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SUMMARY

The B-propeller gene Rv1057 of Mycobacterium tuberculosis is activated by envelope stress and
was first characterized as a regulatory target of the TrcRS two-component system (TCS). Rv1057
expression is repressed by TrcRS, and the Rv1057 proximal promoter contains a TrcR binding
site. In this study, we determined that Rv1057 is also directly regulated by MprAB, a TCS
associated with envelope stress. Multiple potential MprA binding sites (MprA boxes) were
identified in the 1 kb intergenic region upstream of Rv1057, and four sites were shown to bind
MprA. Although MprA boxes were found in the proximal promoter, analyses suggest that MprA
and TrcR do not compete for binding in this region. An MprAB-dependent, detergent-inducible
transcriptional start point for Rv1057 was identified downstream of the MprA boxes, and a second
TrcR binding site and small ORF of the 13E12 family were discovered in the distal promoter.
MprAB was required for activation of Rv1057 during growth in macrophages and under detergent
stress, and lacZ promoter constructs suggest the entire intergenic region is utilized during MprAB-
dependent activation of Rv1057. These findings indicate that Rv1057 has an extensive and
complex promoter, and provide evidence for coordinated regulation of stress response genes by
TCSs.
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INTRODUCTION

Mycobacterium tuberculosis is the causative agent of human tuberculosis and a highly
successful pathogen with a global impact on human morbidity and mortality 1. During the
course of the disease, the pathogen is exposed to a range of stresses due to environmental
changes, nutrient limitation, and immune defense mechanisms, and as in other bacterial
pathogens, sigma factors and two-component systems (TCSs) have key roles in adaptation to
these stresses.

TCSs consist of a sensory histidine kinase and a response regulator, usually a transcription
factor, that is phosphorylated by the cognate kinase in response to a particular stimulus 2 3.
In M. tuberculosis, there are 11 complete TCSs, and several orphan (unpaired) histidine
kinases and response regulators 4. Activating stresses and regulatory targets have been
identified for a few of these TCSs, and several impact growth of M. tuberculosis in host
systems > 6. The MtrAB TCS is essential and regulates cell division and cell wall
homeostasis /10, The DosRST TCS, actually a three-component system that includes the
DosS and DosT kinases, activates the dormancy regulon in response to oxygen, nitric oxide,
and carbon monoxide levels, and is essential for redox balance and survival during
anaerobiosis 11717, SenX3-RegX enhances survival under phosphate starvation and during
growth in mice, and activates genes involved in phosphate transport and the stringent
response 18-20, PhoPR regulates genes associated with the ESX-1 secretion system and
synthesis of complex surface lipids, and is required for virulence 21-23,

The response regulator MprA and the histidine kinase MprB comprise the MprAB TCS, and
mprA mutants exhibit reduced persistence in mice, but have enhanced growth in
macrophages 24 25, MprAB activates SigE, the major sigma factor involved in envelope
stress, and is the only mycobacterial TCS known to directly regulate sigma factor

genes 25 26 MprA binding sites (MprA boxes) have been discovered in the promoter of sig
and genes of the SigE regulon, including sigB, pepD, acr2, and mprAB itself 2529, The
MprA box consists of a tandem repeat of the hexamer TCTCAG separated by 5 bases, and
whereas the distance between the repeats appears to be critical, there is some variation in the
sequence of the hexamers 25 26, 28, 29,

In this study, we investigated the role of MprAB in regulation of Rv1057, which encodes the
only seven-bladed p-propeller protein in M. tuberculosis 3°. -propeller proteins have
diverse functions, ranging from cell-to-cell signalling and chromatin condensation in
mammalian systems, to photoreception in plants, and antibiotic resistance and envelope
maintenance in bacteria 31-35, Rv1057 is activated by detergents, vancomycin, and
surfactant proteins 25-27. 30, 36,37 syggesting it also has a role in maintaining envelope
stability. DNA microarray analyses with sigE and mprA mutants indicate that Rv1057 is a
member of the SigE and MprAB regulons?®=27, consistent with its activation by envelope
stresses. However, Haydel and Clark-Curtiss 30 initially characterized Rv1057 as a
regulatory target of TrcRS, a TCS of unknown function. An AT-rich sequence in the
Rv1057 promoter had similarity to the only known binding site for the response regulator
TrcR, which is located in the trcRS promoter 39 38, Subsequent analyses demonstrated that
TrcR bound the 69-bp AT-rich region in the Rv1057 promoter, and that TrcR repressed
Rv1057 expression in vitro 30,
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As direct coregulation of genes by two TCSs has not been previously described in
mycobacteria, we wanted to determine the extent of Rv1057 regulation by MprAB, and
specifically, whether it was directly regulated by MprA. Our results indicate that Rv1057
has a large, complex promoter directly regulated by two TCSs.

