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The PR promoter of mycobacteriophage BPs directs early lytic gene expression and is under the control of the BPs repressor,
gp33. Reporter gene fusions showed that PR has modest activity in an extrachromosomal context but has activity that is barely
detectable in an integrated context, even in the absence of its repressor. Mutational dissection of PR showed that it uses a canoni-
cal �10 hexamer recognized by SigA, and mutants with mutations to the sequence 5=-TATAMT had the greatest activities. It
does not contain a 5=-TGN-extended �10 sequence, although mutants with mutations creating an extended �10 sequence had
substantially increased promoter activity. Mutations in the �35 hexamer also influenced promoter activity but were strongly
context dependent, and similar substitutions in the �35 hexamer differentially affected promoter activity, depending on the
�10 and extended �10 motifs. This warrants caution in the construction of synthetic promoters or the bioinformatic prediction
of promoter activity. Combinations of mutations throughout PR generated a calibrated series of promoters for expression of
stably integrated recombinant genes in both Mycobacterium smegmatis and M. tuberculosis, with maximal promoter activity
being more than 2-fold that of the strong hsp60 promoter.

Transcriptional regulation in mycobacteria is complex, with
many different sigma factors and promoter sequences (1–5).

Mycobacterium smegmatis and Mycobacterium tuberculosis encode
28 and 13 different sigma factors, respectively, but SigA, the sole
group 1 member in each species, is essential and is presumably
responsible for expression of all or most housekeeping genes (4).
Multiple types of promoter specificities have also been reported,
and although the correspondence with specific sigma factors is
incomplete, the SigA promoters have similarity to the Sig-70 pro-
moters of Escherichia coli. A consensus sequence derived from
promoters with mapped transcription start sites (TSSs) identified
a 5=-TTGACW �35 motif and a 5=-TATAMT �10 motif, spaced
16 to 21 bp apart (3, 6–9). Mutational analysis of the �35 motif in
a synthetic promoter indicated that optimal activity was provided
by mutations in the sequence 5=-TTGCGA (10). Spacing between
the �10 and �35 hexamers is typically 16 to 19 bp, and optimal
spacing in the synthetic promoter was 18 bp (10), although 17 bp
is most common (8, 9). It has also been shown that many myco-
bacterial promoters contain a 5=-TGN-extended �10 motif,
which plays a major role in promoter strength and facilitates open
complex formation with RNA polymerase even in the absence of
�35 sequences (11).

Analysis of a large collection of sequenced mycobacteriophages
showed that they are genomically diverse, and there are at least 28
types that share few or no nucleotide sequences with each other
(12). Many of the phage genes are organized into long operons,
and although the average number of genes per genome is about
100, there are anticipated to be a much smaller number of pro-
moters (13). Little is known about the patterns of gene expression
in most of the phages, although there are distinct groups of early-
and late-expressed proteins in phage Bxb1, L5, and TM4 lytic
growth (14–16), and transcriptomic analysis shows early and late
patterns in phage Giles lytic growth (17). None of the phages are
predicted to carry a viral RNA polymerase, and they presumably
use the host RNA polymerase for transcription of the phage ge-

nome. A relatively small number of mycobacteriophage promot-
ers has been described (18–23), including several L5 promoters,
such as the strong early lytic promoter, Pleft, and three promoters
upstream of the repressor, all of which are generally similar to SigA
promoters (21, 24). In contrast, although the locations of tran-
scription initiation have been defined in phage Giles, the promot-
ers have not been identified and SigA-like recognition sequences
are not predicted (17). Presumably, the phage utilizes other host
sigma factors or perhaps encodes its own factor for promoting
transcription initiation. However, the only putative sigma factor
genes carried by mycobacteriophages are restricted to the phages
of cluster A, which does not include Giles (13).

Mycobacteriophage BPs is a cluster G phage that utilizes an
unusual integration-dependent immunity system for establishing
and maintaining lysogeny (25, 26). The phage attachment site
(attP) for prophage integration is unusually located within the
repressor gene, such that the 3= end of the gene is separated from
the 5= end of the gene by site-specific recombination during pro-
phage establishment (Fig. 1A). The truncated prophage form of
the protein is required for lysogenic maintenance, but the longer
virally encoded form of the repressor fails to confer immunity, due
to a C-terminally located tag that targets it for proteolytic degra-
dation (25). The repressor acts by binding to a 12-bp operator
(OR) that overlaps an early lytic promoter, PR (Fig. 1B). PR con-
tains sequence features suggesting that it directs transcription us-
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ing SigA, with the �35 and �10 hexamers of 5=-TTTCCA and
5=-TATGTT, respectively, being separated by 18 bp (Fig. 1B). The
�1 site of transcription from PR corresponds to the first base of
the ATG initiation codon, generating a leaderless mRNA (Fig. 1B)
(25).

