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Bactericidal Effect of Tomatidine-Tobramycin Combination against
Methicillin-Resistant Staphylococcus aureus and Pseudomonas
aeruginosa Is Enhanced by Interspecific Small-Molecule Interactions
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This study investigated the antibacterial activity of the plant alkaloid tomatidine (TO) against Staphylococcus aureus grown in
the presence of Pseudomonas aeruginosa. Since the P. aeruginosa exoproduct 4-hydroxy-2-heptylquinoline-N-oxide (HQNO) is
known to cause a respiratory deficiency in S. aureus and respiratory-deficient S. aureus are known to be hypersensitive to TO,
we assessed kill kinetics of TO (8 pg/ml) against S. aureus in coculture with P. aeruginosa. Kill kinetics were also assessed using
P. aeruginosa mutants deficient in the production of different exoproducts and quorum sensing-related compounds. After 24 h
in coculture, TO increased the killing of S. aureus by 3.4 log,, CFU/ml in comparison to that observed in a coculture without TO.
The effect of TO was abolished when S. aureus was in coculture with the lasR rhiR, pqsA, pqsL, or lasA mutant of P. aeruginosa.
The bactericidal effect of TO against S. aureus in coculture with the pgsL mutant was restored by supplemental HQNO. In an S.
aureus monoculture, the combination of HQNO and TO was bacteriostatic, indicating that the pgsL mutant produced an addi-
tional factor required for the bactericidal effect. The bactericidal activity of TO was also observed against a tobramycin-resistant
methicillin-resistant S. aureus (MRSA) in coculture with P. aeruginosa, and the addition of tobramycin significantly suppressed
the growth of both microorganisms. TO shows a strong bactericidal effect against S. aureus when cocultured with P. aeruginosa.
The combination of TO and tobramycin may represent a new treatment approach for cystic fibrosis patients frequently cocolo-

nized by MRSA and P. aeruginosa.

ystic fibrosis (CF) is a common life-shortening autosomal re-

cessive disorder. The disease is linked to a mutation of the CF
transmembrane conductance regulator (CFTR) gene that leads to
intestinal and pulmonary disorders (1). Although CFTR functions
mainly by transporting Cl~, bacterial pulmonary infections are
the primary causes of mortality in CF patients (2). The two most
prevalent bacterial species recovered from the lungs of CF patients
are Staphylococcus aureus and Pseudomonas aeruginosa (3), which
can individually cause difficult-to-treat infections due to their
ability to produce biofilms and a plethora of toxins affecting the
integrity of host tissues and the immune system (4, 5). These
pathogens are also well known for their resistance to antibiotics
(5, 6). Notably, the prevalence of methicillin-resistant S. aureus
(MRSA) in CF has steadily increased in recent years (3), and Da-
senbrook et al. have demonstrated a decline in health conditions
in patients carrying MRSA compared to those infected by methi-
cillin-sensitive S. aureus (7, 8).

The lungs of CF patients are colonized by numerous bacterial
species that are likely to interact (9, 10). A reported antagonistic
interaction of P. aeruginosa with S. aureus is due to the production
of electron transport chain inhibitors such as 4-hydroxy-2-hep-
tylquinoline-N-oxide (HQNO) and pyocyanin and also to the
production of the staphylolytic LasA protease that can act as an
endopeptidase targeting S. aureus peptidoglycan (11, 12). On the
other hand, the presence of P. aeruginosa HQNO may select for S.
aureus small-colony variants (SCVs) (13-15), which are often as-
sociated with persistent infections (16). S. aureus SCVs are respi-
ratory-deficient bacteria and, consequently, have a lower growth
rate and are less susceptible to aminoglycoside antibiotics, which
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need the proton motive force (PMF) for efficient penetration into
bacterial cells (16). The action of P. aeruginosa HQNO also stim-
ulates biofilm production by prototypical S. aureus (17) and may
thus affect the bacterial susceptibility to drugs (18, 19). Cocoloni-
zation of P. aeruginosa and S. aureus is frequent, and their com-
bined presence in adult CF patients can often be underestimated
(17). The deleterious effects of MRSA and P. aeruginosa coinfec-
tions on CF adults have been reported previously (20).

Tomatine is a steroidal glycoalkaloid acting as an important
antimicrobial defense metabolite for many solanaceous plants like
the tomato (21). Tomatine presents some antimicrobial action
against yeast and fungi, and many fungal plant pathogens produce
tomatinases that are able to detoxify the tomatine into its aglycon
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TABLE 1 P. aeruginosa strains and mutants used in this study

Tomatidine Kills MRSA in the Presence of P. aeruginosa

Strain or mutant Relevant characteristics Altered biosynthesis Reference or source
PAl4 Clinical isolate UCBPP-PA14 None 31

lasR rhIR mutant PA14 lasR rhIR; Gen" Tet" Altered in QS circuitry and all AQ production 32

PgsA mutant PA14 pgsA:zTnphoA; Kan"* HHQ,” PQS,” HQNO" 33

pgsL mutant PA14 pgsL HQNO 34

rhlA mutant PA14 rhlA::TnMrT7; Gen® Rhamnolipids 35

lasA mutant PA14 lasA:TnMrT7; Gen" Endopeptidase LasA 35

hcnA mutant PA14 henA=TnMrT7; Gen® Hydrogen cyanide 35

phzC1C2 mutant PA14 phzCI phzC2 double deletion Phenazines Our unpublished results
phzM mutant PA14 with a Gen" cassette inserted Pyocyanin P. Cornelis®

into PA4209 (phzM); Gen"

“HHQ, 2-heptyl-4(1H)-quinolone.
b Altered biosynthesis of the precursor molecule.

