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Characteristics of the Plasmid pCS100 Containing Nisin Resistant Gene from Lactococcus lactis

subsp. lactis ATCC7962. Song, Jong Hyo, Hyong Joo Lee!,

Jeong Hwan Kim’, and Dae Kyun

Chung*. Institute and Department of Genetic Engineering, Kyung Hee University, Suwon 449-
701, 'Department of Food Science and Technology, Seou! National University, Suwon 441-744,
’Department of Food Science and Technology, Gyeongsang National University, Chinju 669-
701, Korea — Nisin-producing and nisin resistant L. lactis subsp. lactis ATCC7962 harbored six plasmids.
To find a plasmid containing a nisin resistant gene, these plasmids were transformed into L. lactis LM
0230 of plasmid-free and nisin sensitive strain. After screening on nisin selection media containing
nisin (150 pg/ml), several nisin resistant transformants were obtained and the level of nisin resistance
was very similar to that of wild type L. lactis subsp. lactis ATCC7962. A 26.5 kb plasmid, named as
pCS100, which confers resistance to nisin, was identified in transformants. The pCS100 was digested
with EcoRI and Southern blot hybridization was done with nis/ probe to localize the nisin resistant gene.
A 4 kb EcoRI fragment showed a strong positive signal, and it was cloned into pBluescript for the

potential selection marker.
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Fig. 1. Growth curve of L. lactis subsp. lactis 7962, L. lactis
LM0230 and transformant carrying pCS100 in the presence
of nisin (150 ug/ml).
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Fig. 2. Growth curve of L. lactis subsp. lactis 7962 and trans-
formant carrying pCS100 depending on various nisin con-
centration.
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Fig. 3. Southern blot analysis of pCS100 with biotin-labelled
nisl. a) agarose gel electrophoresis of EcoRI digested pCS100,
b) Southern blot analysis
Lane 1, 3 :intact pCS100
Lane 2, 4: EcoRI digested pCS100
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Fig. 4. Agarose gel electrophoresis of pCS201 which is a
pBluescript KSII containing 4 kb EcoRI fragment of pCS100.
Lane 1:DNA marker digested with HindIII

Lane 2 : pBluescript KSII digested with EcoRI

Lane 3 :pCS201 digested with EcoRI

Lane 4 : pCS201 digested with EcoRI and BamHI
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