A variety of experimental approaches, including the develop-
ment of recombinant mycobacterial vaccines, require systems for
efficient gene expression in mycobacteria (27, 28). Several strong
promoters for expression of foreign antigens, including the M.
bovis BCG hsp60 and phage L5 Pleft promoters, have been de-
scribed (24, 27, 29), although optimal expression levels are accom-

plished using extrachromosomal vectors (27, 28). Integration vec-
tors exploiting phage integration systems provide enhanced
vector maintenance and single-copy attributes, but expression,
even from the strong hsp60 promoter, is relatively poor (27).
However, expression can be elevated by using multiple integration
vectors (30). A variety of inducible expression systems have also
been described (31–33), but no systems for providing a calibrated
level of expression from mycobacterial integrative or extrachro-
mosomal vectors have been described.

Here, we describe a detailed mutational dissection of the BPs
PR promoter. The PR promoter shows barely detectable levels of
activity when integrated into the M. smegmatis chromosome but is
strongly activated when extrachromosomal, although absolute ac-
tivity is 7-fold lower than that of the strong hsp60 promoter. Mu-
tations in the �10 hexamer are consistent with PR being recog-
nized by SigA, although substitutions within the �35 hexamer
show that a substitution with G or C at four of the six positions
increases promoter strength. Although several base substitutions
increase promoter strength, as well as change the interhexamer
spacing from 18 bp to 17 bp, they also impair repression, consis-
tent with a polymerase retention model for repression and a com-
promise between promoter activity and regulation. Combining
mutations generates a series of promoters with calibrated
strengths, with the strongest promoter being more active than the
hsp60 promoter in an integrated context.

MATERIALS AND METHODS
Bacterial strains and cultures. Mycobacterium smegmatis mc2155,
mc2155(BPs), and M. tuberculosis mc27000 were grown as described pre-
viously (34–36). Antibiotics (kanamycin at 20 �g/ml) were added as
needed. Plasmids were transformed into electrocompetent M. smegmatis
and M. tuberculosis cells, prepared as previously described (37), by elec-
troporation at 1,000 �, 2.5 kV, and 25 �F.

Plasmid construction. Plasmids containing single point mutations at
PR were generated by site-directed mutagenesis (SDM) of pLO07 (see
Table S1 in the supplemental material) using the protocol for the
QuikChange SDM kit (Stratagene). Briefly, SDM primers in both orien-
tations (see Table S2 in the supplemental material) containing the desired
mutations were used to amplify the parental plasmid by PCR with Pfu
polymerase (Agilent). Cycling conditions were as follows: 95°C for 30 s;
95°C for 30 s, 55°C for 1 min, and 68°C for 1 min/1 kb of plasmid for
between 12 and 18 cycles; 68°C for 7 min; and hold at 4°C. The PCR
products were digested with DpnI (New England BioLabs) to eliminate
the parental plasmid and leave only the amplified DNAs. The digested
PCR was transformed into Escherichia coli NEB5� (New England Bio-
Labs), and the plasmids were isolated (MiniPrep Fermentas). The pro-
moter regions were sequenced (GeneWiz, NJ) using primers LMO51 and
LMO52 (see Table S2 in the supplemental material).

Phage Tweety integration vectors with promoter-reporter transcrip-
tional fusions (pLO73, pLO74, pLO75, and pLO76) were made by cloning
PCR products from pLO86, pLO87, pLO07, and pLO244 (primers
LMO350 and LMO351) into pTTP1b (38) at the XbaI site. Further mu-
tations were added by site-directed mutagenesis as described above with
the primers listed in Table S2 in the supplemental material.

