dE gL AHE § 1), 2010, 12(3) 1125 130
Journal of Agricultural Science and Technology

1 700 5 T 35 SRR 45 o 7 O RO A2 9
PCR 1% 1

ERT, A#E, xm#, £ 4, K 7, ¥ H, HWEH
CIFHEHATREBINE, TTHEEAFDTENEBALRE, TF A& 116023)

B E BRI K = SR P 8 L BURE , A K= s W SRR R B KBk, B — R
8 PR AR T AR, REEEIE RIS grB B FFFIM RS XS 45131514,
X9 PRESBINEE N 6 BRUNZINEHATT PCR Y™, 45 RFRIATIXT 5| 4 6B4F 5 o A W o B I o 2 DK B
-5 A IR A 3 SR 7 5 M SR N B 9481~ PCR B RO SURRBE 7 0. 13 pg Y DNA 1 10° efu/mL 4055,
RS2SR 19481~ PCR L RL AYBURREE #7 0. 34 pg 1) DNA Fil 10° ofu/mL 40 . % PCR KU B AR
3 RGBT ARE R, AT T R e v B OB 0 2 B R 145 TR B R R S K A o i) 400 8 ek o DR R AT R R
LioalllN

SRR BN s MK s gyrB FE ; PCR ; (R AT

doi: 10. 3969/j. issn. 1008-0864.2010. 03. 22

HE 43S :5947.9 SCEREFIRAS A A S :1008-0864(2010)03-0125-06

Rapid PCR Detection for Vibrio alginolyticus and Vibrio
splendidus in Sea Cucumber Apostichopus japonicas and
its Culturing Environment
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Abstract ; Vibrio alginolyticus and Vibrio splendidus strains are common bacterial pathogens, having a significant
negative economic impact on aquaculture. It is necessary to establish a simple, rapid and effective detection method.
According to the conserved sequence of gyrB gene of V. alginolyticus and V. splendidus, 2 pairs of primers were
designed respectively to amplify 9 strains of V. alginolyticus and 6 strains V. splendidus. The results showed that the
two pairs of primers could specifically detect V. alginolyticus and V. splendidus, but there is no specific band with
bacteria which exist extensively in the culture of the sea cucumber. The minimum detectable amount of template was
0. 13 pg/pL DNA or the lysed products of 10° cfu/mL of V. alginolyticus, and 0. 34 pg/pL DNA or the lysed
products of 10* cfu/mL of V. splendidus. This method had good specificity and high sensitivity. It was able to rapidly
detect V. alginolyticus and V. splendidus in sea cucumber and its culturing environment.
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Fig.1 Electrophoresis results for PCR detection specificity of V. alginolyticus.
M DI2000 ladder; 1 ~9. V. alginolyticus RZ001, RZ002, 112, Lev42, 08071, 08072, 0919A, 2603, HS713; 10 ~11. V. splendidus
1604, 04301; 12. V. harveyi 1601; 13. V. tasmaniensis 04102 ; 14. V. parahaemolyticus 1599; 15 ~16. V. cyclitrophicus 0902A, HD6262 ;
17. V. pomeroyi HS711; 18. Listonella anguillarum 08073 ; 19. Aeromonas sobria; 20. Aeromonas hydrophila ; 21. Photobacterium phosphoreum
04104 5 22. Pseudoalteromonas sp. 0302 ; 23. Bacillus subtilis 7165 24. %}H& Control
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Fig.2 Electrophoresis results for PCR detection specificity of V. splendidus.
M.DI2000 ladder; 1 ~6. Vibrio splendidus 1604, 04301, ctt, 0605, 0326, HS003; 7 ~8. V. alginolyticus. 08072, RZ002; 9. V. harveyi
1601; 10. V. zasmaniensis 04102 ; 11. V. parahaemolyticus 1599 ; 12 ~13. V. cyclitrophicus 0902A, HD6262; 14. V. pomeroyi HS711; 15.
Listonella anguillarum 08073 ; 16. Aeromonas sobria; 17. Aeromonas hydrophila; 18. Photobacterium phosphoreumn 04104 ; 19. Pseudoaltero-
monas sp. 0302 ; 20. Bacillus subtilis 716 5 21. %} & Control
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Fig.3 Electrophoresis resulis for PCR detection sensitivity
of V. alginolyticus bacterial number and

genome DNA concentration.
A WHIHARSR;B. EREIEME DNA R
A. Bacterial number of V. alginolyticus; B. Genome DNA concen-
tration of V. alginolyticus
M;100 bp ladder; 1:10%cfu/mL; 2;10° cfu/mL; 3;10*cfu/mL; 4;
10 cfu/mL; 5: 10% cfu/mL; 6: % #& Control. 7:1. 3 pg/pl;

8:130 pg/pL; 9:13 pg/pl; 10:1.3 pg/pl; 11:0. 13 pg/pl;
12 X}H8 Control.

B4 AIt=SIEABELEN DNA RE
PCR # g Bk ik R
Fig.4 Electrophoresis resulis for PCR detection sensitivity
of V. splendidus bacterial number and

genome DNA concentration.

A I AR s B A= I 4R DNAYRE

A. Bacterial number of V. splendidus ; B. Genome DNA concentra-
tion of V. splendidus .

M:100 bp ladder; 1:10% cfu/mL; 2;10*cfu/mL; 3:10% cfu/mL; 4.
%18 Control; 5: 3.4 pg/pL; 6: 0.34 pg/pL; 7: 0.034 pg/pL;
8 : %} i Control
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Fig.5 Electrophoresis results for detection of DNA from

diseased Apostichopus japonicus and the cultured water.

A.PCR A EEINE; B. PCR AGTMZINE

A.PCR detection of V. alginolyticus; B. PCR detection of V. splendidus
M; DL2000 ladder; 1: FH{#%E:X}# Positive control; 2; ZIRIESHE
Infected tissues; 3 ; FFH /K #E The cultured water; 4; FH 4% X} B
Negative control.
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