MATERIALS AND METHODS

Bacterial strains and culture conditions

M. tuberculosis strain Rv-D981 is an mprAB deletion mutant derived from the laboratory
strain H37Rv, and Rv-D981Com is the mprAB-complemented strain generated from Rv-
D981 25, Strains were grown at 37°C under normal atmospheric conditions, as described 2°.
Escherichia coli Novablue and Rosetta(DE3)pLysS (Novagen) were used for general
cloning purposes and protein expression, respectively.

Construction of promoter-lacZ fusion plasmids

Rv1057 promoter fusions were constructed in the integrating vector pSM128 39 by inserting
sections of the Rv1056-Rv1057 intergenic region upstream of lacZ. The entire 1003-bp
intergenic region was amplified using primers Rv1057 FuF-1 and Rv1057 FuR-1 (Table S1).
The 507-bp proximal and 492-bp distal regions of the Rv1057 promoter were amplified
using primer pairs Rv1057 FuF-2/FuR-1 and Rv1057 FuF-1/FuR-3, respectively. Promoter
fusion plasmids and the control vector pSM128 were electroporated into H37Rv and Rv-
D981. Transformants were selected in the presence of streptomycin (50 pg/ml) and
confirmed by PCR analysis. Rv-D981C was not included because mprAB is inserted in the
att integration site used by pSM128.

Expression and purification of MprA and TrcR

MprA was expressed in E. coli and purified as described 2°. His-tagged TrcR was expressed
using plasmid pSH33 and purified essentially as described 49, except after elution from the
nickel-nitrilotriacetic acid agarose column, the protein was dialyzed in a Slide-A-lyzer
dialysis cassette (Millipore) for 24 hr in each of buffer 1 (20 MM NaH2PO4, 100 mM NaCl,
3 m MDTT), buffer 2 (20 mM NaH2PO4, 50 mM NaCl, 2 mM DTT) and buffer 3 (10 mM
Tris, pH8.0, 50 mM NaCl, 1 mM DTT), followed by dialysis in buffer 4 (10 mM Tris,
pH8.0, 50 mM NacCl) for 3 days. The protein solution was then centrifuged and concentrated
using centrifugal filter devices with a 20 KDa cutoff (Millipore).

Electrophoresis mobility shift assays (EMSAS)

DNA regions were amplified by PCR, end-labeled with [gamma-P32JATP, incubated with
protein, and the reaction mixtures were analyzed on nondenaturing polyacrylamide gels,
using described procedures 2% 29, For analyses of MprA boxes, complementary 45-mer
oligonucleotides were annealed and end-labeled.

Macrophage infection

THP-1 cells were cultured in RPMI 1640 containing 10% heat-inactivated fetal bovine
serum, 0.1 mM non-essential amino acids, 1 mM sodium pyruvate and 9 mg/ml bovine
insulin, and were treated with 50nM PMA for 24 hours to stimulate differentiation into
macrophages. Bacteria were grown to mid-log phase in 7H9 media, diluted in RPMI 1640
with 10% FCS, and added to each well at an MOI of 1:1. After 2 hours of uptake, cells were
washed three times and then incubated with fresh RPMI 1640 with 10% FCS. At each time
point, duplicate wells for each infecting strain were processed.

Tuberculosis (Edinb). Author manuscript; available in PMC 2012 December 1.
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Stress treatment and RNA isolation

Broth cultures were grown to log phase (optical density at 600 nm of 0.3-0.4), and were
then exposed to 0.05% SDS or 0.1% deoxycholate for 90 min, or left unexposed (control
samples). RNA was extracted and genomic DNA was removed, as described 29. To isolate
RNA from intracellular mycobacteria, macrophages were lysed by vortexing in 10 ml
extraction buffer (4 M guanidine isothiocyanate, 200 mM Tris-HCI, 300 mM LiCl, 10 mM
EDTA, 0.2% Tween-80), and then centrifuged to pellet the bacilli. The pellet was washed
and vortexed with the extraction buffer twice before RNA was extracted from the bacteria as
outlined above. For the control (reference) sample, RNA was extracted from cells infected
with H37Rv for 2 hr.

