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ABSTRACT Pseudomonas aeruginosa is an opportunistic Gram-negative pathogen that
requires iron for growth and virulence. Under low-iron conditions, P. aeruginosa tran-
scribes two highly identical (95%) small regulatory RNAs (sRNAs), PrrF1 and PrrF2, which
are required for virulence in acute murine lung infection models. The PrrF sSRNAs pro-
mote the production of 2-akyl-4(1H)-quinolone metabolites (AQs) that mediate a range
of biological activities, including quorum sensing and polymicrobial interactions. Here,
we show that the PrrF1 and PrrF2 sRNAs promote AQ production by redundantly inhib-
iting translation of antR, which encodes a transcriptional activator of the anthranilate
degradation genes. A combination of genetic and biophysical analyses was used to de-
fine the sequence requirements for PrrF regulation of antR, demonstrating that the PrrF
sRNAs interact with the antR 5’ untranslated region (UTR) at sequences overlapping the
translational start site of this mRNA. The P. aeruginosa Hfq protein interacted with UA-
rich sequences in both PrrF sRNAs (K, [dissociation constant] = 50 nM and 70 nM). Hfg
bound with lower affinity to the antR mRNA (0.3 wM), and PrrF was able to bind to antR
mRNA in the absence of Hfg. Nevertheless, Hfq increased the rate of PrrF annealing to
the antR UTR by 10-fold. These studies provide a mechanistic description of how the
PrrF1 and PrrF2 sRNAs mediate virulence traits, such as AQ production, in P. aeruginosa.

IMPORTANCE The iron-responsive PrrF sRNAs play a central role in regulating P.
aeruginosa iron homeostasis and pathogenesis, yet the molecular mechanisms by
which PrrF regulates gene expression are largely unknown. In this study, we
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seudomonas aeruginosa is a Gram-negative opportunistic pathogen that causes

life-threatening infections in diverse patient populations. P. aeruginosa virulence Medicine at Dartmouth
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for maintaining P. aeruginosa growth and virulence, and P. aeruginosa uses multiple
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pathways to acquire the metal from its host, including siderophore-dependent systems,
heme acquisition pathways, and ferrous iron transporters (7, 9-11). In order to limit
uptake of this redox-active metal, P. geruginosa also possesses an intricate regulatory
cascade that regulates the expression of iron uptake systems in response to available
iron sources (12). This system is largely presided over by the ferric uptake regulator (Fur)
protein, an iron-binding transcriptional repressor that blocks the expression of P.
aeruginosa’s iron uptake regulon under iron-replete conditions. The Fur protein also
regulates the expression of numerous virulence factors, including secreted proteases
and exotoxin A (13-17). This response allows P. aeruginosa to deploy its arsenal of
virulence factors upon host-employed iron starvation, highlighting iron as a major
environmental regulator of pathogenesis.

P. aeruginosa virulence and iron homeostasis also depend on the Fur-regulated
PrrF1 and PrrF2 sibling small regulatory RNAs (sRNAs) (18, 19). The PrrF1 and PrrF2
sRNAs are 95% identical to one another, and they are transcribed from genes that are
located in tandem on the genome in all sequenced strains of P. aeruginosa (20). The
PrrF sRNAs are transcribed in response to iron depletion and contribute to iron
homeostasis by blocking the production of nonessential iron-containing proteins (21).
The PrrF sRNAs have also been shown to promote the production of several 2-alkyl-
4(1H)-quinolone metabolites (AQs) (14, 18), which mediate a variety of biological
activities that are important for virulence. These AQs include the Pseudomonas quino-
lone signal (PQS) and 2-heptyl-4-hydroxyquinolone (HHQ) quorum-sensing molecules,
which induce the expression of multiple virulence genes (22-24). The AQ-biosynthetic
pathway also produces an N-oxide-substituted AQ, 2-heptyl-4-hydroxyquinolone N-oxide
(HQNO). HQNO promotes virulence by exerting toxic effects on mammalian cells and
may also limit the growth of competing microbial species during polymicrobial infec-
tions (25-27). The PrrF sRNAs increase the production of each of these AQs, indicating
their effects occur at the initiation of AQ synthesis (18). PrrF is thought to promote AQ
synthesis by blocking the expression of the antABC and catBCA genes, which encode
enzyme complexes that mediate degradation of the AQ precursor, anthranilate (Fig. 1A).
Supplementation of AprrF1,2 mutant cultures with anthranilate restores production of PQS
(14), supporting the model in which PrrF regulation of anthranilate metabolism underlies
the requirement for PrrF in AQ biosynthesis (28).

Bacterial sRNAs typically function by complementary base pairing with mRNA
molecules, which can lead to either positive or negative effects on mRNA stability and
expression (29-32). Base pairing of the sRNA near the ribosomal binding site (RBS) of
the mRNA most often results in decreased mRNA stability and reduced translation
efficiency. In contrast, base pairing of the sSRNA upstream of the translational start site
has been shown to alter the secondary structure of some mRNAs, resulting in increased
translation efficiency. Both the PrrF1 and PrrF2 sRNAs share significant complementa-
rity with the RBS and surrounding region of the antR mRNA (Fig. 1B), encoding a
LysR-type transcriptional activator of the antABC and catBCA operons (14). A recent
study demonstrated that overexpression of the PrrF2 sRNA resulted in decreased
translation of the antR mRNA in P. aeruginosa (33). The authors of the study further
showed that this regulation depended on the P. aeruginosa Hfq RNA binding protein,
which we previously found interacts with the PrrF sRNAs (34). This finding is in line with
what has been shown for the Hfg proteins of many other bacterial species, including
Escherichia coli, where the Hfq protein accelerates annealing of sSRNAs with their target
mRNA molecules (33, 35-39). However, neither the biophysical basis of this regulation
nor its impact on PrrF-regulated AQ production has been determined.

In the current study, we sought to determine the mechanisms underlying PrrF
regulation of AQ production. We show that the PrrF1 and PrrF2 sRNAs function
redundantly to repress antR expression and promote AQ production. We further show
that this regulation occurs through posttranscriptional regulation by the PrrF sSRNAs via
the 5" untranslated region (UTR) of the antR mRNA. We mapped the nucleotides
required for interaction of the PrrF sRNAs with the antR mRNA through a combination
of in vivo and in vitro analyses. We further showed that the P. aeruginosa Hfq protein
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FIG 1 Model of PrrF-regulated production of 2-alkyl-4-quinolones. (A) PrrF sRNAs are predicted to
promote alkylquinolone production by regulating the metabolism of anthranilate. In this model, the PrrF
SRNAs repress the expression of antR, encoding a LysR-type transcriptional activator that induces
expression of antABC, and catBCA genes for anthranilate catabolism. This prevents the degradation of
anthranilate, allowing the metabolite to instead be used for the synthesis of numerous 2-akyl-4(1H)-
quinolone metabolites via the pgsABCDE, pgsH, and pgsL gene products, as previously described. R
indicates the presence of an alkyl chain, which varies in length and saturation. (B) Predicted comple-
mentarity between the PrrF1 and PrrF2 sRNAs and the antR leader sequence. The numbers indicate the
orientation in relation to the transcriptional start site (PrrF1 and PrrF2) or the translational start site (antR
leader). The predicted start codon of the antR mRNA is underlined. The asterisks indicate the region of
antR that was protected by PrrF1 in RNase protection analysis performed in the present study. Vertical
lines indicate canonical base pairing. Colons indicate noncanonical (G-U) base pairing. Dashes indicate
gaps in the base pairing.

binds tightly to the PrrF sRNAs and increases their rate of annealing to the antR mRNA
leader sequence. These data provide a comprehensive model based on genetic,
biophysical, and metabolite analyses for how the iron-responsive PrrF sRNAs promote
the production of AQs by P. aeruginosa.

