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ABSTRACT
Plasmids pMV158 and pTB913, originating from Streptococcus agalactiae and a thermophilic Bacillus
respectively, were sequenced to completion. Both contained a BA3-type minus origin of replication
and an RSA-site, believed to constitute a site-specific recombination site. These two regions were

more than 99% homologous to the corresponding regions of the Staphylococcus aureus plasmid
pUBi 10. Deleting the BA3-type minus origin resulted in the accumulation of a considerable amount
of single-stranded DNA, both in L.lactis subsp. lactis and B.subtilis, indicating that this minus origin
was functional in both bacterial species. Like pUBi 10, both plasmids contained an open reading
frame encoding a putative plasmid recombination enzyme (Pre protein), which was located downstream
of the RSA-site. On the basis of sequence comparisons between pUB 110, pMV158, pTB913, pT181,
pE194, pNE131 and pT48 two distinct families of RSA-sites and Pre proteins could be distinguished.

INTRODUCTION
Plasmid pMV158 is a 5.4 kilobasepair (kb) multicopy plasmid originally isolated from
S.agalactiae (1). It expresses tetracycline resistance in both Gram-positive and Gram-
negative hosts. pLS1 was derived from pMV 158 by deletion of a 1.1 kb Eco RI-fragment.
The sequence of this plasmid was completely determined (2).
The replication functions of pLS1 consist of an origin, a 5.1 kilodalton (kD) trans-acting

repressor, RepA, and the replication initiator protein, RepB (3). Replication of pLS1 has
been shown to occur by an asymmetric rolling-circle mechanism (3,4) similar to that of
small multicopy staphylococcal plasmids like pUB110 (5) and pC194 (6), and the
Escherichia coli phages M13 and 4X174 (7,8).
Most small Gram-positive plasmids replicate via the rolling-circle mode of replication

(9). Their minus origins, which are the initiation sites for the conversion of single- to double-
stranded plasmid replication intermediates can be divided into three groups (9), namely:
(a) palA, present on, among others, pC194 (10), pE194 (11), pT181 (12) and pLS1 (4);
(b) BA3, present on pUBI10 (13,14,15); and (c) 'stab', present on pTA1060 (16), pLS1 1
(17) and pBAA1 (18).
pLS1 contains a single-stranded DNA conversion signal of the palA-type. This minus

origin was efficiently recognized in Streptococcus pneumoniae, but not in E.coli or B.subtilis
(4). We observed that the conversion of single-stranded pMV158 DNA in L.lactis was

far more efficient than that of pLS 1, suggesting the presence of an alternative conversion
signal on the 1.1 kb EcoR I-fragment lacking in pLS1. This prompted us to determine
the sequence of this fragment. Part of the sequence had a high degree of homology with
pUB 10, a 4548 basepairs (bp) multicopy plasmid, derived from S.aureus, encoding
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Table 1. Bacterial strains and plasmnids

bacterial strain properties source or
or plasmid reference

Bacteria
B.subtilis 8G5 trpC2, tyrl, met, his, (26)

nic, purA, ura, rib
L.lactis subsp.
lactis IL1403 (45)

Plasmids
pMV158 Tcr, 5.4 kb (1)
pLSl Tcr, 4.3 kb derivative of (2)

pMV158
pUBI10 Kmr, bleor, 4.5 kb (19)
pUB3 Kmr, bleor, 4.2 kb derivative This work

of pUB110 lacking the minus origin
pTB913 Kmr, bleor, 4.5 kb (22)
pTB3 Kmr, bleor, 4.2 kb derivative This work

of pTB913 lacking the minus origin

resistances to both kanamycin (Km) and bleomycin (bleo) (19). The nucleotide sequence
of this plasmid was described (20).
pTB19 is a 27 kb low copy plasmid isolated from a thermophilic Bacillus species. It

confers tetracycline- and kanamycin resistance (21) and contains two replication functions,
RepA and RepB (22). During selection on kanamycin a specific deletion derivative, pTB913
(4.5 kb), was obtained from pTB19 (22). The sequence of the RepB region and kanamycin
resistance gene was recently determined (23,24). Comparison with pUBl 10 showed a high

3200
GAATTCAAATCl1-177M TTCCATTAAAGGGCG CG ATTGCT1G AATAAAA^GATACG AG AGACCTCTCT1'G1TACT1'TTTTATTTTG AG TGG TTTTG.TCCGTTACACTAG MAAACCG AAAG AC

start BA3 minus origin

3300 . . . . . . 3400
SATAAAAATTTTATTCTTGCTGAGTCTGGCTTTCGG TAAGCTAGACAAAACGGACAAAATsAAAATTTGGCAAGGG TT1@AA~GG TGGAGACTT'T1'TTGAGTGATCTTCTCAAAMAATACTA

.. 3500
CCTGTCCCTT1GCTGATTTTTAAACG AGCAC AG AGCAAAA~CCCCCCTT1'GCTG AGGTGCAG AGGG CAGG 'TT1zTT lTl'CTTl lT1'C TCGTAAAAAAAAGAAAGGTCTTMAAGG TTT1~

end BA3 minus origin

3600
ATMGGTTT1''GG CGGCACTGCCGACAGCCTCG CAGAGCACACACTTTATG AATATAAAG TA1AG T,GTGTTA1|ACTTTACATGGAA^GTTATACCG AAATTGI'GCTAAACTAC'CAG TTAAG AT

