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Pathogenic biological characteristics of Vibrio vulnificus isolates from seafood in Guangzhou
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Abstract; Objective

characteristics of Vibrio vulnificus isolates in Guangzhou,

molecular epidemiology of Vibrio vulnificus and traceability of foodborne disease. Methods

Guangdong Guangzhou 510440, China)

To analyze the virulence related-genes and pulsed-field gel electrophoresis ( PFGE )

and to establish regional PFGE database which would support

68 Vibrio vulnificus strains

were characterized by the virulence related-genes and PFGE typing. Finger printing of each strain was analyzed by

BioNumerics. Results

All Vibrio wulnificus strains were positive for hemolysis A gene (wwvhA ).

Five genetypes were

detected, they were CB, EA, CAB, CA and EB type. 42 BTI nucleic acid positive strain were detected. The 68 strains of

Vibrio vulnificus were divided into 52 PFGE patterns. Conclusion

The PFGE pattern of Vibrio vulnificus isolated from

seafood was diversed, and CB type was the predominant virulence related-gene. It is necessary to strengthen the detection

of Vibrio vulnificus in marine products to prevent the outbreak of Vibrio vulnificus infection.

Key words: Vibrio vulnificus; virulence related-genes;

pathogens; seafood
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112 2SS E0R
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Jok 37 HL 9K X L Quantity One (4. 4. 0) B = 18 R 4t
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Ladder( Dye plus) ( H s Takara) , 4 B8 % & At F 459
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1.2 FiE
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Table 1  Primers for the PCR of Vibrio vulnificus
SRR LWETIY TUETI Ji BRI/ bp
vwhA 5’-CCG CGG TAC AGG TTG GCG CA-3’ 5’-CGC CAC CCA CTT TCG GGC C-3" 519
vegC 5'-AGC TGC CGA TAG CGA TCT-3' 5'-TGA GCT AAC GCG AGT AGT GAG-3V 97
vegk 5'-CTC AGA AAG GCT GAA TTG AC-3’ 5V-GAT TAA CGC TGT AAG GCC G-3’ 199
16S rRNA A 5’-CAT GAT AGC TTC GGC TCA A-3’ 5’-CAC TAC CAC CTT CCT CAC GAC-3' 285
16S rRNA B 5’-GCC TAC GGG CCA AAG AGG-3' 5V-CCT GCG TCT CCG CTG GCT-3’ 839
SerE 5V-TGT TGT TCT TGC CCA CTC TC-3’ 5'-CGC GCT TAG ATT TGT CTC ACC-3’ 665
BT2 5'-AGA GAT GGA AGA AAC AGG CG-3' 5'-GGA CAG ATA TAA GGG CAA ATG G-3' 344

whA FEH PCR WK % : PCR TagMix 25 pl, 5]
Pas 1 W (ZYREE T pmol/L) ,DNA iR 2 wl, f 5
ToR 25 B FKAME 2 50l R 54 :94 °C A8 P
5 min,94 °C 78k 1 min,62 °CiE Kk 1 min,72 °C % fif
1 min,25 NEFR,72 C4EfH 5 min, PCR =¥ H 1%
14 Ba i Pl DK ARG T, 8 G AR 2R G WLAGO AT R

FEJA KA veg (168 rRNA FIAE Py 11AY K 1 3
E YR AR F R 25l B9 S AR % PCR TagMix
25 pl, 51 & 1 Wl (AU E 1 pmol/L) , £k DNA
2 plo RO ARJF:94 C HiAEPE 5 min, 94 C A8 %
1 min,55 °C (veg) 58 °C (16S rRNA) .64 °C (A= 41l
FiLE E 8GR & 1 min,72 C ZE{#1 min,30 4 (veg .
16STRNA) 35 4> (YA A YE E &) 536,72 C ik
it 5 min, HUK$E BRI (GIEE D)

1.2.2 PFGE 4 ¥7

TEEFR BRI 4,37 CHE 5% 18 h, A4
AR F3 L ) BRUAE & 40 7R, B 50 2 i T2 2 ml Y
CSB w1 B 6 R N 18% , HL400 wl B 400 wl
1% SeaKem Gold FEfgH¥ (55 C/K¥) .20 wl & [ il
K(20 mg/ml) F 1.5 ml .08 %, e L BRIRS,
SEEEHR A M AR B FEE R T B 15 ming |7
50 ml IR O A S ml 2L (& (1 K/CLB
RAW), IEH R AR O E N, B8 7 CHE
54 CIKIBFIRIEE 1 h 532y 170 r/min, ¥ 2@
AR T4, FH 50 °C 15 ml 4l K P ik e e 2 Wk, A K

JAE 50 C K+ R 10 min; [/ #£ H 50 C TE ¥ 3k
W 4 B4 TE W, A 15 ml TE 3% T 4 C &
fERHRAE . 76 1.5 ml B0 WA 200 wl i 1]
SE DI 2.5 mm BT BEHIACES O L R
B FHAE 37 C(Not 1) /KIFE 15 min, FIAE KW H
W) 2% b W, A58 A 200 wl B R AR &, Not 1
16 37 C/KIEH IS 4 ho FHAE LW 1 i DI, 78 55
MENIMA 200 pl 0.5 x TBE, it & 5 min, {0/ F
A A IF R B AE 14 b, 2218 {5 A 100 ml
60 °C 0.5 x TBE #1419 1% SeaKem Gold Iy g ¥ ,
JICE 30 min, SRR T A AL VKA LA 2 200 ml
0.5 x TBE , i 4 HL ik Z: 85, B e il A o UK A, i A
Ik 760 wl, HLyk 19 h, B BB 7E 400 ml EB ¥
WY f 30 min, i €5 15 min, SEAMT R AR A5 R,
T30 4o 5 e AR BREAR, 43 BT 75 ¥ R H BioNmerics 5. 0
SIAT AR XT DNA 5 80 S AT RS0 0, i AL AN TR
PR Z ) R R K B SR & R &R o

2 H#HR
2.1 FEJIAHICEEA 73 Al
68 BB IR A TE bR R A KL (wohA) #% TR
B PRPE, AW ar A BT B (15 52 1R I AR it A g
Wk FHPE )42 #k ,BT2 A 26 £, L5 E BURK .
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BB IR ;vcgC M 16S TRNA B 5 (CB )34 £k, vcgE
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K1 16S TRNA A B (EA %Y )30 ¥k, vegC F1 16S rRNA C&Bilégj/
AT (CA BI)2 Bk, vegC F1 16S rRNA A/B %I ( CAB CA3%

T A 1Ak, vcgE F116S tRNA B BI(EB &) 1 #k (L
K1) ,CB BUAIEA Ry 3 2R RL, £ B30 2 (7] 28
X' KB, 22 F A BT E L (P <0.01),

2.2 PFGE A CB,50%
76 PFGE [ 3% v A1 b1 5 Ho7E 0.85 LA L 11 1 bk FAe
AT LA W 2 AT S AR G i R R 2R AT
7~ 68 BREIGIINE A 52 A PEGE AL B 43 # (T Bl 1 vegC/E FI16S tRNA A/B 75 Jj HI X Kk 1K 53 1)
TR 2) BRI K 44.5% ~97.3% . KREWA Figure 1 Genotyping of virulence related-genes vegC/E
’ and 16S rRNA A/B
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Figure 2 PFGE clustering analysis of Vibrio vulnificus
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