Fluorescence assays. Cultures of M. smegmatis were grown with shak-
ing at 37°C for 48 h. Standing cultures of M. tuberculosis were grown at
37°C for 4 weeks, fixed with a final concentration of 2% paraformaldehyde
(Sigma), and stored at 4°C for less than 1 week. Experiments were per-
formed with biological triplicates, and 50-�l aliquots were dispensed into
96-well plates (Falcon). Fluorescence was quantified at 532 nm (FLA-
5100; FujiFilm) using ImageGauge software and analyzed with Multi-
Gauge software. The optical density at 595 nm (OD595) of the culture was
measured (EL800 Universal Microplate Reader; Bio-Tek Instruments) to

FIG 1 Location of the phage BPs PR promoter. (A) Map of a segment of the
BPs genome (coordinates 26,790 to 30,150) showing the locations of the early
lytic promoter PR and the promoter Prep that expresses the repressor gene
(gene 33) and the integrase gene (gene 32). The putative expression patterns
are included above. Note that attP is located within the repressor gene (25).
The map was generated using the program Phamerator (48). (B) Sequence of
the BPs PR promoter (coordinates 29,470 to 29,512). The �1 site for PR tran-
scription initiation corresponds to the first base of the gene 34 initiation codon
(25), and putative hexamers at the �10 and �35 regions are shown in blue
type. The three bases to the left of the �10 hexamer (labeled E) correspond to
the position where a 5=-TGN-extended �10 motif is located in some promot-
ers. The putative OR operator is highlighted in yellow. The consensus se-
quences for the �10 and �35 regions of mycobacterial SigA promoters re-
ported previously are shown (8, 9). (C) Promoter activities are shown as
fluorescence units resulting from expression of an mCherry reporter gene in
M. smegmatis using both extrachromosomal and integration-proficient vec-
tors. Expression of the BCG hsp60 promoter and the BPs PR promoter is
compared to that of a promoterless vector in both M. smegmatis mc2155 and a
BPs lysogen.
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normalize the fluorescence readings for differences in the approximate
numbers of cells. Fluorescence units are reported as the amount of fluo-
rescence per area (linear arbitrary units/mm2) per OD595 or in relative
fluorescence units, where the number of fluorescence units from the
hsp60 promoter in a nonlysogen was set equal to 1.0. Graphs display the
mean � 95% confidence interval. Fluorescence microscopy was per-
formed on fixed M. tuberculosis strains at �1,000 magnification with an
Axiostar Plus microscope (Carl Zeiss) and photographed with controlled
exposure times (100 ms) using an AxioCam MRc5 camera (Carl Zeiss)
and Carl Zeiss AxioVision (release 4.6) software.

RESULTS
Expression of BPs PR promoter in extrachromosomal and inte-
grated contexts. The BPs PR promoter is located immediately up-
stream of the early lytic operon that begins at gene 34 and is reg-
ulated by the BPs repressor, gp33 (Fig. 1A). The start site for
transcription has been mapped and corresponds to the first base of
the initiation codon of gene 34 (Fig. 1B) (25). Putative �10 and
�35 motifs with similarity to the mycobacterial consensus se-
quences have been predicted (Fig. 1B) and are separated by 18 bp.
PR lacks the extended �10 5=-TGN reported to strongly influence
promoter activity in some sigma factor A (SigA) promoters (11). A
12-bp operator, OR, is located in the spacer region between the
�35 and �10 motifs and is the binding site for gp33 (25). When
fused to an mCherry reporter gene in an extrachromosomal vec-
tor, PR has moderate activity about 7-fold lower than that of the
strong hsp60 promoter (Fig. 1C), although when integrated into
the chromosome using an integration vector derived from phage
Tweety (38), PR activity is barely detectable above the background
activity of a promoterless vector (Fig. 1C). The ratio of activities of
extrachromosomal to integrated plasmids for PR of 43-fold is con-
siderably greater than the ratio of 7-fold for the hsp60 promoter
(Fig. 1C) (30); the copy numbers of pAL5000-derived extrachro-
mosomal vectors is 23 but may vary when carrying strong promot-
ers (30). Activation of PR in the extrachromosomal context is con-
sistent with a model in which its reduced chromosomal activity
contributes to its repression in the prophage state but it is fully
active when extrachromosomal during lytic growth. DNA super-
coiling could play a role in this activation, as described previously
for other mycobacterial promoters (39). We note that the insta-
bility of extrachromosomal plasmids with high-level expression of
mCherry (such as the hsp60 plasmid pLO87) likely contributes to
the relatively high variance in reporter gene activity (Fig. 1C).
Although it was propagated with antibiotic selection for plasmid
maintenance, other studies show that plasmid pLO87 is rapidly
lost in the absence of selection (M. Olm, L. M. Oldfield, and G. F.
Hatfull, unpublished observations). This instability may thus con-
tribute to the variation in the assays of all extrachromosomal con-
structs with high-level mCherry expression, and the mean levels
reported may somewhat underestimate promoter strength.