-* <-
RS6-site

3700
A

GTTGCTG ATTAAG ACG AGCAATAG ACTG TGTCGGCTCG TCT;GTCTTTCGG TAATCGAAAG ACAAG TCl'T -aQQQATCTATGAGTTACATGGT'G CAAGAATG CAG AGATGAMAA
RBS MetSerTyrMrtValAlaArgMetGlnLysMetLys

sta rt Pre
3800

GCTGGCAATTT~GGGAGG AGCTT1'TAAGCATAA^TGAACGT'GTTTTTGAGACG'CACTCAAAT^AA'GATATAAACCCG AGCAGGTCACACCTCAA'CTACG AGTTGACGGA1ICGTGACCGCTCG
A1laGl1yAsnLeuGl1yGl yAl aPheLysHi sAsnGl1uArgVal1PheGl1uThr Hi sSe rAsnLysAspIlIeAsnProSe rArgSe rH isLeuAsnTy rG IuLeuTh rAspArgAspA rgSe r

3900 . . . . . 4000

3900 4000~~~~~~~~~~~~~~~~~~40
GTG TCGTATAMAAAGCAGA^TTAAAGACTATIG aGAACG AAAATAAGGTTTCTM TCGAGCAATCCGAAAAG ATiGCAGTTCTACTIGTGATIGAGTGGATTATCACATCTGATAAAGATTTTTTT
Val1Se rTy rGl1uLysGl1n Il1eLysAspTy rValAsnGlIuAsnLysValISe rAsnArgAla IlIeArgLysAspAl aVal1LeuCysAspGl1uTrpIl1e Il1eTh rSe rAspLysAspPhephe

4100
G AAAAGTTGGAT"GAGG AACAGACGAGAACGT;TTTTTGAAACG'GCTAAAAATTATTTTCAG AGkACTAT'GGCGAGTCAAAT;TTGCTTAIG CGAG TG lTCA'CTTGGATGAA'AGCACCCCT
Gl1uLysl euAs[G luGI uG InTh rArgTh rPt ePheG I vTh rAl aLysAsnTy rPheAIlaG IuAsnTy rGlIyGlIuSe rAsn Il1eAlaT,rAl aSerVal1Hi sLeuAspGl1uSe rTh rPr o

4200
CACATGCACAT~GGGAGTAGTACCTTI- AGAACGGTAAMTTG TCAT,CAAAAG'CAAT,G1*TGCCG TGAGGAGCTAAAACATATCCAAGAGGACTTGCCTAGATACATG AGCGACCACGG T
HisMetHisMetGlyValVa] ProPheGI1uAsnGlyLysLeuSerSerLysAlaMetPheAspArgGluGluLeuLysHisl] eGInGluAspLeuProArgTyrMetSerAspHisGly

4300
TTTGAGTTGGAACGTGGCAAGCTGAATAGTGMGCTAAGCATAAGACTGTAGCTGAATTC
PheGluLeuGluArgGlyLysLeuAsnSerGluAlaLysHisLysThrValAlaGluPhe

Fig. 1. Nucleotide sequence of the 1,139 bp Eco RI-fragment of pMV158. The numbering of this sequence is
consistent with the numbering of pLS1 (2). The positions of the BA3-type minus origin, RSA site, RBS and
the N-terminal part of the Pre protein are indicated. The C-terminal part of the Pre protein is described as ORF
D in (2).
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TIG lT TGCGTGAGAATGTTACAGTCTATCCCGGCATTGCCAGTCGGGGATATTAAAAGAG TATAGGTTTTTATTGCGATAAACTAGGTTCACTTTGGTTCACCATGAA
RBS MetLeuGlnSer IleProAlaLeuProValGlyAspl1eLysLysSer IleGlyPheTyrCysAspLysLeuGlyPheThrLeuValHisHisGlu

start bleo
2500

GATGGATTCGCAGTTCTA7MTAG AXTGAGGTTCGGATTCATCTATIGGGAGGCAAGTG ATG MGGCTGGCGCTCTCIGTAG ATMTGATTCACCGGTTTIGTACA,GGTGCGGAGTCGTTATT
AspGl1yPheAl aVal1LeuMetCysAsniGl uVa 1Ar9Il1eH isLeuTrpGl1uAlaSe rAspGl1uGlyTrpArgSerArgSe rAsnAspSe rProValCysThrG lyAlaGl1uSe rPheI 1e

2600 . . . 2700
GCTGGTACTGCTAGTTGCCGCATTG MGGTAGAGGGAATTGATGAATTATATCAACATATTAAGCC GGGCATTTTGCACCCCAATACATCATTAAAAGATCAGTGWG GAGAT ACGA^
AlaGl yThrAl aSerCysArg IleGl1uVa 1Gl1uGly Il1eAspG 1uLeuTy rGl1nH is8Il1eLysProLeuGlyTJl1eLeuHi sPr oAsnTh rSe rLeuLysAspGl nTrpTrpAspGl1uArg

