JOURNAL OF BACTERIOLOGY, Apr. 1992, p. 2323-2331
0021-9193/92/072323-09$02.00/0
Copyright © 1992, American Society for Microbiology

Vol. 174, No. 7

Structural and Biochemical Characterization of the
Escherichia coli argE Gene Product

THIERRY MEINNEL,* EMMANUELLE SCHMITT, YVES MECHULAM,
AND SYLVAIN BLANQUET

Laboratoire de Biochimie, Unité de Recherche Associée no. 240 du Centre National de la
Recherche Scientifique, Ecole Polytechnique, F-91128 Palaiseau Cedex, France

Received 19 September 1991/Accepted 27 January 1992

The DNA sequence of a 2,100-bp region containing the argE gene from Escherichia coli has been determined.
The nucleotide sequence of the ppc-argE intergenic region was also solved and shown to contain six tandemly
repeated REP sequences. Moreover, the oxyR gene has been mapped on the E. coli chromosome and shown to
flank the arg operon. The codon responsible for the translation start of argE was determined by using
site-directed mutants. This gene spans 1,400 bp and encodes a 42,350-Da polypeptide. The argE3 allele and a
widely used argE amber gene have also been cloned and sequenced. N-Acetylornithinase, the argE product, has
been overproduced and purified to homogeneity. Its main biochemical and catalytic properties are described.
Moreover, we demonstrate that the protein is composed of two identical subunits. Finally, the amino acid
sequence of N-acetylornithinase is shown to display a high degree of identity with those of the succinyldiami-
nopimelate desuccinylase from E. coli and carboxypeptidase G2 from a Pseudomonas sp. It is proposed that this
carboxypeptidase might be responsible for the acetylornithinase-related activity found in the Pseudomonas sp.

In microorganisms, the biosynthetic pathway from gluta-
mate to arginine proceeds through eight enzymatic steps
(reviewed in references 10, 11, and 15). Depending on the
organism, distinct enzymatic strategies are used to ensure
the removal of the acetyl group from N,-acetylornithine
(step S5 of the pathway). In Escherichia coli an N-acetylor-
nithinase (NAO; EC 3.5.1.16) transforms this precursor into
acetate and ornithine, whereas in Streptococcus, Neu-
rospora, or Chlamydomonas spp. an ornithine acetyltrans-
ferase (EC 2.3.1.35) catalyzes the transfer of the acetyl
group onto glutamate, yielding ornithine and acetylgluta-
mate. In the latter case, acetylglutamate, the precursor of
acetylornithine, is therefore regenerated upon the formation
of ornithine (anaplerotic function). However, a few organ-
isms contain the two activities. In Saccharomyces spp., a
NAO activity was identified and proved not to be a side
reaction of ornithine acetyltransferase but proposed to be
due to a carboxypeptidase (12); in Pseudomonas aerugi-
nosa, distinct polypeptides were found to be responsible for
the two activities (16). v

At the genetic level, NAO is encoded by the argE gene in
E. coli (10) whereas ornithine acetyltransferase is encoded
by the ARG?7 locus in yeasts (11). To our knowledge, the
locus responsible for the NAO activity has not yet been
identified in organisms expressing both N-acetylornithinase
and ornithine acetyltransferase.

To characterize the NAO enzyme, it was of interest to
determine its amino acid sequence. We report the nucleotide
sequence of the argE gene from E. coli (part of the divergent
argECBH operon), which had been previously mapped (8)
and cloned (7). This allowed the construction of an NAO-
overproducing strain and the purification of the enzyme to
homogeneity. The NAO enzyme, which displays a rather
broad specificity in the hydrolysis of numerous substrates of
the type R;-CO-NH-CH((CH,),-R,)-COOH (2, 20, 43), was
further analyzed.

* Corresponding author.
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MATERIALS AND METHODS

Bacterial strains and plasmids, general techniques. General
genetic techniques were as described by Miller (28). The
bacterial strains and plasmids used in this study are listed in
Table 1.

Enzymes used were purchased from Boehringer-Mann-
heim (restriction enzymes, Tag DNA polymerase, DNA
polymerase Klenow fragment), Pharmacia (restriction en-
zymes, T7 DNA polymerase, exonuclease III, T4 polynucle-
otide kinase), and Bethesda Research Laboratories (T4
DNA ligase). Buffers used were those indicated by the
suppliers. Oligonucleotides were synthesized on a Gene
Assembler I (Pharmacia) and purified by chromatography on
a MonoQ anion exchanger (0.5 by 5 cm; Pharmacia). Chro-
mosomal DNA was prepared as described previously (17)
and purified by isopycnic CsCl gradient centrifugation (12 h
in a Beckman Vti 65.2 rotor at 60,000 rpm). DNA fragments
carrying the argE region were usually purified by size
exclusion chromatography (36) and subcloned into M13
mpl8, M13mp19, pBluescriptM13*SK (Stratagene, La Jolla,
Calif.) or pRS414 (37). The nucleotide sequence was deter-
mined by the dideoxy-chain termination method (34) with
single-stranded or CsCl-purified double-stranded DNAs as
the template. Automatic DNA sequencing was also per-
formed by using the ALF system (Pharmacia).

