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ABSTRACT The regulatory gene levR of the levanase
operon ofBacillus subilis was cloned and sequenced. It encodes
a polypeptide of Mr 106,064 with two domains homologous to
members oftwo families of bacterial activators. One domain in
LevR is homologous with one region of bacterial regulators
including SacT and SacY of B. subtifis and BgIG from Esch-
erichia coli. Another domain ofLevR is homologous to one part
of the central domain ofNifA and NtrC, which control nitrogen
assimilation in Gram-negative bacteria. The levanase promoter
contains two regions almost identical to the -12, -24 consen-
sus regions present in 54-dependent promoters. The expres-
sion of the levanase operon in E. coli was strongly dependent
on of4. Taken together, these results suggest that the operon
is expressed from a -12, -24 promoter regulated by a
54-like-dependent system in B. subtilis.

In Bacillus subtilis, the expression of the levanase operon is
inducible by fructose and is subject to catabolite repression
(1, 2). A fructose-inducible promoter has been characterized
2.7 kilobases (kb) upstream from the sacC gene, which
encodes levanase. sacC is the distal gene of an operon
containing five genes: levD, levE, levF, levG, and sacC (3).
The first four gene products are involved in a fructose-
phosphotransferase system (fructose-PIS) in B. subtilis and
share homology with the mannose-PTS of Escherichia coli
(3). sacL mutants that constitutively express the levanase
operon have been isolated (1). Three of the corresponding
mutations have been located by DNA sequencing within the
two most upstream genes of the levanase operon. The
analysis of these constitutive mutations led to the conclusion
that levD and levE gene products are involved in a fructose-
N'S and are also negative regulators of the expression of the
levanase operon. A specific component of the PNS is in-
volved in induction of the bgl operon, which allows the
utilization of B-glucosides in E. coli (4, 5). By analogy with
the bgl system, the following model of regulation was pro-
posed: in the presence of fructose LevD, LevE, LevF, and
LevG polypeptides with the general proteins ofthe PNS make
up a phosphotransferase cascade, leading to the transport and
phosphorylation of fructose. In the absence of fructose, the
phosphate group is transferred probably via the levD and levE
gene products to the product of a regulatory gene not yet
identified, thereby abolishing its activity (3).

In this work, we have cloned the upstream region of the
levanase operon and identified a positive regulatory gene
called levR, which controls the expression of the operon.t
The deduced LevR polypeptide has a molecular mass of 106
kDa. It contains two domains. Domain A shares similarity
with the central domain of NifA and NtrC, two activator

proteins controlling assimilation and fixation of nitrogen in
several Gram-negative bacteria including Klebsiella pneumo-
niae and Rhizobium meliloti (6, 7). Domain B is similar to
SacT and SacY, two regulatory proteins of the sucrose
regulon in B. subtilis (8, 9), and to BglG, the regulatory
protein of the bgl system in E. coli (10, 11). The levanase
promoter contains two regions almost identical to the -12,
-24 consensus regions present in o-54-dependent promoters
(12). Moreover, it is shown that, in E. coli, expression of the
levanase operon requires the presence of both levR and ntrA
gene products.

MATERIALS AND METHODS
Bacterial Strains. E. coli TG1 (13) was used as a host for

pHV143ld derivatives (14, 15), for pHT3101 derivatives (16),
for pAC2 derivatives (see below), and for the sequencing
vectors mpl8 and mpl9 (17). pHV1431d contains the pAMP1
origin of replication (14). pHT3101 contains an origin of
replication from a Bacillus thuringiensis resident plasmid
(16). pAC2 contains the pBR322 origin of replication (18). E.
coli ET8000 ntrA' and ET8045 ntrA::TnJO (19) were used to
test the expression of the levanase operon. B. subtilis 168
trpC2 and QB169 trpC2 sacL8 (1) were used as recipient
strains during the construction of pRL2 and pRL3 plasmids.
sacL, and sacLS alleles of levR on multiple copy plasmids
were introduced into, and maintained in, B. subtilis lA510
recE4 leuA8 argi5 thrAS stp (20). Strain QB5500 was con-
structed as follows. QB5030 trpC2 sacC-lacZ erm (3) was
transformed with linearized pJC30 plasmid. The kanamycin
cassette was introduced into the chromosome by homologous
recombination. One kanamycin-resistant (kanR) chloram-
phenicol-sensitive (cm') transformant was purified and char-
acterized as QB5500 levR::aphA3 trpC2 sacC-lacZ erm.
QB5038 levD::aphA3 trpC2 was constructed in the same way
except that linearized pJC23 was used to transform B. subtilis
168. One kanR cm' transformant (QB5038) was isolated.

