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RAPID DETECTIONOF V.PARAHABVMOLY TICUSUSINGMOD IFIED MOL ECUL AR BEACONSAND
REAL-TM E PCR.HU Qing-hua, ZH EN GW ei-w ei, SH | X iao-lu, et al. Center for D isease Control and P revention
o Shenzhen City, X iamen, 518020.

Abstract: Objective To develop modified molecular beacon based fluorescence PCR assay for the detection of V . para-
haemolyticus. T he established method w as gppliedto the rgpid diagnosis of V . parahaanolyticus food poisoning and sea food
exanination-M ethods Two setsof primersw ere selected from the core sequence of TDH gene publishedin GenBank, and the
modified molecular beacon labeled at 5’end & 3'end with diffferent fluorophorsw as designed. The molecular beacon and
primer set were tested against numerous strains from 12 different bacterial $ecies. Real-time PCR assay for
V .parahaenolyticus w as established. Then this assay was gplied to the food poining diagnosis. Results Only V. para-
haemolyticus strains generated fluorescent signals, and no cross-reaction w asobservedw ith other 11 bacterias. The sensitivi-
ty achievedw as 69cfu /m | or 6¢cfu/PCR reaction. The assay was used to detect 40V . parahaemolyticus strains, no false sig-
nalsw ere observed. Forty-eight food poisoning samples and 100 sea food samplesw ere tested, nine sanplesw ere foundV .
parahaemolyticus positive by real time PCR. Among the tested positive samples, seven samplesw ere detected positive by tra-
ditional culturemethod. The overall test could be finished w ithin one day starting from sample preparation. Conclusion: The
modified molecular beacon-based real-tme PCR assay w as rapid, sensitive, and ecific. It required 2 hoursfor the detection.
It could be gpplied to the rgpid diagnosisof V . parahaemolyticu food poisoning & food microbiology exam ination.
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1 10 1m| PCR
1.1 12 100 1
1 1 1
1 1 1 1.7 40 TDH PCR
1 1 1 40 3 48 100
50
' 2
2.1 DNA (1)
1.2 , , 10000rpm 2min, 5yl
PCR (2 : 6
1.3 (1) DNA LB 8 , iml , , Sul
, 500ulT E buffer , 50ug/ul PCR - ,
, 37 1hr, 1% DS 0.2ug/ ,
ul K, 55 lhr - DNA 2.2 12
2  Iml , , , , , 1
5ul PCR 2.3 DNA 166. 4 fg/ul,
1.4 GenBank 6 cfu/PCR , , 69
(TDH) , cfu/mi 2 3
TDH - F: 5 - AAACATCT- 2.4 40 PCR
GCTTTTGAGCTTCCA - 3, TDH- L: 5- CTC GAA- 48 9 PCR ,
CAACAAACAATATCTCATCAG- 3, TDH CFAM & 6 100
- CCGGGGTGTCCCTTTTCCTGCCCCCGG- Dabeyl , PCR ,
75bp Sangon 1 PCR
1.5 PCR 25ul, Sul , PCR
2.5ul10x PCR . 1.5mmoM gCI2, 0. 25mmolA d- 1 0
NTP, WUTaq ., 25mol , 25pmol PCR 1 0
94 Smin, 40 94 45s, 1 0
62 Imin, 72 Imin icycle PCR 1 0
(Bio- Rad) 1 0
1.6 11 DNA , 1 0
TDH PCR 1 0
( V P54) 1 0
DNA DNA ! 0
DNA DNA U Itro- ! 0
40 40
$ec2000 (Pham acia ) 50 0
DNA 5 , 1ul
PCR : VP54
2 PCR DNA
DNA 325ng 65ng 13ng 2. 6ng 520pg 104pg  20.8pg 4. 16pg 832fg  166.4ig  35.5fg
13.9 15. 6 17.6 19.9 22.2 24.4 26.7 29 317 34.7 N /A
3 PCR
cfu/m| 6.9x 108 6.9x 107  6.9x 10°  6.9x 10°  6.9x 10 6.9x10° 6.9x 102 69 5
cfu/PCR 6.9x 100  6.9x 10°  6.9x 10°  6.9x 10*  6.9x 10°  6.9x 102 69 6 0
12.8 14.2 15.9 19.8 23.8 26.2 31.2 38.2 N/A N/A
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