¢ The strain was a generous gift from P. Cornelis (Free University of Brussels, Department of Microbiology, Brussels, Belgium).

form tomatidine (TO), which has little to no antifungal activity
against pathogens (22). Some studies have shown a variety of an-
ticancer and anti-inflammatory effects for tomatine and to a lesser
degree for TO. Such activities require concentrations in the mi-
cromolar range. For example, TO had little or no cytotoxic effects
on normal liver cells (Chang), normal lung cells (Hel299), pros-
tate cancer cells (PC3), breast cancer cells (MDA-MB-231), gastric
adenocarcinoma (KATO-III), or human myeloid leukemia HL-60
cells compared to those of tomatine, showing once again that the
lycotetraose substitution of a-tomatine is essential for activity
against eukaryotic cells (23, 24). On the other hand, our labora-
tory recently reported the very potent and selective antibacterial
activity of TO (25, 26, 27). TO has strong inhibitory activity
against S. aureus, Listeria, and Bacillus SCVs (activities in the
nanomolar range with MICs of 0.015 to 0.06 wg/ml) but not
against the prototypical strains of such Bacillales or any other bac-
terial species (MICs of >64 pg/ml). Such selectivity also allows no
cytotoxicity in cell culture at concentrations showing intracellular
killing of SCVs (26). More recently, we have identified for the first
time the putative target of TO in S. aureus: the bacterial ATP
synthase subunit c (28). The ATP synthase uses the PMF gener-
ated by the respiratory chain to produce energy for the bacterial
cell. The bacterial ATP synthase is now considered a validated
antibiotic target following the recent approval of the antitubercu-
losis agent bedaquiline (29, 30). Bedaquiline targets the ATP syn-
thase subunit ¢ and is a very selective antibacterial agent for My-
cobacterium, which is reminiscent of the high selectivity of TO for
Bacillales.

Since TO-hypersensitive SCVs are respiratory-deficient strains
and HQNO was shown to sensitize prototypical S. aureus to TO
(26) and to select for the SCV phenotype (15), we hypothesized
that TO might strongly inhibit prototypical S. aureus cocultured
with bacterial species producing electron transport inhibitors.
This study characterized the antibacterial effect of TO on proto-
typical S. aureus in coculture with P. aeruginosa strains producing
the electron transport inhibitor HQNO and also other exoprod-
ucts that might antagonize S. aureus. In addition, since tobramy-
cin (TOB) is regularly used for prophylaxis against P. aeruginosa
infections in CF patients, we examined the effects of the TO and
TOB combination on both pathogens in cocultures. The resulting
synergy between TO and P. aeruginosa exoproducts or TOB that
we report here provides additional support for the possible use-
fulness of TO or related drug scaffolds in CF.
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MATERIALS AND METHODS

Bacterial strains and growth conditions. The antibiotic susceptibility test
strain S. aureus ATCC 29213 and the methicillin-resistant S. aureus
(MRSA) strain CF27A-L were used in this study. MRSA CF27A-L is a
clinical isolate from an adult CF patient and is resistant to oxacillin, to-
bramycin (TOB), ciprofloxacin, and erythromycin with MICs of >128,
>32, >64, and >64 ng/ml, respectively. P. aeruginosa PA14 was the pro-
totypical reference strain used in the present study (31). The relevant
properties of the P. aeruginosa PA14-derived pgsA, pqsL, rhlA, lasA, hcnA,
phzC, phzM, and lasR rhIR mutants are listed in Table 1. Bacteria were
grown in cation-adjusted Mueller-Hinton broth (CAMHB) (BD, Missis-
sauga, ON, Canada).

Reagents. TOB and TO were purchased from Sigma-Aldrich (Oakville,
ON, Canada). TO was solubilized at 2 mg/ml in dimethyl sulfoxide
(DMSO). HQNO (Axxora, San Diego, CA, USA) was solubilized in
DMSO at a concentration of 5 mg/ml and used at 20 pg/ml.

Antibiotic susceptibility testing. Antibiotic MICs were determined
by a broth microdilution technique in CAMHB, following the recommen-
dations of the Clinical and Laboratory Standards Institute (CLSI) (36).

Kill kinetics experiments. The bactericidal action of TO on S. aureus
strains was investigated in kill kinetics experiments. S. aureus was grown
alone (monoculture) or in the presence of P. aeruginosa (coculture) in
order to investigate the combined effect of TO and Pseudomonas exoprod-
ucts. The individual bacterial strains, inoculated at ~10° to 10° CFU/ml,
were grown in 100 ml of CAMHB. The cultures were incubated for 24 h at
35°C with shaking (225 rpm). The samples were collected at several points
in time, serially diluted, and plated on mannitol salt agar (MSA) (BD) and
cetrimide agar plates (Sigma) for determination of viable S. aureus and P.
aeruginosa counts, respectively. Plates were incubated for 24 h at 35°C. In
some experiments, the combined effect of TO and TOB on both S. aureus
and P. aeruginosa was determined. For the cocultures of MRSA CF27A-L
and P. aeruginosa PA14, 8 pg/ml of TO and 0.5 pg/ml of TOB were added
after 0 and 10 h of incubation, respectively. Control cultures without TO
were supplemented with the equivalent concentration of DMSO. Data
were collected from at least three independent experiments and averaged.