RESULTS

Anthranilate supplementation restores production of most alkylquinolones to
the AprrF1,2 mutant. Previous studies using thin-layer chromatography (TLC) showed
that anthranilate supplementation restored PQS production to the Aprrf1,2 mutant
(14). This led to the model (Fig. 1A) in which PrrF repression of the antABC and catBCA
genes spared anthranilate from degradation so that it could be used to synthesize PQS.
If this is the case, then anthranilate supplementation should also restore production of
other AQs, as anthranilate is a precursor for all of these metabolites. However, TLC does
not detect the production of other AQ metabolites. We therefore determined the effect
of anthranilate supplementation on AQ production, using a liquid chromatography-
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TABLE 1 Anthranilate supplementation restores AQ production to the AprrF1,2 mutant

Journal of Bacteriology

Normalized concn [(pg/ml)/ODgg0l?

Strain C,-PQS C,-PQS HHQ NHQ NQNO
Wild type 0.37 £0.03 0.52 £0.03 0.10 = 0.04 0.25 £ 0.09 6.59 = 0.34

AprrF1,2 mutant 033 = 0.03 0.27 = 0.05¢ 0.04 = 0.016 0.11 = 0,020 3.73 + 0.84¢
AprrF1,2 mutant + anthranilate 0.53 = 0.039f 0.17 = 0.024%¢ 0.40 = 0.09<1 0.37 = 0.05f 6.07 = 0.76¢

aThe concentration of each AQ in the supernatants of the indicated strains grown in DTSB, with or without 500 uM anthranilate, as indicated, was determined by LC-
MS-MS and normalized by culture density, as described in Materials and Methods. Significant differences were determined by two-tailed Student’s t test. ODgq,

optical density at 600 nm.

bPp < 0.05 for the AprrF1,2 mutant, with or without anthranilate, compared to the wild-type strain.
€P < 0.005 for the AprrF1,2 mutant, with or without anthranilate, compared to the wild-type strain.
dp < 0.0005 for the AprrF1,2 mutant, with or without anthranilate, compared to the wild-type strain.
eP < 0.005 for the AprrF1,2 mutant with versus without anthranilate.

P < 0.0005 for the AprrF1,2 mutant with versus without anthranilate.

tandem mass spectrometry (LC-MS-MS) protocol previously developed in our labora-
tory (40, 41). The wild-type (WT) and AprrF1,2 mutant strains were grown for 18 h in
dialyzed tryptic soy broth (DTSB), an iron-depleted medium used extensively by our
laboratory to analyze P. aeruginosa AQ production (14, 18, 40-42). This assay quantifies
the levels of both the C, and C, congeners of the PQS, HHQ, and HQNO metabolites,
which represent the most abundant congeners under a variety of culture conditions
(43). As previously observed, the AprrF1,2 mutant showed a significant reduction in the
production of almost all the AQs tested by LC-MS-MS (Table 1). The one exception was
the C, congener of PQS (C,-PQS), which showed only a small and insignificant reduc-
tion in the AprrF1,2 mutant (Table 1). With the exception of the C,-PQS congener,
supplementation of the AprrF1,2 mutant cultures with 500 uM anthranilate restored
production of AQs to levels at or above those of the wild-type strain (Table 1).
Interestingly, anthranilate supplementation of AprrF1,2 mutant cultures did not restore
C,-PQS and C,-PQS production as robustly as previously observed by TLC (14). There
was no significant difference in the concentration of individual AQ species produced by
the AprrF1 and AprrF2 strains, indicating redundant effects of PrrF1 and PrrF2 sRNAs in
regulating AQ production. This may be due to the production of multiple PQS conge-
ners, with varying alkyl chain lengths and levels of saturation, that cannot be differen-
tiated by TLC. Regardless, these data indicate that the AprrF1,2 mutant defect in AQ
production is due, at least in part, to deregulated anthranilate metabolism.

The PrrF sRNAs posttranscriptionally regulate expression of antR. We next
investigated the genetic mechanism by which the PrrF sRNAs affect AQ production by
analyzing expression of antR, which encodes a LysR-type transcriptional activator of the
antABC and catBCA genes for anthranilate degradation. We first identified the antR
transcriptional start site (TSS) by 5" rapid amplification of cDNA ends (RACE) using RNA
isolated from the wild-type PAO1 strain grown in DTSB with 100 uM FeCl; supplemen-
tation. This growth condition was previously shown to allow high levels of antR mRNA
in PAO1 (14). The TSS was located within a string of G residues adjacent to sequence
95 to 98 nucleotides (nt) upstream of the translational start site (see Fig. S1 in the
supplemental material). This TSS was distinct from that previously identified for antR,
potentially due to the high-iron growth conditions used for the analysis, which produce
a much higher level of antR transcription than was seen in the earlier study (44).

We next cloned the sequence corresponding to the predicted iron-dependent antR
promoter, the antR untranslated region (UTR), and the portion of the antR coding
sequence that is predicted to pair with the PrrF sSRNAs and fused this fragment to a
promoterless lacZY operon that lacked its native Shine-Dalgarno sequence (Fig. 2A).
The resulting fusions were integrated onto the PAO1 and AprrF1,2 chromosomes at the
att site. The antR reporter strains were grown in DTSB, with or without supplementation
with 100 uM FeCl;, for 18 h. As expected, B-galactosidase activity was strongly
repressed when the wild-type strain was grown under low-iron conditions. Also as
expected, we observed significant induction of B-galactosidase activity in the AprrF1,2
mutant reporter strain compared to the wild-type reporter strain when both were
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FIG 2 The PrrF sRNAs mediate iron-regulated posttranscriptional repression of antR. The indicated strains carrying the antR transcriptional and
translational fusions (A), the antR translational fusion (B), or the antR transcriptional fusion (C) were grown for 18 h at 37°C in DTSB without (white
bars) or with (gray bars) 100 uM FeCl; supplementation. Diagrams of the corresponding reporter fusions are shown above the graphs. In each
diagram, +1 denotes the transcriptional start site, SD denotes the Shine-Dalgarno site, and AUG indicates the translational start site. In panels
A and B, the region of PrrF complementarity (PrrF C') with the antR UTR is indicated above the diagram by a horizontal bar. The error bars indicate
the standard deviations of B-galactosidase activity from three (A) or six (B and C) independent experiments. The asterisks indicate a significant
difference when comparing each of the mutants to PAO1 grown under low-iron conditions or as indicated by the horizontal bars. *, P < 0.05;
**, P < 0.001.

grown in low iron (Fig. 2A). Interestingly, iron supplementation still caused a small but
statistically significant induction of B-galactosidase activity from the antR reporter in
the AprrF1,2 mutant (Fig. 2A), indicating that iron activates antR expression through
both PrrF-dependent and PrrF-independent pathways.

We next determined whether iron activation of antR expression occurs by transcrip-
tional or posttranscriptional mechanisms. An antR translational fusion consisting of the
native lac promoter followed by the antR 5'UTR fused to the lacZY operon, as shown
in Fig. 2B, was integrated at the att site of PAO1 and the AprrF1,2 mutant. The
B-galactosidase activity from this translational reporter showed 7.3-fold induction by
iron, and this induction was eliminated in the AprrF1,2 mutant (Fig. 2B). We also
constructed an antR transcriptional fusion consisting of the antR promoter fused to
lacZY preceded by its native Shine-Dalgarno site (Fig. 2C). The antR transcriptional
reporter was also activated by iron in wild-type PAO1, but only by 2.3-fold (Fig. 2C).
Moreover, while a slight reduction in antR promoter activity was observed in the
AprrF1,2 mutant compared to the wild type, deletion of the prrF1-prrF2 locus did not
reduce iron activation of this reporter (Fig. 2C). Combined, these data demonstrate that
PrrF-dependent iron activation of antR expression occurs via the antR 5’ UTR, while
PrrF-independent iron activation of antR occurs at the antR promoter.