Oligonucleotides were 5’ labeled by using 70 wCi of [y->>P]
ATP (10 nCi/pl, 3,000 Ci/mmol; NEN) and 30 pmol of the
desired oligonucleotide in a buffer consisting of 20 mM
Tris-HCI (pH 8.0), 10 mM MgCl,, and 20 mM dithiothreitol
at 37°C for 30 min. Polymerase chain reaction amplification
was used to clone argE with the following oligonucleotides:
5'-GCGGCTGAGTAGCAGGA and 5'-GATACTAICTA
GACCAGAGGT. This latter oligonucleotide changes the
BspHI restriction site upstream from ATG1 (see below) into
a unique Xbal restriction site, while introducing an amber
stop codon in place of an ATG codon.

DNA hybridization analysis was performed as follows. A
0.8% agarose gel run at 50 V for 12 h was denatured,
neutralized (33), and dried under vacuum (30 min at room
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TABLE 1. Bacterial strains and plasmid used in this study

J. BACTERIOL.

Strain or plasmid

Genotype or markers

Source or reference

Strain
K37 galK rpsL 27
UF121 ara argE(Am) A(lac-proB) nalA rpoB thi F'[proA* B* lacl-Z(Am)181 kan] 29
UFI121R Same as UF121 but recA56 srl-300::Tni0 38
PAL123 ara A(lac-proB) nalA rpoB thi This work, derivative
of UF121R
PAL3586 thi-1 argE3 his-4 AlacX74 galK2 mtl-1 xyl-5 tsx-29 supE44 rpsL 25
PAL3587 Same as PAL3586 but recA56 sri-300::Tn10 25
Plasmids . .
pMC7 pMBS9 derivative carrying a 10-kbp EcoRI fragment containing the argECBH 8
operon
pBSargE pBluescript M13*SK derivative carrying a Stul-EcIXI fragment from pMB9 This work
_between the EcoRV and EcIXI sites, argE
pBSargXE pBluescript M13*SK derivative carrying an EcoRV-Xbal fragment from the This work
K37 chromosome between the HindIl and Xbal sites, argE
pBSargXEam Same as pBSargXE, but cloned from the UF121 chromosome, argE(Am) This work
pBSargXE3 Same as pBSargXE, but cloned from the PAL3586 chromsome, argE3 This work
pRSTT pRS414 (37) derivative containing a Pvull-Sacl fragment from This work
pBluescriptM13*KS between the Smal and Sacl sites
pRSargE pRSTT derivative carrying a Hpal-EcoRV fragment from pBSargE between This work
the Smal and HindII sites, argE
pRSargEam1l Same as pRSargE but ATG1 codon changed to TAG This work, Fig. 3
pRSargEop0 Same as pRSargE but ACAO codon changed to TGA This work, Fig. 3
pFam pMCB8T71 (5) derivative carrying a Xhol-BamHI fragment from This work

pBSTRNAfmetam (26) between the Sall and BamHI sites, expresses

tRNAMet with CUA anticodon

temperature followed by 45 min at 60°C). The dried gel was
hybridized to about 50 x 10° dpm (30 pmol) of a 5’ labeled
oligonucleotide complementary to oxyR DNA (5'-AACTC
GAATAACTAAAAGCCAA) at 37°C for 12 h in 50 ml of a
buffer consisting of 0.5 M Na,HPO, (pH 7.2), 2% sodium
dodecyl sulfate (SDS), 1 mM EDTA, and 0.5% skimmed
milk. The gel was then washed for 1 h in 2x SSC (1x SSCis
0.15 M NaCl plus 0.015 M sodium citrate) (33)-0.1% SDS at
room temperature and autoradiographed.

Site-directed mutagenesis. Oligonucleotide site-directed
mutagenesis (35) was used to introduce mutations in the
translation start region of the argE gene. For this purpose,
the 789-bp Hpal-HindIII fragmerit (bp 3084 to 3873 in Fig. 1)
carrying argE plus the 5’ extremity of argC and the pro-
moter of the arg operon was cloned between the HindIII
and HindIl sites of the M13mpl9 vector (M13HHL1). The
HindIII-EcoRI fragment of pRSargE (defined in Table 1) was
then replaced by one of the mutagenized ones to yield either
pRSargEop0 or pRSargEam1.

NAO assay. NAO was assayed by the method of Vogel and
McLellan (44) in 250-pl standard assay mixtures containing 6
mM acetylornithine (Serva), 0.8 mM reduced gluthatione,
0.1 M K,HPO, (pH 7.0), and 0.2 mM CoCl,. Reactions were
stopped by adding 0.75 ml of a solution prepared by mixing
2 volumes of ninhydrin (0.056 M in 2-methoxyethanol) and 1
volume of 0.4 M citric acid. After the mixture had been
boiled for 10 min, 1.5 ml of 0.7 M NaOH was added. The
resulting mixture was left for 20 min, and the A,,, was
measured. Under the standard assay conditions, molar ex-
tinction coefficients at 470 nm of 17,560 M~ . cm™! (orni-
thine) and 21.8 M~! . cm™! (acetylornithine) were measured
and systematically used.