Influence of single base substitutions in the �10 motif on PR

activity. The similarity of the �10 hexamer of PR (positions �8 to
�13; Fig. 1B) to the previously reported 5=-TATAMT consensus
strongly suggests that PR is recognized by SigA (1, 8, 9). To exam-
ine the sequence contributions at the �10 motif, we constructed a
series of base substitution mutants and measured their promoter
activity using an mCherry gene reporter (Fig. 2A). Positions �8
and �13 showed a strong dependence on the wild-type T at those
locations, and the wild-type A base was preferred at position �12
(although the A�12T mutation had a relatively mild influence);
most of the substitutions at these three positions were severely

deleterious to PR activity. At the �9 position, substitution of the
wild-type T base with either A, C, or G substantially enhanced
activity, and both the G�10A and G�10C mutants had elevated
activities (Fig. 2A). Thus, a �10 hexamer combining bases that
contribute to maximal activity at each position can be expressed as
5=-TATAMT (Fig. 2A), identical to the consensus sequence.

A subset of SigA promoters has an extension of the �10 se-
quence, 5=-TGN (Fig. 2B), that substantially elevates promoter
activity and renders such promoters relatively insensitive to
changes in the �35 motif (10, 11). The corresponding region of PR

has the sequence 5=-CGC (positions �16, �15, and �14, respec-
tively) and thus lacks an extended �10 motif. We examined the
roles of bases in these positions and found that several substitu-
tions, including C�14G and G�15A, increased promoter activity
more than 2-fold. However, we were unable to transform the
C�16T mutant PR-mCherry fusion into M. smegmatis, even after

FIG 2 Mutational analysis of the PR promoter. (A) The fluorescence of PR-
mCherry transcriptional fusions containing single point mutations in the ex-
tended (Ext) �10 motif (positions �16 to �14) and the �10 hexamer (posi-
tions �13 to �8) of PR is shown; all mutants were derived from the
extrachromosomal plasmid carrying PR (pLO07), for which the results are
shown in Fig. 1C. The wild-type (WT) PR sequence and the substitutions with
the highest activities are shown below. The consensus �10 bases for mycobac-
terial SigA promoters and their respective frequencies (as percentage from a
total of over 80 promoters with mapped transcription start sites), as reported
previously (8, 9), are included; the extended �10 base frequencies are as re-
ported previously (1). The most active substitutions at the �16 position were
not determined (?), as the C�16T mutant could not be transformed into M.
smegmatis mc2155. M, A or C. (B) The activities of the single base substitutions
in the �35 hexamer (�37 to �32) are shown, as described for panel A. S, C or
G; N, any base; M, A or C.
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multiple attempts. This was the only mutant out of the more than
70 that we have constructed that displayed this phenotype. Be-
cause strong promoter activity is known to interfere with plasmid
replication, we favor the interpretation that the C�16T mutation
strongly enhances promoter activity by generating an extended
�10 sequence. We were able to transform the C�16T mutant into
a BPs lysogen, and it had substantial activity (see Fig. S1 in the
supplemental material), consistent with this interpretation (the
C�16T substitution also alters OR, but this does not itself substan-
tially impair repression; see below).

Influence of single base substitutions in the �35 motif on PR

activity. To determine the role of individual base pairs in the �35
region of PR (positions �32 to �37) (Fig. 1B), we constructed a
similar set of mutant derivatives in which each base in the �35
hexamer was changed and the promoter activities were deter-
mined (Fig. 2B). At the �33 position, none of the substitutions
influenced activity, and at the �32 position, replacement of the A
with C had no effect and A�32G and A�32T mutations modestly
reduced activity (Fig. 2B). In contrast, at positions �34, �35,
�36, and �37, several of the substitutions increased activity,
some substantially so, especially substitutions of G at positions
�34 and �35 (Fig. 2B). Although T is well conserved at PR posi-
tions �36 and �37, it is somewhat surprising that either C or G
substitutions increased promoter activity at these positions. We
note that in a prior study, any substitution at these positions re-
sulted in at least a 2-fold reduction in transcription (10). The bases
within the �35 hexamer of PR that contribute to optimal pro-
moter strength thus differ from the mycobacterial SigA consensus
sequence (5=-TTGACW) and the most active sequence (5=-TTG
CGA) derived by mutagenesis (10). It seems unlikely that PR uses
a sigma factor other than SigA, and these observations suggest a
strong context dependence of promoter function. The activities of
the mutant promoters were also tested in a BPs lysogen (see Fig. S1
in the supplemental material), and moderate negative effects on
repression were observed with some mutations, primarily T�36G
and C�34G (see below).

