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Background:AcnR is an aconitase repressor in the biotechnologically important bacteriumCorynebacterium glutamicum.
Results: Citrate-Mg2� occupies a non-canonical ligand site and lowers the DNA affinity of AcnR.
Conclusion: AcnR is regulated by citrate-Mg2� through a non-canonical binding site.
Significance: AcnR is the first TetR member with potentially two independent ligand binding sites. Identification of citrate-
Mg2� as a ligand is crucial for understanding its physiological role.

Corynebacteriumglutamicum is an important industrial bacte-
rium as well as a model organism for the order Corynebacteriales,
whose citric acid cycle occupies a central position in energy and
precursor supply.Expressionofaconitase,which isomerizes citrate
into isocitrate, is controlled by several transcriptional regulators,
including the dimeric aconitase repressor AcnR, assigned by
sequence identity to the TetR family. We report the structures of
AcnR in two crystal forms together with ligand binding experi-
ments and in vivo studies. First, there is a citrate-Mg2� moiety
bound in both forms, not in the canonical TetR ligand binding site
but rather in a second pocketmore distant from the DNA binding
domain. Second, the citrate-Mg2� binds with aKD of 6mM, within
the range of physiological significance. Third, citrate-Mg2� lowers
the affinity of AcnR for its target DNA in vitro. Fourth, analyses of
several AcnR point mutations provide evidence for the possible
involvementof the corresponding residues in ligandbinding,DNA
binding, and signal transfer. AcnR derivatives defective in citrate-
Mg2� binding severely inhibit growth ofC. glutamicum on citrate.
Finally, the structures do have a pocket corresponding to the
canonical tetracycline site, and although we have not identified a
ligand that binds there, comparison of the two crystal forms sug-
gests differences in the region of the canonical pocket that may
indicate a biological significance.

Corynebacterium glutamicum is a non-pathogenic, predom-
inantly aerobic Gram-positive soil bacterium that can excrete
glutamate (1) and is used industrially for the large scale produc-

tion of amino acids, in particular L-glutamate (about 2.16 mil-
lion tons/year) and L-lysine (about 1.48 million tons/year).
Because the world market for amino acids is continuously
increasing, there are ongoing efforts to improve production
strains and processes (2). C. glutamicum has also gained inter-
est as a model organism for the order Corynebacteriales, which
includes the human pathogens Corynebacterium diphtheriae
and Mycobacterium tuberculosis. A wealth of knowledge on
C. glutamicumhas been summarized in a handbook (3) and two
monographs (4, 5). The citric acid (tricarboxylic acid, TCA)5
cycle of C. glutamicum has been studied intensively because of
its importance in energy metabolism and in the production of
the amino acid precursors oxaloacetate and 2-oxoglutarate (6,
7). Because substrate carbon is lost as carbon dioxide in the
TCA cycle, regulation of the carbon flux through this cycle is of
special interest for biotechnological production processes.
AcnR was identified as the first transcriptional regulator of a
TCA cycle enzyme in C. glutamicum and functions as a repres-
sor of acn, which is to date its only known target gene (8). AcnR
is conserved in all corynebacteria and mycobacteria and binds
as a dimer to an imperfect inverted repeat (5�-CAGAACGCT-
TGTACTG-3�) located within the �10/�35 region of the acn
promoter. Comparison with the acn promoter region of other
species identified a consensus binding motif (CAGNACnnnc-
GTACTG). An acnR deletionmutant grows slightly faster than
the wild type on glucose or acetateminimalmedium and has an
increased aconitase activity (5.3-fold higher on glucose and 1.9-
fold higher on acetate).When cultivated in amediumwith a low
iron content, overproduction of aconitase in the acnR mutant
causes iron limitation (8).
Aconitase is the second enzyme in the TCA cycle and cat-

alyzes the stereospecific isomerization of citrate to isocitrate via
cis-aconitate (9, 10) and is also involved in the glyoxylate and
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the methylcitrate cycles (6). In the latter, it catalyzes the con-
version of 2-methylaconitate to 2-methylisocitrate. In contrast
to organisms such as Escherichia coli (11), C. glutamicum pos-
sesses only a single aconitase containing a [4Fe-4S] cluster,
which is crucial for catalytic activity and which is highly oxy-
gen-sensitive (10, 12). Previous studies revealed that the flux
through the TCA cycle (13) as well as the aconitase activity
differs significantly in cells grown on different carbon sources
(aconitase activity on glucose, 0.20 � 0.05 unit mg�1; propio-
nate, 0.47 � 0.13 unit mg�1; citrate, 0.53 � 0.08 unit mg�1;
acetate, 0.82 � 0.08 unit mg�1), suggesting that the aconitase
reactionmight represent a rate-limiting step in this cycle (8). In
addition, an aconitase deletion mutant faces strong selection
pressure to lose citrate synthase activity, probably caused by
high intracellular citrate concentrations (12). This explains the
tight regulation of acn in C. glutamicum by at least four differ-
ent regulators, AcnR, RipA (14), RamA (15), and GlxR (16).
RipA is part of the iron homeostasis control system and
represses transcription of acn under iron starvation conditions
(17). Activation ofacn transcription byRamAduring growth on
acetate is probably required to allow for an increased flux
through the TCA cycle on this substrate (13, 18). The cAMP
sensorGlxR is a global transcriptional regulator that controls at
least 150 genes in a broad functional context (19, 20) with a
function in global coordination of metabolism.
AcnR belongs to the TetR family of dimeric transcriptional

regulators (21), whose members contain an N-terminal DNA-
binding domain (DBD) and a C-terminal dimerization and
ligand-binding domain (LBD) (22). Although there are large
differences in the LBD,which allow for the response to different
ligands, the sequence and structure of the DBD are highly con-
served. Although several three-dimensional structures of TetR-
type regulators have been determined, there are only four
examples where all three functional forms (free protein, com-
plex with operator, and complex with effector) are known:
E. coli TetR (23, 24), Staphylococcus aureus QacR (25, 26),
C. glutamicum CgmR (27, 28), and Streptomyces antibioticus
SimR (29, 30). It is assumed that binding of a ligand to the LBD
causes AcnR to be released from the DNA, allowing the expres-
sion of the aconitase gene. Although a large number of putative
effector compounds were tested, no ligand of AcnR was identi-
fied in previous studies (8).
Current structures of TetR family proteins reveal the evolu-

tion of two different types of binding pockets. In the first, the
two symmetric subunits contribute to form a single large
pocket, whereas the second contains two independent symmet-
rically located smaller pockets, one within each subunit. This
latter site, where tetracycline binds in TetR, we will refer to as
the canonical site. The nature of the ligand is critical for under-
standing the regulatory mechanism and physiological function
of AcnR, and we initiated structural studies with the aim of
establishing its identity (31). Here, we present crystal structures
of AcnR showing that citrate-Mg2� binds to a quite different
non-canonical pocket. The affinity of the citrate-Mg2�, mea-
sured using surface plasmon resonance, is shown to be within
the biologically relevant range. The presence ofMg2� is strictly
required for citrate binding to AcnR, which significantly lowers
the affinity of AcnR for DNA. Although AcnR does contain a

bigger canonical pocket similar to that of the tetracycline site in
TetR, this site is empty in our structures. Finally, we relate the
properties of a set of AcnR variants to our structural and bio-
chemical studies.