RESULTS

TO is bactericidal to S. aureus ATCC 29213 in the presence of P.
aeruginosa PA14. Although TO has not shown any significant
antibacterial activity on its own against prototypical S. aureus in
monocultures (25, 26, 27), we evaluated the therapeutic potential
of TO in a polymicrobial context by following time-kill kinetics of
S. aureus ATCC 29213 in coculture with P. aeruginosa PA14. First,
Fig. 1A confirms that 8 pg/ml of TO has no inhibitory activity on
a S. aureus ATCC 29213 monoculture (TO showed a MIC of >64
pg/ml against this strain [25, 26, 27]). In addition, a coculture
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FIG 1 Kill kinetics of S. aureus ATCC 29213 and P. aeruginosa PA14 in the absence or presence of TO. Viability of S. aureus (A) and P. aeruginosa (B) expressed
inlog,;, CFU/ml as determined by plating sample dilutions on MSA and cetrimide agar, respectively. [J, monocultures exposed to the antibiotic diluent (DMSO);
M, monocultures exposed to 8 wg/ml of TO; O, cocultures exposed to the antibiotic diluent; @, cocultures exposed to 8 pug/ml of TO. The dotted lines represent

reference points at time 0 h (starting inoculum) and 10 h.

with P. aeruginosa PA14 provoked a 3.6-log,, decrease in S. aureus
CFU/ml between the 10- and 24-h time points. Remarkably, the
addition of TO to the coculture further enhanced the antagonistic
effect of PA14 on ATCC 29213 by an additional 3.4 log,, CFU/ml.
Opverall, a difference of 6.7 log,, S. aureus CFU/ml was observed
for the coculture with TO between the 10- and 24-h time points.
On the other hand, the viability of P. aeruginosa PA14 was not
affected by the presence of S. aureus (monoculture versus cocul-
ture) with or without the addition of TO (Fig. 1B).

P. aeruginosa PA14 QS-associated components and signal-
ing molecules contribute to the bactericidal effect of TO on S.
aureus. In order to determine how P. aeruginosa enhances the
bactericidal effect of TO against S. aureus, we performed coculture
experiments using PA14 mutants defective in the production of a
variety of quorum-sensing (QS)-associated components and sig-
naling molecules (Table 1). Figure 2A shows that the P. aeruginosa
lasR rhIR double mutant, which does not produce any N-acylho-
moserine lactones (AHLs) (37), completely lost its ability to pro-
duce bactericidal synergy with TO against S. aureus. AHLs are
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implicated in the regulation of the 2-alkyl-4-(1H)-quinolone
(AQ) molecules (37), such as the Pseudomonas quinolone signal
(PQS) and 4-hydroxy 2-heptyl-quinoline N-oxide (HQNO).
AHLs are required for the production of rhamnolipids, hydrogen
cyanide, and phenazines. Figure 2B shows further results with
other mutants presenting specific defects in the production of
AHL-regulated factors. The bactericidal activity of TO against S.
aureus was not influenced by P. aeruginosa mutants altered in the
production of rhamnolipids (rhlA), hydrogen cyanide (hcnA), or
phenazines (phzCI1C2 and phzM). On the other hand, the bacte-
ricidal effect of TO was strongly attenuated for the P. aeruginosa
mutants pgsA, which is impaired in the synthesis of AQs (precur-
sors of HQNO) (25), and pgsL, a mutant unable to produce
HQNO (35). Hence, the altered production of HQNO is shared
among the lasR rhiR, pgsA, and pgsL mutants, which are unable to
create a synergy with TO (Fig. 2B). Interestingly, the ability of the
lasA mutant, a mutant strain deficient in the production of the
staphylolytic LasA protease (12), to provide a synergy with TO
against S. aureus was also impaired (Fig. 2B).

(

o

ATCC 29213 log10 CFU/ml

LY

K
QV’ @\
W 9

AY W
N\ Q&?’ QO\% \&’b i\‘\\?’@‘::g\o 6&*@\

FIG 2 Kill kinetics of S. aureus ATCC 29213 in coculture with P. aeruginosa PA14 or PA14 mutants. (A) Viability of S. aureus in coculture with the PA14 lasR rhIR
double mutant, expressed in log,, CFU/ml as determined by plating sample dilutions on MSA agar. O, coculture exposed to the antibiotic diluent; @, coculture
exposed to 8 ug/ml of TO. The dotted line represents the inoculum size at 0 h. (B) Residual S. aureus in coculture with PA14 or a variety of PA14 mutants, all in
the presence of TO (8 pg/ml), expressed in log;, CFU/ml as determined by plating sample dilutions on MSA agar. The bars represent the means log,, CFU/ml
after 24 h of coculture for at least three independent replicates with standard deviation. One-way analysis of variance was performed with Dunnett’s posttest using
the PA14 coculture as the reference experiment (*, P < 0.0001).
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FIG 3 Effect of HQNO on the kill kinetics of TO against S. aureus ATCC 29213 in a coculture with mutant P. aeruginosa pqsL (A) or in a S. aureus monoculture
(B). Viability of S. aureus is expressed in log,, CFU/ml as determined by plating sample dilutions on MSA agar. O, control cultures supplemented with the
antibiotic diluent (DMSO); A, cultures with 8 pg/ml of TO, [J, cultures supplements with 20 pwg/ml of HQNO; A, cultures supplemented with both TO and
HQNO at the concentrations mentioned above. The dotted line represents the inoculum size at 0 h.