Plasmids. The plasmids used in this work are described in
Fig. 1. pJC30 was constructed as follows. A 1.5-kb Cla I
restriction fragment containing the aphA3 gene (21) encoding
kanamycin resistance was purified from plasmid pKa (8).
This DNA fragment was cloned into the single Cla I site of
pJC6 (2, 3). pJC23 was constructed by inserting the 1.5-kb
aphA3 DNA fragment into the EcoRV site of pJC6. During
this construction, the Cla I restriction sites were made blunt
by using the Klenow fragment of DNA polymerase I. To
construct a B. subtilis gene bank, Pst I-linearized pHV1431d
plasmid DNA and Pst I-digested chromosomal DNA of

Abbreviations: PTS, phosphotransferase system; UAS, upstream
activating sequence; ORF, open reading frame.
tThe sequence reported in this paper has been deposited in the
GenBank data base (accession no. M60105).
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FIG. 1. Simplified restriction maps of
the cloned DNA fragments used in this

pJC23 work. The beginning of the sacC gene is
located 127 bp downstream from the Pst
I site after the levG gene (3). pRL1,

pJC30 pRL2, pRL3, and pRL4 are E. colil/B.
subtilis replicons. pRL2 and pRL3 con-
tain the wild-type allele and the consti-
tutive allele (sacL8) of levR, respec-

pRL4 tively. levD and levR are interrupted in
plasmid pRL1, pJC23, and pJC30 by an

pRL6, pRL7 aphA3 cassette. pJC23, pJC30, pRL5,
pRL6, and pRL7 are E. coli replicons. Pf,
fructose-inducible promoter. B*, BamHI

paL5~restriction site was not regenerated dur-
ing the cloning of the partial Sau3A frag-
ment. P, Pst I; S, Stu I; El, EcoRI; C, Cla
I; EV, EcoRV.

QB5038 were ligated at a high concentration (50-100 ,ug/ml)
and used for direct transformation of competent cells of B.
subtilis lA510 (Rec-). One kanR clone was purified and the
plasmid DNA was extracted. This plasmid was called pRLO
(data not shown). The 7.5-kb Pst I fragment cloned in pRLO
was transferred into the Pst I site of the plasmid pHT3101
giving pRL1. pRL2 (sacL+) and pRL3 (sacL8) were obtained
by in vivo recombination in the 168 (Rec') and QB169 (Rec')
strains, respectively, as described (8). Plasmid pRL4 was

constructed as follows. An EcoRI restriction site is located in
the pUC19 polylinker ofplasmid pRL3, downstream from the
levG gene (Fig. 1). A 4-kb EcoRI fragment was purified from
pRL3 and cloned into the single EcoRI site of pHT3101 to
give pRL4. pRL5, pRL6, and pRL7 plasmids were con-

structed as follows. An 8-base-pair (bp) Bgi II linker was

cloned into the Sma I site of pAFI (18). Subsequently, the
EcoRI/Sac I fragment ofpIS112 (22) was purified and cloned
between the EcoRI and Sac I sites of the resulting plasmid,
giving pAC2. A translational gene fusion of the amino-
terminal part of IevD to codon 8 of lacZ was constructed in
pAC2. Pst I/EcoRV DNA fragments containing levR and the
promoter of the levanase operon were purified from pRL2
(sacL+) and pRL3 (sacL8), treated with T4 DNA polymerase
enzyme, and cloned into the Sma I site ofpAC2, giving pRL6
(sacL+) and pRL7 (sacL8). A Stu I/EcoRV fragment con-

taining the promoter of the operon was purified from pRL2
and cloned into the Sma I site of pAC2 plasmid, resulting in
pRL5.