Protein concentrations were determined by the method of
Bradford (4), using the Bio-Rad protein assay kit.

Purification of NAO. UF121R cells carrying the pBSargXE
plasmid (Table 1) were used to inoculate a flask of 2x TY

medium (1 liter) containing 50 pg ampicillin per ml. Cultures
were grown overnight at 37°C, harvested by centrifugation,
and resuspended in 85 ml of buffer A (0.1 M K,HPO, [pH
7.0], 1 mM dithiothreitol). The sample was sonicated, and
cell debris were removed by centrifugation. Streptomycin
sulfate (3%, wt/vol) was added to the supernatant. After
centrifugation, the supernatant was subjected to an (NH,),
SO, precipitation (70% saturation). The pellet was redis-
solved in 10 ml of buffer A and applied to a gel filtration
column (Superose-6 [1.6 by 50 cm]; Pharmacia) equilibrated
in the same buffer and eluted at 0.2 ml/min. Pooled active
fractions (diluted to a final volume of 30 ml in buffer A) were
applied to an anion exchanger -(Q-Hiload [1.6 by 10 cm];
Pharmacia) equilibrated in buffer A. A 0 to 0.5 M KCl
gradient (3 ml/min, 0.2 M/h) was used; the enzyme eluted at
0.24 M KCl. Fractions containing NAO activity were
pooled, dialyzed, and stored at —30°C in buffer A containing
55% glycerol.

Protein samples (300 ng) were analyzed by SDS-polyacryl-
amide gel electrophoresis (PAGE) (12.5% homogeneous
gels) or native PAGE (8 to 25% gradient gels) on the
Phast-System (Pharmacia).

Nucleotide sequence accession number. The nucleotide
sequence reported in this paper has been submitted to the
GenBank/EMBL data bank as accession number X55417.

RESULTS

Genetic organization of the argE region. (i) Restriction
analysis of the pMC7 plasmid. The pMC7 plasmid, obtained
by inserting the 9.8 + 0.3-kb EcoRI fragment of the AS0
bacteriophage into the pMB9 vector (8), was already known
to carry the whole argECBH operon and suspected to carry
a part of the ppc gene (7). It also contains a fragment (1.1 kb)
of the A genome.

To sequence the argE gene, we established a detailed
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FIG. 2. oxyR is located on the pMC7 plasmid and flanks the
argH gene. Samples (30 pg) of chromosomal DNA from strain K37
were restricted and analyzed by electrophoresis on an agarose gel
(left). Samples (2 pg) of restricted pMC7 were applied to the same
gel (right). Restriction enzymes: B, BamHI; E, EcoRI; F, EcoRV;
and V, Pvull.

restriction map of pMC7 (Fig. 1). The Hincll pattern is
different from the one already published (7). This could be
due to a misinterpretation of the insertion point of the A50
chromosomal fragment in the A genome (see below). To
subclone the argE gene, we inserted the Stul (bp 630)-EciXI
(bp 4853) fragment of pMC7 (Fig. 1) between the EcoRV and
EcIXI sites of pBluescriptM13*SK. The pBSargE plasmid
thus obtained was capable of relieving the arginine auxotro-
phy of the argE recA strain UF121R. '

The restriction map in Fig. 1 was compared with the E.
coli physical map (21). The arg operon could be located at
89.7 min and is likely to be carried fully by the A 4G11 phage
and partly by the A 8H10 phage.

This mapping unambiguously established the presence on
pMCT of the 5’ part of ppc since the restriction pattern in the
bp 0 to 1500 region (Fig. 1) matched that deduced from the
ppc nucleotide sequence (13), with the exception of two
additional BglI sites close to each other (positions 550 and
700). Accordingly, one of these BglI sites has been reported
in the Kohara map (21).

(ii) The oxyR gene is located immediately downstream from
the argH gene on the pMC7 plasmid. Extracts of cells
infected with a A transducing phage carrying the argH gene
showed the overexpression of a polypeptide of M, 55,000
(24), indicating, therefore, that the argH gene is roughly
1,500 bases long. From this and from the DNA sequences of
the argECBH promoter (9), the argC and argB genes, and
the 5' part of the argH gene (32), we concluded that the argH
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~§——argC

4 4 0 0 0 0 0 4 90
GGTCACTAGCTCTGCGCCAGCGTAGCCGCTGGCACCCACAATCAGCGTATTCAACATCGGGGCTATTCACCTTCTTATGTCTGGTTGCCA
ThrValLeuGluAlaGlyAlaTyrGlySerAlaGlyValIleLeuThrAsnLeuMet

0 (4 0 4 4 4 0 0 180
GGTTAAACGTAAAACATTCACCTTACGGCTGGTGGGTTTTATTACGCTCAACGTTAGTGTATTTTTATTCATAAATACTGCATGAATATT
BspHI 0 Hincll ¢ 0 0 0 0 0 270