PrrF1 and PrrF2 promote AQ production through redundant repression of antR
expression. Previous studies showed that the PrrF1 and PrrF2 sRNAs are redundant for
regulation of many targets, including antR and antA (14, 21). However, the impact of
the individual PrrF sSRNAs on AQ production was not known. We therefore determined
the impacts of the individual PrrF1 and PrrF2 sRNAs on AQ production by LC-MS-MS.
The PAOT, AprrF1, and AprrF2 single mutants and the AprrF1,2 double mutant were
grown in DTSB for 18 h and analyzed for AQ production by LC-MS-MS. Individual
deletion of either the prrF1 or prrF2 gene exerted no effect on the production of C,-PQS,
HHQ, HQNO, or NQNO (2-nonyl-4-hydroxyquinoline n-oxide) (Table 2) and caused only
small (less than 50%) reductions in C4-PQS and NHQ production (Table 2). There was
also no significant difference in the concentrations of individual AQ species produced
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TABLE 2 PrrF1 and PrrF2 are redundant in their regulation of AQ production

Normalized concn [(g/pl)/ODgq0l¢

Strain C,-PQS C,-PQS HHQ NHQ HQNO NQNO

Wild type 064 *+0.06 1.01 £0.10 0.08 £0.02 0.27 =0.07 239*0.28 1221 =*1.03
AprrF1 mutant  0.54 = 0.08 0.65 = 0.05¢ 0.05 = 0.01 0.14 = 0.03® 2.06 = 0.62 9.82 = 0.01
AprrF2 mutant  0.55 = 0.07 0.80 = 0.06° 0.06 = 0.01 0.17 =0.05 2.50*0.61 11.10 = 1.99
AprrF1,2 mutant 0.50 + 0.07° 0.35 = 0.06¢ 0.04 = 0.01® 0.06 + 0.019 0.95 = 0.27¢ 3.71 % 0.00¢

9The concentration of each AQ in the supernatants of the indicated strains grown in DTSB was determined
by LC-MS-MS and normalized by culture density, as described in Materials and Methods.

bp < 0.05, comparing the AprrF1, AprrF2, or AprrF1,2 mutant to the wild type.

P < 0.005, comparing the AprrF1, AprrF2, or AprrF1,2 mutant to the wild type.

dp < 0.0005, comparing the AprrF1, AprrF2, or AprrF1,2 mutant to the wild type.

by the AprrF1 and AprrF2 strains, indicating redundant effects of PrrF1 and PrrF2 sRNAs
in regulating AQ production. The antR reporter fusion was also integrated onto the
chromosomes of the AprrF1 and AprrF2 single mutants, and the resulting strains were
grown for 18 h in DTSB and analyzed for B-galactosidase activity. Similar to what was
observed for the production of most AQs, deletion of either prrF1 or prrF2 resulted in
no significant change in B-galactosidase activity from the antR reporter (Fig. 2B). These
data demonstrate that the PrrF1 and PrrF2 sRNAs redundantly regulate antR expression
to promote AQ production.

PrrF represses antR via sequences in the antR UTR. We next sought to identify
the specific nucleotides of the antR leader sequence that are required for regulation by
the PrrF1 and PrrF2 sRNAs. A series of mutations were designed and introduced into the
antR reporter (Fig. 3A), and the altered antR reporters were integrated at the att site of
wild-type strain PAO1. While mutation of the sequence adjacent to the RBS ablated
B-galactosidase activity from the antR reporter under high-iron conditions (alt-antRA
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FIG 3 Mutations in the antR 5’ UTR reduce PrrF repression. (A) Mutations were generated in the antR
translational fusion to disrupt the predicted interaction between the PrrF sRNAs and the antR 5" UTR. (B)
The indicated strains carrying either the WT or altered antR translational reporters shown in panel A were
grown for 18 h in DTSB without (white bars) or with (gray bars) 100 uM FeCl; supplementation, and the
cultures were assayed for B-galactosidase activity. The error bars represent the standard deviations from
three independent experiments. The asterisks indicate a significant difference in Miller units when
comparing the low-iron values to those of the WT antR translational reporter in strain PAO1 grown under
low-iron conditions. *, P < 0.01; **, P < 0.005.
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and alt-antRC mutants [Fig. 3B]), mutation of the sequence further upstream of the RBS
had no significant effect on the B-galactosidase activity of the antR reporter under
high-iron conditions (alt-antRB mutation [Fig. 3B]). We further explored the effects of
the alt-antRB mutant, which altered 3 nucleotides approximately 20 nt upstream of the
antR RBS, on B-galactosidase activity from the antR reporter under low-iron conditions.
These data showed a small but statistically significant derepression of B-galactosidase
activity from the alt-antRB reporter compared to the wild-type antR reporter when
grown in iron-depleted medium (Fig. 3B). Despite showing reduced translation effi-
ciency under high-iron conditions, the alt-antRC reporter also caused a small but
statistically significant increase in B-galactosidase activity under low-iron conditions
(Fig. 3B). Combined, these data suggest that PrrF repression of antR depends upon a
significant stretch of complementarity between the PrrF sRNAs and the antR 5" UTR. We
attempted to restore PrrF regulation of the altered alt-antRB reporter by transforming
the alt-antRB reporter strain with a plasmid carrying a compensatory prrF1-prrF2 allele
designed to restore PrrF1-antR and PrrF2-antR complementarity. However, this con-
struct had no effect on B-galactosidase activity from the alt-antRB reporter, potentially
due to altered structures of the PrrF or antR UTR (data not shown). Further analysis of
the PrrF-antR interaction, including the role of the P. aeruginosa Hfq protein in their
association, was therefore conducted in vitro.

PrrF sRNAs bind to the arginine patch of Hfq. The PrrF sRNAs were previously
shown to interact with the P. aeruginosa Hfq protein (34), indicating a role for Hfq in
PrrF regulatory function. Studies of E. coli and Salmonella sRNAs showed that the
3'-terminal U’s associated with the Rho-independent transcription terminator bind
the proximal pore of Hfq (45, 46). An internal AU-rich motif additionally interacts with
the arginine patch on the rim of Hfq (47, 48), which is necessary for efficient annealing
with its mMRNA targets (36). To probe the secondary structure of the PrrF sRNAs and
locate the P. aeruginosa Hfq binding site, we partially digested 32P-labeled PrrF sRNAs
with RNase If. The RNase If digestion pattern of PrrF1 in the absence of Hfq [Fig. 4A, lane
(—) Hfg] agrees with the predicted secondary structure of PrrF1 (Fig. 4E), except that the
regions between nt 60 and 65 and nt 80 and 90 were more protected than expected,
suggesting that the region between stem-loop 2 and stem-loop 3 forms one or more
alternative secondary structures.

