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Development of a duplex real-time PCR method for the detection of
Salmonella and Listeria monocytogenes
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Shenyang 110161, China)

Abstract; Objective To develop a duplex real-time PCR array for rapid detection of Salmonella and Listeria
monocytogenes. Methods The specific primers and probes were designed to amplify the fimY gene of Salmonella and the
hly gene of Listeria monocytogenes. The sensitivity of the system was detected by a multiple proportional dilution method.
In order to examine the specificity of the system, other seven intestinal bacteria strains were assayed simultaneously.
Salmonella and Listeria monocytogenes infected mice model were reproduced for evaluating the applicability of the method.
Results A highly sensitive and specific duplex real-time PCR assay for the detection of Salmonella and Listeria
monocytogenes was established. The sensitivity was 11 copies/pl for Salmonella and 12.8 copies/pl for Listeria
monocytogenes. The specificity was 100% and the accuracy was 93.3% . The whole detection procedure can be finished
within 2. 5 h. Conclusion The duplex real-time PCR detection method is efficient in detecting Salmonella and Listeria
monocytogenes in foods with good sensitivity and specificity. Due to the simultaneous detection of these two pathogens, the
detection time was reduced significantly. There is a good prospect of this method applying in disease prevention and food

industry.
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Figure 1  Sensitivity curve of Salmonella
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Figure 1  The standard curve of Salmonella
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Figure 3 Sensitivity curve of Listeria monocytogenes
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Figure 4 The standard curve of L. monocytogenes

2.2 FOLE R PCR R4 R

R S PER I 25 2R R 4 Bk VDT A B R 9 1 th
2, N BAPE (LIS ) o B0 P B A 40 0 1 A 2 3 oy
PR AT TR0 i 2, O B (LI 6) , gy 5 dkAR S
o B 240 48 A 2 ST A TR 3 O T O B
HA 5 B B 1k

T R

1.0e+0.03 [t

R 1.0e+0.02

WEE
|
1
‘\‘\

1.0e+0.01

1.0e+0.00 |1

1.0e-0.01

ZRIGEDT]

1234567 891011121314151617181920212223242526272829303132333435363738394041 42434445

Ct{&

PS5 o170 T A e A 00 P AP 25

Figure 5 The positive result of specific detection of Salmonella
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Figure 6 The positive result of specific detection of Listeria monocytogenes

2.3 JRRYLARAS B A 2 SR

FAZ T3 R 15 352 50 8% e U 171 08 RN B A% 2
JiL s A 2 ke A /N BB B FEAS 14 FUBEE 1 HE
PE, R AF 54K 93.3%

3 itig
A3 56 SR I WUEE 7% ) 7 &t PCR J7 32 IR B 46

(ISR W I 1) B e oo RS N DRV S U v
I DR WD O S R e e o /A RN B 7
SRR AT o

5% 3k
[ 1] ENHL. PR 20 M 1 2 42 7 #F 1 PCR Al PCR-ELISA £l 75

B ENLID ] RO A ARl R ,2007.

2 WM FER L, CH 2, % B3 ELISA #il PCR AH 45 4 B

DT TR A SR A P A 1AL O IR AT - %;Zﬁjﬁ’iiﬁli;[iﬁﬂf}\Qﬁ*iﬂfrﬁ%&f‘zooff)
P S 7 e B T AR AR T e e AR B R R R L R (4) 321327,

B = MR 22 25 P05 R I Y R 4339 o 11 [3] CHARLES M,DOZOIS S, POURBAKHSH A , et al. Expression
12. 8 copies/pl, F 551 100% , I HSZEL T 52 W5 of pand type 1 ( F1) fimbriae in pathogenic Escherichia. coli from
%)K%ﬂyﬁjﬂc , 1@%%%7@5@3[%; , }J\ DNA EI’JS&%EY@J poultry [ J]. Vet Microbiol,1995,45(4) :297-309.
RERAERAL 2.5 h AR TR AN TH T A
§ﬁ$ ,ﬁﬂ‘ﬁ%iﬁ*ﬁ{}ﬂﬂ%ﬁ%{uﬁ% E/‘J%;‘ko [ 5] RODRiGUEZ-LA'ZARO D. Quantitative detection of Listeria

ARG X 0 1] e AR AR i 3 2R 2 A R R U
Qer) /N B s W A8 B R A7 R, 4 & RO 93.3% , A
AR 09 38 P 3207 i T LA 2 T A s i

monocytogenes and Listeria innocuaby real-time PCR ; Assessment
of hly, iap, and 1in02483targets and amplifluor technology [ J].
Appl Environ Microbiol 2004 (3) :1366-1377.

%4\9/* rernernen \S

UNE F N

< N

PRNYENYS

NLevrevien e

IR i RN S 54 Bh AR 24 B Rk B BR A Y 28 A

2011 &£ %2 &

HB(RRLZEF)AL ZRBLLARFEFTFLET 2T LAL, AAA R DL LB TARE(R R P
FHAEE 54 R B R KK GRE)(GB26130—2010), 8 2011 4 A 1 B AL,
b
B4 :2011 55 2 52 R (%)
T A

—0O——&#—HA-_+—H



	201104_部分1.pdf
	201104_部分2
	201104_部分3
	201104_部分4