GATACTATCATGACHAGAGGTGTGTCAACAATGAAAAACAAATTACCGCCATT TATCGAGATTTACCGCGCTCTGATTGCCACACCTTCA
MetLysAsnLysLeuProProPheIleGlulleTyrArgAlaLeulleAlaThrProSer
0 [ 0 0 0 0 0 0 360
ATAAGCGCCACGGAAGAGGCACTCGATCAAAGCAATGCAGATTTAATCACTCTGCTGGCGGACTGGT TTAAAGATTTGGGCTTCAATGTG
IleSerAlaThrGluGluAlaLeuAspGlnSerAsnAlaAspLeulleThrLeulLeuAlaAspTrpPhelysAspLeuGlyPheAsnVal
T ¢ 0 0 0 [ 0 4 0 450
GAAGTGCAGCCTGTTCCAGGAACTCGCAACAAATTCAATATGCTGGCAAGTATCGGACAGGGGGC TGGCGGCT TGTTGCTGGCGGGGCAT
GluValGlnProValProGlyThrArgAsnLysPheAsnMet LeuAlaSerIleGlyGlnGlyAlaGlyGlyLeuLeuLeuAlaGlyHis
0 0 0 0 0 0 OHindlll 0 540
ACCGATACGGTGCCATTTGATGACGGTCGCTGGACGCGCGATCCGTTTACACTGACGGAGCATGACGGCAAGCTTTACGGCTTAGGCACC
ThrAspThrValProPheAspAspGlyArgTrpThrArgAspProPheThrLeuThrGluHisAspGlyLysLeuTyrGlyLeuGlyThr
0 0 0 0 Sall 0 [ 0 630
GCCGACATGAAAGGCTTTTTTGCGTTTATCCTTGATGCGCTACGCGATGTCGACGTCACGAAACTGAAAAAACCGCTCTACATTCTGGCG
AlaAspMetLysGlyPhePheAlaPhelleLeuAspAlaLeuArgAspValAspValThrLysLeulysLysProLeuTyrIleLeuAla
0 0 0 0 4 0 0 0 720
ACTGCTGATGAAGAAACCAGTATGGCCGGAGCGCGTTATTTTGCCGAAACTACCGCCCTGCGCCCGGATTGCGCCATCAT TGGCGAACCG
ThrAlaAspGluGluThrSerMetAlaGlyAlaArgTyrPheAlaGluThrThrAlaLeuArgProAspCysAlalleIlleGlyGluPro
[ [ 0 0 [ 0 0 0 810
ACGTCACTACAACCGGTACGCGCACATAAAGGTCATATCTCTAACGCCATCCGTATTCAGGGCCAGTCGGGGCACTCCAGCGATCCAGCA
ThrSerLeuGlnProValArgAlaHisLysGlyHisIleSerAsnAlaIleArgIlleGlnGlyGlnSerGlyHisSerSerAspProAla
Hpal 0 0 0 0 0 0 0 900
CGCGGAGTTAACGCTATCGAACTAATGCACGACGCCATCGGGCATATTTTGCAATTGCGCGATAACCTGAAAGAACGTTATCACTACGAA
ArgGlyValAsnAlaIleGluLeuMetHisAspAlaIleGlyHisIleLeuGlnLeuArgAspAsnLeulysGluArgTyrHisTyrGlu
0 [ 0 [ 0 0 [ 0 990
GCGTTTACCGTGCCATACCCTACGCTCAACCTCGGGCATATTCACGGTGGCGACGCTTCTAACCGTATTTGCGCTTGCTGTGAGTTGCAT
AlaPheThrValProTyrProThrLeuAsnLeuGlyHisIleHisGlyGlyAspAlaSerAsnArgIleCysAlaCysCysGluLeuHis
0 4 0 0 0 [ 0 4 1080
ATGGATATTCGTCCGCTGCCTGGCATGACACTCAATGAACTTAATGGTTTGCTCAACGATGCATTGGCTCCGGTGAGCGAACGCTGGCCG
MetAspIleArgProlLeuProGlyMetThrLeuAsnGluLeuAsnGlyLeulLeuAsnAspAlaleuAlaProValSerGluArgTrpPro
0 Sall ¢ 0 0 [ 0 0 0 1170
GGTCGTCTGACGGTCGACGAGCTGCATCCGCCGATCCCTGGCTATGAATGCCCACCGAATCATCAACTGGTTGAAGTGGTTGAGAAATTG
GlyArgLeuThrValAspGluLeuHisProProIleProGlyTyrGluCysProProAsnHisGlnLeuValGluValvValGluLysLeu
0 4 0 0 0T [ 4 4 1260
CTCGGAGCAAAAACCGAAGTGGTGAACTACTGTACCGAAGCGCCGTTTATTCAAACGTTATGCCCGACGCTGGTGTTGGGGCCTGGCTCA
LeuGlyAlalysThrGluValValAsnTyrCysThrGluAlaProPheIleGlnThrLeuCysProThrLeuValLeuGlyProGlySer
[ [ 0 4 [ [ 4 1350
ATTAATCAGGCTCATCAACCTGATGAATATCTGGAAACACGGTTTATCAAGCCCACCCGCGAACTGATAACCCAGGTAATTCACCATTTT
IleAsnGlnAlaHisGlnProAspGluTyrLeuGluThrArgPheIleLysProThrArgGluLeulleThrGlnValIleHisHisPhe