P. aeruginosa HQNO production contributes to the bacteri-
cidal effect of TO on S. aureus. In order to confirm the implica-
tion of HQNO 1in the bactericidal action of TO against S. aureus,
we chemically complemented a coculture of S. aureus and the P.
aeruginosa pqsL mutant with 20 wg/ml of HQNO. Figure 3A
shows the growth kinetics of S. aureus in coculture with the P.
aeruginosa pqsL mutant supplemented or not with HQNO and/or
TO. There was no difference in the antistaphylococcal activity of
the P. aeruginosa pgsL mutant against S. aureus whether or not TO
was added to the coculture. However, the addition of HQNO to
the coculture improved the killing of S. aureus by the pgsL mutant
by 1.11log,, CFU/ml at 24 h. TO further enhanced the antagonist
effect of the HQNO-complemented pgsL mutant on S. aureus by
an additional 3.3 log,, CFU/ml after 24 h of incubation (Fig. 3A).
Opverall, a difference of 4.4 log,, CFU/ml was observed between
the S. aureus coculture with the pgsL mutant and the coculture
supplemented with both HQNO and TO at 24 h. In addition, we
performed a monoculture of S. aureus exposed to 8 pg/ml of TO
and/or 20 pg/ml of HQNO (Fig. 3B). As seen before, the addition
of TO did not affect the viability of S. aureus in the monoculture.
The presence of HQNO alone led to a reduction of S. aureus
counts by 1.7 log,, CFU/ml compared to that in the control cul-
ture after 24 h. Overall, a difference of 3.5 log,, CFU/ml was ob-
served between the S. aureus monoculture with TO and the mon-
oculture supplemented with both HQNO and TO at 24 h, showing
that HQNO can enhance the antibacterial effect of TO (or vice
versa) against S. aureus. However, at the concentration used, the
combination of HQNO and TO only induced a bacteriostatic ef-
fect, considering that the CFU counts at 24 h did not differ from
that of the initial inoculum. This indicates that at least one other
important factor is contributing to the strong bactericidal effect of
the HQNO-complemented pgsL mutant in the presence of TO
(Fig. 3A). This factor might be LasA, which is still produced by the
pgsL mutant. This explains the complete lack of bactericidal activ-
ity of the lasR rhIR double mutant against S. aureus even in the
absence or presence of TO since this mutant is altered in the pro-
duction of both LasA and HQNO (Fig. 2A).

Combination of TO and TOB kills both a multiresistant
MRSA strain and P. aeruginosa PA14 in coculture. Due to the
frequent coisolation of S. aureus and P. aeruginosa from the spu-
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tum of CF patients, we examined the possibility of taking advan-
tage of the bactericidal synergy between TO and the presence of P.
aeruginosa to efficiently kill a multiresistant MRSA strain in cocul-
ture with P. aeruginosa. Furthermore, since TOB is frequently
used as a prophylactic agent against P. aeruginosa, we tested the
efficacy of the combination of TO and TOB against both patho-
gens in coculture. Figure 4A reports the viability of the MRSA
strain in coculture with PA14 and supplemented or not with TO
and/or TOB. As expected, TOB did not affect the CFU counts of
the TOB-resistant MRSA strain, but the addition of TO (8 pg/ml)
or TO combined with TOB (0.5 pg/ml) significantly suppressed
its growth at 24 h compared to that of the control culture. In the
same cocultures, P. aeruginosa PA14 was not affected by the pres-
ence of TO, but the addition of TOB (or TOB combined with TO)
also significantly suppressed its growth compared to the control at
24 h (Fig. 3B). Note that in these cocultures, TO was added at the
time of inoculation, whereas TOB was added after 10 h to allow
possible accumulation of some P. aeruginosa exoproducts such as
HQNO and LasA.

DISCUSSION

In CF, bacterial infections remain the most common reason for
pulmonary exacerbation and hospitalization. S. aureus and P.
aeruginosa are the most common pulmonary pathogens in CF.
Cocolonization of CF lungs by P. aeruginosa and S. aureus is fre-
quent (17) and may potentially affect the patient’s health. One of
the major issues in the control of bacterial infections in CF is the
rising prevalence of multiresistant bacteria. In the United States,
the prevalence of MRSA within the population of CF patients
increased to 26.5% in 2012 (3). A recent study observed that
MRSA in association with P. aeruginosa greatly impacts the health
status of CF patients (20). The use of inhaled tobramycin for pro-
phylaxis and control of P. aeruginosa infection is now widespread
(38, 39), but new strategies to tackle both P. aeruginosa and S.
aureus/MRSA together seem to be eminently needed.

In this study, we have investigated the bactericidal action of TO
against S. aureus in a coculture with P. aeruginosa. Biswas et al.
have previously observed a bactericidal effect of P. aeruginosaon S.
aureus in planktonic growth (14), although, as seen here, killing is
incomplete and S. aureus viability in coculture remains high (10°
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FIG 4 Residual viable counts of MRSA CF27A-L (A) or P. aeruginosa PA14 (B) after 24 h of coculture in the absence or presence of TO (8 wg/ml), TOB (0.5
wg/ml), or the TO and TOB combination. TO was added at 0 h, and TOB was added at 10 h. Residual bacterial counts are expressed in log,, CFU/ml as
determined by plating sample dilutions on MSA agar for S. aureus and on cetrimide agar for P. aeruginosa. The bars represent the means log,, CFU/ml after 24
h of coculture for at least three independent replicates with standard deviation. One-way analysis of variance was performed with Dunnett’s posttest. The P values
are indicated (ns, not significant; P > 0.05). The control coculture in which only the antibiotic diluent was added is represented by the black bar (CTRL).

to 107 CFU/ml after 24 h) (Fig. 1A, open circles, and Fig. 4A, black
bar). However, our results demonstrate a bactericidal synergy be-
tween TO and the antistaphylococcal activity of P. aeruginosa.
Evidence suggests that this synergy depends on the activation of
the QS system of P. aeruginosa and the production of at least two
exoproducts (HQNO and LasA).