EXPERIMENTAL PROCEDURES

Bacterial Strains, Plasmids, and Growth Media—All strains
and plasmids used are listed in supplemental Table S1. For plas-
mid-harboring strains, the medium was supplemented with 25
mg liter�1 (C. glutamicum) or 50 mg liter�1 (E. coli) kanamy-
cin. For induction of target genes cloned into the expression
plasmid pEKEx2 or pAN6, isopropyl-�-D-thiogalactopyrano-
side was used in concentrations as specified. For cloning pur-
poses, E. coli DH5� was used and grown at 37 °C in lysogeny
broth (LB) (32).
Recombinant DNA—The enzymes for recombinant DNA

work were obtained from New England Biolabs (Frankfurt,
Germany) or Fermentas (St. Leon-Rot,Germany). The oligonu-
cleotides were obtained fromOperon (Cologne, Germany) and
are listed in supplemental Table S2. Routine methods such as
PCR, restriction, and ligation were performed using standard
protocols (32). Chromosomal DNA of C. glutamicum was pre-
pared as described previously (33). E. coli plasmids were iso-
lated using the QIAprep spin miniprep kit (Qiagen, Hilden,
Germany). E. coliwas transformed using the RbClmethod (34).
The plasmid pET-TEV-AcnR was constructed as follows.

The AcnR coding region was amplified by PCR using the oligo-
nucleotides acnR-Krist-for-NdeI and acnR-Krist-rev-XhoI and
chromosomal DNA of C. glutamicum ATCC 13032 as tem-
plate. After digestion with NdeI and XhoI, the PCR product
was cloned into the expression vector pET-TEV cut with the
same restriction enzymes. The pET-TEV-AcnR-encodedAcnR
derivative contained 29 additional N-terminal amino acids
(MGSSHHHHHHHHHHDYDIPTTENLYFQGH), of which,
after cleavage with tobacco etch virus (TEV) protease, only
three additional amino acids (GHM) remained at the N
terminus.
The plasmid pET-TEV-MtAcnR was constructed according

to pET-TEV-AcnR, using the oligonucleotides Mt_AcnR_
NdeI_fw and Mt_AcnR_XhoI_rv and chromosomal DNA of
M. tuberculosis strain H37rv as template. For the plasmid
pMal-c-MtAcnR, the acnR gene of M. tuberculosis and the
codons of the TEV cleavage site were amplified using the oligo-
nucleotides TEV-site-Eco-fw and Mt_AcnR_XbaI_rv and the
plasmid pET-TEV-MtAcnR as template. After digestion with
EcoRI and XbaI, the PCR product was cloned into the plasmid
pMal-c cut with the same restriction enzymes. The MtAcnR
derivative encoded by this plasmid contains the maltose-bind-
ing protein of E. coli at its N terminus, which can be cleaved off
by TEV protease as described above.
Site-directed Mutagenesis—Plasmids which code for C. glu-

tamicum AcnR variants with single amino acid exchanges
(C23A, K43A, K55A, E65A, D66A, R69A,M70A,M86A, R92A,
W95A, R99A, K104A, D119A, R130A, R141A, D143A, D158A,
E181A, and R185A) were constructed with theQuikChange XL
site-directed mutagenesis kit (Stratagene) using the plasmids
pEKEx2-acnR-C-Strep or pET-TEV-AcnR as template and the
oligonucleotides listed in supplemental Table S2. pEKEx2-
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acnR-C-Strep is an E. coli/C. glutamicum shuttle plasmid and
allows overproduction of an AcnR derivative containing 10
additional C-terminal amino acids (LEWSHPQFEK), including
a StrepTag-II sequence. The StrepTag-II allows for affinity
purification of AcnR by StrepTactin affinity chromatography
(35).
Overproduction and Purification of AcnR andMutated Vari-

ants byNickel Chelate Affinity Chromatography—Thiswas car-
ried out as described earlier (31). In contrast to our earlier stud-
ies (8), tag-free AcnRwas used here for all experiments because
(i) AcnR proved to be more stable over longer time periods
without the tag; (ii) although the tag did not interferewithDNA
binding, it might influence ligand binding to AcnR; and (iii)
crystallization trials with His-tagged AcnR were not successful.
Purification of AcnR and Variants by StrepTactin Affinity

Chromatography—Overexpression and purification were per-
formed as described previously (36). Subsequently, gel filtration
was performedwith a SuperdexTM 200 10/300GL column con-
nected to an ÄktaTM FPLC system using the same buffer as for
the His tag derivative. The mutant derivatives of AcnR were
concentrated to 0.07–0.27mgml�1 and stored frozen as for the
wild-type protein.
Purification of MtAcnR by Maltose-binding Protein Affinity

Chromatography—Overexpression using the plasmid pMal-c-
MtAcnR was performed as described for pET-TEV-AcnR
except that after induction, the cells were further cultivated at
15 °C overnight. The cells from 50 ml of culture were resus-
pended in 4 ml of buffer M (50 mM Tris-HCl, pH 8.0, 500 mM

NaCl)/g of cells, and protease inhibitorwas added (10�l each of
100 mM phenylmethanesulfonyl fluoride and 100 mM diisopro-
pyl fluorophosphates perml of cell suspension). Cell disruption
and cell extract preparation were performed as described
above. An amylose resin (New England Biolabs) column with a
bed volume of 5 ml was equilibrated with buffer M. The cell
extract was applied onto the column, followed by washing with
20 ml of buffer M. Elution was performed with buffer M addi-
tionally containing 10 mM maltose.
Crystallization, Data Collection, and Structure Solution—

AcnR was crystallized as described previously (31). In brief,
crystals were obtained with protein concentrated at 26.5 mg
ml�1 incubated with 5mM sodium citrate and 5mMMgCl2 and
set up in 300� 300-�l drops of 1 M ammonium phosphate, 100
mM sodium citrate, pH 4, and optimized. Data were collected
on two native crystals, one on beamline I02 at the Diamond
Light Source and another on beamline ID-29 at the European
Synchrotron Radiation Facility (ESRF). Integration and scaling
of the imageswith iMOSFLM (37, 38) and SCALA (39) revealed
that there were two crystal forms, both in Laue group Pmmm,
which differ by a doubling of the c axis in Form II. Subsequent
calculations were carried out with programs from the CCP4
suite (40) unless otherwise indicated. Form I is in space group
P21212 with data to 1.9 Å spacing with one protomer per asym-
metric unit, and Form II is in P212121 with data to 1.6 Å with a
dimer in the asymmetric unit. The two independent protomers
in the Form II crystal have significant conformational differ-
ences in the canonical pocket (see below).
A heavy atom derivative was obtained (31) using 2 mM

