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Cloning of a nisin resistance gene from Lactococcus lactis and e AT e e

its application in food-grade selection marker T
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Abstract: F ALY
HAL fa

Five nisin-resistant strains were isolated from fresh milk on GM17 plates supplemented with bromocresol b A

purple and nisin at a final concentration of 500U/mL. By morphological, physiological, biochemical and = =

16S rDNA

sequence analysis, all of the isolates were identified as Lactococcus lactis. A pair of primers was
designed on the basis of the DNA sequences of a reported nisin resistance gene. PCR amplification was
carried out with chromosome and plasmid DNA as templates from five strains, respectively. An expected
PCR product amplified from one of the five strains was obtained. After being sequenced, the amplicon
was

confirmed as nsr by BLAST analysis. The nsr gene was cloned into the E.coli-L.lactis shuttle vector
PTRKH2, resulting in the plasmid pT-nsr. The construct was obtained when the plasmid pT-nsr was
electroporated into L.lactis MG1614 competent cells. When the medium contained a maximum of
500U/mL nisin, the construct carrying pT-nsr showed the same growth curve as L.lactis MG1614, which
suggests that the nsr gene could be used as a marker for constructing a food-grade vector.
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