Reverse-transcription and relative quantification of mMRNA by real-time PCR (qRT-PCR)

Experiments were conducted as described 2% 29, Briefly, cDNA was prepared by random
priming, and qRT-PCR probes were labeled with 5’-fluorescein phosphoramidite and 3’-6-
carboxytetramethylrhodamine. Primer and probe sequences are listed in Supplementary
Table S1. Assays were performed using an ABI Prism 7700 thermal cycler, and relative
quantities of cDNA were determined from standard curves generated with genomic DNA.
Samples were normalized for 16S rRNA.

Primer extension analysis

Three separate primers were used to analyze Rv1057 transcripts (Table S1). Primers were
labeled with [gamma-P32] ATP, and annealed to 5 pg of M. tuberculosis RNA, as
described 2°. Primer extension was performed using the buffers from the Primer extension
system-AMYV reverse transcriptase kit (Promega), but with the high-temperature-tolerant
Thermoscript reverse transcriptase (Invitrogen), using an extension temperature of 55 °C to
overcome possible secondary structures.

RESULTS

MprAB is required for activation of Rv1057 under envelope stress

Using qRT-PCR, we determined that Rv1057 was highly induced by SDS exposure in the
parental strain H37Rv, but not in our mprAB deletion mutant Rv-D981 (Fig. 1A),
confirming the results of our DNA microarray studies 2°. Exposure to the bile detergent
deoxycholate produced similar results, with Rv1057 induced by 20-fold over control
conditions in H37Rv, but by only approximately 2-fold in Rv-D981 (Fig 1B). Induction of
Rv1057 by detergent exposure was restored in the mprAB-complemented strain, Rv-
D981Com (Fig. 1A, B), indicating that loss of mprAB was responsible for the reduced
expression of Rv1057 in Rv-D981.

Growth in macrophages induces multiple genes associated with envelope stress, including
Rv1057 3041 s it has been suggested that the intracellular environment causes detergent-
like damage to the mycobacterial envelope 4. Therefore, we evaluated the role of MprAB in
activation of Rv1057 during intracellular growth. With both H37Rv and Rv-D981Com,
Rv1057 transcript levels were higher at day 7 than at day 0 (Fig. 1C). In contrast, Rv1057
transcription decreased in the mprAB deletion mutant, so that by day 7, transcript levels
were ~5-fold lower in Rv-D981 than in H37Rv.

We also identified an Rv1057 transcriptional start point (TSP) that was activated by SDS
and deoxycholate in H37Rv and Rv-D981Com, but not in Rv-D981 (Fig. 1 D, E). This
MprAB-dependent TSP (TSP2) corresponds to an adenosine 181 nucleotides upstream of
the predicted start codon of Rv1057 (Fig. 1D), and 95 nucleotides upstream of the
previously identified TSP1 30 (Fig. 3A). Transcription from TSP2 was only minimally and
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occasionally detectable in the absence of detergent stress in H37Rv, as evidenced by the
very weak band for the control sample in Fig. 1D.

MprA directly regulates Rv1057

Next, the ability of MprA to bind the Rv1057 promoter was evaluated using EMSAs, and
these analyses showed that MprA binds both distal and proximal promoter regions (Fig. 2A
and B). Interestingly, at lower concentrations of MprA, there was either a step-ladder pattern
of bands (Fig. 2A, Lanes 2-3) or smearing of the shifted band (Fig. 2B, Lanes 2-3).
Additionally, although the specific competitor reduced binding to the labeled probe,
competition was incomplete and produced a smearing pattern, despite using excess amounts
of cold probe (Fig. 2A, Lanes 5-6; Fig. 2B Lanes 5-7). We considered that multiple MprA
boxes in each probe might be the basis for these patterns. Indeed, use of a smaller section of
the proximal promoter produced a cleaner band shift pattern (Fig. 2C), and high
concentrations of specific cold probe effectively competed with labeled probe (Fig. 2C,
Lanes 7-8).

