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A gene relating to 8 —glucoside utilization of Enterococcus faecalis subsp. liqguefa—
ctens IFO 12968 was cloned and expressed in Escherichia coli JM 109. In a 3.4 kb—gene
fragment, two open reading frames ( ORF1, 1.47 kb ; ORF2, 0.98 kb) were sequenced.
Although functions of these genes were not correctly determined through the homology
research on the genes and proteins. However, since the ORF2 protein showed homologies
to the lac repressor, it seems likely that these genes code proteins relating to 8 —gluco—

side transport.
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F1G.1. Deletion analysis of the insert of pEF G3.
Restriction endonucleases : A, Accl ; B,
BamHI ; E,EcoRIl; H,Hind Il ; K, Kpnl ;
X, Xbal.
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X-glu positive reglion

F1G.2. Sequencing strategy for the X—glu positive
region of pEFG3
The arrows denote the direction and extent
of sequence determination. The open read—
ing frames are shown as ORF1 and ORF2.
Restriction endonucleases : A, Accl ; B,
BamHlI ; EcoRI ; H,Hind Il ; K, Kpni; X,
Xbal.
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F1G.3. Southern hybridization analysis.

(A) Lane1,6, A DNA digested with Hind
. Lane 2, recombinant charomid (1) di—
gested with Kpn | . Lane 3, recombinant
charomid (2) digested with Kpnl. Lane 4,
recombinant charomid (3) digested with
Kpnt. Lane b, £. faecalis chromosomal
DNA digested withKpnl.

(B) Hybridization analysis of the South—
ern transfer of the DNAs from gel (A) .
using labelled 2.4kb EcoRI-Kpnl frag—
ment of pEFG3 as a probe.
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FI1G.4. Deletion plasmids of pEFG3U and pEFG3
U/Rev. The arrow indicates the direction
of /ac promoter in pBluescript Il . Restric—
tion endonuclease used are as follows : A,
Apal ; E,EcoRl; K,Kpnl;S, Spel.
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FI1G.56. Nucleotide sequence of the genes from £. faecalis, which control 8 —glucoside utilization in £. col/.
Putative initiation codons (ATG) are at bp140 and 1631. In the downstream of the termination
codon (=) , the putative transcriptional terminator at bp2610 to 2639 is indicated by inverted ar—
rows, which represent the proposed stem of the stem—Iloop structure.
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