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A new type of Erwinia chrysanthemi mutant displaying a derepressed synthesis of pectate lyase was isolated.
The gene mutated in these strains, pecT, encodes a 316-amino-acid protein with a size of 34,761 Da that belongs
to the LysR family of transcriptional activators and presents 61% identity with the E. coli protein LrhA. PecT
represses the expression of pectate lyase genes pelC, pelD, pelE, pelL, and kdgC, activates pelB, and has no effect
on the expression of peld or the pectin methylesterase genes pemA and pemB. PecT activates its own expression.
The mechanism by which PecT regulates pectate lyase synthesis is independent of that of the two characterized
regulators of pectate lyase genes, KdgR and PecS. In contrast to most of the members of the LysR family, pecT
is not transcribed in a direction opposite that of a gene that it regulates. pecT mutants are mucoid when grown
on minimal medium plates and flocculate when grown in liquid minimal medium, unless leucine or alanine is
added to the medium. Thus, pecT may regulate other functions in the bacterium.

The synthesis and secretion of plant cell wall-degrading en-
zymes have been identified as one of the causes of the patho-
genicity of Erwinia chrysanthemi (1). This plant pathogen is
able to provoke the soft rot of a number of vegetable crops in
the field or during storage. E. chrysanthemi 3937 has developed
a set of enzymes to degrade pectin: two pectin methylesterases
(encoded by the pemA and pemB genes) (21, 39), five major
isoenzymes of pectate lyases (encoded by the pelA, pelB, pelC,
pelD, and pelE genes), and at least four secondary pectate
lyases. The gene of only one of them, pell, has been cloned
and studied (24). The action of these enzymes produces satu-
rated and unsaturated oligogalacturonates that can be used as
a carbon source and are metabolized by the products of the
genes ogl, kdul, kduD, kdgK, and kdgA (11, 18, 33). The cellu-
lolytic equipment of E. chrysanthemi is composed of the major,
extracellular endoglucanase Z, the product of celZ (4), and of
the periplasmic CelY protein, the product of celY (13).

The regulation of the pel genes has been studied in vitro and
in planta (23). Numerous factors influence the expression of
the pel genes: growth phase (17), temperature, nitrogen star-
vation, oxygen concentration, osmolarity, the presence of rap-
idly metabolizable sugars (16), iron concentration (12), and the
presence of plant extracts (5) or pectin and pectin catabolism
products (8). This complexity led us to suppose that there are
several regulatory proteins controlling pel gene expression. In
contrast, expression of the genes of the intracellular part of the
pectin degradation pathway seems to be inducible only by
pectin degradation products (8), and no evidence of induction
of the cel genes has been found up to now.

The strategy used in our laboratory to study the regulation of
the pectin degradation pathway has been to look for mutants
synthesizing elevated levels of pectate lyases under uninduced
conditions (17). With E. chrysanthemi 3937, this strategy al-
lowed us to identify two regulatory loci: kdgR and the pecS-
pecM locus. kdgR encodes a repressor that controls all the
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genes involved in pectinolysis: the pel and pem genes, the genes
of the intracellular steps of the pathway, and the out genes that
code for the proteins required for the secretion of pectate
lyases and of the cellulase EGZ (7, 9, 34). A direct role of kdgR
in the regulation of transcription has been proved for most of
these genes: KdgR binds to the KdgR-box, a 17-bp sequence
present in the regulatory region of controlled genes, prevent-
ing their transcription (28). The presence of 2-keto-3-deoxy-
gluconate (KDG), a pectin catabolism product, prevents KdgR
binding on the KdgR-box (27, 28). This fact accounts for the
induction observed in the presence of pectin or pectin metab-
olism compounds. The pecS-pecM locus controls the pel genes,
pemA, celZ, and the outC operon. A mutation in either of these
two genes has the same phenotype, an elevated expression of
the controlled genes. Moreover, pecS and pecM mutants syn-
thesize a blue pigment. According to sequence data, it has
been proposed that PecM could be an integral membrane
sensor and that PecS could be a cytoplasmic regulatory protein
(35). The signal to which these regulatory proteins respond is,
for the moment, unknown.

Although the pectate lyase expression level is high in a
double kdgR-pecS mutant, it remains inducible in the presence
of polygalacturonate (PGA) (35). This suggests the existence
of additional regulatory genes controlling pel gene expression.
In this paper, we describe the characterization of pecT, a new
gene regulating pectate lyase synthesis.