The proximal region of the Rv1057 promoter contains the binding site for TrcR, the
response regulator of the TrcRS TCS 30, so we investigated whether TrcR and MprA
compete for binding in this region. When used alone, TrcR produced two different band
patterns depending on the amount of protein used (Fig. 2D, Lanes 2-3), consistent with
previous observations that the region contains more than one TrcR binding site 30. With both
TrcR and MprA present, the lower bands found with TrcR alone were no longer detected,
and new more slowly migrating bands appeared (Fig. 2D, Lanes 3, 5, and 6). These data
suggest binding is additive and that MprA and TrcR do not occlude each others binding
sites. The slower-migrating bands do not appear to be due to nonspecific protein interactions
between the two response regulators and the promoter, because incubation of either MprA or
TrcR with the control protein BSA yielded patterns similar to those detected for the
individual response regulator (Fig. 2C, Lanes 3, 4, 7-9).

Mapping regulatory sites in the Rv1056¢-Rv1057 intergenic region

EMSAs with the distal and proximal promoter probes suggested that the Rv1056c-Rv1057
intergenic region contains multiple MprA binding sites (Fig. 2A—C). Further analyses with a
series of overlapping DNA fragments revealed seven sections, named A-G, that contained at
least one MprA box (Fig. 3A and B, and Supplementary Data Fig. S1). Representative
EMSA:s for several fragments are shown (Fig. 3B), including the F4/F5 fragment (Fig. 3B,
Lanes 11-12) for which an expanded analyses was presented (Fig. 2C). Some fragments
produced little or no binding when used separately, but enhanced binding of MprA to
adjacent regions (Fig. 3B, Lanes 9-10, and Supplementary Data Fig. S1), suggesting they
contain partial or auxiliary binding sites. MprA binding regions were clustered more closely
within the proximal promoter (Fig. 3A), but no binding was detected to the region
downstream of TSP2 (Fig. 3A, and Fig. S1).

The distal promoter, which we defined as the upstream half of the approximately 1 kb
intergenic region, contains at least two sections that bind MprA (Fig. 3A). EMSAs also
revealed a TrcR binding site between MprA binding sections B and C (Fig. 3A, and data not
shown). This site was contained within a small previously unidentified ORF (Fig. 3A).

Localization of MprA boxes

Sections A-G of the Rv1056-Rv1057 intergenic region were screened for sequences with
similarity to the consensus sequence for the MprA box, comprising a tandem repeat of the
hexamer TCTCAG, separated by 5 bases 25 26. 28 Two predicted MprA boxes were found
in each of sections A and C, and these and four other predicted MprA boxes (Fig. 3C) were
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tested for their ability to bind MprA, using 45-mer probes (Table S1). Probes containing
boxes Al, E, F, and G were shifted by MprA (Figures 3C-F), but no shift was detected for
the remaining four probes (Fig. 3C, D), suggesting the selected sites are not true MprA
boxes or that they function only as auxiliary sites, similar to the sigE-p MprA box (Fig.
3C) %,

Box E bound MprA weakly, as demonstrated by comparison with the strong MprA box from
the sigB promoter (Fig. 3C, E). In contrast, of the eight 45-mer probes containing predicted
MprA hoxes, the probe containing Box F exhibited one of the strongest shifts with MprA
(Fig. 3F). To confirm that the selected hexameric repeat in this probe was the actual MprA
box, the half-sites were mutated and binding was compared to the native sequence (Fig. 3F).
Mutation of either one or both half-sites effectively disrupted MprA binding, supporting the
identification of this MprA box.

EMSA data for known MprA boxes suggest that MprA binds most strongly to boxes that are
identical to the consensus sequence, such as the sigB promoter box (Fig. 3C), but the exact
requirements for MprA binding are unclear as considerable variation in the hexamers
appears to be tolerated. We noted, though, that most of the functional sites listed in Fig. 3C
contained at least two adjacent bases that matched the consensus sequence and that were in
the same position in each half-site, for example, the repeated dinucleotide CT in Box Al.
The pepD-d and pepD-p MprA boxes were exceptions, and had poor and moderate MprA
binding, respectively 26: 28 although the pepD-p box does have a similar pattern with
repetition of the first three bases, two of which match the consensus sequence. However,
further studies are required to determine how repeated bases and other features of MprA
boxes influence MprA binding.