0 0 0 0 0 0 4 0 1440
TGCTGGCATTAAAACGTAGGCCGGATAAGGCGCTCGCGCCGCATCCGGCGCTGTTGCCAAACTCCAGTGCCGCAATAATGTCGGATGCGA
CysTrpHisSTOP hREP Q —— E————

0 0 v 0 4 0 0 4 1530
TGCTTGCGCATCTTATCCGACCTACAGTGACTCAAACGATGCCCAACCGTAGGCCGGATAAGGCGCTCGCGCCGCATCCGGCACTGTTGC

v 0 0 0 4 0 [ 0 1620
CAAACTCCAGTGCCGCAATAATGTCGGATGCGATACTTGCGCATCTTATCCGACCGACAGTGACTCAAACGATGCCCAACTGTAGGCCGG

0 0 0 g o 0 0 o T

ATAAGGCGCTCGCGCCGCATCCGGCACTGTTGCCAAACTCCAGTGCCGCAATAATGTCGGATGCGATACTTGCGCATCTTATCCGACCTA

REP e REP f ——p
v ¢ Y 0 Y 0 v 4 1800
CACCTTTGGTGTTACTTGGGGCGATTTTTTAACATTTCCATAAGTTACGCTTATTTAAAGCGTCGTGAATT TAATGACGTAAATTCCTGC

4 0 4 0 4 0 0 0 1890
TATTTATTCGTTTGCTGAAGCGATTTCGCAGCATTTGACGTCACCGCTTTTACGTGGCTTTATAAAAGACGACGAAAAGCAAAGCCCGAG

0 Y 0 Y 0 0 5 Y 2070

CATATTCGCGCCAATGCGACGTGAAGGATACAGGGCTATCAAACGATAAGATGGGGTGTCTGGGGTAATATGAACGAACAATAT TCCGCA
MetAsnGluGlnTyrSerAla

0 0 [ 0 0 0 0 0 2160
TTGCGTAGTAATGTCAGTATGCTCGGCAAAGTGCTGGGAGARACCATCARGGATGCGTTGGGAGAACACAT TCTTGAACGCGTAGAAACT
LeuArgSerAsnValSerMet LeuGlyLysValLeuGlyGluThrIleLysAspAlaLeuGlyGluHisIleLeuGluArgValGluThr
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FIG. 3. Nucleotide sequence of the argE gene. The DNA sequence and translated amino acid sequence are shown. The three possible start
codons of argE are underlined. The third one is responsible for the translation start (see Results). The Shine-Dalgarno consensus sequence
is boxed. Restriction sites are shown in boldface type. The REP sequences (numbered from a to f) are indicated with arrows. The single
transitions found in each of the argE(Am) (codon 53) and argE3 (codon 338) genes are shown in boldface type above the nucleotide sequence.

The beginnings of the flanking genes (argC and ppc) are also indicated.

gene should extend nearly to the unique BamHI site on the
pMC?7 plasmid (Fig. 1).

A recent map of the E. coli chromosome (22) suggested
that the oxyR gene was located near the arg operon at 89.4
min; moreover, oxyR has recently been cloned and se-
quenced from the A 4G11 phage (40). Since the deduced
oxyR restriction map perfectly matches that of the pMC7
plasmid from BamHI (bp 6850) to EcoRV (bp 8320), it has
been proposed to map close to the arg operon (3, 45). To
confirm this localization of the oxyR gene, we performed the
following hybridization analysis. An oligonucleotide, whose
sequence was derived from the oxyR DNA sequence (3, 6,
40, 45), was hybridized to either restricted pMC7 plasmid
DNA or restricted chromosomal DNA. As shown in Fig. 2,
the hybridization patterns confirmed that oxyR was indeed
located downstream from the argH gene on the pMC7
plasmid (Fig. 1). The next gene already mapped close to
oxyR is trmA. 1t lies 2 to 3 kb downstream from oxyR on the
next EcoRI fragment, as shown by the restriction map of
pTNO035, a plasmid encoding both the argH and trmA genes
(31). trmA is transcribed counterclockwise (23). This set of
data allows the determination of the entire gene linkage from
ppc (89.4 min) to rpoB (90.4 min), with the exception of the
above 2- to 3-kb EcoRI region. Since the gene encoding
pantothenate kinase (coa4) has been mapped between argH
and rpoB (41), it is tempting to propose that coaAd could
occupy this yet unsolved region. If this is true, this gene
could easily be cloned from A 4G11 and/or E11C11 of the E.
coli \ library of Kohara et al. (21) or from plasmid pTNO035
(31).

Nucleotide sequence of the argE gene region. The nucleo-
tide sequence of the HindIIl (bp —143)-Hincll (bp 3400)
fragment containing the whole argE gene was determined
(Fig. 3). Two open reading frames oriented counterclock-
wise and starting at positions 1359 (396 codons) and 2070
(553 codons) were found. The sequence of the latter open
reading frame, which does not end within the sequenced
fragment, matches the 5’ part of the ppc gene (Fig. 1). The
396-codon open reading frame most probably encodes the
NAO. This conclusion is established further below by the
sequencing of argE mutants.