2800
GACTTTCAGTAATTGATCCCGACAACA,Ari-GATTAGCT;TTTTTCAAC"AATAAAAAGCTAAAATCTATTATTAATCT,GTTCAGCAATCGGG CGCGATTGCTGAATAAAAGATACGAGA^
AspPheAlaValIleAspProAspAsnAsnLeulleSerPhePheGInGnlneLysSer***

end bleo
29006ACCTCWTCTTTATCT AGTGGTTTTGTCCGTTACACTAGAAAACCGAAAGACAATAAAAATTTTATTCTTGCTAGTCTGGCTTTCGGTAAGCTAGACAAACGGACAA

trt BA3 minus origin

3000
AXTAAAATTGGCAAGGGTTTAAAGGGG AGATT1rTTGAGTGATCTTCTCMAAAATACTACCTGTCCCTTGCTGAT1'TTTAAACGAGCACGAG AGCAAACCCCCCTTTiGC7TGAGGTG

3100
GCAGAGGGCA~GG TTTCTTTmTmTTCTCGTAAAAAAAAGAAAGG TCTTAAAGGTTTTATGGTTTMGGTCGGCACTGCCGACAGCCTCG CAGAGCACACACTTTATAATATAAAG

end BA3 minus origin
3200 . . . . . 3300

TATAGTGTGCTATACTTTACATGGAAGT,MGCCGATTTGTCATGACAAATTTTTCGAAj&GAGCAAAATAAATGAGTTTGCAG TAGTTCGTATGCAGAAAAG AAGTCCTAT
- RBS MetSerPheAlaValValArgMetGlnLysMetLysSerTyr
RSA-Site start Pre
* * ~~~~~~~~~~~~~~~~~~3400

GATC7TGAAGAG TTCAATTTCACAATCAGAAGAAMCGGGAAAGTAAAACGAiATCCCG ATATTGAT^AA"AGACGGACGAGLGAGTAAAAGAAATTTCACATGAAAATTATGAXTTTKG7GAG
AspLeuLysGlyIl1eGI1nPheHi sAsnG lnArgGl1uArgGl uSe rLysThrAsnProAspr 1eAspLysGl uArgSe rHi sGl uAsnTyrAspLeuVal1AsnAspGl1uProlIl1eAspTyr

3500
ATG.ATIGAACCGiTCGACTATAATTAATCACAAAATTGG ACGAG AMACAAGAAAAGATGCTGTGCTTKGTAAATGAATTAATTGTCACG TCTG;ACCGACATTTTTST111G'AACGATTA
AsnGl uArgValLysGl1u le I1eGl1uSerG1nLysValGl1yThrArgLysThrArgLyeAspAl aValLeuValAsnG1uLeu IleValThrSe rAspArgHisPhePheGl uArgLeu

3600
GiTCCTGATGACAG^AAACGA;-rl--r-7MGAAG"TTATMAASTATTCGCTGATCGATATGGGAAACAAASATATGCATATGCGACGTGTCATG T7GACGAAAAACT,CCTCATATGCAT
AspProAspGl uGInLysArgPhePheGl uGl uSe rTy rLysLeuPheAl aAspArgTyrGlyLysGlnAsn IleAl aTyrAlaThrVal HisValAspG luLysThrProHi sMetHis

3700
TTG.GGTGTCGTG,CCAATGCG7GAT&.GAAAATTGCAAGGGAAAAATGTATTTATCGTCAAGAAT7GST7GTGCT&CAAGACAAGTTTCCAGAGCATATGCAGAAGCTCGGAT'TTGATTA
LeuGl1yValValProMetArgAspGl1yLysLeuGl1nGlyLysAsnVal PheAsnArgGl1nGl1uLeuLeuTrpLeuG1nAspLysPheP roGl1uHi1sMetG1nLysLeuGlyPheAspLeu

3800 . . . . 3900
ciAAcGTGGAGAAAAGGTTCGGATCGGGAGCATATTGAAACGAGTAATTAAAMMCAAACGTTAGAAAAGAGATTG;ATCT'TTTAGAGAACGAATTGMAAAATAAAAAGTGAGTSG
GlnArgGlyGl uLysGlySe rAspArgjGl uHis IleGluThrSerLysPheLysLysGInTh rLeuGl uLysGIulu1eAspLeuLeuGluAsnGl uLeuLysAsnLysLysSerGl uLeu

4000
GCGATTCTATCTGAMUAGAAGrCAGGCGAAT;AAGATTCCAGTGMMAAGAUMAAAGAMUCGST7GAAGT'TCCACAGGGAAACGAAATCTTTTGGGGATCG AGCAAMUGAAMCGGTSC
AlaIl1eLeuSe rG luGluValSerGlyGluPheLys I eProValLysAr gGl1uLysLysSe rValGl1uVal1ProTbhrGl1yLysArgAsnLeuLeuG lyI1eGluGlnLysLysThrVa 1

4100
ATGAAGTCAALCGAGGGTGTAATTTTAAAAGACGAAGTGTgTTCAAGATTTG;MCAAAAAGTAAAAGCAGGAGCAGTSTTGCAAACGAGAGTGGAT,CAGSTGCTGAATACTGATTACGCA
MetLysSerThrGl1yAsnVal Il1eLeuLysAspGluVal PheGl nAspLeuLysGl1nLysVal1LysAl aGl yAlaVal LeuGl1nThrArgValAspGl nLeuLeuAsnThrAspTyrAl a