MATERIALS AND METHODS

Bacterial strains, plasmids, and culture conditions. Bacterial strains and plas-
mids used in this study are described in Table 1. E. chrysanthemi and Escherichia
coli cells were grown at 30 and 37°C, respectively, in Luria broth medium or M63
minimal medium (25) supplemented with a carbon source (0.2%, except PGA
and pectin [0.4%]) and, when required, with amino acids (40 wg/ml) and the
following antibiotics at the concentrations indicated: ampicillin, 100 pg/ml; ka-
namycin, 50 pg/ml; and chloramphenicol, 20 pg/ml.

Genetics techniques. Transduction with phage $EC2 was done as described by
Résibois et al. (32). Marker exchange recombinations were obtained after growth
in a low-phosphate-concentration medium as described by Roeder and Collmer
(36). Tn5 mutagenesis was performed with plasmid pMO194. An overnight
culture of Pseudomonas aeruginosa PAO5(pMO194) (0.2 ml) was mixed with 0.2
ml of a culture of strain A350 on an M63 agar plate. After 5 h at 30°C, cells were
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TABLE 1. Bacterial strains, plasmids, and phage used in this study

Strain Genotype(s) Source or reference
Strains
E. chrysanthemi
3937 Wild type 20
A266 kdgK::MuAp lac 18
A350 ImrT(Con) lacZ2 17
A691 ImrT(Con) lacZ2 kduD::MuAp lac 8
A837 ImrT(Con) lacZ2 kdgR 10
A1671 ImrT(Con) lacZ2 kdgC::MudI1734 11
A1787 pelB::uidA-Kan 16
A1789 pemA::uidA-Kan 16
A1798 pelD::uidA-Kan 16
A1828 pelE:uidA-Kan 16
A1831 ImrT(Con) lacZ2 outT::Mudl1734 Laboratory collection
A1832 ImrT(Con) lacZ2 outD::Mudl1734 Laboratory collection
Al1854 ImrT(Con) lacZ2 outB::MudlI1734 Laboratory collection
A1880 pelC::uidA-Kan 16
A1888 pelA::uidA-Kan 16
A1903 ImrT(Con) lacZ2 outS::uidA-Kan 7
A1956 ImrT(Con) lacZ2 pecT::Tn5 This work
A1988 ImrT(Con) lacZ2 pelL::uidA-Kan 24
A1995 ImrT(Con) lacZ2 celZ::uidA-Kan S. Reverchon
A2011 ImrT(Con) lacZ2 pecS::uidA-Kan 35
A2148 ImrT(Con) lacZ2 pecT::uidA-Cm This work
A2174 ImrT(Con) lacZ2 pecT::Cm This work
A2182 ImrT(Con) lacZ2 pecT::uidA-Kan This work
P. aeruginosa PAOS5 trp-54 rif-5 fon-1 30
E. coli
NM522 A(lac-proAB) thi hsd-5 supE (F' proAB™ lacl lacZ AM15) Stratagene
HB101 F~ hsd-20 recA13 ara-14 proA2 leuB6 lacY1 galK2 xyl-5 mtl-1 rpsL20 supE44 Laboratory collection
Plasmids
pMO194 Cb Km Tc Tra trfA(Ts) IncP-1::Tn5 30
pBS Ap' lacZ' Stratagene
pBSCm Cm' lacZ' Stratagene
pT7-5 Ap" 40
Phage $EC2 E. chrysanthemi generalized transducing phage 32

resuspended in 1 ml of M63 medium, and dilutions were spread on glucose-plus-
kanamycin plates.

Enzyme assays. B-Glucuronidase assays were performed with toluenized cells
grown to exponential phase with p-nitrophenyl-B-p-glucuronate as the substrate
(29). B-Galactosidase assays were performed with toluenized cells grown to
exponential phase with o-nitrophenyl-B-p-galactose as the substrate (25). Pectate
lyases in culture supernatant or toluenized cells were assayed as described by
Moran et al. (26). In situ pectate lyase activity was detected by flooding polyga-
lacturonate-containing plates with a saturated solution of copper acetate. De-
graded polygalacturonate formed a clear halo around the colonies.

Recombinant DNA techniques. Preparations of chromosome and plasmid
DNA, restriction digestions, ligations, DNA electrophoresis, transformations,
and electroporations were carried out as described by Sambrook et al. (37).
Nucleotide sequence analysis was performed by the chain termination method
with double-stranded DNA templates. Extension of primers was achieved with
T7 DNA polymerase.

Analysis of plasmid-encoded proteins. Overexpression and labelling of plas-
mid-encoded proteins were obtained by using the T7 promoter-T7 polymerase
system of Tabor and Richardson (40).