Identification of the MprAB-dependent Rv1057 promoter

lacZ reporter constructs were generated to identify promoter regions required for activation
of Rv1057 under detergent stress. The 1 kb intergenic region, or proximal or distal portions
(Fig. 4A) were inserted upstream of lacZ in the integrating vector pSM128 39, Expression of
lacZ was evaluated by gRT-PCR due to potential denaturation of B-galactosidase by residual
SDS. Induction of lacZ following SDS exposure was detected only with the P1 construct,
which contains the entire intergenic region (Fig. 4A and 4B). In addition, induction occurred
only in H37Rv and not in Rv-D981 (Fig. 4B). These data are consistent with observations
that MprAB activates Rv1057 under envelope stress (Figs. 1 A-E), and suggest that MprA
boxes in both the distal and proximal portions of the Rv1057 promoter are required for this
activation.

DISCUSSION

Rv1057 encodes the only seven-bladed B-propeller protein in M. tuberculosis 30, and
evidence suggests the protein may be a component of the mycobacterial envelope. The -
propeller fold occurs in proteins with diverse functions, including bacterial virulence
proteins, but Rv1057 has highest similarity to surface layer proteins of Methanosarcina 3°.
In DNA microarray studies, Rv1057 was activated by envelope stress induced by exposure
to the detergents SDS and Triton-X100 25-27 and the cell wall inhibitor vancomycin 36.
Rv1057 is also one of the most highly upregulated genes following exposure to whole lung
surfactant 37. In addition, using SCOTS analyses, Haydel and Clark-Curtiss 39 determined
that Rv1057 is activated during growth in macrophages, an environment known to activate
genes associated with envelope stress, including genes of the SigE regulon 41, Rv1057 may
function similarly to TolB, a p-propeller protein that interacts with peptidoglycan-associated
proteins and maintains envelope integrity in Gram-negative bacteria 31 42: 43, and that is one
of several Tol proteins essential for resistance to SDS and vancomycin 44 45,
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Our investigations support previous studies indicating a role for MprAB in activation of
Rv1057 under detergent stress 2> 26 and further revealed that MprAB activates Rv1057
during growth in macrophages. In contrast, TrcRS suppresses Rv1057, and trcR expression
declines during growth in macrophages 39, suggesting that MprAB and TrcRS have
opposing effects on Rv1057 expression. MprA and TrcR did not compete for binding in the
proximal promoter, and the TrcR binding site discovered in the distal promoter lies between
MprA boxes, but further analyses are needed to determine whether the two response
regulator compete to regulate Rv1057 activity. Rv1057 was first identified as a regulatory
target of TrcRS through the discovery of AT-rich sequences in the promoter with similarity
to the TrcR binding site in the trcRS promoter 30 38, Although the precise binding site for
TrcR in the Rv1057 distal promoter has not been determined, it is in the vicinity of the AT-
rich sequence GTTTGAA that was previously noted to be highly similar to part of the
proximal TrcR binding site 20,

The distal TrcR binding site is located within a small unannotated ORF (Fig. 3A) that is
identical to gene MT1086 of strain CDC1551 (www.tbdb.org) 46, and in the same genomic
arrangement. MT1086 is a member of the 13E12 repeat family, which may be a type of
mycobacterial mobile element 4 47, No transcripts were detected in this locale by qRT-PCR
(X. Pang, unpublished data), suggesting the ORF may be nonfunctional, or that it is
repressed by TrcR during normal growth conditions.

We identified at least four new MprA boxes and these supported findings from our
laboratory on the acr2 promoter 29, and from the Zahrt laboratory on the pepD promoter 28,
showing that MprA can tolerate considerable sequence variation in the hexamers, and MprA
box half-sites need not be identical. The Rv1057 promoter is also similar to the acr2 and
pepD promoters in having several functional MprA boxes. Surprisingly, the entire Rv1056-
Rv1057 intergenic region was required for MprAB-dependent induction of Rv1057 during
detergent exposure, suggesting the multiple MprA boxes work cooperatively to activate
Rv1057. Although we selected sites strongly resembling known MprA boxes and that were
consistent with the EMSA results (Fig. 3B-F, and Fig. S1), four of our predicted MprA
boxes did not bind MprA. As noted previously, these sites may be incorrect or they may be
auxiliary sites, similar to the sigE-p MprA box, which enhanced binding to the nearby sigE-
d MprA box, but alone was unable to bind MprA in EMSAs 26, The MprA box in region D
was not localized, but this region has at least two sequences with some similarity to the
MprA box consensus sequence, including one at position —421 overlapping the beginning of
the proximal TrcR binding site. This position is consistent with EMSA data indicating the
presence of an MprA box between positions —429 and —390 (Fig. S1).

