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Detection of Listeria monocytogenes in foods by
SYBR Green | melting curve
WANG Hao-yu,ZHANG Gong-liang HOU Hong—man"

(School of Food, Dalian Polytechnic University, Dalian 116034, China)

Abstract. Two pairs of specific primers were composited based on the hlyA gene of L.monocytogenes and the
16sRNA gene of the genus Listeria. Optimal reaction system and condition of the SYBR Green | fluorescent
PCR were established,respectively,which could detect two specific genes. The reaction solution was verified
by the method of gel electrophoresis. The result showed that two target fragments possessed different sizes
and T,, valves which were amplfied corresponded two separate peaks. The standard curve based on the
L.monocytogenes hlyA gene was established and the correlation coefficient was 0.996. The minimal detection
limit was 89CFU/mL. Moreover,suspicious strain isolated from white clams son was tested by using this
method so as to study the feasibility. The positive result was evaluated with the National Standard Methods (GB
4789.30-2010). The verified result indicated that the positive result of SYBR Green | fluorescent PCR matched
with the GB 4789.30-2010 exactly.
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Fig.1 Standard curve of the fluorescent PCR (hiyA gene)
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Fig.2  Amplification curve of the standard curve (hlyA gene)
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Table 1 Target genes and corresponding primer sequences

e A JFH1(5°—37)
hivA L 514 (hiyA 1 :5” ~CCTAAGACGCCAATCGAA-3’
4 NS4 (hiyA 2):5"~AAGCGCTTGCAACTGCTC-3’
L5148 (WD 57 ~CTCCATAAAGGTGACCCT-3’
16sRNA JEH s

TS (U2 :5° ~CAGCAGCCGCGGTAATTC-3’

W e BIINThIyA 1 hiyA 2K 53U UL R 50 BIRIRR A 514 LS 1 402,
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Fig.3 Melting curves of the Listeria monocytogenes and the
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Fig.6 The conventional PCR detection of the suspicious strain
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