Nucleotide sequence accession number. The nucleotide sequence of the pecT
gene will appear in the EMBL, GenBank, and DDJB databases under accession
no. X85985.

RESULTS

Isolation of pecT mutants. Tn5 mutagenesis of strain A350
was performed to isolate new types of mutants synthesizing
pectate lyases constitutively. Of about 15,000 Kan" clones, 6

were found to synthesize elevated levels of pectate lyases. The
phenotypes of these mutants were analyzed to check if they
corresponded to already identified regulatory mutants. Two of
them produced a blue pigment and thus were assumed to be
pecS or pecM mutants (35), and one mutant was able to grow

EcoRI BamHI Pstl Pstl PstI  Pstl  EcoRI
L T - = ] pPCT1
Clal EcoRV Bglll
1kb
EcoRI Pstl pPCT4
Clal EcoRV
EcoRI BamHI BamHI Pstl  EcoRI
L [R— T pPCT6
Clar Bglll
BamHI
Pstl  EcoRI pPCT7
SnaBI Bglll
pecT

FIG. 1. Restriction maps of plasmids containing pecT. Open bars represent
Tn5 DNA; hatched bars represent Cm" or Km" cassette DNA.
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TABLE 2. Pectate lyase synthesis and pecT expression under
various growth and induction conditions”

Wild-type A2182(pecT::uidA)

Growth condition Inducer ple ctate  pectate B-Glucuron-
yase lyase idase
actvity o ctivity  activity
Standard None 0.02 0.47 2,020
Galacturonate 0.60 1.45 1,600
PGA 0.60 240 1,820
Plant extract 0.03 0.61 2,000
PGA + plant extract 290 530 1,820
37°C None 0.02 0.15 2,080
PGA 0.17 092 1,940
High osmolarity None 0.01  0.02 2,270
Galacturonate 0.08 0.12 1,600
Anaerobiosis None 0.09 0.77 1,020
Low nitrogen = PGA <0.01 0.24 375

¢ Standard conditions were obtained by cultivation in M63 medium containing
0.2% glycerol as the carbon source at 30°C with shaking at 200 rpm. Anaerobic
cultures were realized by overlaying the culture medium with paraffin oil. Fu-
marate (2.5%) was added as an electron acceptor. High osmolarity was obtained
by adding 0.3 M NaCl to M63 medium. Nitrogen starvation was performed in
M63 medium deprived of (NH,),SO, supplemented with arginine (200 pg/ml).
B-Glucuronidase activity is expressed in nanomoles of p-nitrophenol formed per
minute per milligram (dry weight) of bacteria. Pectate lyase activity is expressed
in micromoles of unsaturated products formed per minute per milligram (dry
weight) of bacteria. Each value is the average of at least three determinations.

on KDG as the sole carbon source and was therefore probably
a kdgR mutant (10). To confirm that the three remaining mu-
tants did not contain new alleles of kdgR, pecS, or pecM, a
kdgR::Cm" or a pecS::Cm" mutation was transduced into these
mutants. In none of these cases did the Cm" marker cotrans-
duce with the Km" marker of Tn5. Thus, these three new
mutants, A1956, A1982, and A1983, have a Tn5 insertion in a
previously uncharacterized gene regulating pectate lyase syn-
thesis. The locus mutated in strain A1956 was named pecT, and
this mutant was further characterized.