Influences of PR mutations on repression. The mutants de-
scribed above were also tested in a BPs lysogen (see Fig. S1 in the
supplemental material), in which the wild-type PR promoter is
tightly repressed (Fig. 1). Many of the mutants showed modest
increases in activity, especially those with increased activities in
the nonlysogen (Fig. 2). The most notable difference, however,
was that the mutant with the C�16T substitution was able to
transform a BPs lysogen and had substantial activity, about 4-fold
lower than that of hsp60 (Fig. 1). Other mutational data (see be-
low) showed that the mutation had little impact on repression
(i.e., the mutant was repressed 	40-fold), such that the predicted
activity of the C�16T mutant in wild-type M. smegmatis was al-
most 10-fold that of hsp60, readily accounting for the nontrans-
formable phenotype. Mutants with some other substitutions, such
as C�34G, were substantially derepressed (that mutant had 4-fold
lower activity in the lysogen than the nonlysogen), even though
the C�34 position is distal to the operator.

Impact of OR substitutions on activity and repression. The
OR operator lies between the �10 and �35 hexamers of PR and
overlaps the position that an extended �10 motif would occupy
(Fig. 1B); we showed previously that phage base substitution mu-
tants that respond poorly to repressor expression map in OR and
show mild derepression (25). Base substitutions at each position
of the 12-bp operator showed that many had small changes in

promoter activity (
2-fold) (see Fig. S2 in the supplemental ma-
terial) but were also mildly derepressed. The greatest impairments
reduced the level of repression to 3- to 4-fold, magnitudes similar
to the magnitude for the C�34G mutation (see Fig. S1 in the
supplemental material). Many of the symmetry-related substitu-
tions had similar impacts, such that the T�21A and A�20T sub-
stitutions and the G�25C and C�16G substitutions had the least
effect on the repression of changes at those positions, reflecting
the palindromic nature of OR.

Role of spacer length on promoter activity. Promoter
strength is strongly influenced by interhexamer spacing (40), and
we therefore examined the effect of this spacing on PR activity. The
interhexamer spacing in PR is 18 bp (Fig. 1B), and we altered this
by inserting a base (between G�28 and A�27) to increase it to 19
bp or deleting either one base (�A�29) or two bases (�A�29/
�G�28) to decrease it to 17 bp and 16 bp, respectively (Fig. 3A).
We found that a spacing of 17 bp is optimal for PR activity and that
a mutant with this spacing is somewhat more active than the wild
type, which has an 18-bp spacer (Fig. 3B). We also tested PR activ-
ity in a strain lysogenic for BPs, in which wild-type PR is tightly
downregulated by the repressor. Although the 17-bp-spacer mu-
tant had elevated activity in the absence of repressor, there was
substantial derepression in the lysogen. Because the spacer muta-
tion lies outside the OR operator (Fig. 1B), it is not expected to
influence the binding of the repressor directly (25), and poor re-
pression presumably is the consequence of the altered configura-
tion of OR and PR. We note that poor repression was also seen in
the 16-bp-spacer mutant and normal repression was observed in
the 19-bp-spacer mutant (Fig. 3). Thus, the architecture of the PR

promoter presumably represents a compromise between pro-

FIG 3 Impact of interhexamer spacer length on PR promoter activity. (A)
Sequence of PR showing mutations altering the interhexameric spacing of PR.
Spacing was increased to 19 bp by insertion of a T base between positions
A�27 and G�28, reduced to 17 bp by removal of A�29, or reduced to 16 bp
by removal of both A�29 and G�28. (B) Fluorescence activities of PR pro-
moter spacer mutants in M. smegmatis mc2155 and in a BPs lysogen.
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moter strength in the absence of repressor and the ability to tightly
repress PR in the prophage.