4200
AMAGAGAATCAMTCGTTGMAAAGMAAGGAAGAGUTT;GCGATCTACAMTAATCTTTATCCGAAGAAAAGG TCGTTTAAAAGTACAGT&GAGCATCTAACGAMTGAGATCGAAAUT
LysGluAsnGlnSerLeuLysLysG 1uVa lLysGl uLeuArgSerSbrAsnLysSe rLeuSe rGl1uGl1uAsnGl1yArgLeuLysSe rThrValGl1uHisLeuTh rAsnGl1u Il1eGl1uSe r

4300
T;ATAT,GTATTGACGAAAGACTTTTr,TAAAAGCCCGTACAAACGATTAGAGAGCTSTTAGGAGTTATTCGGGGTATTTGTAGGTAAAGTGAAAGAAAAAGCGCCTAGAGGGCSTTGT7GG
LeuTyrVal LeuThrLysAspPheLeuLysAl aArgThrAsnAspLeuG luSerPheLysGl1uLeuPheG lyValPheValGl yLysVal1LysGl1uLysAlaP roArgGl1yLeuPheVa1

4400 . . . . . . . 4500
CGTCAGCATGAGCGATCAGAAU%AAGA/sTACrrTTCGCTTCAAG A-1TGTTCA,GL-G7GATCGIAG;ACTTCG7TGAGCAWAAAG~AAA^GCAGAGMsTCG;CATGATT7GGAA
ArgGl1nH isGl1uArgSe rGl1uGl1uLysLysAsnTh rPheSe rLeuGI1nAspValLeuGl1nArgAspArgGl uLeuArgGl1uGl1nArgLysAlaLysArgLysLysSerH isAspLeuGl u

CGATAAGAAAAGGCACT
Arg***
end Pre

Fig. 2. Nucleotide sequence of part of pTB913 (positions 2350 to 4525). The first nucleotide of pTB913 as sequenced
by Muller et al. (24) was chosen to represent position 1 in the numbering of pTB913.
The positions of the bleomycin resistance gene, the BA3-type minus origin, the RSA site, RBS and the Pre protein
are indicated.

degree of homology between the replication initiation proteins. Likewise the kanamycin
resistance genes were also very identical (20). Because of these similarities it is conceivable
that pTB913 would also replicate according to the rolling-circle model. This prompted
us to investigate the extent of homology between pTB913 and pUBi 10 by sequencing
pTB913 to completeness.

In this paper we show that plasmids pMV 158 and pTB913 contain a conversion signal
(nearly) identical to the BA3-type minus origin of pUBi 10. Furthermore we show the
presence of a nucleotide sequence, similar to that of a recently described site-specific
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P_ on kb

BA3 RSA Pre protein palA repA repB Tet

EcoRI AvaI EcoRI PstI FnuDr PstI FnuDlI EcoRI
1111 pM Vl 58

FnuD]l DraI (2x) HindI AvaI/Xho I BstE I

EcoRI EcoRI
pLS1

p
BA3 RSA Pre protein on rep Km bleo

FnuDIt EcoRI ClaI NcoI Bgl U FnuD]I pTB9 3

Dral (2x)

r pTB3

FnuDIt BamHI EcoRI NcoI BgloI FnuDIpII pUBi 10
DraI (2x)

pUB3

* = FnuDUI/DraI fusion

Fig. 3. Restriction maps of pMV158, pLS1, pUB 10, pUB3, pTB913 and pTB3. The positions of the relevant
regions are indicated.

recombination function for the S.aureus plasmids pTl81 and pE194 (25). This function
consists of a 24 nucleotide palindromic structure, designated as the RSA-site, and an open
reading frame (ORF) encoding a Pre protein (plasmid recombination enzyme) of
approximately 49 kD. It has been assumed that this protein promotes Rec-independent
plasmid cointegrate and multimer formation at the RSA-site in S.aureus (25).

MATERIALS AND METHODS
Bacterial strains, plasmids and media
The strains and plasmids used are listed in Table 1. TY broth (27) was used for culturing
E. coli and B. subtilis. For plating, TY broth was solidified with 1.5% agar. L. lactis was
cultured and plated on M17 (28) broth and agar supplemented with 0.5% glucose (GM 17).
Kanamycin and phleomycin were used at final concentrations of 10 cg/ml and 2 ,ig/ml,
respectively, for B.subtilis. Tetracycline was added at a final concentration of 4 cg/ml
for both L.lactis and B.subtilis, and at a final concentration of 10 tg/ml for E.coli.
Isolation ofplasmid and total DNA
Plasmid DNA was isolated from B.subtilis and E.coli by the method of Ish-Horowicz
and Burke (29) and, with minor modifications of the same procedure, from L. lactis (30).
Whole cell lysates were prepared and isolated as described before (13).
Restriction enzyme reactions, molecular cloning and gel electrophoresis
Restriction enzymes and endonuclease S 1 were purchased from Boehringer GmbH
(Mannheim, Federal Republic of Germany) and used as recommended by the supplier.
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A B
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OCCC- a4w

ss-. lo-ccc

-Ss

Fig. 4. Whole cell lysates of B.subtilis 8G5 harbouring pMV158 or pLSI without (-) or with (+) treatment
with endonuclease SI.
A: B.subtilis 8G5 (pMV158)
B: B.subtilis 8G5 (pLSI)
The position of single stranded DNA (ss), covalently closed circle DNA (ccc), linear DNA (li) and open circle
DNA (oc) are indicated.

