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API-20E , ,
, 3h . 28 24~48h, API
(O/F)
: API- 123
20E ;
DNA SH09-D ,
: (tlh tdh trh)
: TCBSHY (pir)y PCR
100 pL , 99
1.2 10 min, 5 min, 8000 r-min’'
1.2.1 10 min, DNA , PCR
(1) .
, R PCR , 2%Xtaq mix
TCBS , 28 25 L, 1 uL, DNA 2uL,
18~24 h. 50 uL. PCR (
) , 130 V), 30 min PCR
, . 1.2.4 tth pir
12.2 SH09-D DNA.
18~24h  TCBS : 50 mg, 0.8 mL
,  1.5%NaCl SH09-D 10 mg-mL™
18h K 20puL, 56 30 min, 3~4
, , API-20E 12000 r'min’ 10 min SH09-
(2 D 1 min; 12 000 r'min™"
API-20E 121, 30, 0.8 mL SH09-D -1,
0.85% , 100 uL 12 000 r'min” 2
1.5% NaCl , 28 18h; ; SH09-D 50 uL, 12000 r'min’"
0.85% , 30s, , PCR
1.5x10* cfurmL™. 5mL, 10000 r'min”
1
PCR PCR
pir API1-F CCTTGGGTGTGCTTAGAGGATG 700 94 3 min; 94 1 min,
AP1-R GCAAACTATCGCGCAGAACACC 60 1 min, 72 1 min,
AP2-F TCACCCGAATGCTCGCTTGTGG 700 35 72 5 min!"*
AP2-R CGTCGCTACTGTCTAGCTGAAG
tlh TLH-F AAAGCGGATTATGCAGAAGCACTG 450 94 3 min; 94 1 min,
TLH-R GCTACTTTCTAGCATTTTCTCTGC 58 1 min, 72 1 min,
trh TRH-F TTGGCTTCGATATTTTCAGTATCT 500 35 72 3 min!'¥
TRH-R CATAACAAACATATGCCCATTTCC
tdh TDH-F GTAAAGGTCTCTGACTTTTGGAC 269

TDH-R

TGGAATAGAACCTTCATCTTCACC
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2 API
TZ201506-1 ATCC18072 TZ201506-1 ATCC18072 TZ201506-1 ATCC18072
TCBS
NG NG
d
F F
p- d
:NG ,d
10 min , 2 , ,
PCR , .tlh pir , ,
12.3 B- ,
1.2.5
1.2.3 ap , s
1.5% NaCl (28 ,200r'min™)
18h , 7500 min’’ 10 min,
3 ATCC18072 , TZ201506-1
, 5x10°, 5x107, 5x10°
cfumL” 3 . 4 ICR 2.2
(12+0.5) g, 0.1 mL, 150 ,
5 . 5x10* cfurmL™” (tth ) 61 40.67%,
, 0.1~0.2 mL, 5 tdh  trh .61
12h , 5d. ap 21, 34.43%.
1.2.6 (tlh-ap ) 14.00%.
12.5 100mL,  60%
7500 r~min'1, 4 10 min. ,
, 4~5h, 12 000 r'min”' ( 3, 1.
4 10 min lmg-mL'l, 3
[13-15]
: /
9 /%
tlh 150 61 40.67
2.1 tdh 150 0 0
, trh 150
, , 1~3 um >< ap 150 21 14.00
0.8~1.2 um. tlh TZ201506-1 ap-tlh 150 21 14.00
tdh-trh 150 0 0
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M 192345678 NEP 24
ap TZ201406-1
TZ201506-1
s 5. , 14h |
, . TZ201506-1 5%107 cfu
20%. , ,
24 h ,48h
TCBS
1500 bp
1,000 bp ,
500 bp S
100 bp 5x10’ 5x10° 5x10°
/cfu
a tlhhb API;M 100 bp Marker; 1~8
N b TZ201406-1 5 0 5 0 5 0
| W PCR TZ201506-1 5 0 5 0 5
- TZ201406-1 5 0 5 0 ND ND
2.3 th pir T7201506-1 5 1 5 0 ND ND
189 tlh pir b
4. 4 , 132 tlh 25
0/n-
86, 65.15%; ap 18 TZ201406-1 TZ201506-1
13.63%. 57 , 22 tlh ,
O/ 0, 5
38.60%; 6 ap ., 10520189 TZ201406-1 TZ201506-1
0/
108 . 57.14%; 24 72014061
0,
, 12.70%, ap 1:2: TZ201506-1 12,
tlh
4 6
th th AP AP AP:tlh/ 112 14 1:8 1:16 1:32
M M e % TZ201406-  ++++ ++ - - - -
52 34 6538 0 000 000 7901406 o s e
10 0 0 000 000 T7001506. 44t 44+ - - -
115 4545 4 3636 80.00 17201506 -
8 3 3750 3 3750 100.00 ”
58 45 7759 14 2414 3111
47 19 4043 3 638 1579 3
5 2 4000 0 000 000
1 0 0 0 0.00 0.00 [16-17] [18-20]
6 0 0 0 000 0.00 ’

Mt 189 108 57.14 24 1270

2014~
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Isolation, identification and main virulence analysis of Vibrio parahaemolyticus
from diseased Penaeus vannamei in Zhejiang province

FANG Lei', SHI Jian'?, XIA Wu-qiang’, ZHANG Xin', MENG Qing-zhen',
CHEN Tie-feng'?, XU Jing-yu?, QIAN Dong""
( 1.School of Marine Sciences, Ningbo University, Ningbo 315211, China; 2.Hangzhou Sanhe Innovation Technology Co. Ltd,
Hangzhou 310020, China; 3.Xiangshan Marine and Fishery Quality Surveillance Center, Xiangshan 315700, China )

Abstract: To investigate the vibrio infection of diseased Penaeus vannamei, a certain number of diseased
samples of Penaeus vannamei in Zhejiang province are collected for vibrio isolation and biochemical
identification. Vibrio isolations with TCBS agar are used for biochemical identification of API-20E as well as
for PCR detection of tlh, tdh, trh and pir gene. High pathogenic Vibrio parahaemolyticus are applied in order for
evaluating the virulence to mice. The results show that 61 tlh isolations (accounting for 40.67%) and 21 ap
positive isolations (14%) have been detected from a total of 150 isolations; 108 (57.14%) out of 189 fixed
samples are tlh positive, while 24 ap positive samples are detected (12.70%). No tdh and trh positive are found.
The supernatant of the bacteria manifests the weak hemolytic activity (1:2) and the bacterium can cause death of
mice. The results indicate that Vibrio parahaemolyticus plays an important part in the diseased Penaeus
vannamei infected by vibrio. Furthermore, high pathogenic Vibrio parahaemolyticus has been found to share a
large proportion of Vibrio parahaemolyticus isolations which are separated from diseased Penaeus vannamei.
High pathogenic Vibrio parahaemolyticus of ap positive suggests the hemolytic activity and virulence to some
degree.

Key words: Vibrio parahaemolyticus; isolation and identification; virulence; Penaeus vannamei