Transformation of the C�16T mutant by chromosomal in-
tegration. As noted above, the extrachromosomal C�16T mutant
does not transform M. smegmatis but does transform a BPs lyso-
gen and is quite active (see Fig. S1 in the supplemental material).
Assuming that the high activity of the C�16T substitution is re-
sponsible for these phenotypes, we transferred the C�16T substi-
tution into an integration-proficient vector derived from phage
Tweety (38) and tested transformation in a nonlyosgen. The inte-
gration vectors are generally more stable than the extrachromo-
somal vectors, such that high-level expression of mCherry should
be better tolerated. We observed that integrating plasmid pLO76

(C�16T) efficiently transformed M. smegmatis, had activity that
was nearly 15-fold greater than that of wild-type PR, and was fully
repressed in a BPs lysogen (Fig. 4). Although the integrated
C�16T PR promoter had activity about 3-fold lower than that of
the integrated hsp60 promoter, if it is stimulated in the extra-
chromosomal context to the same extent as the wild-type PR pro-
moter, its activity would be more than 2-fold that of hsp60. We
note that even though C�16 is within OR, the C�16T mutation
had little impact on repression (Fig. 4).

Combinatorial effects of PR mutations. The behaviors of mu-
tants with single base substitutions are consistent with PR being
recognized as a SigA promoter, but with base preferences that
reflect the particular context of PR. Because base changes in both

FIG 4 Activities of PR promoter mutations in genomically integrated contexts. (A) Expression of mCherry by the BPs PR promoter and mutant variants
integrated into either M. smegmatis mc2155 or a BPs lysogen. Plasmids pLO73, pLO74, and pLO75 are integrating plasmids containing no promoter insert, the
hsp60 promoter, and the wild-type PR promoter, respectively. Other plasmids correspond to four series beginning with pLO76, pLO77, pLO78, or pLO92 and
contain increasing numbers of mutations in PR, as shown in panel B. (B) The positions of mutations in the PR promoter mutants are shown.
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the �35 and �10 motifs and changes in spacing can result in
increases in promoter activity, we constructed several series of
mutants with combinations of different mutations, using the in-
tegrated forms of the promoters. We first sequentially introduced
�10 hexamer mutations that enhanced activity as single base sub-
stitutions (Fig. 4). Addition of the T�9C substitution (pLO77) to
the C�16T (pLO76) mutant gave a further 2-fold increase in ac-
tivity (Fig. 4), in agreement with the results obtained with the
single substitutions in the extrachromosomal context (Fig. 2).
Small additional increases in activity resulted from sequential ad-
dition of the G�10A and C�14G mutations (pLO78 and pLO92,
respectively; Fig. 4), with levels of activity close to 90% of that of
the hsp60 promoter (pLO74) being achieved.

Although it has been reported previously that �10 extended
promoters are relatively insensitive to substitutions in the �35
region (10, 11), we tested the influence of �35 substitutions on the
C�16T mutant (pLO76 and derivatives; Fig. 4). Addition of a
T�35G substitution (pLO80), which gave a substantial increase in
PR activity as a single base change (Fig. 2), increased the activity of
the C�16T mutant over 3-fold, and its activity was greater than
that of hsp60 (Fig. 4). Addition of the C�34G substitution and
then the T�37C substitution gave only small further increases in
activity (Fig. 4). We then tested the impacts of these �35 substi-
tutions in the context of more complex substitutions in the �10
hexamer, with a view to further elevating PR activity. All of these
combinations of �10 and �35 substitutions enhanced activity
above that of hsp60 (Fig. 4), with the optimal combination being
C�16T, T�9C, T�35G, C�34G, and T�37C (i.e., pLO85; Fig.
4). Although some of the mutant combinations showed greater
effects of the benefits of the single substitutions, this was not al-
ways observed, illustrating the context dependency of the substi-
tutions (Fig. 4). For example, in the context of PR containing the
G�10A substitution (pLO78 and derivatives), fewer impacts were
generally noted with changes in the �35 hexamer than without
them (pLO77 and derivatives). Similarly, the same �35 hexamer
changes had even fewer effects when they occurred in combina-
tion with the G�10A/C�14G mutations (pLO92 and derivatives)
and generally caused behavior more like that in the context of a
wild-type PR �10 hexamer with the C�16T extended �10 sub-
stitution (pLO76 derivatives; Fig. 4).

We note that repression in a BPs lysogen is compromised for
many of the mutants, with the C�34G and T�37C substitutions
having the greatest impact (Fig. 4), as was observed with the single
base mutants (see Fig. S1 in the supplemental material). Remov-
ing a base to decrease the interhexameric spacer to 17 bp did not
substantially enhance expression of any of the mutants with mul-
tiple �10/�35 mutations that we tested, although repression was
weakened so that it was similar to that of wild-type PR (data not
shown).