Transformation and Selection of Recombinants. E. coli was
transformed as described (2) with selection on Luria broth
plates containing ampicillin (100 t&g/ml). Transformation of
B. subtilis was as described (15) and selection was carried out
on SP plates (2) containing erythromycin (25 ttg/ml) or

kanamycin (5 tig/ml).
8-Galactosidase Assays. E. coli cells containing lacZ fu-

sions were grown at 370C in M9 medium (23) containing 0.4%
glycerol, 0.1% L-glutamine (7 mM), and ampicillin (100
jig/ml). f3-Galactosidase assays were carried out as described
by Miller (23). B. subtilis cells containing lacZ fusions were
grown in CSK (medium C supplemented with potassium
succinate and potassium glutamate) minimal medium (8)
containing 0.2% fructose as the inducer when needed and
each auxotrophic requirement at 100 jig/ml.

DNA Manipulations. DNA sequences were determined by
the dideoxynucleotide chain-termination method with single-
strand M13 phages as template (24) and modified T7 DNA
polymerase (Sequenase, United States Biochemical). The
nucleotide sequence of the second strand was determined by
using a series of synthetic oligonucleotides that prime at
intervals of 200 nucleotides. The sacL8 mutation was previ-
ously mapped between the promoter of the levanase operon
and the BamHI* of pJC6 (3). A 642-bp DNA fragment
containing the sequence upstream of the operon promoter
was amplified by the PCR technique. Two oligonucleotides,
5'-AAAGGATCCAACACAGTTGTGTTAAGCG-3' cen-
tered on the -40 region of the promoter and 5'-GGGAAT-
TCTGGAAGACATTCTAACCACG-3' corresponding to the
Stu I restriction site located in levR, were used for DNA
amplification. The two oligonucleotides include mismatches
to the wild-type sequence leading to the creation of EcoRI
and BamHI restriction sites. The amplified fragment was

cloned in mpl8 and mpl9 vectors. Three independently
isolated templates were sequenced for each mutant to iden-
tify the errors due to the amplification procedure (25). The
DNA sequence located between the Stu I and BamHI* sites
was obtained as follows. The 2.8-kb Stu I fragment from
pRL3 (Fig. 1) was isolated and cloned into vector mpl8
linearized with Sma I. The DNA sequence of the insert was
determined on both strands.

RESULTS

Characterization of a Regulator of the Levanase Operon.
Two lines of evidence strongly suggested that a regulatory
gene located just upstream from the levanase operon plays a

role in the operon expression. (i) The end of an open reading
frame (ORF), at least 600 bp long was previously observed
preceding the promoter region (3). Gene disruption experi-
ments were carried out to inactivate the expression of this
gene by the introduction of a cassette containing a kanamy-
cin-resistance determinant into the ORF. The construction
was introduced into the chromosome ofB. subtilis QB5030 by
homologous recombination via a double crossover event,
giving strain QB5500. The QB5030 contains a sacC-lacZ
transcriptional fusion allowing a convenient assay for leva-
nase expression (2). Strains QB5030 and QB5500 were grown
in CSK minimal medium in the presence or absence of 0.2%
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fructose as the inducer. B-Galactosidase activities were de-
termined and are presented in Table 1. Disruption of the
upstream ORF results in a total loss of inducibility of the
levanase operon. It was therefore concluded that the product
of this ORF is essential for the expression of the operon. (ii)
The sacL8 constitutive mutation was previously mapped in a
900-bp fragment upstream from the promoter of the levanase
operon (3). DNA sequencing of this region showed that this
mutation is located within the coding sequence of the regu-
latory gene (see below). These results prompted us to clone
the upstream region of the promoter of the levanase operon.