KAu(CN)2. Data were collected to 2.55 Å resolution on beam-

line ID14-1 at the ESRF and processed using HKL2000 (41).
The derivative was isomorphous with the Form I native. The
structure was solved by SADwith SHELXC/D/E (42), and auto-
matic model building with BUCCANEER (43) gave 90% of the
residues. Rebuilding and refinement were done with COOT
(44) and REFMAC (45) to final Rwork/Rfree of 19.4/26.3%.
The resulting model was used for the refinement of Form I

and for molecular replacement using PHASER (46) to solve the
native Form II. The proteinwasmodeled for residues�11–187,
with the last visible residue at each end varying slightly between
the three crystals. The Form I and II nativemodels were refined
toRwork/Rfree of 19.4/24.6% and 14.1/20.5%, respectively. For all
three structures, all residues are in the allowed region of the
Ramachandran plot (47). A summary of the data and refine-
ment statistics is shown in Table 1.
ElectrophoreticMobility Shift Assay (EMSA)—Thebinding of

AcnR or variants to the acn promoter of C. glutamicum was
tested. A 340-bp DNA fragment covering the acn promoter
region was amplified by PCR using chromosomal DNA of the
C. glutamicum ATCC 13032 strain as template and the oligo-
nucleotide pair acn-Prom-5-for/acn-Prom-3-rev for unlabeled
DNA and Cy3-acn-Prom-5-for/Cy3-acn-Prom-3-rev (343 bp)
for Cy3-labeled DNA. The promoter region of cg1848, which
served as nonspecific DNA for the competition experiment,
was amplified using the oligonucleotide pair NCgl1580-for/
NCgl1580-rev and chromosomal DNA of the ATCC 13032
strain as template. For the EMSAs with MtAcnR, theM. tuber-
culosis aconitase promoter region was amplified using the oli-
gonucleotides Mt_Acn_Prom_fw and Mt_Acn_Prom_rv and
chromosomal DNA of M. tuberculosis strain H37rv as tem-
plate. In a second PCR using the oligonucleotides Cy3-acn-
Prom-5-for and Mt_Acn_Prom_rv and the product from the
first PCR as template, the DNA was labeled with Cy3 for
detection.
The products were purified with a PCR purification kit

(Qiagen, Hilden, Germany) and eluted in EB buffer. Purified
AcnR protein was incubated with the DNA fragment in a total
volume of 20 �l. 9 ng of the Cy3-labeled DNA fragment corre-
sponding to a final concentration of 2 nM was used for the
EMSAs. Unless otherwise stated, the binding buffer contained
10 mM Tris-HCl, pH 7.5, 50 mM NaCl, 5% (v/v) glycerol, and
0.005% Triton X-100. The reaction mixtures were incubated at
room temperature for 20 min and then loaded onto 10% native
polyacrylamide gels.
When putative effectors were tested, AcnR was first incu-

bated with the compound for 20 min at room temperature,
followed by the addition of theDNA and a further 20-min incu-
bation. Before loading onto the gel, 4�l of loading buffer (0.01%
(w/v) xylene cyanol blue, 0.01% (w/v) bromphenol blue, 20%
(v/v) glycerol, 10% (v/v) 10� TBE (890 mM Tris base, 890 mM

boric acid, 20 mM EDTA)) was added to each sample. Electro-
phoresis was performed on ice at 180 V for 1.5 h using 1�TBE.
The EMSAs with citrate-Mg2� were performed with loading
and running buffer lacking EDTA.
The gels were subsequently scanned using a Typhoon TrioTM

scanner (GEHealthcare). For determination of the apparentKD
values, the fluorescence intensity of the bands corresponding to
unbound and protein-bound DNA was quantified using
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ImageQuant software (GEHealthcare), followed by calculation
of the percentage of bound DNA. These values were plotted
against the AcnR concentration in log10 scale, and a sigmoidal
fit was performedusing theOrigin 7 software (OriginLabCorp.,
Northampton,MA), taking intoaccount the errorbars aswell as 0
and 100% shifted DNA as asymptotes. The turning point of the
curve was defined as the apparentKD value.
Surface Plasmon Resonance—Experiments were conducted

using a Biacore T200 (GE Healthcare). Purified AcnR was
immobilized through standard amine coupling methods to a
CM5 S-series sensor chipwith the protein in running buffer (20
mMTris-HCl, pH7.4, 50mMNaCl, 0.001%Tween 20). The final
amount of protein on the chip accounted for �4900 RU, allow-
ing a theoretical maximum signal of �44 RU for citrate alone
with a 1:1 binding stoichiometry with AcnR protomers. AcnR
was titrated using 2-fold serial dilutions of citrate and citrate-
Mg2�, providing 12 data points with 40 mM being the highest
concentration. Allmeasurementswere conducted at 25 °C. The
binding profiles were fit globally to a 1:1 interaction model
using the responses at equilibrium. The response data were
processed with BIAevaluation software using a reference sur-
face to correct for any bulk refractive index changes and blank
injections for double referencing. The titration was repeated
three times and showed consistent results.
Growth Experiments with Strains Containing Mutational

Variants of AcnR—C. glutamicum �acnR was transformed
with pEKEx2 plasmids encoding the native protein or one of the
mutational variants under the control of the Ptac (48). This pro-
moter is leaky and leads to a low level expression of the desired
protein in C. glutamicum without induction by isopropyl-�-D-
thiogalactopyranoside. 5 ml of brain-heart infusion broth
(Difco) was inoculated with a colony from a fresh brain-heart

infusion broth agar plate and incubated over 1 day at 30 °C and
170 rpm. Cells of this preculture were washed once in phos-
phate-buffered saline (PBS; 137 mM NaCl, 2.7 mM KCl, 4.3 mM

Na2HPO4, 1.4 mM KH2PO4, pH 7.3) and used to inoculate the
second preculture, consisting of 20 ml of CGXII minimal
medium (49) supplemented with 3,4-dihydroxybenzoate (30
mg liter�1) as iron chelator and glucose (111 mM) as carbon
source. Cells from the second preculture were used to inoculate
the main cultures to an A600 of 1 in 48-well FlowerPlates�,
whichwere subsequently incubated at 30 °C, 95%humidity, and
1200 rpm in a BioLector� (m2p-labs, Baesweiler, Germany).
The wells contained 750 �l of CGXII minimal medium with
either glucose (111 mM) or citrate (50 mM sodium citrate plus 5
mM CaCl2) as carbon source (50). Growth of the BioLector�
cultures was monitored by measuring the back-scatter at 620
nm with gains of 10, 15, and 20, respectively. All growth media
were supplemented with 25 mg liter�1 kanamycin.