Molecular cloning was performed as described by Maniatis et al. (31). Digested DNA
was analyzed in 0.8% horizontal agarose gels in TBE buffer (89 mM Tris-borate, 89 mM
boric acid, 2mM EDTA, 0.5 ytg of ethidiumbromide per ml, pH 8.0). DNA fragments
were isolated from gels using the freeze-squeeze method (32).
DNA sequencing
The nucleotide sequences of pMV158 and pTB913 were determined to completion by
sequencing double-stranded plasmid DNA in both orientations, using the T7 DNA
polymerase sequencing kit (Pharmacia, Uppsala, Sweden), which is based on the dideoxy
chain termination method (33). Synthetic oligonucleotides were kindly provided by Unilever
Research Laboratories (Vlaardingen, The Netherlands). In the computer-assisted sequence
comparisons MicroGenie software (Beckman, Palo Alto, Calif.) was used.
Transformation of L. lactis subsp. lactis, B.subtilis and E. coli
L. lactis was transformed by electroporation as described before (34) with minor
modifications. The cells were washed twice with 12.5 ml of ice-cold double distilled water,
once with 12.5 ml of 50 mM EDTA (pH 7.0), and finally with 12.5 ml of 0.3 M sucrose.
The cell pellets were resuspended in 0.4 ml of 0.3 M sucrose. The DNA solutions, usually
20 ,ul, containing 5 itg of DNA, and 0.4 ml of cell suspensions, were mixed and
electroporation was carried out at 12500 V/cm in a pre-cooled cuvette (0°C). The
capacitance was set at 25 yF and the Pulse ControllerTM (Bio Rad) at 200 D. After the
electric pulse, the cell suspensions were immediately transferred to 10 ml GM17-sucrose
(GSM17) medium (35) and, after allowing time for expression (2 h at 30°C), cells were
harvested, resuspended in 1 ml GSM17 medium and plated on GSM17 plates containing
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selective antibiotics. Competent cells of B. subtilis were prepared and transformed as
described by Bron et al. (13). E. coli was transformed according to Mandel and Higa (36).
Blot hybridizations
After electrophoresis in agarose gels (0.8%) the DNA was transferred to GeneScreen Plus
filters by the protocol of Southern, as modified by Chomczynski and Qasba (37). Random
primed DNA was labelled with digoxigenin-dUTP with the Nonradioactive DNA Labeling
and Detection Kit, (Boehringer GmbH, Mannheim, Federal Republic of Germany), and
subsequently denatured for 10 min at 100°C. The hybridization and staining steps were
carried out according to the manufacturer's instructions.

RESULTS
Nucleotide sequence of pMV58
pLS1 is a broad host range deletion derivative of pMV 158 that is able to replicate in both
Gram-positive and Gram-negative bacteria (2). Although its minus origin of the palA-type
appears to be functional in S.pneumoniae (4), no efficient conversion of single-stranded
DNA was observed in either L.lactis or B.subtilis. This will be documented in one of
the following paragraphs. Because pLS 1 lacks a 1.1 kb Eco RI-fragment of pMV 158, we
assumed that an alternative single-stranded DNA conversion signal, which was functional
in both L. lactis and B.subtilis, would be located on this part of pMV158. This prompted
us to analyze the Eco RI-fragment in more detail. The sequence of the Eco RI-fragment
is presented in Fig. 1. It is 1,139 bp in length which makes the total size of pMV 158
5541 bp. Computer analysis showed a region in the Eco RI-fragment, extending from
positions 3197 to 3615 in pMV158 (coordinates refer to pLS1 [2]), which exhibited more
than 99% homology with the pUB10 fragment between positions 1134 and 1552
(coordinates according to reference 20). This region of pUB110 contains the minimal
functions for the conversion of single- to double-stranded DNA (13,15) plus the RSA-site
(25,38). The homology between pUB1 10 and pMV 158 ended 9 bp downstream of the
RSA-site. These results indicate that in addition to the palA-type conversion signal on
pMV158 (4) a second conversion signal of the BA3-type is present on this plasmid.
At 112 bp downstream of the RSA-site a potential ribosome binding site (RBS) was

present, which was followed by an ORF of 1485 bp. This ORF extends into the part of
pMV158 that had been sequenced before in pLS1 (2). The free energy (dG°) of binding
between this RBS and the 3' end of the 16S rRNA of B. subtilis was calculated to be
-22 kcal/mole (39). Upstream of this putative RBS a possible promoter was present from
positions 3576 to 3581 (-35 region) and positions 3598 to 3603 (- 10 region). This would
place the -10 region within the RSA-site.
Nucleotide sequence of p7B913
pTB913 is a 4.5 kb deletion derivative of pTB 19, a plasmid isolated from a thermophilic
Bacillus (21,22). On the part of the plasmid of which the sequence was determined before
(23,24) a kanamycin resistance gene and the repB gene are present, both showing more
than 99% homology with the corresponding genes from pUB110 (20). The homology of
the rep genes suggested that, like pUB110, pTB913 replicates via the rolling-circle
mechanism and, therefore, that a minus origin was likely to be present on the part of pTB913
of which the sequence had not yet been determined. We sequenced this 2176 bp fragment
to test this idea and to examine whether further homology existed between pUB110 and
pTB913.
The sequence is presented in Fig. 2. By including the length of the newly sequenced
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A B C D
_-+- + - 4.- 4.

