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Abstract: The two—component food—grade selectable marker for Lactococcus. lactisNICE system (the nisin—controlled
expression system) has the advantages of dominant and complementation markers. One component is a replicon-deficificient
companion plasmid, which carries an erythromycin resistance gene (%) as a selectable marker and it’ s replication is depended
on the other food—grade cloning vector which carries the functional replicon, isentirelymadeupof L. /actisDNAandhasnoselection

marker. The pMG36e and pRAF800 are the sources of A and rep for the pEm: rep. The rep B-deficient companion plasmid

can be constructed by enzyme digestion, deficiency and ligationand coexistingwith the thetareplicononly.
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& 1 PRAF800 HJ$2EL &3 pMG36e HJ1ZEL
Fig.1  Agarose gel electrophoresis of plasmid pRAF800 DNA Fig.3 Agarose gel electrophoresis of plasmid pMG36e DNA from

from L.lactis SMQ719/pRAF800
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Fig.5  Positive clones on plate containing emthromycin
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Agarose gel electrophoresis of plasmid pEm":rep DNA from
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Fig.7  Agarose gel electrophoresis analysis of plasmids extracted
by rapid plasmid extraction method, L.lactis NZ9000 used as a
negative control
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Agarose gel electrophoresis analysis of the PCR products
with pEm"rep as templates
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Fig.9 Agarose gel electrophoresis analysis of pEm":rep digested
by EcoR | and Nhe |
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M. DL2000 DNA Marker; 1~3. pEm‘: Arep; 4. pEm": Arep/FEcoR 1; 5.
pEm': Arep/EcoR 1+Nhe 1.

B 10  pEm"Arep RAREIEE
Fig.10 Identification of recombinant plasmid pEm" Arep and
agarose gel electrophoresis analysis of pEm": Arep digested by
EcoR | and Nhe |
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