2023( 17) : 78-82

DOLI: 10. 13881/j.cnki.hljxmsy.2022. 07. 0215

158513

GenBank

ST LT

10' copies/pL; 85

2
PCR
5
(ST)
£ 2022-07-23;
(2022- - -1-1);
(2022RC- -1)
(1998—
* : (1972—

sina.com.

PCR

0.6 pL 1.0 pL invA

\invA (R?) 0.975 0.968 0.915
2% 1%
20 10
94. 12% »
; ; ST i LT ; invA ; PCR
( )
Open Science Identity ( OSID)
o 2 600 ’
1
30% 2
3 8
4 GenBank ST LT
invA
PCR
(LT) ¥ ° o
1
:2023-06-08 1.1 .
(20202[)0006) ) CVCC 209 (
: 020 ST) .CVCC 216  ( 08
LT) . ATCC 25922
) CVCC 2184
719416135@ qq.com. , ( Mh) . A
) ( PmA) .| B (PmB) .
xuxiaojing72@ A (CpA) . B (CpB) .
( CpD) . .

o78.

1 2 2 2 2 2 1%
010018; 2. 010018)
CA : 1004-7034( 2023) 17-0078-05
PCR
ST LT invA
PCR
85
o . ST 0.4 pL.0.8 pL LT

1.0 pLa1.2 pl



2023( 17) : 78-82

85

1.2
Premix Taq™ . Premix Ex Taq ( Probe qPCR) .

DL-500 Marker.pMD-19T N DH5«
TaKaRa : DNA
( ) ,
DNA
; PCR Applied
Biosystems :
( ) o
1.3
GenBank ST
LT invA
( 1) ST-P 5°
CYs5 3 BHOQ1;
LT-P 5° ROX 3°
BHQ2; invA-P 5° HEX
3’ BHQ3.

1
Table 1 Specific primer and probe sequence information of
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ST-F  5'-GTCAACTGAATCACTTGACTCTTC-3"
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Fig.1 Optimization results of the primer and probe amounts of multiplex fluorescent quantitative PCR for enterotoxigenic
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Fig.5 Results of reproducibility test of multiplex fluorescent
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Establishment and application of multiplex fluorescent quantitative PCR method

for enterotoxigenic Escherichia coli and Salmonella
SHANG Hewei' LI Wenhao' XIE Mengyuan' GUO Yu® SU Shengjie> YUN Tao®
GAO Dengjun® WANG Jianlong” XU Xiaojing'"
(1.College of Veterinary Medicine Inner Mongolia Agricultural University Huhhot 010018 China;
2.Inner Mongolia Autonomous Region Animal Disease Control Center Huhhot 010018 China)

Abstract: In order to establish a multiplex fluorescent quantitative PCR method for the simultaneous detection of enterotoxigenic Escherichia coli
and Salmonella in this experiment primers and probes were designed by using enterotoxigenic Escherichia coli ST gene and LT gene and
Salmonella invA gene in GenBank and the amounts of primers and probes in the amplification system were optimized. Thus a multiplex
fluorescent quantitative PCR method for the detection of enterotoxigenic Escherichia coli and Salmonella was established. Its specificity
sensitivity and repeatability were determined. Eighty—five clinical samples were tested using the established method which was compared with
traditional laboratory serological isolation and identification methods. The results showed that when the optimal primer and probe amounts for the
ST gene of 0.4 pL and 0. 8 L respectively the optimal primer and probe amounts for the LT gene of 0. 6 pL and 1 pL respectively and the
optimal primer and probe amounts for the invA gene of 1.0 pL and 1.2 pL respectively good amplification curves were obtained. The
correlation coefficients ( R?) of the standard curve regression equations for ST gene LT gene and invA gene were 0. 975 0. 968 and 0. 915 re—
spectively and the amplification curves had good linear relationships. The established multiplex fluorescent quantitative PCR method had no
cross—reaction against bacterial nucleotides such as Pseudomonas aeruginosa and Staphylococcus aureus. The coefficient of intra—batch repeat
variation was less than 2% and the lowest detection concentrations of enterotoxigenic Escherichia coli and Salmonella were 1X10" copies/plL.
From 85 clinical samples 20 samples of enterotoxigenic Escherichia coli 10 positive samples of Salmonella and 2 double positive samples were
detected. The consistency rate with the traditional laboratory serological separation and identification methods was 94. 12%. The results suggested
multiplex fluorescent quantitative PCR method had good specificity ~strong sensitivity high stability and good practical prospects.
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