The presence of P. aeruginosa Hfq weakly protected AU-rich segments of PrrF1, A58
to U59 and A69 to A72, and more strongly protected the U-rich motifs, U76 to A81 and
U85 to U89, from digestion by RNase If (Fig. 4A, lanes Pa Hfq, and E, red symbols). The
extent of protection increased with increasing Hfq concentrations, suggesting that
these internal A/U- and U-rich motifs bind Hfg, as observed in other sRNAs. For
comparison, we also probed the structure of PrrF1 RNA in the presence of E. coli Hfq,
which also protected nt 76 to 89 of PrrF1, as we found with P. aeruginosa Hfq (Fig. 4A,
Ec Hfq, lane 0.17 uM WT). Interestingly, when R16 on the rim of E. coli Hfq was replaced
with alanine, this internal A/U-rich region was no longer protected from RNase diges-
tion (Fig. 4A, Ec Hfg, lane 0.33 uM R16A), suggesting that this region interacts with the
arginine patch. PrrF2 sRNA, which differs by only a few nucleotides from PrrF1,
exhibited a similar RNase If digestion pattern in the absence and presence of P.
aeruginosa, WT E. coli, and R16A Hfq (see Fig. S2 and S3 in the supplemental material).
These results indicate that P. aeruginosa Hfq recognizes the PrrF1 and PrrF2 sRNAs in a
manner similar to that of Hfg proteins from E. coli and Salmonella.

Hfq and PrrF1 bind different domains of the antR mRNA leader. To map the
binding sites for P. aeruginosa Hfq and PrrF1 on the antR mRNA leader, a 32P-labeled
fragment of the antR mRNA from the transcription start site through the 14th codon
was also partially digested with RNase If in the presence of P. aeruginosa Hfq and PrrF1.
GC-rich sequences at the 5" end of antR mRNA were completely protected from RNase
digestion, consistent with the formation of stable secondary structure at the 5’ end of
the mRNA (Fig. 4B). In the presence of Hfq, the A-rich loop between nt 42 and 50 of the
antR mRNA was moderately protected from RNase digestion (Fig. 4B, lane A H and lane

May 2018 Volume 200 Issue 10 e00704-17

Journal of Bacteriology

jb.asm.org 7


http://jb.asm.org

Djapgne et al. Journal of Bacteriology

A 32
P- PrrF1 C.
Pa Hfq Ec Hfq
B. 32
=3 P- antR soooo| 1-3wM Hfq 'Tl 250
sss §§§ P oonta
@a 2 rex—- 1 iw b
- PR P= N EPE O i 3 20000t 017k g {, 1 ‘ I
 — e TR TR N Y
e - 106 e o 04 Wu &“:‘Y'W
% b el 30 40 50 60 70 80 90 100
83 = - Nucleotide Number

78 =

74 fiE=-sn=. 1o

r—— - D.
R N o 50000
2 49 40000
57 |=Emmss o=—io 42
o » 30000+
39 1+ =
-
==
48 == 3 20000+
32 ikt &)
44 10000 ]
41 o 27 -
0+~ . T .
34 - Nucleotide number
32
27
————— . —— & 90
23 Vs’
F- A ce
T o= i
antR 5’ UTR +U—AR,
’ c—c$*®
PrrF1 protection ° .
Strong Hiq protection Y U uc
E v Weak Hfq protection o G—ue A G
. ey Hfq protection eliminated by ternary complex formation M 80~ C—G @100 G—u
Sl Structural rearrangement upon Hfq binding + c—Ae c—6
Yoc—od Structural rearrangement upon PrrF1 binding +* G—ue 120- C—G
A= T1 cleavage A uU—Ge G—C -130
PrrF1 \>z_: sL2 If cleavage A . o uU—A c—6
€0 100 | OC—G o00¢ mm u—a
A A v G—CAGC—GACCCAUCCCG—UCUCCAU
»c—cso €0 s - 6—c-70 !
SL3 4 A U - 6—c 110 140
i e TE W oeag 6—c¢ 60 o 50
Lt C>ear A0 (T G ////CCGA c I 0000c®%6,0
o Coer co cecedd ] ACGCGAGACGAC
=2 R °e ITTTTTITTITT T oo
06—c cce S”¢ rGc n
~ ) c—c 2 & UGCAUUUUGCUG .
vooeeY YW¥s8 v o Yrgact ™ +hoehuan%
—c ave 0 u-U6—CUUUTUTU-3
AGe—eATy AU ucczco A—U U uGgce 30 40 ce®

A %QX 90

FIG 4 RNase If footprinting of PrrF1 and antR. (A) RNase If digestion pattern of 5'-32P-PrrF1 sRNA at 30°C with no Hfq [(—) Hfq], 0.17
to 0.67 uM P. aeruginosa (Pa) Hfq, 0.17 to 0.33 uM E. coli (Ec) Hfg, and 0.33 uM E. coli R16A Hfq, as shown. Lanes T1, Alk lys, and FL
represent control reactions in urea with RNase T1 (T1), alkaline hydrolysis (Alk lys), and no treatment (FL). E. coli Hfq binds sSRNA more
strongly than P. aeruginosa Hfq, and binding of a second E. coli Hfq hexamer may account for some differences between the protection
pattern in 0.17 and 0.33 uM E. coli Hfq. (B) RNase If digestion patterns of 5'-32P-labeled antR mRNA at 30°C with no Hfq (lane A), 0.5
1M P. aeruginosa Hfq (lane A H), 0.5 uM PrrF1 (lane A P1), and 0.5 uM P. aeruginosa Hfq plus 0.5 uM PrrF1 (lane A P1 H). Control
reactions were as for panel A. Numbers to the left of the images in panels A and B indicate the nucleotide numbers of the RNA
molecule where cleavage occurs to produce the observed bands. (C) Relative digestion of PrrF1 sRNA by RNase If in the absence and
presence of P. aeruginosa Hfq (see Materials and Methods). The inset shows the region between nt 90 and 95. (D) Relative digestion
of antR mRNA by RNase If in the absence and presence of P. aeruginosa Hfq and PrrF1 sRNA. (E and F) Summary of nuclease digestion
patterns on the predicted secondary structures of PrrF1 (E) and antR 5’ UTR (F), as indicated in the key. The schematics summarize
the results of several footprinting experiments for each RNA. Weak (<2X) and strong (~2X) protection were determined by
quantitation of the footprinting gels with SAFA (71), as illustrated in panels C and D. A plus sign indicates increased nuclease cleavage
upon Hfq (red) or PrrF1 (blue) binding, suggesting structural rearrangements of the RNA molecules. The secondary structures of the
PrrF1 sRNA and antR mRNA shown in panels E and F, respectively, were generated using a combination of computational prediction
(MFold) (73) and experimental results (A and B).

A H P1), suggesting this loop provides a weak binding site for Hfq in the antR mRNA
(Fig. 4F, red circles). P. aeruginosa Hfq also protected residues downstream of the PrrF
binding site (U112), but not when PrrF1 was present (Fig. 4F, red squares). When PrrF1
sRNA was allowed to bind antR mRNA, a downstream region spanning nt 91 to 110
became strongly protected from RNase If (Fig. 4C, lane A P and lane A H P1, and F, blue
symbols). These residues comprise part of the predicted region of complementarity
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FIG 5 Equilibrium binding of Hfgq with PrrF1 and antR. (A) Incubation of 32P-labeled PrrF1 with 0 to 667
nM Hfqg resulted in a specific mobility shift [P1-H(I)], followed by an additional diffuse mobility shift
[P1-H(I] arising from two or more Hfgq hexamers binding to PrrF1. (B) Fractions of P1-H(l) and P1-H(ll)
complexes were fit to equations 1 and 2 to obtain the dissociation constants (Table 3). (C) Titration of
32P-antR mRNA with 0 to 1,667 nM Hfqg resulted in three distinct RNPs, A1-H(l), A1-H(Il,) and A1-H(llI),
with one to three Hfg hexamers, respectively. (D) Fractions of A1-H(l) and the total of A1-H(ll) plus
A1-H(lll) complexes, as in panel B.

between PrrF1 and antR mRNA (Fig. 3A) and coincide with the sequence required for
full PrrF repression of P, translational activity in vivo (Fig. 3B, alt-antRC), indicating
that this region is a likely binding site for PrrF1. The region was also protected when
PrrF1 and P. aeruginosa Hfq were added to antR mRNA simultaneously, suggesting that
PrrF1 can bind to antR mRNA in the absence or presence of P. aeruginosa Hfq.