A calibrated series of M. smegmatis promoters. The large
number of promoters with substitutions in PR generated here rep-
resents a pool of promoters with different strengths in M. smeg-
matis mc2155 and various degrees of repression in a BPs lysogen.
From among these, we selected six promoters, along with wild-
type PR, that had activities spanning a range from activity barely
greater than that of the promoterless vector (pLO75; wild-type PR)
to activity about 2-fold stronger than that of hsp60 (Fig. 5A) and
that were tightly repressed in the BPs lysogen. When tested to-
gether, they show a graduation of activities, with each contribut-
ing activity approximately one-fifth higher than that of the pro-

moter before it in the series (Fig. 5A). The behaviors of these
promoters are illustrated in the colors of the M. smegmatis colo-
nies, reflecting expression of the mCherry reporter gene (Fig. 5B).

A calibrated series of M. tuberculosis promoters. We also
tested a subset of the promoter mutants in M. tuberculosis
mc27000, including most of those shown in Fig. 5 and some addi-
tional mutants (Fig. 6). We used three methods to observe the
fluorescence in these strains: a quantitative measure of fluores-
cence from liquid cultures (Fig. 6A), fluorescence microscopy
(Fig. 6B), and the visual colors of colonies (Fig. 6B). The general
trend for the mutants tested in M. smegmatis (Fig. 5) was found in
M. tuberculosis (Fig. 6), although none had activity greater than
that of the hsp60 promoter using the quantitative assay on liquid
cultures (Fig. 6A). The three additional mutants tested (which had
spacing changes as well as additional hexamer mutations) did not
have activity substantially better than that of pLO83 and pLO93 in
the quantitative assay (Fig. 6A). We note, however, that strains
with several of the PR mutants appeared as bright as the strain with
hsp60 by fluorescence microscopy (Fig. 6B), and for some mu-
tants colony colors appeared dark or even darker than those of
colonies with hsp60 (Fig. 6B). The quantitative assay of mCherry
in M. tuberculosis may underrepresent promoter strength. How-
ever, although the activities of this series of promoters may differ
according to the assay used, the strength of the activity relative to
each other generally reflects the activities in M. smegmatis (Fig. 5).

DISCUSSION

Although there are a large number of sigma factors in M. smegma-
tis, mutational analysis strongly suggests that PR is recognized by

FIG 5 A calibrated series of promoters for M. smegmatis gene expression. (A)
Fluorescence activities are shown in relative fluorescence units for a selection
of promoters with increasing steps of activity in M. smegmatis mc2155 and in a
BPs lysogen. Descriptions of the mutations in each plasmid are shown in Fig. 4.
(B) Representative streaks of bacterial strains carrying the plasmids shown in
panel A showing red fluorescence by mCherry. Notations below the photo-
graph indicate the promoterless vector (vec), the hsp60 promoter (hsp60), and
increasing mCherry fluorescence in PR derivatives.
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SigA-associated RNA polymerase. Of the promoter consensus se-
quences described for other mycobacterial sigma factors, only
SigA promoters contain a TA-rich �10 hexamer, and the strong
negative impact of mutations at the �8, �12, and �13 positions is
consistent with these being the most highly conserved in compi-
lations of mycobacterial promoter consensus sequences (3, 8, 9);
these are also critical for expression in Streptomyces (41). To our
knowledge, this is the first analysis of the complete mutagenesis of
the �10 hexamer of a mycobacterial promoter, and it is of interest
that the nucleotides at the �9 and �10 positions have consider-
able variations in activity. Other reported mutagenesis studies of
equivalent positions in mycobacterial promoters indicate that
these positions are important for promoter activity, but the effects
of particular bases are not consistent with the results for PR, dem-
onstrating the effect of sequence context (42, 43). These positions
may thus play a prominent role is modulating the activity of indi-
vidual promoters in M. smegmatis and M. tuberculosis. The great-
est sequence tolerance is at the �11 position, where, although T
has the strongest activity, function is reduced by less than 2-fold by
any of the substitutions.

Promoters with an extended �10 5=-TGN sequence are com-
mon in mycobacteria (11), but PR is not in this class. However,
generating an extended �10 sequence with the C�16T mutation
substantially elevates activity above that of the wild-type promoter
in an integrated context (which is almost undetectable), and such
a sequence appears to be too active in an extrachromosomal con-
text to support plasmid replication. From the activities of the in-
tegrated C�16T mutant in a nonlysogen and the extrachromo-
somal C�16T mutant in a BPs lysogen, we predict that the activity
of the C�16T mutant is 2- to 10-fold higher than that of hsp60 in
an extrachromosomal plasmid.