REP

a se——eeeeCeGCoCooovsceeGCoo——-ohoeGCooossssseGossss
c,e ee——AeeeCGGeoCoosvesssGCoo——speeGCoessscccGoosnsn
b 0 eesessss TeAeeTeossesesoATooosssoe ATosocooosAosoce
d tecsccceTeAseToscosoesATocossoss ATecsccccspeeGoe
£ cescsee eTeAeoTeceeosecsesATACoosssesAToososscshososs

consensus TGCCGCAAYARTGYCGGATGCGRYGCTTGCGCRYCTTATCCGRCCTAC

canonical GCCKGATGCGRCGYNNNNRCGYCTTATCMGGCCTAC

FIG. 4. Extended REP sequences in the argE-ppC intergenic
region. The consensus sequence generated from the six REP units in
the argE-ppc intergenic region is shown. For each REP unit, only
the bases different from the consensus sequence are listed, while
bases identical to the consensus sequence are indicated by dots. A
dash signifies the deletion of a base from the consensus sequence.
The canonical REP sequence (39) is also reported. K = G or T; M
=CorA;R=GorA; Y=CorT.

Nucleotide sequencing of the intergenic argE-ppc region
revealed the occurrence of a triplicated region. Each re-
peated unit was composed of a 57- to 61-bp sequence with
dyad symmetry (Fig. 3). From these three homologous units,
a consensus sequence could be defined (Fig. 4). It matched
the well-known canonical REP (repetitive extragenic palin-
dromic, also called PU [palindromic unit]) sequence, which
is found in the intergenic regions of several operons (18, 39).
The consensus sequence obtained here is 12 bp longer than
the canonical REP sequence (Fig. 3).

Finally, examination of the nucleotide sequence from the
HindIIl site (bp —143 in Fig. 1) to the junction with ppc
confirmed that the chromosomal insertion within A50 oc-
curred in the S gene region and not in the pR one, as
suggested earlier (7). Linkage between ppc and the \ part of
the EcoRI insert occurred roughly 100 bases downstream
from the second Pvull site (bp 100 in Fig. 1) of ppc.

Determination of the translation start of argE. The argE
gene sequence revealed three possible initiator ATG codons
(Fig. 3), of which the third (underlined in Fig. 3) is the best
candidate because of the presence upstream of a well-
located typical Shine-Dalgarno sequence (boxed in Fig. 3).
To prove that this codon (referred to as ATG1) was indeed
the initiation codon of argE, we carried out the following
experiment. The codon preceding ATG1 was mutagenized
into an opal (TGA) one. The NAO activity expressed from
pRSargEop0, the plasmid carrying this opal mutation, was
identical to that expressed from the control pRSargE plas-
mid (Table 2). This result strongly suggested that ATG1 was
the “initiator codon of argE. Furthermore, ATGl was
changed into an amber codon (TAG) to give plasmid pRS
argEaml. As expected, the resulting plasmid was unable to
relieve the arginine auxotrophy of the Su~ strain UF121R,
whereas it conferred an Arg* phenotype on strain PAL3587
(argE3 supE44). In the latter case, the NAO activity in cell
extracts did not exceed 1% of that obtained with pRSargE.
This could be explained by a low efficiency of translation

TABLE 2. Determination of the translation start of argE®

: RSargE NAO relative
Strain gerivat%ve Phenotype” activity (%)°
UFI121R pRSargE Arg* 72
UF121R pRSargEop0 Arg* 100
UF121R pRSargEaml Arg~ 0
PAL3587 pRSargEaml Arg* 0.8
PAL3587(pFam) pRSargEam1 Arg* 63
PAL3587 pRSargE Arg* 83

2 The indicated strains were transformed by the indicated plasmid.

® The Arg* phenotype corresponded to the ability to form colonies on
minimal M9 plates without arginine after 48 h of incubation at 37°C.

€ Cells were grown in LB medium (26) supplemented with 50 pg of
ampicillin per ml. Samples (1 ml) were withdrawn during exponential growth
(optical density at 650 nm of ca. 1). After centrifugation, the cells were
resuspended in buffer A and sonicated. NAO activity was assayed and
normalized to the A,g, of the extract. The NAO activity is indicated as the
percentage of the activity measured with UF121R carrying pRSargEop0 (0.13
U/A 4 unit). One enzyme unit (U) is defined as the amount of enzyme capable
of hydrolyzing 1 pmol of NAO per s in the standard assay.
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initiation upstream from ATG]1 (Table 2). It has already been
reported that a plasmid expressing a tRNAM®t derivative
with an amber anticodon (CUA) allowed translation initia-
tion of the car gene carrying an amber codon as the transla-
tion initiator (42). Similarly, if ATG1 was indeed the initiator
codon, a large increase of the NAO activity should occur
upon introduction of a similar plasmid (pFam in Table 1) in
the strain PAL3587(pRSargEam1). As expected, expression
of this amber tRNAM** caused an increase (80-fold) in the
NAO activity, which became identical to that obtained with
pRSargE (Table 2). That this amber mutation at codon 1 was
much better suppressed by an initiator suppressor tRNA
than by an elongator one confirmed that ATG1 was respon-
sible for the translation initiation of the argE gene.