Cloning of pecT gene. To clone the mutated pecT locus, the
chromosomal DNA of strain A1956 was digested with the
enzyme EcoRI (which does not cut Tn5 DNA) and ligated into
plasmid pBSCm. Km" clones were selected. Analysis of their
plasmid content showed that they contained a 9-kb DNA frag-
ment. A 5.7-kb portion of the insert is Tn5 DNA, the remain-
der corresponding to chromosomal DNA adjacent to pecT. A
rough restriction map of the insert of this plasmid, pPCT1, was
constructed (Fig. 1). It contained a unique BamHI site in the
chromosomal DNA part, located 1.5 kb from the TnJ insertion
site. After this fragment was subcloned to delete the part of the
insert corresponding to TnJ, a cassette encoding a Cm" gene
was introduced into the BamHI site (plasmid pPCT4) (Fig. 1).
This construct was recombined into the chromosome of strain
A350. The recombinant strain, A2129, had no detectable phe-
notype and expressed pectate lyases to the wild-type level. The
Cm" cassette cotransduced at 92% with the Tn5 inserted in
pecT, confirming their proximity. The cassette cotransduced at
the same frequency with the Tn5 inserted in strains A1982 and
A1983, indicating that these strains are also pecT mutants.
Thus, we have introduced a Cm" marker close to the pecT gene.
This made possible the cloning of the wild-type allele of pecT
by selecting the nearby Cm" marker. Since no new EcoRI site
had been introduced with the Cm" cassette, chromosomal
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DNA of strain A2129 was digested by EcoRI, and the frag-
ments were ligated into EcoRlI-linearized pBS. Cm" clones
were selected, and a restriction map of the plasmid content of
one of them, pPCT6, was drawn (Fig. 1). A BamHI deletion
eliminated the Cm" cassette and yielded plasmid pPCT7. To
confirm that this plasmid contained the wild-type allele of
pecT, uidA-Cm and uidA-Kan cassettes were introduced into
the PsfI and BgIII sites, respectively (Fig. 1). Both types of
construct were recombined into the strain A350 chromosome.
These recombinants, A2182 and A2148, exhibited a phenotype
identical to that of strain A1956, indicating that the sites PstI
and Bg/II are located inside pecT. These insertions resulted in
a B-glucuronidase-positive phenotype when the uid4 reporter
gene was transcribed in the BamHI-EcoRI orientation, indi-
cating that pecT is transcribed in this orientation.

Identification of genes controlled by pecT. The uninduced
level of pectate lyase increased 20-fold in a pecT mutant (Table
2). To analyze the role of pecT in the regulation of individual
pel genes, a pecT::Cm" mutation was introduced into strains
containing pel-uidA transcriptional fusions. pelC, pelD, pelE,
and pelL levels of expression increased two- to fivefold in a
pecT mutant (Table 3). In contrast, pel4 expression was un-
changed, and pelB expression decreased twofold (Table 3). The
influence of pecT on the other genes of pectinolysis was also
tested. Expression of the pectin methylesterase genes pemA
and pemB, of the secretion genes outS, outT, outB, and outC, of
the cellulase gene celZ, and of the genes of the intracellular
part of the pectin degradation pathway (kduD, kdgK, and kdgT)
was not notably modified in a pecT mutant (Table 3). However,
kdgC, which codes for a protein of unknown function but
exhibits homology with periplasmic pectate lyases, is expressed
at a fivefold-higher level in a pecT mutant (Table 3).

Pectate lyase expression is regulated by many environmental
conditions. We compared pectate lyase activities in the wild-
type strain and in a pecT mutant under different induction

TABLE 3. Effect of pecT mutation on expression of various genes
involved in pectin and cellulose degradation

Sp act
Gene tested

pecT™ pecT
pemA 69 56
pemB 26 26
pelA 5.1 5.6
pelB 120 51
pelC 39 160
pelD 11 43
pelE 260 940
pelL 70 290
kdgC 22 110
outS 1,460 1,820
outB 800 740
outT 57 40
outC 280 230
kdgK 67 46
kdgT 2.5 2.6
kduD 6 5
kdgR 570 500
pecS 3,800 3,150

A pecT mutation was introduced into strains containing a fusion between the
gene tested and the reporter genes lacZ (for kdgC, kdgK, kdgT, kduD, outT, and
kdgR) or uidA (for pemA, pemB, pelA, pelB, pelC, pelD, pelE, pelL, outS, outB,
outC, and pecS ). Cultures were grown in M63 minimal medium plus glycerol.
Specific activities of the reporter enzymes are expressed in nanomoles of o-
nitrophenol (for B-galactosidase) or p-nitrophenol (for B-glucuronidase) liber-
ated per minute per milligram (dry weight) of bacteria. Each value is the average
of at least three determinations.
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TABLE 4. Pectate lyase activity in various regulatory mutants®

Pectate lyase activity

Genetic
background Uninduced Induced

Wild type 0.02 0.60
pecT 0.47 2.30
kdgR 0.41 1.90
pecS 0.34 4.40
pecT kdgR 3.70 4.70
pecT pecS 2.30 29.0

kdgR pecS 3.60 8.20
pecT kdgR pecS 17.3 23.0

“ Cells were grown in M63 minimal medium plus glycerol. Polygalacturonate
was added as an inducer. Pectate lyase activity is expressed as micromoles of
unsaturated products liberated per minute per milligram (dry weight) of bacteria.
Each value is the average of at least three determinations.

conditions to check whether there were changes in regulation
in response to environmental parameters (Table 2). The reg-
ulation was conserved under the following conditions: induc-
tion by plant extract in the presence of PGA, decrease of
pectate lyase synthesis at high temperatures and with nitrogen
limitation, and increased pectate lyase synthesis under anaer-
obic conditions. Thus, PecT is not the protein responsible for
regulation by these factors. At high osmolarity, there is only a
small increase in pectate lyase synthesis in the pecT mutant
(1.5- to 2-fold). The effect of pecT could be masked by the
reduced synthesis of pectate lyase under this condition, or pecT
could be involved in the regulation by osmolarity.

