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Absdract:A rapid and smi-quantitative method was developed for detection of p athogenic V ibrio paraham olyticus,
usng tl gme as a targeied gene, combined the mettod of plate count for bacterial colonies and colony PCR. The
expecied PCR product was673 bp Detection limit for artificial contaminantswas2 1 x 10°cfu/g of solid sanple and
1 3 10°cfu/ml of liquid sanple Detection limitof colony PCR reaction sysem was90 cfu The contaninated samp les
were detected by both PC-PCR and routinemethodswith acanp letely coincident result This integrated analytical PC-
PCR method should be further goplied for dynamic detection in aquaculture
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Fig.1 PCR result of Vibrio parahaemolyticus
standard strains under different annealing

temperature( Tm) .

M. DIL2000 marker; 1: Tm 57C;: 2. Tm

5(). 3 ¥ 4 -3; Tm
7: Tm

47.9C ;

=-56.8C; 3. Tm =

=55.5C; 5. Tm 54.4C; 6; Tm =53. 0C;
Tm =48.7C; 10: Tm =

11; Tm=47.3C; 12; Tm =479

51.3C; 8: Tm =49.8C: 9.

2 FERMmINEAEMPCR FEZE PCR LR
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Fig.2 Colony PCR and conventional PCR results

of Vibrio parahaemolyticus.

M: DI2000 marker;1. CGMCCI1. 1997 % PCR j=%p; 2. CGMCC
1.2164% Bl PCR p=4#; 3. CGMCCI1. 1997 ## PCR /=4¥y; 4. CG-
MCCI1.2164 ifi#% PCR #); 5. BItEx

M. DI2000 marker ; 1: Product of conventional PCR of CGM CC
1.1997; 2. Product of conventional PCR of CGMCCI. 2164; 3.
Product of colony PCR of CGMCC 1. 1997 . 4. Product of colony PCR
of CGMCC1.2164; 5. Negative control
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00 PCRO ,000O0O0O0DOO0ODOO 90
x10cfu/mLO O DOODODO0O0OD0O @O 400
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910 1112 M

B3 % PCR &0 ES MmN E a4 =1t

Fig.3 Specificity of colony PCR method detecting standard
strains of Vibrio parahaemolyticus .

M: DI2000 marker; 1 Vibrio parahaemolyticus CGMCCI1. 1997 ; 2.
Vibrio parahaemolyticus CGMCC1. 2641 ; 3. Vibrio parahaemolyticus
CMGCCI1.614; 4. Vibrio anguillarum W-1; 5. Vibrio anguillarum
DLPI8 ; 6: Vibrio alginolyticus PX25; 7. Vibrio splendidus HS-17 ;
8. Vibrio fluvialis 927 ; 9 : Vibrio alginolyticus CMGCC1. 1833 ; 10:
Vibrio splendidus HS-17 ; 11 : fH{4: %} i, Positive control; 12 B X}

- . )
,”.". 5 \.-;‘mw control.

E4 E% PCR&NEAMINE CGMCCL. 1997 I RE &
Fig.4 Detection limit of colony PCR for Vibrio

parahaemolyticus CGMCC1. 1997.

M. DI2000 marker; 1: 9.6 x 10® c¢fu/mL; 2. 5.0 x 107 cfu/mL;

3:2.3x10° cfu/mL; 4; 3.3 x10° efu/mL; 5: 1.2 x 10* c¢fu/mL;

6:4.5x10° cfu/mL; 7: 2.3 x10% cfu/mL: 8: 9.0 x 10 cfu/mL.
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Table 200 Sensitivity of detection for different concentration
of Vibrio parahaen olyticus in samples by PCR
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