Cloning of the Regulatory Gene. The strategy used to clone
the upstream region was to construct a strain containing a
selective marker (aphA3) inserted in the first gene of the
operon (Fig. 1). A kanamycin cassette was introduced into
levD of strain 168, giving strain QB5038. The close linkage
between the upstream ORF and the first gene levD was used
to clone directly in B. subtilis the regulatory gene. Plasmid
pRL1 was obtained in this way. A restriction map ofpRL1 is
shown in Fig. 1. To study the effect of the sacL8 allele in a
sacL' background, the sacL8 constitutive allele was cloned
in vivo by gene conversion starting from plasmid pRL1. The
resulting plasmid was called pRL3 (Fig. 1). As a control, a
sacL'kans derivative, called pRL2, was obtained from pRL1
in the same way (Fig. 1). pRL2 (sacL+) and pRL3 (sacL8)
plasmids were introduced by transformation into the 1A510
(Rec-) strain of B. subtilis. A high constitutive level of
levanase synthesis (320 units per mg ofprotein) was observed
in the strain containing plasmid pRL3. The level of levanase
synthesis induced by 0.2% fructose in 1A510 (Rec-) strain
containing pRL2 is 10 units per mg of protein. This low level
oflevanase synthesis in the wild-type-induced strain could be
a consequence of catabolite repression as observed (1, 2).
This indicates that the sacL8 allele placed on a multiple copy
plasmid is functional and dominant over the wild type. To
characterize further the regulatory gene on the 7.5-kb Pst I
fragment, subcloning experiments were performed. The re-
sulting plasmid pRL4 (Fig. 1) was introduced by transforma-
tion into the 1A510 strain ofB. subtilis. Levanase expression
was tested on SP plates containing erythromycin (2). Expres-
sion was abolished in this case (data not shown). This result
shows that sequences located upstream from the EcoRI
restriction site are required for full expression ofthe levanase
operon.
DNA Sequence of the Upstream Region of the Levanase

Operon. The DNA sequence of a 3.0-kb DNA fragment
upstream from the levanase operon promoter was determined
on both strands by the dideoxynucleotide chain-termination
method. The sequenced region extends 150 bp upstream from
the EcoRI restriction site (Fig. 1). An ORF starting with an
ATG codon preceded by a putative ribosome binding site
(SD) AAGGA was found. This ORF encodes a polypeptide of
938 residues with a deduced molecular weight of 106,064 (Fig.
2). A region of dyad symmetry followed by a region rich in T

Table 1. Effect of disruption of the IevR gene in B. subtilis

,8-Galactosidase
specific activity

CSK CSK Fru
Strain Relevant genotype medium medium

QB5030 sacC-lacZ' 30 420
QB5500 sacC-IacZ'IevR::aphA3 10 2

Cultures were grown at 37°C in medium C supplemented with
potassium glutamate and potassium succinate (CSK) with or without
0.2% fructose (Fru) as the inducer. 3-Galactosidase specific activi-
ties were determined in extracts prepared from exponentially grow-
ing cells. The values mentioned are the mean values of three
independent measurements and are expressed as Miller units per mg
of protein.

DVRRIDKI D I Q FSAKE SSF 50
MT NL YI VEQtnDFSG 100
NSBQEHISETNPLEIMQGAKSLKKAISQAKAAVrYPPNGLBHMLLLGPT 150
GSGKSLFANRIYQAIYSDILKAGAPFIFNICYYNNP L QG 200
KGSYG ZAGVQNGGIELPPEGQXDhEL IDSGSYNR 250
LGESEHUTSNVLFICATTNIPSSAL'ITLRRIPWrIRIPSLSLNE 300
RVDLTLLGKEAERIKKNLSVBIDVYNALIESITGNVQQLKSNVQLVC 350
AHGM F*l TVDDRNEVELtSS DLIDES 400
IISPIVEDETTKIDEDLSFNLYLIE1IrM K ILTDV 450
IBLHSEVVSYYQQANLLTrVDDV12IILKEWDCTFDPI 500
YFrLSMDArLGKQIDVLNTQK D VI Q F 550
KVAIPEIEVIYL TIISIKSLWnGIIVAAH=STASSIMVATL 600
LGSTPIAAVDMWLTVSPSDILZCVAZIOUCQVDEGEGVILVDW6SLAWZ 650
SRLEETGISI!TISNVTTSMVLI&VRKDYLNIILH&IYQSVTKDFIIL 700
WERQPASGKALVSICTTGS LDILTTIMUMTPIEILTVS 750
SIKANSInKIEKEYEILATVGTKDPKINWPSVSLEIGZWGELIQQA 800
ITKGSISSNG IIVRZLCZDSLKKYLVFIBHEVIaHLLEWLQTV 850
QDELGVIrNAVL Ta nRVPIAFLEDQLV 900
VTWERTLAPY---GLRISDDEK.IIFEVHGQLF 938

