Kor. J. Appl. Microbiol. Biotechnol.
Vol. 22, No. 1, 18-22 (1994)

Enterococcus faecalis KBL703 Plasmid p703/52]
Replication Origin2| Cloning

MUK - BAY - AR - WE Y
o{CHstm XIIXFACHE RASEtnt

Cloning of Replication Origin from Enterococcal Plasmid p703/5

Jeon, Young-Wook, Se-Young Jeong, Young-Woo Kim and Hyo-Ihl Chang*

Department of Genetic Engineering, Korea University, Seoul 136-701, Korea

Abstract — Enterococcus faecalis KBL703 has three plasmids(p703/9, p703/5 and p703/4). Within
_ p703/5, the specific DNA region that would confer replication function(replication origin) was sear-
ched by transformation experiments. In order to use as the recipient of transformation, two plas-
mid-cured strains were made from this strain. Four recombinant DNA constru “ts, each containing
fragment of p703/5 and CAT(chloramphenicol acetyl transferase) gene were also made. And they
were used to transform the plasmid-cured strains. Only one DNA construct containing 3.6 kb
Sall fragment was stably maintained as plasmid in these strains. Additional experiment using ano-
ther Enterococcus faecalis strain(fATCC 29212) as a recipient was successfully done and it was
confirmed that this newly constructed recombinant plasmid contained the replication origin from

p703/5 plamid.
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Fig. 1. Agarose (0.8%) gel electrophoresis of the plas-
mids extracted from En. faecalis KBL 703 and the plas-
mid-cured mutant strains.

lane 1, plasmids extracted from En. faecalis KBIL. 703;
lane 2, plasmids extracted from En. faecalis KBL 703
C3: lane 3, plasmid extracted from KBL 703CZ.



20

Sall

BamHl and Psil

Sall Pstl Acel Accl

BamHI
W/////A}‘K
36 kb -

Kor. | Appl. Microbiol. Biotechnol.

BamHI
Aecl

BamHI and Pstl

Pstl BamH]I

CAT

Sall

Fig. 2. Construction of recombinant plasmid pSBP3.6 (CAT, Chloramphenicol acetyl transferase).
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Fig. 3. Agarose (0.8%) gel electrophoretic analysis of
plasmid extracted from Enrterococcus faecalis KBL 703C
2T1 and En. faecalis KBL 703C3T1.

lane 1, plasmids extracted from Ewn. faecalis KBL 703C
3; lane 2, plasmids extracted from En. faecalis KBL
703C3T1; lane 3, Sa/l digests of plasmids extracted
from En. faecalis KBL 703C3T1; lane 4, plasmid extra-
cted from En. faecalis KBL 703C2; lane 5, plasmid ext-
racted from En. faecalis KBL 703C2T1; lane 6, Sall
digests of plasmids extracted from F£an. faecalis KBL
703C2T1; lane 7, pEK104 digested with BamH] and
Pstl; lane 8, pS3.6 digested with Sa/l; lane 9, size mar-
ger, bacteriophage A DNA digested with Hindl1ll. En.
faecalis KBL 703C2T1; pSBP3.6 transformant of En
faecalrs KBL 703C2. En. faecalis KBL 703C3T1; pSBP3.
6 transformant of En. faecalis KBL 703C3.
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Fig. 4. Agarose (0.8%) gel electrophoretic analysis of
pSBP3.6 extracted from En. faecalis KBL 701T3.
lane 1, A phage DNA digested with HindIll; lane 2,
Sall digests of pS3.6 DNA; lane 3, pEK104 digested
with BamHIl and Pstl; lane 4, Sall digests of pSBP3.6
DNA; lane 5, pSBP3.6 extracted from Exn. faecalis KBL
701T3. En. faecalis KBL 701T3; pSBP3.6 transformant
of En. faecalis ATCC 29212.
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