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Establishment of a fluorescent PCR method for pathogenic gene Vibrio parahaemolyticus strains
HAN Yue, ZHANG Hui-yuan, MA Shi-liang, LV Yv-sha, LI Qiu-yang

( Beijing Entry-Exit Inspection and Quarantine Bureau, Beijing 100026, China)

Abstract; Objective To establish an accurate, rapid and specific fluorescent PCR method to detect pathogenic gene of

Vibrio parahaemolyticus (VP). Methods 7 VP standard stains were used to verify 6 literary methods of fluorescent PCR

and the new method establish in this study. The specificity was verified using 6 common foodborne pathogenic bacteria.

Results

The newly-established method could detect all 3 kinds of hemolysins simultaneously, and the results were

consistent with those of stains tracing and standard PCR methods. There was no cross reaction with common foodborne

pathogens. Conclusion The fluorescent PCR system could detect pathogenic gene of VP with better accuracy, reliability,

speed and specificity, which was more applicable.
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Table 1 ~ Summary of pathogenic gene in VP
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tlh * + + + + + + +
tdh * - + - + - + +
trh * + - + - - + +
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Table 2 Primers and probes sequence of new method
FARKERE 354 9% ]l

TLH-F  5'-cgagaacgcagacattacgttc-3’

tlh TLH-R  5'-tgctccagategtgtggtig-3'
PROBE 5'-FAM-tcgccgetgacaategettetcat- TAMRA -3
TDH-F  5'-gtaraggtctetgacttitggac-3’

tdh TDH-R  5'-ctacagaatyataggaatgtigaag-3 '
PROBE 5'- FAM -attttacgaacacagcagaatga- TAMRA -3’
TRH-F  5'-ccatematacettticcttctee-3 '

trh TRH-R  5'-acygtcatataggegcettaac-3’

PROBE 5'- FAM -tatitgtygttagaaatacaacaat- TAMRA -3’
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Table 3 Result of fluorescent-PCR method to detect pathogenic gene of VP

———t Jiik 1 Jiik2 Jiik3 Jiik4 Jiik S Jiik 6

tlh tdh trh tlh tdh trh tlh tdh trh tlh tdh trh tlh tdh trh tlh tdh  trh
1. 1997 - - - + - - + - - + - + + - - + - -
1.1615 + - - + + - + + - + + - + + - + - -
ATCC17802 - - - + - - + - - + - + + - - + - -
ATCC33847 + - - + + - + + - + + - + + - + - -
09099 + - - + - - + - - + - - + - - + - -
10126 + - - + + + + + - + + + + + - + - -
09vpl107 + - + + + + + - + + + + + - + - -

TE "+ RN - SRR A

- tih Unknown Undlet.
ot = toh Unknown Undlet.
- trh Unknowwn Undet.
1.0+000 1.1997 tih Unknowwn 1574
1.1997 toh Unknown Undet.
1.1997 trh Unknowwn 32.09
1000 11615 tih Unknown 18.75
11615 tolh Unknown 25.23
£ oo 11615 trh Unknown Undlet.
3 h\ ATCC33547 tih Unknown 16.43
ATCC33347 toh Unknown 2118
1AL ATCC33547 trh Unknowwn Unclet.
ATCC17302 tih Unknown 16.54
1se00t ATCC17302 toh Unknown Unclet.
ATCC17302 trh Unknowwn 31.93
10126 tih Unknown 17.29
1.06-006 10126 telh Unknown 2287
10126 trh Unknowwn 25824
[ 09099 tih Unknown 15.74
ﬂ 09093 tcih Unknowwn Unclet.
o 09093 trh Unknenen Undet.
: 09vp107 tih Unknown 16.01
F 09wp107 todh Unknown 23.50
ﬁ 09vp107 trh Unknowwn 24 B2

Bl L ARSCHSHIT IR T bR VPR RR 09 I 45 53

Figure 1  Detection results of newly-established method on 7 VP strains
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Figure 2 Result of specificity experimental
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