Independent regulation of pectate lyase synthesis by pecT,
pecS, and kdgR. Double mutants were constructed to test
whether pecT acts within a regulatory pathway with the already
characterized regulatory genes kdgR and pecS or whether these
three genes constitute independent regulatory circuits. Intro-
duction of a pecT mutation did not modify expression of the
kdgR and pecS genes (Table 3). The level of expression of pecT
was unchanged in a kdgR or pecS background (data not
shown). All the double mutants synthesized pectate lyases at a
higher level than any of the single mutants (Table 4). More-
over, the triple kdgR pecS pecT mutant synthesized more pec-
tate lyase under uninduced conditions than any of the double
mutants. Additivity of the effects of these three mutations
indicates that kdgR, pecS, and pecT regulate pel gene expres-
sion in three independent ways. It was interesting that pectate
lyase activity remained inducible by PGA in the kdgR pecS and
pecT pecS mutants, while only a low level of residual induction
remains in the kdgR pecT mutant (Table 4). This suggests that
pecT regulation could respond to the presence of PGA degra-
dation products, as already shown for kdgR.

Regulation of pecT. Construction of a chromosomal pecT::
uidA fusion allowed for the study of pecT regulation. pecT
expression was not induced by PGA, galacturonate, or plant
extract (Table 2). It was not sensitive to the catabolite repres-
sion exerted by glucose or by growth in a high-osmolarity
medium. In contrast, pecT expression was reduced twofold in
anaerobiosis and fivefold in a low-nitrogen medium (Table 2).
pecT expression was unchanged in a kdgR or pecS mutant (data
not shown). To test for possible autoregulation of pecT, plas-
mid pACYC184 bearing pecT was introduced into an E. coli
strain containing a pecT::uidA fusion on a pBS plasmid. The
presence of the wild-type copy of pecT increased the level of
expression of the pecT::uidA fusion twofold (350 U versus 645
U). Thus, pecT appeared to be positively autoregulated.

Other phenotypes of pecT mutants. pecT mutants presented
additional phenotypes: the bacteria flocculated when grown in
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liquid minimal medium, and the colonies were mucoid on
minimal medium plates. The mucoidy increased when the
plates contained the pectate lyase synthesis inducers galactur-
onate or PGA. This phenotype was not observed in rich me-
dium. We tried to identify which compound, present in LB
medium, prevented flocculation. Flocculation was no longer
observed when Casamino Acids were added into minimal me-
dium. Next, we tested individually the effect of the 20 amino
acids and found that either leucine or alanine added at a
concentration of 0.1 mg/ml prevented flocculation. The level of
expression of the pecT::uidA fusion and the synthesis of pectate

CATTACTATAGCTGTGRAGCTGGTTCCAGATAGCGATCGGAGCCAGAGCGATARACAACATCATTGTTAA 140
TGACGTGTGATTARAGTGTGATAGIGCTTTCGATTTCCGGCCCGATACTGAGAGCGAGCTCCATAARACA 210
GCCTCTGGCGTCGGTAATT TATCCATCCTGATCGCATGACGAAGCATTAATCATGTTCAGACGGTGGTCG 280
ARAGGAATAATCTCCGAAGCAATTGACGTATTTTTTATACCTGATTCAAACGCTGAAACCGGTATCATAA 350
AATGATCGCTGCCTTGAGGGTTATAAAAACCCT T TTTTTARATACGGTAATGGCAGARGAGCAAGCARAT 420
GTTTCTCTCTGGGGAAATGGGAGAACGGTATCTTGTCCGCARAARAATAARATGCAGCCAACTTGCTGAT 490
AATAARAAACAGAGTTATTTAAACGAATAGCGGAAAAAAGTAGAGTAAGAATRAAAARAGACAGGGTATAT 560
CTCACTGCGCATAAGATAATTTTTGGGCCGGAGAGAATGCCTTCGCGTAACTTCATGARRATTTATGTTA 630
CATGTGATATCCTTGCGTGTTATTTAACAAATTTACAAAATCATATTAATCTTTACATAAARACTAAGTC 700
ATGCAGTGATAGTAACTTGCTGTAT TARATGTATTTGTATGTGAGCAGTGCCGGATTCGGTCTGATGGCT 770
ATCTTTGATGAAGTGAAAGGATAGGGACATAGATTCATCAGGTGRATTGATGGTTTITTATGGTTGAATTA 840
AAACAGGATTTCAAATTGGATGGTGCGATTTARGAATCTGCTGATGT TTARACGTAATGTCTTITTCAAG 910
CAAACGGAGAATCAATGATGCACGAAGTATGCGT TARAAAGTGAAAAATAAGAGATGTCGTATATTTTGAT 980
GAGTGCGTATCGTAACGTAAGCGCAATCARAATCTTATATCTCTTGATTGTAAATTGCCGGCGAGTGAGA 1050
TGGCTGGTTTT I TTTGGGT T TTTATTTTATTATC TAAAATARRTARAAGGGTTCTTTTTGAAAGTCTGAT 1120
TACGTAATAAGATGCTTAAATAAGGAGGCTTGAGGGAAGAGGCGATTCGGAGARAGGAATATACATGGCC 1190

