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Detection of Escherichia coli O157:H7 in food by PCR-immunogold method

PANG Lu, SONG Zhe, WU Dong-Xue, XU Bao-Dong, ZHANG Hai-Ying, ZHAO Liang-Juan,
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(Animal, Plant and Foodstuffs Inspection Center, Tianjin Entry-Exit Inspection and Quarantine Bureau, Tianjin 300461, China)

ABSTRACT: Objective To establish a PCR-immunogold strip method for rapid detection of Escherichia
coli O157:H7 in food. Methods The PCR method was established through the design of specific primers and
the establishment of rapid test immunogold strip for detection of PCR products combined immunogold skills
with double antibody sandwich method. Test specificity of the new method using the test bacterial strains which
include 1 Escherichia coli O157:H7 and 7 common food-borne pathogens and compare the sensitivities of the
immunogold strip method and the traditional agarose gel electrophoresis method. Results The established
method was specific and the sensitivity was higher than the agarose gel electrophoresis by 100 times.
Conclusion The new method is suitable for the detection of Escherichia coli O157:H7 in food.
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Table1l Bacterial strainsfor detection

1 O157:H7 ATCC35150

2 ATCC700323
3 CMCC46117
4 )

5 ATCC29544

6 ATCC25922

7 CMCC50071
8 ATCC25923

ddH,O0; (Biowest); 1xTAE
(Biotium); Loading buffer(Solarbio); DNA
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; gelred

23 ® &
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1 10 mL
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DNA &)
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O157:H7
5’-ATTGCGCTGAAG
CCTTTG-3’; 5’-CGAGTACATTGGCATCG
TG-3’ (fluorescein

isothiocyanate, FITC) (Digoxin) (sl

243 PCR RZAR A& BB 44

PCR : DNA 10 pL, Primer F/R
0.8 uL, dNTP mixture 2.0 uL, 10xPCR buffer(Mg*" Plus)
2.0 uL, Taqg DNA polymerase 0.2 plL, ddH,O 4.2 uL,

20 uL 95 C 5 min, 94 'C 30 s,
57 C 30,72 C 305, 30 72 °C 5 min!”
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: 10
mmol/L Tris 1% BSA  1%(v/v)Tween20
0.05~0.5 mol/L NaOH,
245 RN
PRC
O157:H7 ATCC35150 ATC(C25922
, ddH,0 3 uL PCR
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Fig. 1 The basic structure of test strip
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Fig. 2 Results of strip tests
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Fig. 3 Specificity of strip test
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Fig. 4 Sensitivity of strip test
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