P. aeruginosa Hfq binds to PrrF sRNA with higher affinity than to antR mRNA.
To determine whether P. geruginosa Hfq can facilitate base pairing between sRNAs and
mRNAs by simultaneously binding both RNAs in a ternary complex, we measured the
affinity of P. aeruginosa Hfq for PrrF sSRNAs and antR mRNA by native gel electrophoretic
mobility shift assays (EMSA). When 32P-labeled PrrF1 or PrrF2 was titrated with P.
aeruginosa Hfq, we observed sequential gel shifts corresponding to the binding of one
Hfq hexamer [P-H(I)] or two or more hexamers [P-H(Il)] (Fig. 5A; see Fig. S4 in the
supplemental material). The dissociation constant for each PrrF-Hfgq complex was
determined by fitting the fraction of bound PrrF sRNA versus the Hfq concentration to
a partition function for two independent sites on PrrF (Fig. 5B). The resulting dissoci-
ation constants for P-H(l) ranged from 51 to 65 nM Hfq hexamer for PrrF1 (Table 3) and

TABLE 3 Equilibrium binding constants@ for PrrF1, PrrF2, Hfg, and antR

Complex K4, (nM) K4, (nM)

PrrF1 + Hfq 65+7,51x2 135+ 12, 183 = 407
PrrF2 + Hfq 70+2,74+3 207 £ 7,480 =50
antR + Hfq 295 +9,302 £ 24 440 = 500, 407 £ 943
PrrF1 + antR 25+1,7%1 NDP

atquilibrium binding constants were determined from EMSA data as described in Materials and Methods.
Shown are the values = the standard error of the fit parameter for each individual experiment (n = 2).
®ND, no second PrrF1-to-antR binding event was detected (Fig. 6A and B).
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FIG 6 Effect of Hfg on sSRNA-mRNA duplex stability. (A) Addition of 0 to 100 nM PrrF1 sRNA to 5 nM
32p-labeled antR mRNA produces PrrF1-antR mRNA duplex. (B) A fraction of PrrF1-antR mRNA duplex (Fig.
5A) with increasing PrrF1 concentrations was fit to a 2-state quadratic equation (equation 3). (C) A
preformed complex of 5 nM 32P-antR mRNA and 10 nM PrrF1 sRNA was titrated with 0 to 200 nM Hfq,
to compare the stabilities of the RNA duplex at different Hfg concentrations. An increase in the Hfq
concentrations resulted in an increase of antR-PrrF1 (A-P1) band intensity up to 50 nM. A stable ternary
complex (antR-PrrF1-Hfq) was visible above 50 nM Hfg,. High Hfq concentrations destabilized the
antR-PrrF1 duplex, resulting in free antR RNA. (D) The fraction of antR mRNA-PrrF1 complexes as a
function of the Hfg concentration was fit to equation 4.

70 to 74 nM Hfqg for PrrF2 (Table 3; see Fig. S4 in the supplemental material). Thus,
PrrF1 and PrrF2 sRNAs not only have similar sequences, they interact similarly with P.
aeruginosa Hfq.

P. aeruginosa Hfq bound to the 32P-labeled antR mRNA leader 4 to 6 times less
tightly than to PrrF1 or PrrF2, with dissociation constants of 295 nM and 440 nM Hfqg
for the first and second Hfg complexes, respectively (Fig. 5C and D and Table 3). This
low affinity of P. aeruginosa Hfq for antR mRNA may be due to the lack of repeated
(AAN), motifs, which are necessary for efficient interaction of the distal face of Hfq with
mRNAs in E. coli (29). In support of this idea, the short A-rich binding sequence
(AAAACAGA) at the loop of SLII was only weakly protected by P. aeruginosa Hfq in our
footprinting experiments (Fig. 4D). In contrast, many E. coli mRNAs contain three or four
AAN triplets, which bind E. coli Hfq tightly (29). The weak affinity of P. aeruginosa Hfq
for antR mRNA was not due to the inability of P. aeruginosa Hfq to recognize AAN
motifs, because the K (dissociation constant) for P. aeruginosa Hfq binding to A18 RNA
was 8 nM Hfq (see Fig. S5 in the supplemental material), very similar to the K, of 7.5
nM for E. coli Hfq (49). Moreover, P. aeruginosa Hfq has been reported to bind AAN
repeats in amiE mRNA and CrcZ sRNA in P. aeruginosa (50, 51).

P. aeruginosa Hfq forms a ternary complex with PrrF1 and antR mRNA. To
determine whether Hfq is needed to stabilize base pairing between PrrF SRNA and antR
mRNA, we measured the binding affinity of our antR mRNA fragment for PrrF1 sRNA by
EMSA and found that even at 0.1 nM PrrF1, 30% of antR mRNA formed a complex with
PrrF1 sRNA. The fraction of antR mRNA-PrrF1 complex as a function of the PrrF1
concentration was fit to a two-state quadratic equation, yielding a dissociation constant
of 2.5 nM (Fig. 6B). Thus, PrrF1 sRNA binds tightly to antR mRNA in the absence of Hfq
and may not require Hfq for binding to antR mRNA in P. aeruginosa.

To determine the effect of P. aeruginosa Hfq on the stability of the sSRNA-mRNA
duplex, we titrated a preformed 32P-antR mRNA-PrrF1 complex with Hfg. Low concen-
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FIG 7 Effect of P. aeruginosa Hfq on RNA annealing kinetics. (A) 5 nM 32P-antR RNA, 30 nM PrrF1 sRNA,
and 100 nM Hfq were mixed rapidly in TNK buffer (10 mM Tris-HCI, pH 7.5, 50 mM NaCl, 50 mM KCl) and
loaded on 6% native PAGE while running continuously. (B) Formation of antR RNA-PrrF1 binary [(—) Hfq]
or the sum of antR RNA-PrrF1 and antR RNA-PrrF1-Hfq complexes (100 and 200 nM Hfq) over time were
fit to a biexponential rate equation (equation 5). The controls were incubated for an hour to allow the
reactions to reach equilibrium. The standard deviation among four technical replicates of each reaction
was <10%.

trations of Hfq slightly increased retention of the antR mRNA-PrrF1 complex in the
native gel. Around 50 nM Hfg, which is comparable to the dissociation constant for
PrrF1 (51 nm) (Table 3), a stable ternary complex between Hfq, PrrF1, and antR mRNA
appeared (Fig. 6D). Above 100 nM Hfg, the antR mRNA-PrrF1 duplexes fell apart,
releasing free antR mRNA (Fig. 6D). This shift in the stability of the SRNA-mRNA duplex
suggests that excess Hfq may sequester PrrF1 sRNA in an inactive complex that cannot
pair with antR mRNA. A similar phenomenon was observed for E. coli Hfq binding to
rpoS mRNA (52).