RESULTS

Affinity and Specificity of the AcnR-Operator Interaction—
EMSA experiments with AcnR and Cy3-labeled operator DNA
(Fig. 1A) gave an apparent KD of 7.7 � 0.9 nM for the binding of
dimeric AcnR to its operator by plotting the percentage of
shifted DNA versus the AcnR concentration from five inde-
pendent experiments. Binding of AcnR toCy3-labeled operator
DNAwas inhibited by the addition of unlabeled operator DNA
but not by the addition of a control DNA (468-bp fragment
covering the promoter region of cg1848) (Fig. 1B). These results
confirm the specificity of the AcnR-operator interaction.
Initial Search for the Effector of AcnR—Citrate was consid-

ered as a prime candidate but showed no effect or only a very
weak effect on DNA binding even when added to the gel and

TABLE 1
Data collection and refinement statistics
Values in parenthesis correspond to the high resolution shell.

Au derivative Native Form I Native Form II

Data collection
Source ESRF ESRF Diamond Light Source
Beamline ID14–1 ID-29 I02
Wavelength (Å) 0.9334 1.0032 0.9795
Space group P21212 P21212 P212121
Cell dimensions a, b, c (Å) 34.14, 72.88, 73.25 34.64, 72.73, 73.20 34.21, 72.79, 145.57
Resolution (Å) 2.54 (2.58-2.54) 1.9 (2.00-1.90) 1.65 (1.74-1.65)
Rmerge 0.073 (0.149) 0.137 (0.658) 0.082 (0.436)
I/�I 47.9 (21.9) 10.0 (3.6) 9.4 (2.7)
Completeness (%) 100 (100) 99.3 (99.9) 99.6 (99.2)
Redundancy 8.8 (8.4) 6.0 (6.2) 4.5 (4.5)

Refinement
No. of unique reflections 6461 14,286 44,662
Rwork/Rfree 19.8/26.3 19.4/24.6 14.15/20.48
Protein residues 176 174 354
Residues modeled 11-186 13-186 A, 11-186; B, 11-187
Ligand/ion 4 2 9
Water 49 102 353
B-factors (Å2)
Protein 21.5 27.9 20.8
Ligand/ion 32.2 23.0 22.8
Water 24.5 37.8 37.4

r.m.s. deviations
Bond lengths (Å) 0.016 0.019 0.021
Bond angles (degrees) 1.355 1.956 1.620

Ramachadran plot (%)
Preferred regions 97.70 98.81 97.89
Allowed regions 2.3 1.19 2.11
Outliers 0 0 0

Protein Data Bank codes 4AC6 4AF5 4ACI
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the running buffer (data not shown). An extensive set ofmetab-
olites and cofactors was subsequently tested, including cis-
aconitate, isocitrate, 2-methylcitrate, 2-methyl-cis-aconitate,
acetate, acetyl-CoA, fumarate, oxaloacetate, propionate, succi-
nyl-CoA, glucose 6-phosphate, L-glutamate, L-glutamine, a
combination of all 20 amino acids, ADP, AMP, ATP, NAD�,
NADH, NADP�, or NADPH. However, none had an inhibitory
effect on DNA binding under the chosen conditions.

Site-directed Mutagenesis—To identify residues involved in
binding toDNA and to potential ligands, AcnR derivatives with
single amino acid substitutions were constructed. For the first
set (K43A, K55A, and K104A), gel filtration profiles showed
that all three still formed dimers but that the ratio of aggregated
to dimeric protein was significantly higher for K55A and
K104A. EMSAs revealed that the DNA binding affinity was
slightly reduced for K104A and almost completely abolished
for K43A and K55A. A second set of variants with amino acid
substitutions was created based on the structure and will be
described below.
Structure of AcnR—We report the structure in two crystal

forms, Form I with one subunit and Form II with a dimer in the
asymmetric unit. The overall fold is similar in both forms.
Crystal Form I—The structures of the native protein and of

the heavy atom derivative were solved in this form. The struc-
ture shows a typical dimeric TetR-type repressor, where each
protomer is all-� with nine �-helices, arranged as a C-terminal
dimerization LBD and an N-terminal DBD (Fig. 2) (reviewed in
Ref. 22). TheDBD is a three-helix bundle formed by�1,�2, and
�3 stabilized by hydrophobic helix-to-helix contacts. Residues
1–11 (or 13 in the native protein) preceding �1 are disordered.
�2 and �3 form the helix-turn-helix (HTH) motif responsible
for DNA binding, �3 being the “recognition” helix responsible
for the sequence-specific binding (21). Conserved TetR family
residues in thismotif form thehydrophobic core or are involved
in DNA binding. The recognition helix is strictly conserved in
the AcnR subfamily (Fig. 3), and it has a high positive electro-
static potential that contributes toDNAbinding (Fig. 4A). It has
been suggested that theN terminus of�4 could formpart of the
DBD because it moves together with it as a rigid unit in molec-

FIGURE 1. Analysis of AcnR-DNA interaction by EMSAs. A, determination of
the apparent KD for the binding of AcnR to its operator in the acn promoter. A
2 nM concentration of a Cy3-labeled DNA fragment covering the promoter
region of acn was incubated with increasing concentrations of AcnR and ana-
lyzed as described under “Experimental Procedures.” An apparent KD of 7.7 �
0.9 nM was determined for dimeric AcnR. B, competition experiment with
specific and nonspecific DNA (unlabeled), 2 nM Cy3-labeled DNA of the acn
promoter, and 25 nM AcnR dimer. Specific DNA was unlabeled acn promoter
DNA (10 nM, 40 nM, 100 nM), and nonspecific DNA was a 468-bp fragment
covering the promoter region of cg1848 (10, 40, and 100 nM).