Box G was the nearest MprA box to the TSPs, beginning 29 bp upstream of TSP2, the
detergent-inducible, MprAB-dependent TSP identified in this study. Based on its position,
Box G should overlap a sigma factor binding site, although we did not discern any
recognizable sigma factor sites in this region. In particular, no SigE-dependent promoter
elements were found. A SigE-like promoter was identified upstream of Rv1057 TSP1 27: 30,
but it is not clear whether SigE regulates transcription from this TSP either, as we did not
detect induction of TSP1 by detergent (data not shown). Moreover, recent analyses suggest
that SigE-dependent promoters have critical residues 8, and these are missing from the
putative Rv1057 promoter elements (data not shown). Rv1057 is probably regulated by
another sigma factor, possibly SigB, which is a component of the Sig and MprAB
regulons 2% 27. 28 However, the sequence GTGG commonly found in SigB-regulated
promoters 49 %0 js not present in the —35 regions upstream of the Rv1057 TSPs. It is
possible the sigma factor recognition sequences in the Rv1057 promoter are weak, with the
multiple MprA boxes in the intergenic region required to stabilize sigma factor binding.

Tuberculosis (Edinb). Author manuscript; available in PMC 2012 December 1.
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In conclusion, our investigations reveal that the envelope-stress associated gene Rv1057 has
an extensive and complex promoter with multiple MprA boxes, that it is activated by
MprAB during intracellular growth, and identify it as the first M. tuberculosis gene to be
directly regulated by dual TCSs. Additional studies are warranted to define the role of
Rv1057 in envelope stress, and to determine whether TrcRS has a more extensive role in
coregulation of genes of the MprAB regulon.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1.

MprAB activates Rv1057 under envelope stress. (A—C) Expression of Rv1057 was
examined by qRT-PCR using RNA extracted from strains exposed to 0.05% SDS for 90 min
(A), 0.1% deoxycholate for 90 min (B), or following infection of THP-1 cells (C). H37Rv
(gray bars), Rv-D981 (black bars), and Rv-D981Com (white bars). The “C” on the
horizontal axis in (A) and (B) indicates control (untreated) samples. For (C), activated
THP-1 cells were infected at a MOI of 1:1, and bacteria were recovered from lysed
monolayers at 2 hr (Day 0), or at day 7. Results are shown as fold change over the H37Rv
control sample for panels A and B, or over the H37Rv Day 0 sample for panel C. Control
and day 0 samples were given values of 1. For all panels, results were normalized for 16S
RNA content and show the mean of at least two separate experiments +/— SD. (C) The
difference in expression between H37Rv and Rv-D981 at day 7 was analyzed using a
Student’s one-tailed T-test, *, P < 0.05.

(D) Rv1057 TSP2 was mapped by primer extension with primer Rv1057 Ext-3, using RNA
extracted from H37Rv incubated in the absence (—) or presence (+) of 0.05% SDS. The TSP
is marked by an asterisk and was located using a sequence ladder generated with the primer
used for primer extension. The GATC labels above the ladder refer to the sequence on the
opposite DNA strand. (E) Activation of Rv1057 TSP was compared in H37Rv, Rv-D981
(D981), and Rv-D981Com (D981C) by primer extension. Minus sign, cultures incubated
under control conditions. Plus sign, cultures exposed to 0.05 % SDS (upper panel), or 0.1%
deoxycholate (lower panel) for 90 min.
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Figure 2.

EMSA analyses of MprA binding to the Rv1057 promoter. (A) A 310-bp probe to the
proximal region was amplified using primers Rv1057 F1/R4. A fixed amount of probe was
incubated with no MprA (Lane 1); 0.25-0.75 pg MprA (Lanes 2-4); 0.75 pg MprA, and
100-fold or 300-fold excess of unlabeled specific probe (Lanes 5 and 6); 0.75 pg MprA, and
100-fold or 200-fold excess of unlabeled nonspecific probe (Lanes 7 and 8). f, free probe; b,
bound probe.

(B) A 273-bp probe to the distal region was amplified using primers Rv1057 F12/R10, and a
fixed amount was incubated in reaction mixtures containing no MprA (Lane 1); 0.5-1.5 pg
MprA (Lanes 2-4); 1.5 ug MprA and 100-fold to 400-fold excess of unlabeled specific
probe (Lanes 5-7); 1.5 pg MprA and 50-fold or 200-fold excess of unlabeled nonspecific
probe (Lanes 8 and 9).