Analysis of multiple combinations of mutations throughout
the PR promoter illustrated that the impacts of base substitutions
are highly context dependent. For example, the C�34G single
base substitution increased PR activity about 4-fold (Fig. 2) but
caused little change in promoter function in the context of C�16T
and T�35G mutations (pLO80 versus pLO81; Fig. 4). Likewise,
the same series of �35 substitutions clearly had different impacts
depending on the specific mutations within the �10 and extended
�10 motifs. Thus, although mutants with the single base muta-
tions in the �35 hexamer sequence 5=-SSGGNM had the greatest
increases in activity, this reflects the context of the wild-type PR

sequence. Context variation thus likely explains the difference be-
tween the activities of PR �35 sequences and a synthetic promoter
sequence (5=-TTGCGA) (10). This suggests that considerable cau-
tion is warranted when either constructing synthetic promoters or
bioinformatically predicting promoter function.

Combining mutations in PR that elevate transcription enables
construction of promoters that have greater strength than the
hsp60 promoter in an integrated context and which may be of
utility for high-level antigen expression in recombinant vaccines.
Although the increase in activity in M. smegmatis is relatively
modest (about 2-fold), this is greater than that which has been
reported for other promoters, to our knowledge, and may be ap-
proaching maximal achievable levels in an integrated context. The
strongest activity remains about 3-fold lower than that of the
hsp60 promoter in an extrachromosomal vector, which benefits
from a copy number of 23 (30). The relative activities of the pro-
moter mutants in M. tuberculosis may be different from those in
M. smegmatis, although expression levels are somewhat assay de-
pendent, with colony color and fluorescence microscopy showing
that several of the PR derivatives are more active than an integrated
hsp60 promoter, contrary to the findings from fluorescence quan-
tification derived from liquid cultures. We note that wild-type PR

has only weak activity in E. coli and that the C�16T mutation does
not substantially enhance expression (see Fig. S3 in the supple-
mental material). Mutations towards the E. coli Sig-70 consensus
sequence generally enhanced activity, but the pattern was distinct
from the pattern of activity achieved with promoters with muta-
tions in M. smegmatis (see Fig. S3 in the supplemental material).

From the large collection of mutants constructed here, a set of
promoters with suitable intervals of promoter activity which are
calibrated in regard to expression of the mCherry reporter could
be selected (Fig. 5 and 6). These may be of general utility in my-
cobacterial genetics to generate strains with different but predict-
able levels of recombinant gene expression. Although the absolute
levels of expression are likely to differ for different genes, we ex-
pect expression among the promoter series to be consistent, with
each having the same overall promoter context. Synthetic pro-

FIG 6 A calibrated series of promoters for M. tuberculosis gene expression. (A)
Relative fluorescence activities are shown for a selection of promoters with
increasing steps of activity in M. tuberculosis mc27000; fluorescence is relative
to that in plasmid pLO74 carrying the hsp60 promoter, which is normalized to
1. Plasmids are the same as those described in Fig. 5 and also include pLO159
and pLO168, which contain the hexamer mutations of pLO93 but with 17-bp
spacers resulting from �G�28 and �A�29 mutations, respectively (see Table
S1 in the supplemental material); pLO170 is similar to pLO168 but also con-
tains a C�34A mutation (see Table S1 in the supplemental material). (B)
Representative streaks of bacterial strains carrying the plasmids in panel A
showing red fluorescence by mCherry (top) and fluorescence microscopy of
cells (bottom). Plasmid pTTP1b is a vector lacking the mCherry reporter gene.

Mycobacteriophage Promoter Analysis

October 2014 Volume 196 Number 20 jb.asm.org 3595

http://jb.asm.org


moters have been similarly constructed for other bacterial sys-
tems, including E. coli and Streptomyces (41, 44–46).

Unlike many other phage early lytic promoters, the BPs PR

promoter has only moderate activity in extrachromosomal vec-
tors and its activity is nearly undetectable when it is integrated. As
the integrated state reflects that of a BPs prophage where PR is
downregulated by the BPs repressor (25), the behavior of PR may
have evolved to avoid immediate prophage induction during the
transient loss of repressor occupancy of OR. BPs excision results in
synthesis of an inactive form of repressor and also activates PR in
the extrachromosomal state, contributing to lytic gene expression.
We observe that several promoter mutations, especially those
changing the interhexameric spacing, interfere with repression,
consistent with a model in which the BPs repressor acts by cobind-
ing with RNA polymerase and retention at the promoter rather
than polymerase occlusion (47).
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