FIGURE 2. The AcnR fold. A, stereo view of the AcnR protomer color-ramped from red to dark blue. B, the AcnR dimer in Form I generated by the crystallographic
2-fold symmetry axis, colored by chain. In B, the citrate-Mg2� is shown with a space-filling representation. Figs. 2–5 were created using CCP4mg (62).
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ular dynamics simulations (51). �4 also contains residues such
as the conserved Lys-55 (AcnR numbering), which has been
demonstrated to contribute a substantial part of theDNAbind-
ing energy in TetR (22). Because AcnR binds DNA at an
inverted repeat, the distance between the two HTH motifs in
the dimer should be �34 Å when bound to two adjacent major
grooves of DNA. The center-to-center distance in crystal Form
I between the C� of Phe-52 (at the center of the recognition
helix) is somewhat longer, �42 Å, but TetR-type regulators
undergo significant conformational changes upon binding
DNA, in addition to the significant changes between free and
ligand-bound forms. Indeed, the distance is 40 Å in apo-TetR
(52). The interactions between the DBD and LBD involve the
C-terminal part of �1 with �4 and �6 of the LBD and are con-
served across the TetR family.
The LBD is responsible for dimerization and ligand binding

and is formed by �4–�9. Although its sequence is poorly con-
served (Figs. 3 and 4B), it has a common structural core in all

TetR-type regulators (22), involving a core triangle formed by
three helices (�5, �6, and �7) around which the other elements
fold. This triangle is conserved in AcnR, with �7 being signifi-
cantly bent at Ser-121. �4 runs parallel to �7 at the front of the
triangle contacting the DBD, whereas �8 runs parallel to �5 at
the back of the triangle, and �9 runs antiparallel to �8. The
dimerization interface is formed by a four-helix bundle made
up of �8 and �9 positioned orthogonally to their counterparts
in the other subunit, which buries a surface area of 1572 Å2

calculated with PISA (53).
The Distal Pocket, a Citrate-Mg2� Binding Site in an Unex-

pected Location—The structure revealed the presence of a cit-
rate-Mg2� moiety in both subunits of both crystal forms at a
site not seen in previous TetR-type repressors (Fig. 5). Based on
its distance to theDBD, this will be termed the distal (D) pocket
in contrast to the expected canonical TetR site, termed the
proximal (P) pocket. The small D pocket is formed by the loop
between�4 and�5 and helices�7,�8, and�9 and has a volume

FIGURE 3. Sequence alignment of AcnR homologues. The conserved residues are highlighted in dark gray, whereas residues with similar physico-chemical
properties are boxed in white. The residues hydrogen-bonding the citrate and magnesium ion are highlighted with a star.
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of �450 Å3. The ligand is positioned with its apolar carbon
atoms pointing to the hydrophobic interior and the polar atoms
facing the outer side of the pocket. The back of the pocket is
formed by hydrophobic residues, including Leu-153, Leu-131,
Leu-149, Val-184, and Met-140. The outer part is formed by
polar residues (Asn-134, Arg-130, Glu-181, and Arg-185),
which bind to themagnesium ion and the polar carboxyl groups
of the citrate. The citrate oxygens form hydrogen bonds to the
main chain amide groups from residues Leu-79 and Val-80 and
to a water molecule. The magnesium ion is octahedrally coor-
dinated by three oxygens of the citrate, two water molecules,

and the Glu-181 carboxyl oxygens (Fig. 5, A–C). All residues in
the D pocket involved in contacts with the citrate-Mg2� are
conserved in other Corynebacteriales family members, includ-
ing M. tuberculosis and C. diphtheriae (Figs. 3 and 4). This,
togetherwith the high specificity of the interactions and the fact
that citrate is the substrate of aconitase, strongly suggests that
the complex has biological relevance. Furthermore, the cavity has
a high positive electrostatic potential, well suited to accommodate
a molecule with negative charges, such as citrate (Fig. 4C).
In the derivative structure, four gold ions bind to each

protomer. One displaces the citrate-Mg2� bound in the native

FIGURE 4. Electrostatic potential and residue conservation in the AcnR DNA binding region (A) and pockets (B and C). The protein is displayed as a surface
colored by residue conservation (top) and electrostatic potential (bottom). Residue conservation ranges from fully conserved in purple to not conserved (cyan).
Citrate (green carbons) is shown as cylinders in C.

FIGURE 5. The citrate binding distal pocket. A, stereo view with the citrate and residues contacting the citrate or magnesium depicted as cylinders. The
2Fo � Fc map contoured at the 1� level is shown for the citrate-Mg2�. B and C, two views of the citrate-Mg2� bound in the pocket of AcnR with the protein
surface displayed to emphasize the shape of the pocket. D, superposition of the heavy atom derivative and native Form I structures. The 2Fo � Fc map at 1� is
shown for the gold ion. The gold in the derivative crystal displaces the citrate-Mg2�.

The Structure of C. glutamicum AcnR

15806 JOURNAL OF BIOLOGICAL CHEMISTRY VOLUME 288 • NUMBER 22 • MAY 31, 2013

 at U
N

IV
 D

E
 Z

A
R

A
G

O
Z

A
 on O

ctober 29, 2020
http://w

w
w

.jbc.org/
D

ow
nloaded from

 

http://www.jbc.org/


structures (Fig. 5D). This displacement by the gold cyanide sug-
gested only a moderate binding constant for the citrate-Mg2�.
The second gold is positioned in the DBD and the two others in
the LBD.
Crystal Form II—There is a dimer in the asymmetric unit,

made up of subunits A and B. Subunit A is very similar to the
protomer seen in Form I, and superposition using SSM (54)
showed an r.m.s. deviation over 177 equivalent C� atoms of
�0.4 Å. In contrast, subunit B shows significant local differ-
ences with an overall r.m.s. deviation of equivalent C� positions
of�1Å from chainAor fromForm I. Themajor differences are
in the loop between �5 and �6 in the LBD and the relative
position of the DBDwith respect to the LBD (Fig. 6). The DBDs
of both subunits superpose with an r.m.s. deviation of 0.5 Å, but
the position relative to the LBD has changed by �2 Å. The
electron density for �3 in this subunit is weak, with the side
chains of the aromatic residues being poorly defined. This
could be due to disorder in the crystal but more likely reflects
flexibility between the domains. The distance between theC� of
Phe-52 in the two subunits in this form is 42.6 Å, similar to that
in Form I. The structures have been deposited in the Protein
Data Bank with codes 4AF5 (Form I), 4AC6 (Form I Au deriv-
ative), and 4ACI (Form II).
A Possible Canonical P Pocket—There is a cavity in each sub-

unit roughly corresponding to the canonical tetracycline bind-
ing site in TetR. In all of the AcnR subunits in native Forms I
and II, this P pocket is empty. Although the P pocket is located
at roughly the same place between the three core helices in the
various TetR-type repressors for which structural data are
available, the exact position of the ligands and size and shape of
the pockets varies, reflecting the lack of sequence and hence
local structure conservation. In Form I, the P pocket is large,
with a volume of 1200 Å3 calculated with CASTp (55). The
entrance is on the opposite side to that of the D pocket and is
formed by �6–�8 and the loop between �8� and �9� from the
other subunit. Residues in the entrance are mainly hydrophilic,
whereas the inner part of the pocket is lined with hydrophobic
residues. Electrostatic calculationswith the PBEQ-solver server
(56), which uses the CHARMM force field, shows that the cav-
ity has a slightly negative charge (Fig. 4B). Sequence alignments