The antistaphylococcal activity of LasA involves the degrada-
tion of pentaglycine cross-links in the peptidoglycan of S. aureus
(12), and LasA has been used as an antibiotic agent in experimen-
tal therapy against this bacterium (40). The reason that TO en-
hances the activity of LasA against S. aureus or vice versa remains
elusive, and direct evidence for the contribution of this protease in
the synergy between P. aeruginosa and TO is still needed. Further-
more, other products such as the rhamnolipids produced by P.
aeruginosa can permeabilize the cell membranes of Gram-positive
and Gram-negative bacteria (41). The enhanced activity of TO
against S. aureus was not, however, associated with the presence of
P. aeruginosa rhamnolipids. Similarly, the bactericidal synergy be-
tween TO and P. aeruginosa could not be associated with the pro-
duction of hydrogen cyanide or pyocyanin. Naturally, the use of
genetically defective P. aeruginosa mutants only provides indirect
evidence that these exoproducts cannot help the bactericidal ac-
tivity of TO against S. aureus. It is possible that these exoproducts
might contribute to the killing of S. aureus under other cultivation
conditions, especially because HQNO is also, like hydrogen cya-
nide or pyocyanin, an electron transport chain inhibitor (11, 42).
In addition, the siderophores produced by P. aeruginosa, such as
pyoverdin and pyochelin, may also contribute to reducing S. au-
reus viability in cocultures (43).

HQNO stimulates the emergence of S. aureus SCVs, possibly
due to its activity as an electron transport chain inhibitor (13-15).
SCVs are recognized as persistent forms of bacteria associated
with chronic infections (16, 44) and show reduced susceptibility
to aminoglycoside antibiotics such as TOB due to their dysfunc-
tional respiratory chain and altered proton motive force. Con-
versely, SCVs are extremely susceptible to TO (25, 26, 27). It is
therefore tempting to speculate that HQNO sensitizes S. aureus to
TO by impairing its electron transport chain. Hydrogen cyanide
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and pyocyanin have been proposed to interfere with electron
transfer in a manner different from that known for quinolone
N-oxides on the electron transport chain of S. aureus (11), and this
difference may perhaps explain the specific synergy of HQNO
with TO. The initial mode-of-action studies showed that TO ulti-
mately inhibits bacterial protein and other macromolecular bio-
syntheses and that the difference in the biological effects on pro-
totypical S. aureus and SCVs was linked to the respiratory chain
(26). More recently, our efforts with whole-genome sequencing of
high-level TO-resistant mutants identified the putative molecular
target of TO as the ATP synthase subunit ¢, the activity of which is
directly linked to the respiratory chain and proton motive force
(28). Of note, the target of TO (bacterial ATP synthase) is a vali-
dated anti-infective target; a novel antibiotic targeting ATP
synthase (bedaquiline) was recently approved for treatment of
tuberculosis (29, 30). Interestingly, the mutations we found in
TO-resistant mutants map in a stretch of amino acid sequence
only present in Bacillales (it is not present in other bacteria or in
the mitochondrial ATP synthase), hence explaining the selectivity
of TO. These results warrant further investigation of the TO drug
scaffold. We have been able to produce several analogs with vari-
ous properties, and the biological activity of this class of com-
pound may thus be adjusted by medicinal chemistry (45).
Hence, in the context of a cocolonization by P. aeruginosa and
S. aureus, it is possible that production of HQNO stimulates emer-
gence of SCVs, which in turn may favor a persistent infection.
Genetically related pairs of prototypical and SCV isolates have
frequently been recovered from CF patients (44, 46, 47), and, in
principle, treatment of S. aureus prototypical and SCV isolates
with a combination of TO and an aminoglycoside can efficiently
kill both, as we experimentally demonstrated previously (48). In
the present study, we extended the challenge to include P. aerugi-
nosa. Interestingly, P. aeruginosa contributed to the bactericidal
effect of TO against S. aureus and efficiently suppressed the growth
of a multiresistant MRSA strain. Moreover, the combination of
TO and TOB suppressed the growth of both the MRSA strain and
P. aeruginosa. Therefore, one might ask whether this proposed
therapy is kinetically feasible in the host. In a therapeutic context,
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P. aeruginosa can be present for extended periods of time, and
HQNO can be detected in 80% of CF sputum samples in amounts
correlating with the P. aeruginosa cell density at the onset of pul-
monary exacerbation (49). Hoffman et al. (15) reported amounts
ranging from 0.39 to 1.24 pg/g of dry sputum, which are effective
amounts of HQNO for synergy with TO against prototypical S.
aureus. Indeed, such HQNO amounts (~>1 pM) are able to pro-
voke phenotypic changes in prototypical S. aureus, such as an
increase in biofilm formation, consistent with SCV formation
(17). Most importantly, one should not forget that the proposed
therapeutic strategy combines both TOB and TO and that this
combination should act on P. aeruginosa, S. aureus, and S. aureus
SCVs. Thus, in this context, if HQNO is also present, it should
increase further the potency of the TOB and TO synergy for ther-
apy of multiresistant S. aureus (i.e., those strains having high re-
sistance to TOB). The effective amounts of TOB and TO needed in
sputum should also be attainable. Indeed, typical inhaled TOB
(300 mg per dose, twice a day) can rapidly lead to high concentra-
tions of TOB (~1,200 pg/g of sputum) in the lungs (50). As for
TO, the fractional inhibitory concentration (FIC) indices calcu-
lated in checkerboard assays in vitro for the combination of an
aminoglycoside and TO clearly revealed synergy using as little as
0.12 pg/ml of TO (25). At this time, we do not know the entire
pharmacokinetics of TO, but the intratracheal instillation of 100
g of TO (the highest dose tested at this time) yielded no adverse
effect in mice (data not shown). Hence, TOB and TO combination
therapy appears kinetically feasible, and the presence of HQNO in
P. aeruginosa-colonized patients is likely to further improve effi-
ciency against multiresistant MRSA.