FIG. 2. Amino acid sequence deduced from DNA sequence of
levR.

residues is found 19 bp after the stop codon. This region could
form a stem and loop structure and may be a transcription
terminator (see Fig. 4). The nucleotide sequence of the sacL8
mutation was determined by using chromosomal DNA from
strain QB169 (sacL8), amplified by the PCR technique. The
sacLM mutation is located in the levR regulatory gene. This
mutation corresponds to a C -+ T transition transforming a
CAG codon (Gln-798) into TAG (stop).
Comparison of the Amino Acid Sequence of the LevR

Polypeptide with That of Known Regulatory Proteins. A
computer search for similarities with other proteins revealed
that the LevR polypeptide shares homologies with members
of a class of regulatory proteins such as NifA and NtrC. A
domain, which we called domain A (Fig. 3A), composed of
200 residues shares extensive similarity with NifA and NtrC
of K. pneumoniae and NifA of R. meliloti (26, 27). Potential
ATP-binding sites were observed in strongly conserved re-
gions of the central region of NifA, NtrC, and in other
homologous activators such as DctD from Rhizobium legu-
minosarum and XylR from Pseudomonas putida (7). These
potential ATP-binding sites of domain A are present in
several nucleotide-binding proteins and form part of the
ATP-binding site of adenylate kinase (28). They are also
present in LevR (boxed in Fig. 3A).
A second domain, domain B, of 161 residues is similar to

that of members of another family of bacterial regulatory
proteins known as transcriptional antiterminators: SacT and
SacY from B. subtilis and BglG from E. coli (Fig. 3B).
Conservative replacements were taken into account when
comparing domain B to other proteins. The similarity be-
tween LevR and transcriptional antiterminators is surprising
since no terminator was found downstream of the promoter
of the operon (2). The four proteins share a common prop-
erty: they are negatively controlled by the PTS (3, 8, 29, 30).
This may explain the regions of sequence conservations.
The Promoter of the Levanase Operon. The fructose-

inducible promoter of the levanase operon has previously
been mapped in B. subtilis by primer extension (2). The -35
and -10 regions are weakly similar to those of &'^-controlled
promoters, as observed (2). Close inspection of DNA se-
quence revealed that the levanase promoter is similar to the
-12, -24 promoters. The -12, -24 promoters control the
expression ofgenes involved in nitrogen assimilation but also
control unrelated metabolic functions (7, 31). The general
features of this type of promoter are as follows: (i) They do
not have the typical consensus sequences of E. coli promot-
ers at -35 and -10 regions. They have a consensus 5'-
CTGGCACN5TTGCA-3' sequence centered on positions

Proc. Natl. Acad Sci. USA 88 (1991)
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Bs LevR 200 KRGSFTGAAEDKAGLVQANGlILFMDKItRRLPPEGQEtMZFYFDsS!SYNaRLGESE 255

Kp Nif A 286 EXG£AWrTGAVRQRKRGRFEILADGO:TLFLDEDIXGESSASFQAKLLRILQEGEMERVGGDE 340
Rm NifA 273 EGAFWTGAIAQRVGRFESA GGTXLLDE!IGEIPPAFQAKLLRVXQEGEFEIRVGTK 328
Kp NtrC 213 EKGAFYTGANTVRQGRFEQ3ADGGTLFFLDEIGDMPLDVQTRLLRVLADGQEFYRVGGYA 268