indicate that although Asp-66 and Trp-116 in site D are con-
served (Fig. 3), the rest of the pocket lacks conserved residues.
In the LBD of Form 2, one protomer has part of �6 unwound

and shifted toward the center of the canonical P pocket by 3 Å,
closing it. This change in volume of the P pocket would be in
keeping with the binding of a hypothetical ligand. The presence
of two distinct binding sites per subunit would represent a new
feature not seen before in TetR-type regulators and would
imply a complex regulatory mechanism, but we should empha-
size that we presently only have experimental evidence for the
binding of citrate-Mg2� and not of a second ligand.
Binding Affinity of Citrate-Mg2�—Having observed the pres-

ence of citrate-Mg2� in the D pocket with highly specific com-
plementary interactions with conserved residues, we pro-
ceeded to measure the affinity constant using surface plasmon
resonance. Maximum theoretical signals of �44 and �50 RU
for citrate and citrate-Mg2� were expected, respectively, for a
1:1 stoichiometry with an AcnR protomer. The results indi-
cated clear binding of citrate-Mg2� to AcnR in a 1:1 ratio with
a signal of �60 RU, whereas citrate alone did not show any
measurable binding (even at 40 mM). A 1:1 Langmuir model
gave a good fit based on the sum of the square residuals (�2),
indicating a KD of 6 mM (Fig. 7), within the range of biological
significance. ForE. coli, an intracellular citrate concentration of
2 mM has been reported (57), and higher concentrations are
likely when, for example, aconitase activity is limiting.We con-
clude that citrate-Mg2� is likely to contribute to AcnR regula-
tion in vivo.
EMSA Studies with Citrate-Mg2�—Because surface plasmon

resonance measurements showed Mg2� to be strictly required
for binding of citrate, the EMSA studies were repeated using
buffers lacking EDTA and revealed that the affinity of AcnR for
DNA is reduced when both Mg2� and citrate are present (Fig.
8A). Fig. 8B shows the reversibility of the citrate-Mg2� effect
upon DNA binding for removal of Mg2� with EDTA. In addi-
tion, citrate-Ca2�was tested but did not change theDNAbind-
ing affinity of AcnR (results not shown).
The Mutated AcnR Variants—A number of conserved

charged residues were mutated to alanine to probe their func-
tional relevance. Several of these exchanges were made in

FIGURE 6. Different states of the AcnR repressor. Left, scheme of the different functional forms found in TetR repressor and those found in this work for AcnR.
Right, comparison of the two independent AcnR protomers in the asymmetric unit (blue and coral) in crystal Form II. The two protomers are superposed, and
the movements of �6 and the DBD relative to the LBD are evident.
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advance of the three-dimensional structure, but their proper-
ties can now be assessed in structural terms. A summary of
these results is given in Table 2.
Mutations in the DNA-binding Region—Mutein K55A shows

no binding to the acn promoter even at concentrations up to
770 nM, indicating either a crucial role for DNA binding or
defects in folding. It is located at the beginning of �4, is equiv-
alent to Lys-48 inTetR, and is themost conserved residue in the
TetR family, forming conserved hydrogen bonds with the car-

bonyl oxygen atoms at positions 22 and 25 (positions 29 and 32
in AcnR). In addition, it is proposed to form a salt bridge with
theDNAphosphate backbone. Lys-43 is not conserved, but it is
located between �2 and �3 at the dimer interface and might be
involved in the recognition of the specific binding sequence. Its
mutation has only a minor effect on DNA binding, but it might

FIGURE 7. Surface plasmon resonance titration of citrate-Mg2� over AcnR. Left, sensorgram showing responses at the different ligand concentrations.
Right, 1:1 ratio Langmuir curve fitted to the resulting responses.

FIGURE 8. Bandshifts showing the effect of citrate-Mg2� on AcnR-DNA
binding. A, influence of Mg2� and citrate on AcnR-DNA binding, separately
and in combination. A 2 nM concentration of a Cy3-labeled DNA fragment
covering the promoter region of acn was incubated with AcnR, Mg2�, and/or
citrate as indicated. Only if both citrate and Mg2� are added can a backshift be
observed. B, reversibility of the citrate-Mg2� effect. AcnR was incubated with
DNA in binding buffer. A sample was taken (2), and the remaining complex
was supplemented with Mg2� and citrate. After a further 5 min, another sam-
ple was taken (3). EDTA was added, and another sample was taken after 5 min
(4). C, influence of citrate-Mg2� on mutational variants of AcnR. Arg-130 is
involved in citrate binding, and the R130A variant no longer reacts to citrate-
Mg2�. The same amino acid exchange at another position (Arg-92 within
the P pocket) does not change the behavior of AcnR in the presence of
citrate-Mg2�.

TABLE 2
Properties of AcnR derivatives used

Mutation Location Further information

pEKEx2-AcnR-STREP
derivatives

K43A DBD Almost complete abolishment
of DNA binding

K55A DBD Complete abolishment of DNA
binding

K104A Dimer interface DNA affinity close to wild-type
protein

E65A Beginning of �4 Maybe involved in signal
transduction to the DNA
binding domain, no effect on
DNA binding

D66A Beginning of �4 Maybe involved in signal
transduction to the DNA
binding domain, no effect on
DNA binding

R99A P pocket Weaker binding to DNA
D109A Protein surface No effect on DNA binding
R130A D pocket Hydrogen-bonds to citrate,

does not change its affinity
to DNA in the presence of
citrate-Mg2�

R141A Protein surface No effect on DNA binding
D143A Protein surface No effect on DNA binding
D158A P pocket Weaker binding to DNA
E181A D pocket Binds Mg ion, does not change

its affinity to DNA in the
presence of citrate-Mg2�

R185A D pocket Hydrogen-bonds to citrate,
does not change its affinity
to DNA in the presence of
citrate-Mg2�

pET-TEV-AcnR
derivatives

C23A Within �1 No obvious difference in
behavior,

R69A P pocket No obvious difference in
behavior

M70A P pocket No obvious difference in
behavior

M86A P pocket No obvious difference in
behavior

R92A P pocket No obvious difference in
behavior

W95A P pocket No obvious difference in
behavior

R130A D pocket Does not change its affinity to
DNA in the presence of
citrate-Mg2�
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be involved in signal transduction because it connects �6 in the
LBD from one subunit with �1 in the DBD from the other
subunit.
Mutations in the D Pocket—To confirm the specificity of the

interaction between AcnR and citrate-Mg2�, we introduced
mutations in residues involved in binding of either citrate or
Mg2�. FormuteinsR130A, E181A, andR185A, the inhibition of
DNA binding by citrate-Mg2� is no longer observed (Fig. 8C;
data for E181A and R185A not shown). As controls, we used
variants with mutations in other domains (R95A and C26A),
which behaved like the wild-type protein.
Mutations in the P Pocket—The D109A, R141A D143A,