Hfq increases the rate of SRNA-mRNA annealing. We previously observed that P.
aeruginosa Hfq accelerates the annealing of RNA oligomers about 10-fold (53), which is
about 10-fold less than E. coli Hfg, a very active RNA annealer. We attribute this to
replacement of an arginine (R17) with a lysine (K17) on the rim of P. aeruginosa Hfq (53).
We next asked whether P. aeruginosa Hfq can also accelerate the annealing of PrrF1
sRNA with our 32P-labeled antR mRNA fragment. Although PrrF1 bound to antR mRNA
in the absence of Hfg, the rate of duplex formation was low (0.1 min—") (Fig. 7). In the
presence of 100 nM Hfq, antR, PrrF1, and Hfq rapidly formed a ternary complex (k; =
~3 min—"), which was followed by a slower phase of annealing (k, = 0.2 min—') and
accumulation of antR mRNA-PrrF1 binary complex. In 200 nM Hfq, the magnitude of the
fast phase was smaller, but more antR mRNA-PrrF1 complex accumulated within the
first few minutes of the reaction than in the absence of Hfq (Fig. 7B). These data
suggested that P. aeruginosa Hfq can increase SRNA-mRNA duplex formation by up to
~30-fold, despite weak binding of Hfg to antR mRNA.

DISCUSSION

The PrrF sRNAs play a central role in P. aeruginosa iron homeostasis and pathogen-
esis (14, 18, 19, 21), yet the molecular basis for AprrF1,2 mutant virulence attenuation
remains unclear. In this study, we aimed to determine the genetic and biochemical
bases on which the PrrF sSRNAs promote the production of AQs, which play multiple
roles in P. aeruginosa virulence (24, 41, 54-56). We demonstrated that the PrrF1 and
PrrF2 sRNAs redundantly affect antR translational activity to promote AQ production
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(Fig. 2 and Table 2). We also identified two distinct regions of the antR leader that are
required for full repression of the P,,.s-'lacZ reporter in vivo (Fig. 3). One of these
regions (mutated in the alt-antRB fusion) was not protected from RNase digestion in the
presence of the PrrF1 sRNA (Fig. 4), suggesting these nucleotides do not directly pair
with the PrrF sSRNAs. Mutation of this region may instead cause structural changes to
the antR mRNA that are important for interaction with the PrrF sSRNAs, particularly since
these mutations are expected to alter the stability of the stem-loop adjacent to the
PrrF1 binding site. The second site identified in our in vivo analysis (mutated in the
alt-antRC fusion) overlaps the antR translational start site (Fig. 3) and was protected
from RNase digestion in the presence of PrrF1 (Fig. 4), indicating that the region pairs
with the PrrF sRNAs in vivo. The latter region is predicted to anneal to a sequence that
is completely conserved between PrrF1 and PrrF2 (Fig. 1B), providing a mechanistic
rationale for the redundancy of the PrrF sRNAs in regulating antR expression. Notably,
both the antRA and antRC mutations resulted in loss of translation under high-iron
conditions, presumably due to changes in the antR UTR structure. In line with this idea,
MFold analysis of these mutant UTRs resulted in stable hairpin structures that seques-
tered the Shine-Dalgarno site and translational start site of antR (data not shown).

Our studies also build on the current model of how P. aeruginosa Hfq contributes to
PrrF regulation of antR. We showed that P. aeruginosa Hfq binds with high affinity to the
PrrF sRNAs through the arginine patch on the Hfq rim (Fig. 4A), similar to what has been
reported for several E. coli SRNAs (47, 48). While P. aeruginosa Hfq was not required for
formation of the antR-PrrF1 complex, it increased the rate of formation of the complex
and stabilized the preformed antR-PrrF1 complex. This biophysical evidence supports
previous in vivo work by Sonnleitner et al., which demonstrated that a Ahfqg mutant was
defective for PrrF-mediated regulation of antR (33) and that the binding potential of P.
aeruginosa Hfq largely accounts for catabolite repression control (Crc) regulation of
antR. Interestingly, P. aeruginosa Hfq bound weakly to the antR mRNA (295 nM) in our
studies (Fig. 5D), presumably owing to a shorter A-rich motif (AAN) in contrast to the
multiple AAN motifs that mediate Hfq recognition and binding to mRNAs in E. coli (57).
This suggests either that Hfg can act via transient interactions with mRNA targets or
that other RNA binding proteins contribute to mRNA recognition by P. aeruginosa Hfq.
Nevertheless, these studies clearly demonstrate that Hfg plays an important role in
PrrF-mediated regulation of antR expression in P. aeruginosa.

This study further demonstrated that iron regulates antR through both PrrF-
dependent and PrrF-independent mechanisms (Fig. 2). This finding is consistent with
previous work showing that iron activates antA expression in the Aprrf1,2 mutant (14),
demonstrating that iron regulates anthranilate metabolism via AntR through at least
two distinct mechanisms. In addition to serving as a precursor for AQ synthesis,
anthranilate is a central metabolite in P. aeruginosa, and thus, its catabolism likely
requires extensive control. Anthranilate is synthesized by anthranilate synthase from
chorismate, which also serves as a precursor for siderophore and amino acid biosyn-
thesis (58). Anthranilate is also formed as an intermediate in the kynurenine pathway,
which converts tryptophan to NAD (NAD™) (28, 59). Anthranilate degradation via the
antABC-encoded anthranilate dioxygenase, which is dependent upon iron (60), feeds
into the catechol ortho-cleavage pathway to form the tricarboxylic acid (TCA) cycle
intermediate succinyl-coenzyme A (CoA) (61). Expression of the antABC operon is
dependent upon the presence of anthranilate, which serves as a coinducer of the
LysR-type AntR regulator (14). Thus, while PrrF regulation of antR expression is clearly
important for AQ production in low-iron environments (Table 1) (18), many additional
factors likely converge to regulate anthranilate metabolism and AQ production.

Our studies additionally identified a new TSS for the antR mRNA that is upstream of
that observed for P. aeruginosa strain PA14 grown in L broth (44). Since the TSS of the
longer transcript was identified under our high-iron growth conditions and not in
previous studies, we hypothesize that the transcript is dependent upon iron supple-
mentation of the growth medium. In line with this hypothesis, our data show that iron
increases the activity of this upstream promoter (Fig. 2C), as well as translation of the
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resulting mRNA transcript (Fig. 2B). At this time, it is unclear how iron regulates the antR
promoter, as we did not identify an obvious Fur-binding site in the antR-antA intergenic
region. Notably, the shorter antR transcript in the PA14 transcriptome lacks the Hfq
binding site described here, indicating that Hfq cannot facilitate PrrF-mediated regu-
lation of this shorter transcript. Kim and colleagues previously identified an AntR
binding site immediately upstream of the TSS for the shorter antR transcript (62), and
a potential RpoN-dependent promoter is immediately upstream of this shorter TSS (63)
(shown in Fig. ST in the supplemental material). Thus, it is possible that the shorter antR
transcript is responsive to nitrogen and amino acid metabolism via anthranilate while
the longer transcript is specifically responsive to iron. The iron-dependent transcript is
additionally subject to catabolite repression control due to the ability of the CrcZ sSRNA
to sequester Hfg when preferred carbon sources have been depleted (33). These
combined studies further demonstrate the complexity of anthranilate catabolism reg-
ulation by P. geruginosa in diverse environments.

Surprisingly, our study showed disparate effects of anthranilate supplementation on
C,-PQS and C,-PQS production by the AprrF1,2 mutant (Table 1), further underlining
the complexity of AQ production regulation. The alkyl chains of HHQ and C,-PQS are
derived from octanoic acid (64), and it is assumed that longer and shorter chains of
different AQ congeners are derived from correspondingly longer or shorter fatty acids.
We previously found that iron regulation of AQ production was variable between
different congeners of each AQ metabolite (40), indicating that iron regulation of fatty
acid metabolism or availability may play an important role in modulating AQ produc-
tion. Combined with our current data, these studies suggest that numerous metabolic
and iron-regulatory pathways modulate AQ production, highlighting the interplay of P.
aeruginosa’s metabolic diversity, iron dependency, and pathogenic potential.