(C) A 117-bp probe to the proximal region was amplified using primers Rv1057 F4/R5, and
a fixed amount was incubated with no MprA (lane 1); 0.5-1.5 pg MprA (Lanes 2-4); 1.5 ug
MprA and 100-fold to 400-fold excess of unlabeled specific probe (Lanes 5-8); 1.5 ug
MprA and 300-fold or 400-fold of unlabeled nonspecific probe (Lanes 9 and 10).

(D) MprA and TrcR were incubated with the proximal promoter probe F1/R4 separately, or
in combination with each other or with BSA. Amounts of each protein are indicated in
micrograms. (—) indicates no protein. f, free probe. Brackets indicate range of bands
detected in the presence of TrcR alone, or TrcR + MprA, as indicated. The arrow labeled
“MprA” marks the position of the band obtained with MprA alone (Lanes 4 and 9).
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Figure 3.

Localization of MprA boxes in the Rv1056-Rv1057 intergenic region. (A) Features of the
Rv1056-Rv1057 intergenic region. The horizontal black line represents the chromosome and
short vertical bars mark 200-bp sections beginning from the Rv1057 start codon. The
location of TSP1 30 and TSP2 (this study) are indicated relative to the Rv1057 start codon.
Black boxes labeled A-G designate regions determined to contain at least one MprA box,
based on EMSA analyses of overlapping fragments. Gray boxes designate regions
containing TrcR binding sites 30 (and this study). The locations of the probes used in Figures
2 A and B are marked by thick black lines. The white horizontal arrow indicates the location
and length of a previously unidentified ORF. Rv1057 and Rv1056 are not drawn to scale.
(B) Representative EMSAS used to localize MprA binding in region C (left panel) and
regions E, F, and G (right panel). Forward and reverse primers used to generate each probe
are noted. (—) and (+) symbols indicate incubation in the absence, or presence, of 2 ug
MprA, respectively. Results indicate strong MprA binding to probes F1/R9, F4/R3, F6/R3,
and F4/R5.

(C) Comparison of predicted MprA boxes in regions A—G with known MprA boxes.
Regions were scanned for sequences with strongest similarity to the published consensus
sequence for the MprA box 25 26. 28 Repeated hexamers of the MprA box half-sites are
underlined, bases matching the consensus sequences are capitalized, and capitals in bold
italics mark consensus sequence bases present in the same position in each half-site. Names
of predicted boxes are derived from the region in which they were found. Two boxes were
predicted for each of regions A and C. Numbers in parentheses refer to the position of the
first base relative to the Rv1057 start codon. Results of EMSA analysis with 45-bp probes
containing the predicted boxes are indicated under “Binding”; (+) and (—) indicate binding,
or no binding, by MprA, respectively. Known MprA boxes refer to published sites
confirmed by EMSAs, and located in the promoters for the given genes 25 26.28 ¢, p, i refer
to distal, proximal, and intermediate promoter regions, respectively 26, Ratings of poor,
moderate, and strong were obtained from published data 26 28, “aux”, auxiliary site (see text
for details).

(D-F) MprA was incubated with 45-bp probes containing predicted MprA boxes. (D) Probes
containing Box Al or Box A2 were incubated with the no MprA (Lanes 1 and 5), or 2.5 ug
(Lanes 2 and 6), 5 ug (Lanes 3 and 7) or 7.5 ug (Lanes 4 and 8) of MprA. f, free probe; b,
bound probe. (E) Comparison of MprA binding to Box E and a sigB promoter control. (—)
and (+) symbols indicate incubation in the absence, or presence, of 7.5 ug MprA,
respectively. (F) Binding of MprA to probes containing a native or mutagenized Box F.
Lowercase italics in the sequences below the gel image indicate mutated bases. (—) and (+)
symbols indicate incubation in the absence, or presence, of 2 ug MprA, respectively.
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Figure 4.

Delineation of the Rv1057 promoter using lacZ reporter constructs. (A) Dashed lines
indicate the sections of the Rv1056-Rv1057 intergenic region inserted upstream of lacZ in
constructs P1-P3. P4 represents the promoterless lacZ control pPSM128. (B) H37Rv and Rv-
D981 were transformed with constructs P1-P4. Recombinants strains were exposed to 0.05%
SDS for 90 min or left unexposed (controls). RNA was extracted, and lacZ expression was
evaluated by qRT-PCR. Data are the mean +/— SEM from triplicate experiments.
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