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Detection of Listeria monocytogenes by PCR-pyrosequencing
Xu Longyan, Yuan Muyun, Tang Qin, Yang Jing, Xiang Dapeng
( Guangdong Inspection and Quarantine Technology Center, Guangzhou Guangdong 510623, China)

Abstract: Objective To establish a method to detect Listeria monocytogenes ( LMO) by PCR-pyrosequencing.
Methods A pair of PCR primers and a sequencing primer were designed according to the hly gene of LMO. The target
gene was amplified by PCR specifically and single-stranded DNA templates for pyrosequencing were prepared from the PCR
products. Finally, pyrosequencing was performed under the guidance of the sequencing primer. The strains were identified
by aligning the sequencing results to the hly gene sequence in GenBank. Results PCR primers and sequencing primers

showed good specificity. The results showed that a 249 bp DNA fragment was amplified from 16 LMO strains and the
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pyrosequencing results perfectly matched the hly gene sequence, while the control strains were both negative. Conclusion

This new established method is accurate and effective for rapid detection of LMO.

Key words: PCR-pyrosequencing; Listeria monocytogenes; DNA base sequence; hly gene
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Table 2 Sequencing test results of Listeria monocytogenes

BBR G S K DNA g 5 )5 51 VEFC T 20 80 (% )
ATCC 19115 ATCCAGGTGCTCTCGTAAAAGCGAATTCGGAATTAATAACAAATC 77.8(35/45)
LMO1 ATCCAGGTGCTCTCGTAAAAGCGAATTCGGAATTAGTAG 100.0(39/39)
LMO2 ATCCAGGTGCTCTCGTAAAAGCGAATTCGGAATTAGATAAGAAAATCAAC CGTGTTCTCC ATCG 56.3(35/64)
LMO3 ATCCAGGTGC TCTCGTAAAAGCGAATTGC A ATTAGTAGAA AA 64.2(27/42)
LMO4 ATCCAGGTGC TCTCGTAAAA GCGAATTCGG AATTAGTAG 100.0(39/39)
LMOS5 ATCCAGGTGC TCTCGTAAAA GCGAATTCGG AATTA GTAG 100.0(39/39)
LMO6 ATCCAGGTGC TCTCGTAAAA GCGAATTCGG AATTA GTAG 100.0(39/39)
LMO7 ATCCAGGTGCTCTCGTAAAAGACGAATTCGAATTATGATAA AATC 46.7(21/45)
LMO8 ATCCAGGTGC TCTCGTAAA A GACGAATCGAT AATA AAC 55.3(21/38)
LMO9 ATCCAGGTGCTCTCGTAAAAGACGAATTCGGAATTATGATA ACAAATC 43.8(21/48)
LMO10 ATCCAGGTGCTCTCGTAAAAGATCGAATTCGGAATTGAATG ATAATCAAAT CC 39.6(21/53)
LMO11 ATCCAGGTGCTCTCGTAAA A GACGAATCGAT AATAAAC 55.3(21/38)
LMO12 ATCCAGGTGCTCTCGTAAAAGATCGAATTCGGAATTATGAT AATCGAAATC 41.2(21/51)
LMO13 ATCCAGGTGC TCTCGTAAA A GACGAATCGAT AAAAAC 56.8(21/37)
LMO14 ATCCAGGTGC TCTCGTAAAA GCGAATTCGGAATTA G ATAGA AATC 80.0(36/45)
LMO15 ATCCAGGTGCTCTCGTAAAAGACGAATTCGGAATTATGATA ACAAATC 43.6(21/48)
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