TTTTGCCGTAACCGTTCGTCTIGCGATACTGTCCGTCTTATATTGTGCGTCGGCCTTGCCGGGGCATCARC 1260

T N T § R
ATCAACACCAGGTATGTTTGTTAAAAAT TAARATAGATAAGTGAAGAACCGTATGACAAATACRAGTCGC 1330

P ¥ L NL DL DUILLRTT F VA VY ADTIULNTF A
CCTGTCCTCAACCTTGATCTCGATCTGTTGAGAACGTTCGTCGCTGT TGCAGATTTAAACACGTTTGCAG 1400

A A V A V C R $ A vV s Q QMM Q R L E Q L I
CCGCCGCTETGGCTGTGTGCAGAACACAGTCGGCAGTGAGCCAGCAGATGCAGCGTCTGGAACAGTTAAT 1470

G K E L F A R H G RN KULULTTETHGTIQF L G
TGGTAAGGAGCTGTTTGCCCGCCACGGGCGARACARGCTGCTGACCGAGCACGGCATCCAGTTTCTTGGG 1540

Y AR K I L Q F NDEA AWAUCGCHBASTULMTY S DI QG T
TATGCCAGAAARATCCTGCAGTTTAACGATGAGGCCTGCGCCTCGCTAATGTATAGCGATATTCAGGGCA 1610

I G asDDTADTTILPF I L R Vv T N
CCCTGACTATCGGCGCGTCTGATGATACGGCGGATACCATCCTGCCTTTCATCCTGCAGCGCGTCACTAR 1680

vV F P KL S I AV S I KU RS AEMTUDML Q
CGTGTTCCCGARACTGTCGATCGCCGTCAGTATCARACGCAGCGCAGARATGACGGATATGCTGCAACAG 1750
G XK I p L vV I TT S§ N NUDUDULUZPHV L L R T §
GGGAAAATTGATCTGGTCATTACTACGTCCAACAACGACGATTTIGCCGCATGTGTTGCTGCGTACGTCAC 1820

T L W A Db ¥ ¥y QP GE TV S L VvV VvV L D
CGACGTTATGGTATTGCTCGGCTGATTATCAGTATCAGCCGGGAGAAACCGTTTCGCTGGTGGTGCTGGA 1890

E P § P F RAL ALTD QL T AAUGTI P WK I §
TGAACCGAGTICCGTTCCGCGCGCTGGCGCTGGATCAACTGACCGCCGCCGGTATTCCGTGGAAGATCTCT 1960

Yy v a $§ T L 8 AV R A AV KA GUL G I T V R § V
TATGTCGCTTCTACGCTGTCCGCAGTACGCGCGGCGGTAAAAGCCGGTCTTGGGATTACCGTGCGTTCGG 2030

E M M 8§ P E L RV L GEEZEGTULUP X L P D TR
TAGAAATGATGAGTCCGGAACTGCGCGTGT TGGGTGAAGAAGAAGGCTTGCCGAAACTGCCTGATACGCG 2100

¥y ¥ L. C R N P DHDWNUETLTNATIUVF S A I
TTATTACCTGTGCAGGAATCCGGATCATGACAACGAGCTGACTAATGCCATTTTCAGCGCTATCGAGTCC 2170

G T R §$ H L L ? VvV 3 7T G T E $ E L R E P P T D
GGCACCCGTTCGCATTTGCTGCCGGTTAGCACCGGGACCGRAAAGCGAGCTGCGGGAACCGCCGACAGATG 2240