E65A, and D66Amutations had no effect on DNA binding, but
an effect might be anticipated if experiments were done in the
presence of a yet to be identified P ligand alone or in combina-
tion with citrate-Mg2�. The mutations R99A and D158A are
located in �6 and �8, respectively, and resulted in a lower affin-
ity for DNA. Their side chains extend into the P pocket and
might be involved in ligand binding.
Effect of AcnR Variants under Physiological Conditions—To

test for an in vivo effect of theAcnRvariants that are defective in
citrate binding (R130A, E181A, and R185A), C. glutamicum
�acnR was transformed with plasmid-encoded AcnR variants
and cultivated in CGXII minimal medium with either glucose
or citrate as carbon source (Fig. 9). On glucose, no significant
growth differences between the strains were observed. In con-
trast, on citrate, the three strains with citrate binding-defective
AcnR were no longer able to grow. All other tested AcnR vari-
ants with amino acid exchanges not affecting citrate-Mg2�

binding (R99A, R141A, and D158A) and wild-type AcnR did
not influence growth on citrate.
Purification and Analysis of M. tuberculosis AcnR—The

AcnR homologues of C. glutamicum and M. tuberculosis
(Rv1474c) share a sequence identity of 53% and a similarity of
69%. Nonetheless, the MtAcnR protein showed very different
properties during purification and analysis. It was not possible
to overproduce MtAcnR in a soluble form in E. coli using the
pET-TEV-MtAcnR plasmid. Several purification attempts

under denaturing conditions followed by refolding also failed.
By fusingMtAcnR to theE. colimaltose-binding protein (MBP)
lacking its signal peptide, it was possible to obtain soluble pro-
tein that could be purified by amylose affinity chromatography.
The resulting fusion protein was used for EMSAs with a DNA
fragment covering the promoter region of the M. tuberculosis
aconitase gene. The band of the unbound DNA disappeared
upon incubation with MBP-MtAcnR, but no distinct band of
the protein-DNA complex was observed. Therefore, the MBP
part of the fusion protein was cleaved off by TEV protease,
which led to immediate aggregation of most of the cleaved
MtAcnR. The aggregates were removed by centrifugation, and
the supernatant, which contained small amounts of soluble
MtAcnR in addition to uncleaved fusion protein andMBP, was
used for EMSAs. This resulted in a distinct band representing
the MtAcnR-DNA complex (data not shown), confirming that
MtAcnR, like CgAcnR, binds to the promoter region of the
M. tuberculosis aconitase gene.

DISCUSSION

The AcnR Fold—The structure is typical of the TetR family of
transcriptional regulators with a homodimer in an �-shape
with a DBD and a LBD. A search in SCOP (58) with the AcnR
coordinates showed asmain hits two known repressors belong-
ing to the TetR family, the QacR protein (Protein Data Bank
code 1JTO) and the �-butyrolactone receptor (Protein Data
Bank code 1UI5).
Binding Properties of AcnR and Effector Search—The appar-

ent KD for binding of AcnR to its operator in the acn promoter
region was determined to be 7.7 nM, in the range expected for
this type of repressor, and the specificity of binding was con-
firmed. In the search for ligands that prevent DNA binding of
AcnR, citrate was always considered as a favorite candidate,
because it is the substrate of aconitase and its accumulation in
the cell would indicate insufficient aconitase activity. We
recently showed that deletion of the acn gene inC. glutamicum
strongly favors secondary mutations in the gltA gene encoding
citrate synthase that lead to enzyme inactivation or degradation

FIGURE 9. Growth of C. glutamicum �acnR harboring different AcnR variants on glucose (A) and citrate (B). After precultivation in brain-heart infusion
broth and CGXII glucose medium, cells of C. glutamicum �acnR carrying pEKEx2 plasmids encoding the native or a mutational variant of AcnR were cultivated
in CGXII minimal medium containing either 111 mM glucose (A) or 50 mM sodium citrate and 5 mM CaCl2 (B) at 30 °C and 1200 rpm in a Biolector� system.
Averages and S.D. values (error bars) of three biological replicates are shown.
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(12). Because aconitase is the only enzyme in C. glutamicum
known to metabolize citrate, citrate accumulation can be
assumed to have toxic effects (e.g. by chelating divalent metal
ions, such as Mg2� or Fe2�, or by allosteric inhibition of key
metabolic enzymes). The gltAmutations prevent citrate forma-
tion and thus its potentially toxic effects. Citrate was strictly
required for crystallization of AcnR and was bound to the D
pocket in both crystal forms. Only after modifying the EMSA
conditions to exclude EDTA could an inhibitory effect of cit-
rate-Mg2� on AcnR-DNA binding be shown.
In Vivo Effect of AcnR Mutations—During analysis of the in

vivo effect of theAcnRvariants that no longer reacted to citrate-
Mg2� in EMSA studies (R130A, E181A, and R185A), it was
found thatC. glutamicum�acnR strains carrying these variants
are unable to grow on citrate, whereas growth on glucose was
not affected. Only after more than 40 h was growth observed in
the respective wells, most likely due to suppressor mutations.
Aconitase is the only known enzyme of C. glutamicum that is
able to metabolize citrate and therefore is strictly required for
growth on this substrate, which can be imported by two differ-
ent transport systems (50, 59). Aconitase transcription is
repressed by AcnR, which is itself inhibited by the binding of
citrate-Mg2�. This derepression is impeded with the AcnR
variants described above, which seems to completely block cit-
rate metabolism. Aconitase deletion mutants are not able to
grow in CGXII glucose medium without the addition of gluta-
mate or glutamine (12). Because the strains carrying the citrate
binding-defective AcnR variants were still able to grow in glu-
cose medium, aconitase transcription cannot be entirely
blocked. Several reasons can be envisaged for the differences in
the growth behavior on glucose and citrate of the mutant
strains carrying AcnR-R130A, -E181A, or -R185A. (i) During
growth on glucose, but not on citrate, the postulated second
effector molecule of AcnR is formed in a concentration suffi-
cient to cause derepression of acn, although citrate cannot bind
to AcnR anymore. This option requires that binding of this
effector molecule to AcnR or its derivatives is sufficient to
inhibit the interaction with the operator. It is also possible that
the mutations in AcnR lead to conformational changes in such
a way that the second effector molecule alone is able to inhibit
AcnR-DNA complex formation. (ii) The carbon flux through
aconitase is lower on glucose than on citrate, and the residual
aconitase expression in the presence of the citrate binding-de-
fective AcnR proteins is sufficient to allow this flux. On citrate,
the aconitase activity is insufficient; citrate accumulates within
the cells and inhibits growth, as discussed in our previous work
(12). (iii) The repression by themutatedAcnR derivatives could
also inhibit acn expression by preventing positive regulation of
acn by other regulators, such as RamA (15). It was shownbefore
that in a �acnRmutant, the aconitase activity is 1.7-fold higher
on citrate than on glucose, in line with a transcriptional activa-
tion of acn during growth on citrate (8).
The D Pocket—This small pocket is positioned further away