Cloning and sequencing of the argE3 (Oc) and argE(Am)
mutant genes. Many E. coli strains of genetic interest carry a
mutation mapped in the argE gene and conferring an Arg™
phenotype. Two alleles have been widely used. The argE3
allele, found in strains derived from AB1157 (1), is known to
carry an ochre mutation (19). Another argE mutation, car-
ried by the XA100 derivatives (29), can be suppressed by
amber suppressors. These two mutations could be mapped
by comparing the capacity of a set of DNA fragments
covering the argE open reading frame to cure the argE(Am)
or argE3 mutations of the UF121 and PAL3586 strains. Four
M13 derivatives carrying either the Hpal (bp 3873)-HindIII
(bp 3084) (M13HH1), the HindIII (bp 3084)-Hpal (bp 2790)
(M13HH?2), the Hpal (bp 2790)-Stul (bp 630) (M13HS), or
the Sall (bp 2520)-EcoRI (bp 1170) (M13SE) fragments were
used to infect the recombination-proficient argE strains
UF121 and PAL3586. Infected cells were scored for arginine
prototrophy on M9 minimal medium. For the UF121 strain,
only the cells infected with M13HH1 yielded Arg™* cells at
high frequenc;' (10~*) with respect to the reversion fre-
quency (<107’). The argE(Am) mutation could therefore be
located in the region containing the first 100 codons of argE.
With strain PAL3586, a high efficiency of curing occurred by
using the M13HS and MI13SE phages, thus indicating that
the argE3 mutation lies within the distal 100 codons of argE.

To precisely localize the mutations, we cloned the mu-
tated argE(Am) and argE3 genes from the UF121 and
PAL3586 chromosomes, respectively, by using the polymer-
ase chain reaction technique. As a control, the wild-type
allele was also cloned from the Arg* strain K37 by the same
technique. The amplified genes were cloned in pPBSM13*SK
under the control of the lac inducible promoter, to yield
pBSargXE (fragment from K37), pBSargXEam (fragment
from UF121), and pBSargXE3 (fragment from PAI 3586).
The binding sites for the argR repressor (15) are not present
on the cloned fragments. It was verified that pBSargXE
relieved the Arg auxotrophy of the UF121R strain (Su™)
whereas pBSargXEam and pBSargXE3 did not. In each of

TABLE 3. Purification of NAO

o Amtof  Total Sp act Yield Relative
Purification step protein  activity (U/mg of % purifi-
(mg)? (V)4 protein) (%) cation
Crude extract 520 785 1.5 100
Ammonium sulfate 385 645 1.7 82 1.1
Superose-6 108 570 5.3 73 3.5
Q-Hiload 4.5 392 87.1 52 58

“ Assayed as described previously (4).
® One enzyme unit (U) is defined as the amount of enzyme capable of
hydrolyzing 1 pmol of NAO per s in the standard assay.
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FIG. 5. NAO is a homodimer. (A) Samples containing 300 ng of
either bovine serum albumin (67 kDa; lane 1), purified NAO (lane 2),
or ovalbumin (43 kDa; lane 3) were analyzed by PAGE on an 8 to
25% gradient gel. Lane 4 was loaded with a mixture of molecular
mass markers (152 kDa, E. coli methionyl-tRNA synthetase; 108
kDa, E. coli valyl-tRNA synthetase; 67 kDa, bovine serum albumin;
43 kDa, ovalbumin). (B) Samples containing 300 ng of ovalbumin (43
kDa; lane 1) or purified NAO (lane 2) were analyzed by SDS-PAGE.
Lane 3 was loaded with the low-molecular-mass markers from
Pharmacia (94, 67, 43, 30, 20, and 14.4 kDa).

the three experiments, two independently obtained plasmids
were fully sequenced. The sequence of the argE gene from
K37 was identical to that obtained from the pMC?7 insert.
The argE sequence from pBSargXEam carried a single
mutation with codon GIn-53 (CAG) changed into a TAG
amber codon (Fig. 3). The argE3 allele also showed a point
transition with the GIn-338 CAA codon changed into a TAA
ochre codon (Fig. 3). The latter mutation creates a Dral
restriction site.

Purification and biochemical characterization of the E. coli
NAO. The predicted molecular weight of the argE product
(M, 42,350) is smaller than the one previously measured by
either molecular sieving (M, 62,000 [personal communica-
tion in reference 15]) or analysis by denaturing SDS-PAGE
(M, 52,000 [24]). To investigate this discrepancy, we purified
NAO to homogeneity from the UF121R(pBSargXE) strain,
which overexpresses the NAO activity 600-fold compared
with the PAL123 strain grown under identical conditions.
The purification procedure is described in Materials and
Methods section and is summarized in Table 3. SDS-PAGE
analysis of pure NAO (Fig. 5B) showed that the enzyme
behaves as an M, 42,000 peptide, in good agreement with the

TABLE 4. Biochemical and catalytic properties of NAO

Biochemical property Catalytic property
Quaternary N
M at
stucture. M/ or 80mm ke () K (mM)
promoter (M~* cm™Y)

oy 42,350° 6.14° 101,300° 9,400 + 600 1.56 + 0.32

“ Computed from the amino acid sequence.