Bs LevR 256 HKRTSNVLFICATTENPPSSALLlT---- LRIPMT'IH:IPESLERESLNERVDLT 305
Kp NifA 341 TLRV-)NVRIXAATNRHLEzEVRLGHFREDLYYRLNVMPZALFPZRHRQEDIAELA- 394
Rm NifA 329 TLECV-DVRL'FATNKDLEMAVQNGEFREDLYYEIESGVPLILPP LNRHRDGDIPLLAR 383
Kp NtrC 269 PVKV-DVRIIAATHQNLELRVQEGKFREDL3HRLNVIRVR'LPP'LRERREDIPRLAR 323

Bs LevR 306 TtLLGKEiARIKKNLSVRIDVYNALIHSAKFGNVGQLXSN 345
Kp NifA 395 HFLVRKIAHSQGRTLRISDGAIRLLMEYSWPGNVRELENC 434
Rm NifA 384 AF8LQRFNEEN-GRDLHFAPSALDHLSKCKFPGNiVRELENC 422
Kp NtrC 324 HFLQIAARELGVEAKQLHPETEMALTRLAWPGNVRQLENT 363

B
Bs LevR 411 TR DEDISFiLYHLX-EE-RVRTLi4KEGLSXKDINQY:ILTDVHLHVl8WFHHQ-- 461
Bs SacT 1 MKIYKVLNNNAALIK-EDDQEzIVMGPGIAFQKXK9NDLZPMNKV-EKIFVVRD.-- 51
Bs SacY 1 M)IXXRILNHNAIVVK-DQNEE9ILLGAGIAFNKKKNDIVDPSKX-E9TrIRKDTP 53
Ec BglG 1 MNMQITKILNNNVVVVIDDQQREXVVMGRGIGFQKRAGERINSSGZ-EKEYALSSHE 56

BeS LevR 462 ArQI -DNLLTFVEDDVIQMTXQLKEIAEHELDCTFDRKFIYFLBSMHXDAFLK&RGKQI 517
Bs SacT 52 ENEKF9KQILQTLPEEHIEIAEDIISYAEGELAAPLSDHIHIALSDHLSFA IERIQNG 108
Bs SacY 54 DYKQFHEILETLPEDHIQISEQIISHAZKELNIXINERIHVAFSDHLSFAZERLSNG 110
Ec BgiG 57 LNGRLSELLSHtPLHV36ATCDRISLAQERLG-KLQDSIYISLfDECQFA IXRFQQN 109

Bs LevR 518 DVLNTQETDEIRDTHVSEYRVAMIFKDKRQEYFKVA1P'ZI8VI T8LZIISIxSL 572
Bs SacT 109 LLVQNKLLHEIKALYKKEYEIGLWAIGHVKETLGVSLPEDEAGYIALHIHTAKMD 163
Be SacY 111 MVYKNPLLNEI1KVLYPXEFQIGLWARALIKDKLGIHIPDDzrGNI'A!4HIHTARNN 165
Ec BgIG 110 VLLPNPLLW3IQRLYPKES'QLGEEALTIIDKRLGVQLPKDEVGFIANHLVSAQM- 163

-24, -12. (ii) They are recognized by a specific RNA strain when thelevR+
polymerase cr54 factor encoded by ntrA. (iii) A positive plasmid. In this case, a

regulatory protein interacts with upstream activating se- observed compared wi
quences (UASs) to stimulate the transcription (12, 31). stimulation was not c
The DNA sequence of the levanase promoter revealed at introduced into the ET

-24 and -12 positions two sequences identical with those indicates that v.54is inv
found in most NifA and oa54controlled promoters (Fig. 4). operon at least in E. c