0cc-
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Fig. 5. Whole cell lysates of B.subtilis 8G5 harbouring pUBl 10, pUB3, pTB913 or pTB3 without (-) and with
(+) treatment with endonuclease S1.
A: B.subtilis 8G5 (pUBl 10)
B: B.subtilis 8G5 (pUB3)
C: B.subtilis 8G5 (pTB913)
D: B.subtilis 8G5 (pTB3)
The positions of single stranded DNA (ss), covalently closed circle DNA (ccc), linear DNA (Ii) and open circle
DNA (oc) are indicated.

part the total size of pTB913 was determined to be 4,525 bp. Computer analysis showed
a region extending from positions 2350 to 3198, which was completely identical to the
sequence of pUB110 between positions 2188 to 1340 (20). This region includes the
bleomycin resistance gene and the BA3-type minus origin. Therefore, like pUBi 10 and
pMV158, pTB913 contains the BA3-type minus origin. The bleomycin resistance genes
of pUBi 10 and pTB913 conferred resistance to this antibiotic both to B. subtilis 8G5 and
B.stearothermophilus CU21 (results not shown).
Compared to pUB110, the RSA-site of pTB913 contained a one basepair substitution

in the loop of the potential stem-loop structure (See fig 2). A potential RBS was present
between position 3250 and 3257 followed by an ORF starting at position 3267. A potential
promoter was present at positions 3178 to 3183 (-35 region) and positions 3200 to 3205
(-10 region). This would, like pMV158 and pUB 110 place the putative -10 region within
the RSA-site. The free energy (dG°) of binding between the 3' end of the 16S rRNA of
B.subtilis and the RBS was calculated to be -24 kcal/mole (39). The ORF extended from
positions 3267 to 4511.
Effect ofthe BA3 regions on the accumulation ofsingle-strandedplasmid DNA in B.subtilis
and L. lactis subsp. lactis
pLS1, which lacks the BA3-type minus origin (Fig. 3), was constructed by in vitro deleting
the 1,139 bp Eco RI-fragment from pMV 158 (40). pUB3 is a 4320 bp pUBi 10 derivative
from which the BA3-type minus origin was deleted by removing the Fnu DII (position
1549) -Dra I (position 1321) fragment (Fig. 3) (20). This deletion should remove the entire
functional minus origin (15). pTB3 is a 4298 bp pTB913 derivative from which the BA3-type
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IR loop IR homology end points

pUB110 TAAAGTATA GTGTGT TATACTTTA CTTGGAAGT
pMVl58 TAAGTATA GTGTGT TATACTTTA CATGGAAGT
pTB913 TAAAGTATAG TGTG CTATACTTTA CATGGAAGT

pT181 AAGTCTA GTGTGT TAGACTT AAA CTAT

pE194 AAGTCTA GTGTGT TAGACTT TA TGAAATCTAT
pNE131 AAGTCTA GTGTGT TAGACTT TAATG
pT48 AAGTCTA GTGTGTTT TAGACTT TAATG

Fig. 6. Comparison of the RSA regions of plasmids pUBI 10 (20), pMV 158, pTB913, pT181 (25), pE194 (25),
pNE131 (41) and pT48 (42).
The positions of the inverted repeats (IR), loops and the homology end points are indicated. Underlinings represent
differences among the nucleotide sequences.

minus origin was deleted by removing the Fnu DII -Dra I fragment corresponding to that
described above for pUB 10 (Fig. 3).
We examined whether the absence of the BA3-type minus origin affected the accumulation

of single-stranded DNA from these deletion derivatives in B. subtilis 8G5 and L. lactis subsp.
lactis IL1403. Whole cell lysates from cells harbouring pMV158, pTB913 or pUB110
or their corresponding deletion derivatives pUB3, pLS 1 and pTB3 respectively were
isolated. The lysates were devided in two portions, one of which was treated with
endonuclease SI to remove all single-stranded DNA present. After electrophoresis and
Southern blotting the filters were hybridized to non-radioactive labeled plasmid DNA of
the corresponding plasmids. From the results, shown in Figs. 4 and 5, it is clear that deletion
of the BA3-type minus origin from all three plasmids resulted in the accumulation of
considerable amounts of single-stranded plasmid DNA (about 30% in mass), both in
B. subtilis and in L. lactis. This indicates that the BA3-type minus origin is active in both
organisms.
Comparison of the RSA-sites and Pre proteins
The sequence comparison of pMV 158 and pTB913 with pUB 10 revealed a high degree
of homology, not only within the BA3-type minus origin, but also within the nearby RSA
site. Other plasmids have been described to contain an RSA-like site and in Fig. 6 the
RSA regions of plasmids pUBI10, pMV 158, pTB913, pT181 (25), pEl94 (25), pNE131
(41) and pT48 (42) are compared. This comparison shows that two related classes of RSA-
sites can be distinguished. In the RSA sites of the first group, comprising pUB 110,
pMV158 and pTB913, the nucleotide sequence 5' TAAAGTATA 3' and its complement
are present as an inverted repeat (IR). No further homology was observed between the
various members of this group beyond 9 bp on the 3' end of the IR. In the other group,
comprising pT181, pE194, pNE131 and pT48 the IR was formed between the sequence
5' AAGTCTA 3' and its complement.

