS2 445 Crassostrea gigas 20+5 2003.9.5  Luoyuan town of Fujian province D; N 26°22'447" E 119°44'507"
SXS3 446 Crassostrea gigas 205 2003.9.5  Luoyuan town of Fujian province Dy N 26°22'447" E 119°44'507"
SXs4 447 Crassostrea gigas 20+5 2003.9.5  Luoyuan town of Fujian province D; N 26°22'447" E 119°44'507"
70% 4°C
1.1.2
25¢ 225mL, 3.5%
3% TCBS TCBS
30°C 24h
070106
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PCR

JA12002
YXQ. SG41.280
PYX-
DHS PCR GENE CY-
CLER™ BIO-RAD
1.2
11 12

1.3

NaCl 1%

pH7.2 NaCl
pH 1% 3% NaCl
pH 30°C 48h
721 460nm
1%
3% NaCl pH7.2
48h 721 460nm
1.4 16S rRNA
1.4.1 PCR DNA TCBS
30°C
100pL

10min 7000g 10min
1.4.2 16S rRNA 16S rRNA

5'-AGAGTTTGATC
C/A TACCTTGTTACGACTT-3’ 5'-TACGG

C/T  TACCTTGTTACGACTT-3" PCR

50uL 1 x PCR SpL 25mmol/L MgCl, 4pL
2mmol/L dNTPs 4pL. 5U/pl. Tag DNA 1pL
0.6mmol/L 1pL DNA 2pl. ddHO
32ul. PCR 94°C 5min 94°C Imin 52°C

1.5min 72°C 1.5min 33
0.5.¢/L EB 1%

72°C 10min 8uL

PCR
1.5
SXSI  16S rRNA Gen-
Bank 16S rRNA
Clustalx1.8
Multiple alignments paup

4.0b10 Swofford 1998 N6

2
2.1
4
0.25pum ~0.5pmx 1.0pm ~ 3.5pm
1 TCBS 30C 24h
0.5mm ~ 2.0mm

1 SXS1

7200 x
Fig.1  Electron micrograph of strain sxsl 7200 x

2.2

MR NaCl
0/129

H,S

2.3
SXS1 0.5% ~ 9% NaCl
1.0% ~6.0% pH 5~
10 pH 6~9 5C 40C
15~35C
2.4 16S rRNA
4
SXS1 16S rRNA
1447bp GenBank
AY544985 Blast

99.0%
2
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sxs1 (AY544985)

Vibrio campbelli (ATCC25920T)
V.harveyi (ATCCI14126T)
V.pelagius (ATCC25916T)
V.alginolyticus (ATCC17749T)

69~ V.parahaemolyticus (ATCC17802T)
V.proteolyticus (ATC15338T)

Vfluvialis (ATCC33809T)
73 V.fumisii (ATCC35016T)
Vivulnificus (ATCC27562T)

V.chok El Tor strain N16P61 (NC0025)

2 16Sr RNA
Fig.2  Phylogenetic tree based on 16S rRNA sequence of homology
Numbers in parentheses represent the sequences’ accession number in
GenBank. The number at each branch points is the percentage supported
by bootstrap. Bar 1% sequence divergence.
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B Colwell
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Identification of Vibrio campbellii isolated from cultured pacific oyster

SHEN Xiao-sheng CAI You-qiong" FANG Wen-hong GU Run-run  GAO Dan-feng
East China Sea Fisheries Research Institute ~ Chinese Fisheries Academy of Fishery Science Shanghai 200090 China

Abstract Four bacterial strains were isolated from cultured pacific oyster Grassostra gigia in September 2003 at coast
of Fujian province. Their morphological physiological and biochemical characteristics and 16S tRNA sequence were ana-
lyzed. And the relationship between reproduction of the bacterium and NaCl concentrations pH and temperature were al-
so determined. The results showed that four strains were gram-negative rods with a single polar flagellum glucose fer-
mented without gas production oxidase positive required sodium ions for growth no pigment non-luminescence They
grew well on TCBS-plate as green colonies and were sensitive to the vibriostratic agent 0/129. Therefore it was con-
firmed that the strains belonged to the genus of Vibrio. The sequence analysis of 16S rRNA gene of SXSI isolation and
comparison with that of other related vibrios- showed that SXS1 was very close to Vibrio campbellii . The similarities was
99% . The distribution of V. campbellii in environment and its relationship to the diseases of aquaculture animals were
discussed.

Key words Vibrio campbellii  Oyster 16S rRNA gene Phylogenetic tree
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