Eleven bases of the 12 are identical with the consensus when
comparing the -12, -24 promoters. Moreover, a UAS-like
element (TGTNOACA) centered at position -132 was also
found upstream from the transcription start site of the leva- The results obtained in
nase operon in the putative transcriptional terminator of the region of the levanase i

levR gene. This conservation of DNA sequences suggests levR gene involved in e:
that the levanase operon is controlled by a cr54-type promoter five genes of this op
in B. subtilis. Since the equivalent ntrA gene ofB. subtilis has promoter, which has I
not yet been described, no o54 defective mutant is available. subtilis (2). No transcri
Thus, we used a set of isogenic E. coli strains ET8000 (ntrA+) try was found betwee
and ET8045 (ntrA) to test the dependence of the promoter on operon. Two domains,
cr54. A series of plasmids was constructed containing trans- and 161 residues, were
lational levD-iacZ fusions in which the /3-galactosidase is found between domair
expressed from the levanase promoter. These plasmids con- surprising because the 1l
tain the levR+ gene (pRL6) or the sacL8 allele (pRL7). A not controlled by an an
deleted plasmid without the levR gene was also constructed this may reflect the f.
and used as a control (pRL5). The ET8000 and ET8045 strains negatively controlled b

were transformed with these plasmids (Table 2). P-Galacto- Bg1G, the antiterminatoi
sidase was expressed constitutively in the ET8000 (ntrA+) of E. coli, is regulated t

The products of ievD

TTTTTCATATGAACCfMTTAAATGGA&&CATTTTAATACAGGTTTATTTTTTTCGT levnso perof ae-' ' ~~~~~~~~~~levanaseoperon, are en

TTTAAGTGTTTCAACAACAAATTGCTATTGGCTGAAATAACAATGAAAACGCTTAACACA Table 2. Dependence of 4

-24

+1 coli on ntrA and levR gene

ACTGTGTTGGCACGATCCTTGCATTATATATGGATGTACAAAACAGGAAAGGAGCAATAG

SD

ATATG ATT TCA GTT ATT ATC AGC GGT CAT GGA GAT TTT CCC ATA GCA Plsmd

Not Ile Ser Val Ile Ile Ser Gly His Gly Asp Phe Pro Ile Ala asmi

pRL5 (Pf-levD-lacZ)
FIG. 4. Promoter region of the levanase operon. The sequence of pRL6 (levR+, Pf-levD-laci

a 227-bp fragment is presented, including the beginning of the levD pRL7 [levR(sacL8) Pf-levi
coding sequence. The potential ribosome binding site (SD) is under-
lined. The transcription start point (+1) mapped in B. subtilis is E. coli ET8000 (ntrA+) a

indicated by a vertical arrow. The -12 and -24 regions correspond- pRL5, pRL6, and pRL7 pla

ing to the transcription start point are overlined. Convergent arrows medium containing 0.4% gl
indicate the putative transcription terminator of the levR gene. (100lO g/ml). ,-Galactosid,
Putative UAS for levR is boxed. twice and are expressed as

FIG. 3. Comparison of B. subtilis
LevR with similar regulatory pro-
teins. (A) Comparison of B. subtilis
LevR with K. pneumoniae NifA, R.
meliloti NifA, and K. pneumoniae
NtrC. Amino acid sequence of the A
domains of four polypeptides has
been aligned by introducing gaps (hy-
phens) to maximize identity. Identical
residues are boxed and numbers indi-
cate the position of the residues in the
respective protein. LevR is 33% iden-
tical in this domain with NifA of K.
pneumoniae and R. meliloti and with
NtrC of K. pneumoniae. (B) Compar-
ison of B. subtilis LevR with B. sub-
tilis SacT and SacY and E. coli BgIG.
Similar residues are boxed (accepted
conservative replacements are I, L,
V, and M; D and E; A and G; R and
K; S and T; F and Y). The percent-
ages of similarity between LevR and
SacT, SacY, and BglG, in these do-
mains, are 40%, 42%, and 34%,
respectively.

or the sacL8 allele was present on the
L350-fold stimulation of expression was
ith the construction without levR. This
observed when these plasmids were

r8o45 (ntrA) E. coli strain. This result
,olved in the expression ofthe levanase
oli.