Adjacent to the RSA sites of pUBIlO, pTB913, pMV158, pE194 and pTl81 ORF's
were present. In pE194 and pT181 it has been suggested that these ORF's encode site-
specific recombination (Pre) proteins (25). This prompted us to examine whether the ORF's
of pTB913 and pMV158 might encode similar proteins. An alignment of the first 210
amino acids of all five proteins is presented in Fig. 7. A very high degree of homology
(85%) was observed between the N-terminal 200 amino acids of the proteins encoded by
pUBi 10 and pTB913, suggesting a similar function for this part of the proteins. Although
the level of homology observed between the N-terminal 200 amino acids of the proteins
encoded by ORF-D ofpMV158 and the Pre protein of pUB 110 was substantially less (45 %),
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Pre protein pIV158
Pre protein pUBllO
Pre protein p1B913
Pre protein pE194
Pre protein pT181

1 MSYMVARMQKMK AGNLG[G]AFK HNEERIVFETH
1 MSYAVCRMQKVKSAG LKIGIMQFIHINQIRIERKSR
1 MSFAVVRMQKMKSYD LKIGIIQFIHINQIRIERESK
1 MSHSILRVARVKGSSNTNIGIIQRIHINQIRIE KNY
1 MSYSIVRVSRVKSGTNTT[ G IQK[HJVQ[RJENNNY

31 SNKDINPSRSHLNYELTDRDRSVSYEK QI KD
31 TINIDIDIIDHERTRENYDLKN DKNIDYNERVKIE
31 TINIPIDIIDKE RSHENYDL VN DEPIDYNERVKIE
32 NINIKIDIINHEETYKNYDLIN AQNIKYKDKIDIE
32 ENIEDIDHSKTYL NYDLVNANKQ N F N N L I DEJ

62 YVNENKVSNRAIRKDAV LCDEWIITSDKDIF
61 II ESQKTGTRKTRKDAV LVNELLVTSDRDIF
61 IIESQKVGTRKTRKDA V LVNELIV TSDRHIF
62 TIDENYSGKRKIRSDAIRHVDG LVTSDKDIF
62 KIEQNYTGKRKIRTDAIKHIDG LITSDNDF

92 FEKLD E[Q TRTFFETIAKNYFAENYGESNI
91 FEQLDPGIEIQ KR FFEEISIYKLFSERYGKQNI
91 FERLDPDIEIQ KR FFE EISIYKLFADR YGKQNI92 FDDL SGIE|EIER FFKDIS|LEFLENEYGKENM92 FDNQT PIEID TKQFFEY6JKEFLEQEYGKDNL

121 AYASVHLDESTPHMHMGVVPF ENGKLSSKA
120 AYATVHNDEQTPHMHLGVVPM RDGKLQGKN
120 AYATVHVDEKTPHMHLGVVPM RDGKLQGKN
121 LYATVHLDERVPHMHFGFVPLTEDGRLSAKE
121 LYATVHDEKTP H M HIYLGVVPIITDD S AKE

151 MF DIREELKHIEDLPRYM]SDHGFELERGKL
150 VF N|RIQELLWLQD|KFPEHIM|KKQ|GF|EIL|KIRGIER
150 VF NIRIQELLWL|QDIKFPEHIMIQKL|GFIDILQIRGIEK
152 QLGNIKIKDFTQLQDIRFNEYIVINEKIGYIEILEIRGIT
152 VVGNKJKALTAF[A RFNEHVYJKQRGYGLE[G Q

181 NSEAKHKTVAEFKRAMADMELKEELLEKYHA
180 GSDRKHIETAKFKKQTLEKEIDFLEKNLAVK
180 GSDREHIETSKFKKQTLEKEIDLLENELKNK
182 SKEVTEREHKANDQYKKDTVFHKQELQEVKD
182 SRQVTNAKHEQISQYKQKTEYHKQEYERESQ

Fig. 7. Alignment of the first 210 amino acids of the putative Pre proteins of pMV158, pUBI 10 (20), pTB913,
pT181 (25) and pE194 (25). Amino acids, conserved in all five proteins are boxed. Asterisks indicate amino
acids differing between the two subgroups (pMV158, pUBl 10 and pTB913 versus pE194 and pT181), but conserved
within those subgroups.

boxes of conserved amino acids were present. These boxes were present in all five proteins
shown in Fig. 7. This suggests that at least the N-terminal parts of these proteins share
similar functions. The results also show that the Pre proteins of pMV158, pUBI 10 and
pTB913 on one hand were more related to each other than to those of pE194 and pTl81
on the other (Fig. 7, indicated with asterisks). No conserved stretches of amino acids were
observed in the C-terminal portions of the five proteins (results not shown).