% The molar absorption coefficient at 280 mm was deduced from the
measurements of the 4,5, of protein samples and of the protein concentration
in the same samples by the Bradford technique (4) with bovine serum albumin
as a standard.

€ NAO michaelian parameters were derived from iterative nonlinear least
squares fits of the Michaelis-Menten equation to the experimental values.
Confidence limits on the fitted values were determined by 30 Monte Carlo
stimulations, using the experimental standard deviations on individual mea-
surements. The K, value is that of acetylornithine as deduced from initial
reaction rates in the standard assay containing 1 to 40 mM acetylornithine.
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FIG. 6. Alignment of the amino acid sequences of E. coli NAO and Pseudomonas CPG2. Aligned are positions 11 to 228 from NAO (top)
and 43 to 264 from CPG2 (bottom). Symbols: =, strictly conserved, —, conservative replacement.

value calculated from the DNA sequence (M, 42,350). PAGE
analysis under nondenaturing conditions (Fig. 5A) indicated
an apparent molecular weight of 77,000, suggesting that the
protein was a homodimer. The latter conclusion was con-
firmed by the elution profile of NAO on a Superose-6
molecular sieving column (data not shown). The above
properties, as well as the michaelian parameters of the
reaction catalyzed by the purified NAO, are summarized in
Table 4. Note the very high k_, value of the reaction
catalyzed by purified NAO (Table 4).

NAO is homologous to CPG2 and SDPD. An extensive
search for homologies (using the NBRF protein library,
release 27) enabled us to first align the E. coli NAO sequence
with that of a protein originating from Pseudomonas sp.
strain RS-16 (30) and previously reported to be a carboxy-
peptidase G2 (CPG2). In the comparison, 218 amino acids,
corresponding to about two-thirds of the total length of
either polypeptide, could be aligned (amino acids 11 to 228 in
the NAO sequence and amino acids 43 to 264 in the CPG2
sequence). According to the alignment shown in Fig. 6, the
N termini are shifted by 32 residues, in agreement with the
length of the signal peptide of CPG2. Of the 218 aligned
residues, 64 identities (29.4% identity) and 47 conservative
replacements (50.9% similarity) were found. In addition,
hydrophobic cluster analysis (14) of the sequences of the two
proteins suggested similar secondary structures within the
conserved regions (data not shown).

Finally, succinyldiaminopimelate desuccinylase (SDPD;
EC 3.5.1.18) also shared significant homology with NAO
between amino acids 79 and 117 (60.5% identity). The DNA
sequence of the E. coli dapE gene, encoding SDPD, is not
yet published, but is available from the EMBL data bank
with accession number X57403 (submitted by P. Stragier,
Institut de Biologie Physico-Chimique, Paris, France).

DISCUSSION

This study establishes the nucleotide sequence of the argE
gene from E. coli. In vivo mapping of the translation start
site shows that this gene encodes an M, 42,350 polypeptide.
The expressed NAO enzyme behaves as a homodimer under
its native form in vitro. Moreover, NAO is partly identical to

CPG2, a protein originating from a Pseudomonas sp., and
SDPD from E. coli.

Interestingly, the enzymes CPG2 and SDPD are known to
hydrolyze peptidic bonds of substrates possessing the same
consensus structure as the one recognized and cleaved by
NAO, i.e., R;-CO-NH-CH(CH,),-R,)-COOH, and, in the
case of CPG2, to also have a broad substrate specificity (30).
Moreover, the organism (Pseudomonas sp.) from which
CPG2 has been extracted contains an NAO-related activity.
This activity behaves as a Zn**-dependent carboxypeptid-
ase (12). Since CPG2 is also described as a zinc-dependent
enzyme, with an M, of 2 x 43,932, it is tempting to propose
that CPG2 itself corresponds to the NAO activity previously
identified in Pseudomonas extracts.

This conclusion may be of particular interest for the
understanding of the structure-function relationships of
NAO and CPG2. The two enzymatic activities are charac-
terized by the ability to hydrolyze an amino acid with a
relatively broad specificity. The conserved residues shown
in the comparison in Fig. 6, particularly an 18-amino-acid
peptide (positions 106 to 123 in the NAO sequence), also
strongly conserved in SDPD, may therefore have a crucial
role in the hydrolytic activity.

Finally, we wondered whether, reciprocally, E. coli NAO
could express such a carboxypeptidase activity. However,
when using 6 mM N-a-benzoylornithine as the substrate, we
could not show ornithine synthesis in a standard assay
containing up to 1 uM homogeneous NAO. This result may
reflect a hydrolytic specificity of the E. coli NAO narrower
than that of the CPG2 enzyme.
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