Opverall, this study demonstrated the strong bactericidal effect
of TO against S. aureus when cocultured with P. aeruginosa, a
phenomenon that is dependent on the presence of at least HQNO
and LasA. To take advantage of this bactericidal effect, the com-
bination of TO with an aminoglycoside such as TOB represents a
new conceptual approach for treatment of CF patients who are
frequently cocolonized by MRSA, S. aureus SCVs, and P. aerugi-
nosa.

ACKNOWLEDGMENTS

This study was supported by grants from Cystic Fibrosis Canada to F.M.,
A.C.,and E.H.F., as well as to F.M. and E.M., and by a team grant from the
Fonds Québécois de la Recherche sur la Nature et les Technologies
(FQRNT) to F.M., K.B., and E.M. E.D. was supported by Canadian Insti-
tutes of Health Research (CIHR) operating grant MOP-97888 and holds a
Canada Research Chair.

REFERENCES

1. Riordan JR. 2008. CFTR function and prospects for therapy. Annu Rev
Biochem 77:701-726. http://dx.doi.org/10.1146/annurev.biochem.75.103004
.142532.

2. Lyczak JB, Cannon CL, Pier GB. 2002. Lung infections associated with
cystic fibrosis. Clin Microbiol Rev 15:194-222. http://dx.doi.org/10.1128
/CMR.15.2.194-222.2002.

3. Cystic Fibrosis Foundation USA. 2013. Cystic fibrosis patient registry,
2012 annual data report. Cystic Fibrosis Foundation USA, Bethesda, MD.

4. Novick RP. 2003. Autoinduction and signal transduction in the regula-
tion of staphylococcal virulence. Mol Microbiol 48:1429-1449. http://dx
.doi.org/10.1046/j.1365-2958.2003.03526.x.

5. Gellatly SL, Hancock RE. 2013. Pseudomonas aeruginosa: new insights
into pathogenesis and host defenses. Pathog Dis 67:159—-173. http://dx.doi
.org/10.1111/2049-632X.12033.

6. Otto M. 2012. MRSA virulence and spread. Cell Microbiol 14:1513-1521.
http://dx.doi.org/10.1111/j.1462-5822.2012.01832.x.

December 2015 Volume 59 Number 12

20.

21.

22.

23.

24.

Antimicrobial Agents and Chemotherapy

Tomatidine Kills MRSA in the Presence of P. aeruginosa

. Dasenbrook EC, Checkley W, Merlo CA, Konstan MW, Lechtzin N,

Boyle MP. 2010. Association between respiratory tract methicillin-
resistant Staphylococcus aureus and survival in cystic fibrosis. JAMA 303:
2386-2393. http://dx.doi.org/10.1001/jama.2010.791.

. Dasenbrook EC, Merlo CA, Diener-West M, Lechtzin N, Boyle MP.

2008. Persistent methicillin-resistant Staphylococcus aureus and rate of
FEV 1 decline in cystic fibrosis. Am J Respir Crit Care Med 178:814—821.
http://dx.doi.org/10.1164/rccm.200802-3270C.

. Lynch SV, Bruce KD. 2013. The cystic fibrosis airway microbiome.

Cold Spring Harb Perspect Med 3:a009738. http://dx.doi.org/10.1101
/cshperspect.a009738.

. Surette MG. 2014. The cystic fibrosis lung microbiome. Ann Am Thorac

Soc 11(Suppl 1):S61-S65. http://dx.doi.org/10.1513/AnnalsATS.201306
-159MG.

. Voggu L, Schlag S, Biswas R, Rosenstein R, Rausch C, Gétz F. 2006.

Microevolution of cytochrome bd oxidase in staphylococci and its impli-
cation in resistance to respiratory toxins released by Pseudomonas. ] Bac-
teriol 188:8079—-8086. http://dx.doi.org/10.1128/]B.00858-06.

. Kessler E, Safrin M, Olson JC, Ohman DE. 1993. Secreted LasA of

Pseudomonas aeruginosa is a staphylolytic protease. ] Biol Chem 268:7503—
7508.

. Mitchell G, Séguin DL, Asselin AE, Déziel E, Cantin AM, Frost EH,

Michaud S, Malouin F. 2010. Staphylococcus aureus sigma B-dependent
emergence of small-colony variants and biofilm production following
exposure to Pseudomonas aeruginosa 4-hydroxy-2-heptylquinoline-
N-oxide. BMC Microbiol 10:33. http://dx.doi.org/10.1186/1471-2180
-10-33.

. Biswas L, Biswas R, Schlag M, Bertram R, Gotz F. 2009. Small-colony

variant selection as a survival strategy for Staphylococcus aureus in the
presence of Pseudomonas aeruginosa. Appl Environ Microbiol 75:6910—
6912. http://dx.doi.org/10.1128/AEM.01211-09.

. Hoffman LR, Déziel E, D’Argenio DA, Lépine F, Emerson J, McNamara

S, Gibson RL, Ramsey BW, Miller SI. 2006. Selection for Staphylococcus
aureus small-colony variants due to growth in the presence of Pseudomo-
nas aeruginosa. Proc Natl Acad Sci U S A 103:19890-19895. http://dx.doi
.org/10.1073/pnas.0606756104.

. Proctor RA, von Eiff C, Kahl BC, Becker K, McNamara P, Herrmann

M, Peters G. 2006. Small colony variants: a pathogenic form of bacteria
that facilitates persistent and recurrent infections. Nat Rev Microbiol
4:295-305. http://dx.doi.org/10.1038/nrmicro1384.

. Fugere A, Lalonde Seguin D, Mitchell G, Déziel E, Dekimpe V, Cantin

AM, Frost E, Malouin F. 2014. Interspecific small molecule interactions
between clinical isolates of Pseudomonas aeruginosa and Staphylococcus
aureus from adult cystic fibrosis patients. PLoS One 9:e86705. http://dx
.doi.org/10.1371/journal.pone.0086705.

