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Study for Detection of Enteropathogenic Vibrio parahaemolyticus
in Contaminated Food

Toshiyuki FUJI'SHIROUO Miwako OHBAU Mariko ETOH
and Mieko IBI

Summary

The 3-step enrichment culture and immunomagnetic bead method were applied for the detection of

enteropathogenic  V.parahaemolyticusVp+) in raw fish samples. The samples inoculated with Vp+,

non-enteropathogenic Vibrio parahaemolyticus V.alginolyticus were cultured at 37 0 for 2 hours, and

then stocked at 40 or -200 for 3 days. The stocked samples were cultured 3 times in enrichment

broth. After 3rd culture, the immunomagnetic bead method was performed to select a specific K

antigen-type, and then the polymerase chain reaction(PCR) method was used for the detection of zah

gene. Vp+ was detected by two enrichment methods, salt polymyxin broth(SPB) (18 hours incubation)-
SPB(6 hours incubation)-SPB(18 hours incubation) and SPB base(2 hours incubation)-adding
polymyxin B(18hours incubation)-SPB (6 hours incubation).
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Table 1 Enrichment method

1st culture 2nd culture 3rd culture
Medium Hour Medium  Hour Medium Hour

A TSBa 6 SPBb) 18 SPB 6
B TSB  6-129 SPB 6 SPB 18
C TSB 2 SPB 18 SPB
D TSB 4 SPB 18 SPB
E TSB 18 SPB SPB 18
F SPB 18 SPB SPB 18
G SPBbase® 2 +Polymyxin 18 SPB
H SPBbase 4 +Polymyxin 18 SPB
a TSB

: Trypticase soy broth supplemented with 3% NaCl
b) SPB: Salt polymyxin broth
©) Refrigeration for 12 hours at 4 O , after 1st culture for
6 hours at 37 O
& SPB base
: Pepton 10.0g, Yesast extract 3.0g, Sodium cloride 20.0g,
Water 1L
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O000OvpOOODOK 250000000000000O

1st culture

— PCR(detection of zah)

2nd cuI@

— PCR(detection of zah)

3rd culture :SPB

- PCR(detection of 7af)

Immunomagnetic bead method (collection of Vp+)

SPB
overnight
culture
PCR(detection of 7ah)
(tah positive)

CAV®
overnight culture

Slide agglutination test for K25 antiserum
PCR(detection of a7 from each colony)

e CAV: CHROMagar Vibrio

Fig 1 Detection of farand Vp+(K 25) strain
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Table 2 PCR result after enrichment culture and
application immunomagnetic bead method
1st 2nd 3rd bead
culture culture culture method
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