$ L K D I T
AARTCATTAAARGATATTACCTGAGTACGAGCGTAGCGGGGTGAARGGCCCCGCTACGGCTTAGGTTTTCA 2310
SEOIB>>>> <LLLLLLRLL

TCCTTCAGTCAGTCTTTTCCATGTTGATTTTCCCACCACGGTTTGTCTGTTCACTTCTATACTTCCTTTIG 2380
AACCCTCTTTGCCTAATACGCTGTTTGTGTICTTTTTTTATTAAAACTGCATTTCTATTTTTTTARAGCC 2450
ATGTTGATCGAATGAAAAGGTTAATGGTTGAGCAATCGACGCAATTTTTTTACTAACATAAATGAARAAR 2520
GTGTGCCCTGGATCAAARARTACCCCIGATGGAACCTATGGGGGAACAGGAATTC 2575

FIG. 2. Sequence of 2,575-bp BamHI-EcoRI DNA fragment containing
pecT. The deduced amino acid sequence of PecT is indicated. Numbers on the
right refer to the positions of the nucleotides. The putative Shine-Dalgarno
sequence is underlined. The putative terminator is indicated by carets. The pecT
nucleotide sequence will appear in the EMBL, GenBank, and DDJB nucleotide
sequence databases under the accession no. X85985.
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MTNTSRPVLNLDLDLLRTFVAVADLNTFAAARAVAVCRTQSAVSQOMORLEQLIGKELFARHGRNKLLTEH

MISANRPIINLDLDLLRTFVAVADLNTFAARAAAAVCRTQSAVSQOMORLEQLVGKELFARHGRNKLLTEH

GIQFLGYARKILQFNDEACASLMYSDIQGTLTIGASDDTADTILPFILORVINVFPKLSIAVSIKRSAEM

GIQLLGYARKILRFNDEACSSLMFSNLQGVLTIGASDESADTILPFLLNRVSSVYPKLALDVRVKRNAYM
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FIG. 3. Alignment of PecT with E. coli LrhA protein. Double dashes indicate identical amino acids; single dashes indicate chemically equivalent amino acids.

lyases were both unchanged by the addition of leucine or
alanine (data not shown).

Nucleotide sequence of pecT. The nucleotide sequence of the
2.5-kb BamHI-EcoRI DNA insert of plasmid pPCT7 was de-
termined (Fig. 2). This fragment contains only one open read-
ing frame (ORF), from nucleotide 1313 to nucleotide 2260.
This ORF overlaps the PstI and BglII sites that were shown to
be inside pecT by insertion mutagenesis. Moreover, the direc-
tion of transcription of this ORF corresponds to that deter-
mined by the construction of a gene fusion. Thus, this ORF
corresponds to the pecT coding sequence. It encodes a 316-
amino-acid protein with a calculated molecular mass of 34,761
Da. The ATG initiation codon is preceded by a putative ribo-
some binding site (GAAGAA) (Fig. 2). The ORF is followed
by a putative stem loop structure (nucleotides 2271 to 2299)
followed by a run of T’s that could be a rho-independent
terminator (AG, —22.1 kJ - mol~—'). The PecT sequence was
compared with those contained in the National Biomedical
Research Foundation data bank with the BLAST program.
Homology was found with proteins of the LysR family of tran-
scriptional regulators. The highest degree of homology was
found with the E. coli LthA protein (61% identity and 75%
similarity), a protein of unknown function encoded by a gene
close to the nuo operon (3) (Fig. 3). Genes of members of the
LysR family are often transcribed in a direction opposite that
of a gene which they regulate (38). It was not possible to detect
a gene in the 1 kb of DNA sequenced upstream of pecT.

A 1.4-kb SnaBI-EcoRI DNA fragment containing the pecT
coding sequence was introduced into plasmid pT7-5. The pro-
teins encoded by this fragment were specifically labelled after
induction of the T7 polymerase. One protein with a molecular
mass of 30,000 Da was detected, which is in agreement with the
size predicted for PecT by sequence data (data not shown).