. Ceri H, Olson ME, Stremick C, Read RR, Morck D, Buret A. 1999. The

Calgary Biofilm Device: new technology for rapid determination of anti-
biotic susceptibilities of bacterial biofilms. ] Clin Microbiol 37:1771-1776.

. Ceri H, Olson ME, Turner R]J. 2010. Needed, new paradigms in antibiotic

development. Expert Opin Pharmacother 11:1233-1237. http://dx.doi
.org/10.1517/14656561003724747.

Hubert D, Réglier-Poupet H, Sermet-Gaudelus I, Ferroni A, Le
Bourgeois M, Burgel PR, Serreau R, Dusser D, Poyart C, Coste J.
2013. Association between Staphylococcus aureus alone or combined with
Pseudomonas aeruginosa and the clinical condition of patients with cystic
fibrosis. J Cyst Fibros 12:497-503. http://dx.doi.org/10.1016/j.jcf.2012
.12.003.

Gonzalez-Lamothe R, Mitchell G, Gattuso M, Diarra MS, Malouin F,
Bouarab K. 2009. Plant antimicrobial agents and their effects on plantand
human pathogens. Int ] Mol Sci 10:3400—3419. http://dx.doi.org/10.3390
/1jms10083400.

Martin-Hernandez AM, Dufresne M, Hugouvieux V, Melton R, Os-
bourn A. 2000. Effects of targeted replacement of the tomatinase gene on
the interaction of Septoria lycopersici with tomato plants. Mol Plant Mi-
crobe Interact 13:1301-1311. http://dx.doi.org/10.1094/MPMI.2000.13
.12.1301.

Choi SH, Ahn JB, Kozukue N, Kim HJ, Nishitani Y, Zhang L, Mizuno
M, Levin CE, Friedman M. 2012. Structure-activity relationships of a-,
,-,7y-, and 8-tomatine and tomatidine against human breast (MDA-MB-
231), gastric (KATO-III), and prostate (PC3) cancer cells. ] Agric Food
Chem 60:3891-3899. http://dx.doi.org/10.1021/j£3003027.

Huang H, Chen S, Van Doren J, Li D, Farichon C, He Y, Zhang Q,
Zhang K, Conney AH, Goodin S, Du Z, Zheng X. 2015. a-Tomatine

aac.asm.org 7463


http://dx.doi.org/10.1146/annurev.biochem.75.103004.142532
http://dx.doi.org/10.1146/annurev.biochem.75.103004.142532
http://dx.doi.org/10.1128/CMR.15.2.194-222.2002
http://dx.doi.org/10.1128/CMR.15.2.194-222.2002
http://dx.doi.org/10.1046/j.1365-2958.2003.03526.x
http://dx.doi.org/10.1046/j.1365-2958.2003.03526.x
http://dx.doi.org/10.1111/2049-632X.12033
http://dx.doi.org/10.1111/2049-632X.12033
http://dx.doi.org/10.1111/j.1462-5822.2012.01832.x
http://dx.doi.org/10.1001/jama.2010.791
http://dx.doi.org/10.1164/rccm.200802-327OC
http://dx.doi.org/10.1101/cshperspect.a009738
http://dx.doi.org/10.1101/cshperspect.a009738
http://dx.doi.org/10.1513/AnnalsATS.201306-159MG
http://dx.doi.org/10.1513/AnnalsATS.201306-159MG
http://dx.doi.org/10.1128/JB.00858-06
http://dx.doi.org/10.1186/1471-2180-10-33
http://dx.doi.org/10.1186/1471-2180-10-33
http://dx.doi.org/10.1128/AEM.01211-09
http://dx.doi.org/10.1073/pnas.0606756104
http://dx.doi.org/10.1073/pnas.0606756104
http://dx.doi.org/10.1038/nrmicro1384
http://dx.doi.org/10.1371/journal.pone.0086705
http://dx.doi.org/10.1371/journal.pone.0086705
http://dx.doi.org/10.1517/14656561003724747
http://dx.doi.org/10.1517/14656561003724747
http://dx.doi.org/10.1016/j.jcf.2012.12.003
http://dx.doi.org/10.1016/j.jcf.2012.12.003
http://dx.doi.org/10.3390/ijms10083400
http://dx.doi.org/10.3390/ijms10083400
http://dx.doi.org/10.1094/MPMI.2000.13.12.1301
http://dx.doi.org/10.1094/MPMI.2000.13.12.1301
http://dx.doi.org/10.1021/jf3003027
http://aac.asm.org

Boulanger et al.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

7464 aac.asm.org

inhibits growth and induces apoptosis in HL-60 human myeloid leukemia
cells. Mol Med Rep 11:4573-4578.

Mitchell G, Lafrance M, Boulanger S, Séguin DL, Guay I, Gattuso M,
Marsault E, Bouarab K, Malouin F. 2012. Tomatidine acts in synergy
with aminoglycoside antibiotics against multiresistant Staphylococcus au-
reus and prevents virulence gene expression. J Antimicrob Chemother
67:559-568. http://dx.doi.org/10.1093/jac/dkr510.

Mitchell G, Gattuso M, Grondin G, Marsaulté Bouarab K, Malouin F.
2011. Tomatidine inhibits replication of Staphylococcus aureus small-
colony variants in cystic fibrosis airway epithelial cells. Antimicrob Agents
Chemother 55:1937-1945. http://dx.doi.org/10.1128/AAC.01468-10.
Guay I, Chagnon F, Mitchell G, Bouarab K, Marsault E, Malouin F.
2012. Antibacterial spectrum and structure-activity relationship of tomat-
idine analogs. Abstr 52nd Intersci Conf Antimicrob Agents Chemother,
abstr F-1997.