from the DBD than the canonical P pocket. It is occupied in
both native structures by a citrate-Mg2� moiety, which forms
very specific contactswith high shape and electrostatic comple-
mentarity, including six protein-citrate hydrogen bonds plus
one protein-magnesium bond, with residues contacting the

ligand being highly conserved. Subsequently, an inhibitory
effect of citrate-Mg2� on DNA binding was shown in EMSA
studies but only in the absence of EDTA (Fig. 8B). Furthermore,
the affinity of citrate-Mg2� forAcnR is in a range that is likely to
be physiologically significant, because the lack of converting
enzyme leads to an increase of citrate. This strongly suggests
that citrate-Mg2� plays a biological role.
The Possibility of Two Ligand Binding Pockets per Protomer—

We have shown that citrate-Mg2� binding to the D pocket has
a functional effect. This is a new site, not seen in previous TetR
family receptors. However, under the conditions used, even 10
mM citrate-Mg2� does not completely prevent DNA binding,
and the inhibition could be overcome by usingmore AcnR pro-
tein (Fig. 8).
There is a second larger pocket in AcnR close to the canoni-

cal TetR ligand binding site, butwe see no ligand at this site, and
the only conserved residues in the AcnR subfamily in this
pocket are Asp-158 and Trp-116. Nevertheless, the structural
changes observed in the two protomers in crystal Form II
resemble those occurring in the TetR repressor upon ligand
binding, which may suggest that there is a second effector mol-
ecule that binds to the P site. One possibility would be a second
ligand that influences the DNA-binding ability independently
of citrate-Mg2�. However, although we tested a large set of
possible ligands, none inhibited DNA binding. Alternatively,
theremight be cross-talk between the P and theDpockets, with
the putative second ligand and citrate-Mg2� showing negative
or positive cooperativity. Such behavior would add an addi-
tional level of complexity to the regulation of AcnR and be in
line with an exceptionally tight regulation of aconitase synthe-
sis, because it is presumed to be the only enzyme of C. glutami-
cum capable of metabolizing citrate (12); is oxygen-sensitive
due to its iron-sulfur cluster (10); and is part of three important
metabolic pathways, the TCA cycle, the methylcitrate cycle,
and the glyoxylate shunt.
The D Pocket Is Unique to AcnR—Superposition of the AcnR

DBDon those of otherTetRmembers shows a highly conserved
structure. However, the LBD shows a much lower similarity
apart from the three core helices. Nevertheless, there is a
resemblance in the general fold regarding the orientation and
packing of the helices against one another. A clear difference
betweenAcnR and othermembers is the shortening of helices 4
and 5, which appears to result in the creation of the entrance to
the independent D pocket. This feature cannot only be seen in
the structure but is also evident in sequence alignments where
there is a deletion of seven residues compared with TetR and of
up to 10 residues compared with AcrR. This deletion also
occurs in other AcnRs belonging to non-C. glutamicum spe-
cies, such as C. diphtheriae, suggesting that the pocket is pres-
ent throughout the AcnR family.
One exception to this is the structure of EthR in complex

with hexanoic acid (60) (Protein Data Bank code 1U9O), where
the ligand occupies the canonical proximal site, binding
between the three core helices, but stretches beyond the P
pocket up between helices 4, 5, 7, and 9 to also fill a space
essentially equivalent to that of the citrate-Mg2� pocket in
AcnR. Thus, in EthR, although the position equivalent to the
AcnR citrate-Mg2� pocket is also involved in ligand binding,
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here it simply forms an extension of the larger P pocket. Fur-
thermore, in EthR, helices 4 and 5 extend as far as 7 and 9 and
block direct access to this pocket, leaving it to be accessed
exclusively through the P pocket. In summary, most of the
structures do not contain a D pocket due to the extension of
helices 4 and 5, with the exception of EthR, where it acts as an
extension of the canonical P pocket to accommodate the
hexanoic acid.
DNA Binding and Allosteric Mechanism—The binding of

TetR to DNA is proposed to depend on its inherent flexibility,
whereas upon ligand binding, TetR becomes rigid and can no
longer bind DNA. The first evidence in support of this was that
the ligand-free structure had a longer distance between the
DBD than that needed to bind two consecutive major grooves
on the DNA; this distance was even bigger than in the tetracy-
cline-bound crystal form. A mechanism was proposed where,
upon binding of tetracycline-Mg2� in the canonical pocket,
helix�6 unwinds and is displaced to the inside of the pocket,�4
then acts as a pivotal point to transmit the information to the
DBDs, and TetR is released fromDNA. Lys-48 (Lys-55 in AcnR
and conserved among all TetR members) on �4 has been pro-
posed to account for most of the energy of interaction with
DNA. It has been supposed that other members of the family
have similar mechanisms, excepting CmeR, where the affinity
for DNA is lost not because of rigidification but due to disor-
dering of the recognition helix (61).
InAcnR, the center-to-centerHTHdistance is about 42Å for

both crystal forms, similar to that in unliganded TetR. The dif-
ferences between the two subunits in crystal Form II resemble
the structural changes that occur in TetR upon binding of tet-
racycline-Mg2�. Helix �6 of protomer B in AcnR Form II
unwinds and is displaced toward the center of the cavity. It is
likely that this conformational change between the two AcnR
protomers reveals biologically relevant changes upon ligand
binding, similar to that in TetR, upon binding of the putative
second ligand. However, the mechanism of transmission of the
signal from the citrate-binding pocket to the DBD is not clear
from the crystal structures because both crystal forms contain
citrate-Mg2� in theD pocket. This provides further support for
a putative second ligand, yet to be identified, binding to the P
site.
Role of AcnR in Other Members of Corynebacteriales—The

AcnRprotein sequence and the location of its gene downstream
of an aconitase gene are highly conserved within bacteria of the
order Corynebacteriales; for example, the AcnR homologue of
Mycobacterium tuberculosis (Rv1474c) shares a sequence iden-
tity of 53%.We purified the AcnR protein fromM. tuberculosis
and demonstrated that it binds to the promoter region of the
acn gene (Rv1475c) of this pathogenic species. This supports
the view that the AcnR homologues have a similar function.
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