The redundancy of PrrF1 and PrrF2 observed in this work further begs the question
of why the prrF1 and prrF2 genes are duplicated in tandem in all sequenced strains of
P. aeruginosa. It is possible that slight differences between the PrrF1 and PrrF2 se-
quences allow differential regulation of some mRNA targets. Alternatively, differential
expression of the PrrF1 and PrrF2 sRNAs may allow diverse environmental signals, in
addition to iron depletion, to affect PrrF regulation of metabolism and virulence.
Indeed, recent work by Little and colleagues demonstrated that the P. aeruginosa AlgZR
two-component regulatory system activates PrrF expression through specific interac-
tion with the prrF2, but not the prrF1, promoter (65). The tandem duplication of the prrF
genes also results in the production of a longer heme response sRNA named PrrH (66).
PrrH interacts with the P. aeruginosa Hfq protein (34), but the significance and function
of this longer sRNA remain unknown. Future biophysical and genetic studies of the PrrH
sRNA should yield novel insights into the physiological significance of the tandem
arrangement of the prrF genes in P. aeruginosa.

MATERIALS AND METHODS

Bacterial strains and growth conditions. The strains used in these studies are summarized in Table
S1 in the supplemental material. E. coli strains were maintained in LB medium prepared as described by
Miller (67). P. aeruginosa strains were maintained in brain heart infusion (BHI) medium. For
B-galactosidase reporter and AQ quantification studies, BHI overnight liquid cultures were inoculated
from five colonies isolated on BHI agar plates. The overnight BHI cultures were diluted to an absorbance
(Ago0) Of 0.05 in Chelex-treated DTSB prepared as previously described (14), with or without supplemen-
tation with 100 uM FeCl,. The DTSB cultures were grown for 18 h at 37°C. Antibiotics were added at the
following concentrations: for E. coli, ampicillin, 100 wg/ml; tetracycline, 10 or 15 ug/ml; and chloram-
phenicol, 12.5 ug/ml; for P. aeruginosa, carbenicillin, 250 wg/ml; tetracycline, 150 pg/ml.

Quantitation of AQs. AQs were quantified by LC-MS-MS as previously described (40, 41) with some
modifications. Specifically, AQs were extracted from 300 ul of culture supernatants and spiked with 10
wl of 25 uM nalidixic acid as an internal standard, as previously described (6). Organic extracts were
transferred to new microcentrifuge tubes and dried using a SpeedVac concentrator (Thermo-Fisher). The
AQ extracts were resuspended in a mobile phase of 1:1 acetonitrile-water with 0.1% formic acid and 200
uM EDTA and separated using a dual-pump Dionex Ultimate 3000 Rapid Separation ultra-high perfor-
mance liquid chromatography (UHPLC) device (Thermo-Fisher). Separation was attained using an As-
centis Express Cg column (100 by 2.1 mm; 2.7-um particle size; Sigma-Aldrich) maintained at 30°C. Mobile
phases A and B were water with 0.1% formic acid and 200 uM EDTA, and acetonitrile with 0.1% formic
acid, respectively. The mobile phase gradient was maintained at a constant flow rate of 0.4 ml/min as

May 2018 Volume 200 Issue 10 e00704-17

Journal of Bacteriology

jb.asm.org 13


http://jb.asm.org

Djapgne et al.

follows: 20% acetonitrile for 0.5 min, followed by a linear gradient from 20% to 95% acetonitrile over 3.5
min and then 95% acetonitrile for 1.5 min. The liquid chromatography (LC) column was reequilibrated
to 20% acetonitrile for 2 min between samples. LC-separated metabolites were quantified on a TSQ
Quantum Ultra tandem-quadrupole mass spectrometer (Thermo-Fisher) equipped with an electrospray
ionization (ESI) source in positive ion electrospray mode at a spray voltage of 3 kV maintained at 450°C.
Parameters for multiple-reaction monitoring (MRM) (see Table S2 in the supplemental material) were
optimized using Thermo TSQ EZ-tune software automation. Ten-point calibration curves were prepared
with known concentrations of all six representative AQ species (C,-PQS, C,-PQS, HHQ, NHQ, HQNO, and
NQNO), including a nalidixic acid standard. Unknown AQ concentrations in bacterial culture extracts were
calculated by comparing the peak area ratio of a spiked internal standard to those of individual AQ
species using Xcalibur version 3.0 software in Quan Browser mode (Thermo).

Determination of the antR transcriptional start site. The TSS of antR was determined using the 5’
RACE system (Invitrogen) according to the manufacturer’s instructions. Briefly, total RNA was isolated
from P. aeruginosa strain PAO1 grown in DTSB supplemented with 100 uwM FeCl, for 18 h, and cDNA was
synthesized by reverse transcription using a reverse primer specific to the antR mRNA (antR.rev) (see
Table S3 in the supplemental material). After dC tailing and amplification with a nested antR reverse
primer (antR.nested) (see Table S3 in the supplemental material), the PCR product was sequenced. The
TSS of the gene was determined by looking for a series of C residues at the 5’ end of the reverse
sequence. As the cDNA ends adjacent to a GGGG in the PAO1 genomic sequence, the exact TSS within
this G tract is ambiguous.

Construction of antR reporters. The Mini-CTX1-lacZY-*P vector, which lacks the /acZ Shine-Dalgarno
site, was constructed by PCR amplification of the lacZY operon, starting at the +1 translational site, from
the Mini-CTX1-lacZY vector using the LacZ-P-Hindlll-for and LacZ-P-Aatl-rev primers (see Table S3 in the
supplemental material). The fragment was cloned into PCR2.1 (Invitrogen), confirmed by sequencing,
and then ligated into Mini-CTX1 using Hindlll and Aatl restriction fragments. The antR reporter (tran-
scriptional and translational) (Fig. 2A) was constructed by PCR amplification of the leader and promoter
sequence, spanning 67 nt upstream of the transcription start site to 15 nt downstream of the transla-
tional start site, using oligonucleotides antR(67)-EcoRI-for and antR-Hindlll-rev (see Table S3 in the
supplemental material) and PAO1 chromosomal DNA as the template. The PCR product was subse-
quently cloned into PCR2.1 and confirmed by sequencing. EcoRI-Hindlll-digested fragments of the antR
promoter and 5’ UTR were ligated into Mini-CTX1-lacZY-s® digested with the same enzymes to generate
Mini-CTX1-P,,,.z-"lacZY-P. Altered antR reporters were generated using the QuikChange Il XL site-directed
mutagenesis kit (Agilent) following the manufacturer’s instructions, with PCR2.1-antR as the template
and primers alt-antR-EcoRI-for and antR-Hindlll-rev (see Table S3 in the supplemental material). The antR
translational fusion (Fig. 2B) was generated by PCR amplification of the antR 5’ UTR, from the +1
transcriptional site to 15 nt downstream of the translational start site, using oligonucleotides antR-
UTR.for and antR-UTR.rev (see Table S3 in the supplemental material). The PCR product was subsequently
cloned into PCR2.1 and confirmed by sequencing. The EcoRI-HindllI-digested fragment of the antR 5’ UTR
was ligated into Mini-CTX-P,-lacZY-*P digested with the same enzymes to generate Mini-CTX-P,,~
UTR,,,s'lacZY-sP. The antR transcriptional fusion was generated by PCR amplification of the antR
promoter (from 67 nt upstream of the transcriptional start site to the transcriptional start site) using
oligonucleotides antR-promoter-EcoRI-for and antR-promoter-Hindlll-rev (see Table S3 in the supple-
mental material) and PAO1 chromosomal DNA as the template. The PCR product was subsequently
cloned into PCR2.1 and confirmed by sequencing. The fragment was digested with EcoRI-Hindlll and
ligated into Mini-CTX1-lacZY digested with the same enzymes to generate the Mini-CTX1-P,,,-lacYZ
plasmid. All the reporter constructs were integrated at the att site of the PAO1, AprrF1, AprrF2, and
AprrF1,2 chromosomes as previously described (68).