DISCUSSION

In the search for new genes regulating pectinase synthesis,
we have identified pecT, a gene coding for a protein of the
LysR family of transcriptional regulators (LTR). More than 50
proteins have already been identified in this family (38). Al-
though PecT shares some of the characteristics of the members
of this family (size and highest degree of homology with other
members of the family at the N-terminal part of the protein),
it is atypical for some other aspects. LTRs are usually activa-
tors. Although it activates pelB expression, PecT represses the

expression of five other genes (pe/lCDEL and kdgC), and its
global effect on pectate lyase synthesis is that of a repressor.
LTRs are usually negatively autoregulated. Together with a
few other exceptions (MkaC and PhcA), PecT autoactivates its
own expression. Furthermore, LTR-coding genes are usually
transcribed in the direction opposite that of a regulated target
gene. The 1-kb DNA sequence upstream of pecT does not
seem to contain a gene, and pecT is not linked to the genes that
it regulates. However, oxyR, nac, and cysB also lack a diver-
gently transcribed regulated gene (38).

Alignment of the regulatory regions of genes controlled by
pecT did not reveal a conserved region that could correspond
to the PecT binding site. DNase I footprinting experiments
with LTRs usually define long protected regions (45 bp). When
several operators are recognized by the same LTR, alignment
of these sequences usually shows very few conserved nucleo-
tides (41). DNAse I footprinting experiments will be per-
formed to determine the PecT binding sites and to see if they
overlap the KdgR and the PecS binding sites. This will con-
tribute to our understanding of how these three regulators
cooperate to repress pel gene expression.

The homolog of PecT with the highest degree of similarity
found among the LTRs was LrhA, an E. coli protein of un-
known function (3). LrhA presents 95% similarity with PecT
for the 120 N-terminal amino acids (Fig. 3). Since this part of
the protein contains the helix-turn-helix DNA binding motif,
we tested whether IrhA and pecT could be interchangeable. A
plasmid bearing /rhA was unable to complement a pecT muta-
tion or to activate pecT::uidA gene fusion expression (data not
shown). Heterologous complementation by the two LTR pro-
teins CatR and CIcR has been tested by Parsek et al. (31).
These two proteins control two parallel catabolic pathways
(catechol and 3-chlorocatechol, respectively) in Pseudomonas
putida. Although CIcR was able to bind in vitro to the regula-
tory region of genes controlled by CatR and vice versa, clcR
was not able to complement a catR mutation in vivo. An in-
terchangeability between PecT and LrhA will be tested in vitro
when the genes controlled by LrhA have been identified.

The genes regulated by pecT that have been identified up to
now are only pectate lyase genes: pelBCDEL and kdgC, which
encodes a protein that presents homology with periplasmic
pectate lyases (11). The three regulation networks of pecT,
pecS, and kdgR might initially seem redundant since all three
control pectate lyase synthesis. However, the genes grouped in
the kdgR regulon, which are expressed during pectin degrada-
tion, include pectin catabolism genes and are induced by pectin
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degradation products. pecS regulates the synthesis and the
secretion of extracellular enzymes. The PecS-inducing signal
could be specific for the plant-pathogen interaction (2). The
signal to which pecT responds is, for the moment, unknown,
but this could also be a pectin degradation product. The mul-
tiplicity of these partially overlapping regulations might help
the bacteria to adapt pectate lyase synthesis to particular en-
vironmental conditions.

In addition to its role in the regulation of pectinase expres-
sion, PecT might play a wider function in the cell. pecT mutants
are mucoid on minimal medium plates, and the mucoidy in-
creases when inducers of pectate lyase synthesis are present.
The mucoidy usually results from an increased synthesis of
exopolysaccharides (EPS). EPS production has been associ-
ated with the virulence of several pathogenic bacteria, such as
Erwinia stewartii and Erwinia amylovora (22). The synthesis of
EPS is coregulated with that of virulence factors (polygalactu-
ronases A and B and a pectin methylesterase, etc.) in Pseudo-
monas solanacearum (15). Such coregulation may exist in E.
chrysanthemi via pecT. A pecT mutant flocculates in minimal
medium cultures. This phenotype was observed for E. coli oxyR
mutants, a result of an absence of piliation (42). Flocculation
was reverted by the addition of leucine. In E. coli, leucine is
able to increase or decrease the expression of many operons
via its interaction with Lrp, the leucine-responsive protein,
which plays a key role in many metabolic pathways (6). In E.
coli, Lrp is necessary for the expression of operons required for
pilin biosynthesis (4). However, in that case, leucine has no
inducing role. In E. chrysanthemi, the addition of leucine sup-
presses some of the phenotype due to the absence of PecT
(flocculation). The relationship between pectate lyase synthe-
sis, EPS synthesis, and a global regulator that could be Lrp,
leads us to suggest that the number of genes required for the
pathogenicity of E. chrysanthemi could be larger than previ-
ously supposed.
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