DISCUSSION
i this work indicate that the upstream
operon contains a positive regulatory
xpression of the levanase operon. The
)eron are transcribed from a single
been previously characterized in B.
iptional terminator with dyad symme-
n the promoter and the end of the
A and B containing, respectively, 200
e identified in LevR. The homology
n B and SacT, SacY, and BglG is
levanase operon promoter is probably
ititermination mechanism. However,
act that these four proteins are all
)y the PTS. It has been shown that
or ofthe j8-glucoside utilization system
by phosphorylation via the PTIS (30).
and levE, the first two genes of the
izyme III-like, which also negatively

expression of the levanase operon in E.
e products

8-Galactosidase
specific activity

Strain Strain
ET8000 ET8045

30 60
Z) 11,600 110
D)-acZ] 11,400 90

Lnd ET8045 (ntrA) were transformed with
Lsmids. Cultures were grown at 370C in M9
lycerol, 0.1% L-glutamine, and ampicillin
lase specific activities were determined
Miller units per mg of protein.

Biochemistry: Ddbarbouilld et al.



2216 Biochemistry: Ddbarbouilld et al.

regulate operon expression (3). The phosphorylated enzyme
III may transfer the phosphate group either to fructose or to
domain B of LevR, inactivating its function.
The constitutive sacL8 mutation, which eliminates 140

residues from the original polypeptide, was identified in levR.
We may suppose that the carboxyl-terminal domain of LevR
is involved in negative control of the activation process. One
possible hypothesis is that the carboxyl-terminal domain of
LevR masks a functional activator domain. An alternative
hypothesis is that in the sacL8 truncated polypeptide a
conformational change rendered the LevR polypeptide in-
sensitive to negative regulation by the PTS. Other examples
of active truncated activators have been described (32, 33).
Domain A of LevR shares similarity with the well-

conserved central domain of the NifA/NtrC family of bac-
terial activators. It was proposed that this central domain of
NifA/NtrC is specifically required for the formation of open
complexes between ao4 holoenzyme ofRNA polymerase and
the promoters (34, 35). ATP and a specific activator protein
are necessary to catalyze formation of the corresponding
open promoters. Indeed, the central domain of members of
this family contains an ATP-binding site, which is also
present in LevR. In Gram-negative bacteria, NifA and NtrC
interact with promoters recognized by a&4 holoenzyme RNA
polymerase. The consensus sequence of these promoters
called -12, -24 promoters is now well established and differs
from that of the -10, -35 vegetative promoters. The pro-
moter of the levanase operon is very similar to the consensus
of the -12, -24 promoters. It is also well known that NifA
and NtrC interact with specific UASs to stimulate transcrip-
tion. Actually, a putative UAS is present far upstream (-132)
from the promoter of the levanase operon. Deletion mapping
experiments performed in B. subtilis suggest that this puta-
tive UAS is involved in transcription activation of the leva-
nase operon (I.M.-V., unpublished results).
No gene encoding a' has yet been identified in B. subtilis.

Using an E. coli ntrA mutant, we showed that levanase
operon expression is strictly dependent on the presence of
both LevR from B. subtilis and &54 from E. coli. However, we
cannot exclude the possibility that cr54 also controls the
promoter of levR in E. coli. Nevertheless, it is likely that B.
subtilis contains a o.M-like factor. It has been suggested that
these -12, -24 promoters control a large family of regulons
in Gram-negative bacteria (7, 31). Diverse functions including
nitrogen fixation, C4 dicarboxylate transport, assimilation of
poor nitrogen sources, catabolism of aromatic compounds
such as toluene and xylene, pilin formation, and pathogenic-
ity are controlled by 54. These functions are expressed in
response to certain environmental conditions and therefore
need to have sensory systems that transduce the appropriate
signals to the cognate regulators. The levanase operon may
fit this pattern. The physiological functions of levanase after
carbon source depletion could be the degradation of levans,
which are polymers of fructose. It has already been shown
that very low concentrations of fructose induce levanase
synthesis via a signal transduction by a fructose-PTS.
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