B-Galactosidase activity. B-Galactosidase activity was measured as described previously (69).
Briefly, the absorbances (A4,) of cultures were determined, and cells were harvested by centrifugation
and resuspended in potassium phosphate buffer, followed by 1:10 dilution in Z buffer. Potassium
phosphate and Z buffer were prepared as previously described (69). The cells were lysed using
chloroform and 0.1% sodium dodecyl sulfate (SDS). ONPG (o-nitrophenyl-B-p-galactopyranoside) sub-
strate was added to the solution, and the reaction was stopped with sodium carbonate after 10 to 40
min, when a clear color change was observed. The reaction mixtures were briefly centrifuged, and the
absorbance (A,,,) of the supernatant was determined. The B-galactosidase activity was calculated in
Miller units: (1,000 X A,,0)/(time [minutes] X volume [milliliters] X Ago).

Hfq purification. The P. aeruginosa Hfq protein was purified using the Impact protein purification
system (NEB, Ipswitch, MA) with an N-terminal intein tag from plasmid pTYB21. Overnight cultures of
Rosetta 2(DE3) cells (NEB) carrying the pTYB21 vector with the hfg allele, previously cloned into the
multiple-cloning site (MCS) (34), were diluted 1:100 in 1 liter of LB medium containing ampicillin and
chloramphenicol and grown to mid-logarithmic phase (optical density [OD], ~0.5) at 37°C with shaking.
P. aeruginosa Hfq protein expression was then induced by addition of 1 mM IPTG (isopropyl B-o-1-
thiogalactopyranoside), and cultures were grown overnight at 18°C. Cells were harvested by centrifu-
gation at 5,000 rpm for 10 min at 4°C. The cell pellets were resuspended in 40 ml 50 mM Tris-HCl, pH 8.5,
1 M NaCl, 1 mM EDTA. The homogeneous solution was treated with 1 ml protease inhibitor cocktail
(Sigma) and lysed by sonication. DNase | and RNase A were added to the sonicated solution, which was
then placed on ice for 1 h. The lysates were cleared by centrifugation at 17,600 X g for 30 min and run
through a column (10-ml bed volume) containing the chitin-binding domain (NEB; S6651). To cleave the
intein tag, the column was quickly flushed with three bed volumes of cleavage buffer (50 mM Tris-HCI,
pH 8.5, 1 M NaCl, 1 mM EDTA, 50 mM dithiothreitol [DTT]), column flow was stopped, and the column
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was incubated overnight at 4°C. The P. aeruginosa Hfq protein was eluted from the column by adding
an additional three bed volumes of cleavage buffer to the column. The P. aeruginosa Hfq protein was
further cleared of nucleic acid contaminants using a cation exchange column (UNO-S6; Bio-Rad) as
described previously (35). After extensive dialysis in storage buffer (50 mM Tris-HCl, pH 7.5, 250 mM
NH,Cl, T mM EDTA, 10% glycerol), small aliquots of P. aeruginosa Hfq were flash frozen and stored
at —80°C. The purity of the protein was determined based on SDS-PAGE and the ratio of absorbance at
260 nm to 280 nm being less than 0.7.

RNase If footprinting. 5'-32P-PrrF1 (0.1 uM) and PrrF1-Hfg complexes (8 ul) containing 0.5 wM PrrF1
and 0.17 uM to 0.67 uM P. aeruginosa Hfq, E. coli Hfq, or E. coli Hfg-R16A were prepared as described
previously (53) and incubated for 30 min at 30°C. Samples were treated with 2 ul 1-U/ul RNase If for 1
min at 37°C, and 10 ul buffered phenol was added to stop the reaction. After extraction with phenol and
chloroform and precipitation with ethanol, RNA was dissolved in 8 ul formamide loading dye (90%
[vol/vol] formamide, 1X Tris-borate-EDTA [TBE], 0.1% [wt/vol] bromophenol blue, 0.1% [wt/vol] xylene
cyanol) and subsequently loaded on an 8% polyacrylamide sequencing gel. Sequence ladders were
obtained by nuclease digestion under denaturing conditions (70). Band intensities were integrated with
SAFA (71) and normalized to bands with constant intensity in different experiments. PrrF2 samples were
prepared and analyzed using the same protocol. Complexes with an antR mRNA fragment (nt —98
to +42 from the translational start site) were prepared as described above and treated with 2 wl 0.5-U/pul
RNase If (0.75 U/ul for samples containing PrrF1) for 1 min at 37°C. Samples were processed and analyzed
as described above.

Native gel mobility shift assays for PrrF sRNAs and antR mRNA. PrrF1 and PrrF2 sRNAs and antR
mRNAs were transcribed in vitro with T7 RNA polymerase (RNAP) from a PCR template. The RNA
sequences are shown in Fig. 2 and Fig. S1 in the supplemental material. Binding affinities of P. aeruginosa
Hfq variants with 32P-labeled RNAs at 30°C were measured by native gel mobility shift assays as
previously described (52). The fraction of RNA in complex with one or two Hfg hexamers, R-H | or R-H I,
were fit to a partition function for two nonidentical independent sites:

_ (IHfql/K )"
Je 1+ ([qu] )"+( [qu]z)" .
Ka KaKyp
( [qu]Z )11
f(R-HII) = KaKen )

n 2\n
N ([qu]) N ( (Hfq] )
K KaKa
in which K, and K, are the dissociation constants for single and multiple Hfq hexamer binding to the
RNA and n is the Hill coefficient.
The equilibrium association between 5 nM 32P-antR mRNA and unlabeled PrrF sRNAs in the absence

or presence of P. aeruginosa Hfq was measured at 30°C as described previously (72). The fraction of antR
mRNA-PrrF complexes as a function of the PrrF concentration was fit to a quadratic equation:

([antR]o + [PrrF] + Kpg) — V([antR]o + [PrrF] + Kpr)? — 4([antR]o X [PrrF])

tR-PrrF) =
flan rrF) 2 X [antR]o

(3)
where Ky is the dissociation constant for the antR mRNA-PrrF complex. To study the effects of Hfq on
the stability of antR mRNA-PrrF complexes, different concentrations of P. aeruginosa Hfq were added to
a preformed complex of 5 nM 32P-antR mRNA and 10 nM PrrF1 and incubated at 30°C for 1 h before
loading the samples on a native 6% polyacrylamide gel. The fraction of antR mRNA-PrrF complexes as a
function of the Hfg concentration was empirically fit to a modified binding equation:

A,[Hfg]"™ A,[Hfq]™ A;[Hfq]™
[Hfq)" + Kp,""  [HEqI + Kp,™  [Hfq]"™ + Kpy™
in which A, is the fraction of antR mRNA-PrrF complex without Hfg; A;, A,, and A, are the changes in the
fraction of antR mRNA-PrrF complex; and n,, n,, and n; are the Hill coefficients at different Hfq
concentrations.

The association kinetics of 5 nM 32P-labeled antR mRNA with 100 nM PrrF sRNAs in the absence or
presence of Hfg was measured at 30°C by native gel mobility shift assay as described previously (52, 53,
72). The appearances of antR mRNA-PrrF duplex and antR mRNA-Hfg-sRNA ternary complex over time
were fit to a pseudo-first-order biphasic rate equation:

flantR-PrrF) = Ay +

4)

f(“ntR — PrrF) = Afas&(l - EXP(_ kfas(t) + Aslow[1 - exp(— kslcwt)] (5)
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