DISCUSSION
pMV158, originally isolated from S.agalactiae, replicates according to the rolling-circle
model (2,3,4). Although a minus origin of the paJA-type (44) is present on the pLS1 deletion
variant ofpMV 158 (4), the present work indicated that, in contrast to pMV158, less efficient
conversion of single- to double-stranded DNA was observed with pLSl in B.subtilis. Similar
results were obtained in L.lactis (results not shown). This suggested that an alternative

7291



Nucleic Acids Research

minus origin might be present on the 1.1 kb Eco RI-fragment, which had been deleted
from pMV 158 to construct pLS1. This prompted us to sequence pMV 158 to completion.
The results (Figs. 1 and 4) show that, indeed, a minus origin is present, and is more than
99% homologous with the BA3 conversion signal of pUBi 10 (13,14, 15). This means
that pMV 158 contains two minus origins: one of the palA-type (9,44) and one of the
BA3-type. To our knowledge pMV158 is the first naturally occurring plasmid which has
been found to contain two minus origins. We showed that pLS 1, lacking the BA3-type
minus origin, gave less efficient conversion of single- to double-stranded DNA than pMV 158
in both B. subtilis 8G5 and L. lactis IL 1403 (Fig. 4). This indicates that the BA3-type minus
origin is required for the efficient conversion to double stranded plasmid molecules, at
least in these two organisms. Apparently, the palA-type minus origin is relatively inefficient
in B. subtilis and L. lactis. The latter result is in agreement with the observation of del Solar
et al. (4), who showed that the palA-type minus origin is not very efficient in B. subtilis.
The observation that pMV158 contains two different minus origins may, at least in part,
explain the broad host range character of this plasmid: the palA sequence was reported
to be efficiently used in S.pneumoniae (4), and, somewhat less efficiently, in E. coli (4).
The functioning of this pMV 158 encoded palA-type minus origin in other streptococci
(pMV158 was isolated from S.agalactiae) and in staphylococci, in which other members
of the palA family are active (9,44), has so far not been examined. Interestingly, the
BA3-type minus origin appeared to be highly efficient in two non-related Gram-positives:
B.subtilis and L. lactis. This is a rather unusual finding, since the activity of most of the
minus origins studied so far is limited to one or only a few closely related species (9).
pTB913 is a spontaneous deletion derivative of the thermophilic Bacillus plasmid pTB 19.

The high level of similarity (99%) of its replication functions with those of pUBl 10 (23,24)
suggested that, like pUBI 10, pTB913 would replicate according to the rolling circle-model.
Our search to demonstrate a cognate minus origin resulted in the detection of a conversion
signal identical to the BA3-type minus origin of pUBi 10. Therefore, the present paper
extends BA3-type minus origins to three plasmids, isolated from non-related species:
pUBI 10 (from Staphylococcus aureus); pMV158 (from Streptococcus agalactiae) and
pTB913/pTB19 (from a thermophilic Bacillus). This observation lends support to the view
put forward by Gruss and Ehrlich (9), that the replication systems of many rolling-circle-
type Gram-positive plasmids are closely related. Due to the high recombination potential
of the single-stranded replication intermediates, large blocks of functionally related sequences
could be shuffled around between plasmids. The BA3-type minus origin might be an
example of such a block. Since in the plasmids studied sofar (pUB 110, pMV158, pTB913)
sequence divergence occurs just beyond the RSA-site, we speculate that this potential stem-
loop structure was, in an unknown way, involved in this process. Interestingly, the
comparison between pMV158 and pUB110 (or pTB913) showed that the sequence
divergence at the other end also occurred at a potential stem-loop structure (near the Fnu
DII site at position 1547 of the pUB 110 sequence). This stem-loop structure contains an
inverted repeat of 10 bp (dG°= -11.2 kcal/mole) and a loop region of 3 bp.
On one side of the BA3-type minus origins of pMV 158, pTB913 and pUB 110 a small

potential stem-loop structure was present, designated before as the RSA site (25,38).
Comparison of the RSA sites of these plasmids with those of pT 181, pE 194, pNE131 and
pT48 showed two distinct, but related groups of RSA sites (Fig. 6). In the first group,
comprising pTB913, pMV158 and pUB 110, the homology end point was located at 9 bp
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beyond the RSA site. A similar observation was made in the second group, comprising
pTl81, pNE131, pT48 and pE194.
The RSA sites of pTB913, pMV158, pUBIlO, pTl81 and pEl94 were followed by

ORFs encoding proteins which showed considerable levels of similarity, exclusively in
the N-terminal part of the proteins, suggesting that these proteins are related and have
a common function. For pT181 and pE194 these proteins, designated as Pre proteins
(plasmid recombination enzyme), have been shown to be involved in the Rec-independent
formation of cointegrates between plasmids containing RSA sites (25,38). It was suggested
(25) that after binding to the RSA site the Pre protein promotes the formation of
cointegrates with other plasmids containing RSA sites. All five proteins contain conserved
positively charged amino acids (Arg and Lys). It is conceivable that these amino acids
are involved in the binding of the Pre protein to the RSA site (43). Interestingly, the Pre
proteins of pTB913, pMV158 and pUBI 10 are more related to each other than to those
of pTl81 and pE194. These groupings coincide with the catagories of RSA sites described
above. This suggests that the various Pre proteins recognize specific RSA sites.

It has been speculated that the Pre protein may be involved in plasmid maintenance (25).
Although unequivocal proof is lacking, results from our laboratory (13) indicate that deletion
of the pre gene of pUBi 10 derivatives, larger than 10 kb, results in increased rates of
segregational plasmid loss. In addition, we have recently shown that a frameshift mutation
in the gene encoding the Pre protein destroyed conjugative mobilization of pMV158 (46).
Therefore, we suggest that the interaction of the RSA site and Pre protein not only serves
a function in plasmid maintenance, but also contributes to the distribution of small antibiotic
resistance plasmids among Gram-positive bacteria. The latter feature might help in the
spread of minus origins, such as BA3, and other plasmid functions among different Gram-
positive bacterial backgrounds.
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