Lamontagne Boulet M, Guay I, Rodrigue S, Jacques P-E, Brzezinski R,
Bouarab K, Marsault E, Malouin F. 2015. Identification of mutations
associated with a reduced susceptibility of Staphylococcus aureus small-
colony variants to tomatidine, abstr P0729. Abstr 25th Eur Congr Clin
Microbiol Infect Dis.

Andries K, Verhasselt P, Guillemont J, Géhlmann HW, Neefs JM,
Winkler H, Van Gestel J, Timmerman P, Zhu M, Lee E, Williams P, de
Chaffoy D, Huitric E, Hoffner S, Cambau E, Truffot-Pernot C, Lounis
N, Jarlier V. 2005. A diarylquinoline drug active on the ATP synthase of
Mycobacterium tuberculosis. Science 307:223-227. http://dx.doi.org/10
.1126/science.1106753.

Butler MS, Blaskovich MA, Cooper MA. 2013. Antibiotics in the
clinical pipeline in 2013. J Antibiot 66:571-591. http://dx.doi.org/10
.1038/ja.2013.86.

Rahme LG, Stevens EJ, Wolfort SF, Shao J, Tompkins RG, Ausubel
FM. 1995. Common virulence factors for bacterial pathogenicity in
plants and animals. Science 268:1899—1902. http://dx.doi.org/10.1126
/science.7604262.

Dekimpe V, Deziel E. 2009. Revisiting the quorum-sensing hierarchy in
Pseudomonas aeruginosa: the transcriptional regulator RhIR regulates
lasR™ specific factors. Microbiology 155:712-723. http://dx.doi.org/10
.1099/mic.0.022764-0.

Déziel E, Lépine F, Milot S, He J, Mindrinos MN, Tompkins RG,
Rahme LG. 2004. Analysis of Pseudomonas aeruginosa 4-hydroxy-2-
alkylquinolines (HAQs) reveals a role for 4-hydroxy-2-heptylquinoline in
cell-to-cell communication. Proc Natl Acad Sci U S A 101:1339-1344.
http://dx.doi.org/10.1073/pnas.0307694100.

Lépine F, Milot S, Déziel E, He J, Rahme LG. 2004. Electrospray/mass
spectrometric identification and analysis of 4-hydroxy-2-alkylquinolines
(HAQs) produced by Pseudomonas aeruginosa. ] Am Soc Mass Spectrom
15:862—869. http://dx.doi.org/10.1016/j.jasms.2004.02.012.

Liberati NT, Urbach JM, Miyata S, Lee DG, Drenkard E, Wu G,
Villanueva J, Wei T, Ausubel FM. 2006. An ordered, nonredundant
library of Pseudomonas aeruginosa strain PA14 transposon insertion mu-
tants. Proc Natl Acad Sci U S A 103:2833-2838. http://dx.doi.org/10.1073
/pnas.0511100103.

Clinical and Laboratory Standards Institute. 2011. Performance stan-
dards for antimicrobial susceptibility testing, 21st informational supple-
ment. CLSI document M100-S21. Clinical and Laboratory Standards In-
stitute, Wayne, PA.

Dubern J, Diggle SP. 2008. Quorum sensing by 2-alkyl-4-quinolones in
Pseudomonas aeruginosa and other bacterial species. Mol Biosyst 4:882—
888. http://dx.doi.org/10.1039/b803796p.

Mogayzel PJ Jr, Naureckas ET, Robinson KA, Mueller G, Hadjiliadis D,

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

49.

50.

Antimicrobial Agents and Chemotherapy

Hoag JB, Lubsch L, Hazle L, Sabadosa K, Marshall B, Pulmonary
Clinical Practice Guidelines Committee. 2013. Cystic fibrosis pulmonary
guidelines: Chronic medications for maintenance of lung health. Am J
Respir Crit Care Med 187:680—689. http://dx.doi.org/10.1164/rccm
.201207-11600E.

Bhatt JM. 2013. Treatment of pulmonary exacerbations in cystic fibrosis. Eur
Respir Rev 22:205-216. http://dx.doi.org/10.1183/09059180.00006512.
Barequet IS, Habot-Wilner Z, Mann O, Safrin M, Ohman DE, Kessler
E, Rosner M. 2009. Evaluation of Pseudomonas aeruginosa staphylolysin
(LasA protease) in the treatment of methicillin-resistant Staphylococcus
aureus endophthalmitis in a rat model. Graefes Arch Clin Exp Ophthalmol
247:913-917. http://dx.doi.org/10.1007/s00417-009-1061-2.

Sotirova AV, Spasova DI, Galabova DN, Karpenko E, Shulga A. 2008.
Rhamnolipid-biosurfactant permeabilizing effects on Gram-positive and
Gram-negative bacterial strains. Curr Microbiol 56:639—644. http://dx
.doi.org/10.1007/s00284-008-9139-3.

Lightbown JW, Jackson FL. 1956. Inhibition of cytochrome systems of
heart muscle and certain bacteria by the antagonists of dihydrostreptomy-
cin: 2-alkyl-4-hydroxyquinoline N-oxides. Biochem J 63:130—137. http:
//dx.doi.org/10.1042/bj0630130.

Filkins LM, Graber JA, Olson DG, Dolben EL, Lynd LR, Bhuju S,
O’Toole GA. 2015. Co-culture of Staphylococcus aureus with Pseudomonas
aeruginosa drives S. aureus towards fermentative metabolism and reduced
viability in a cystic fibrosis model. ] Bacteriol 197:2252—2264. http://dx
.doi.org/10.1128/]B.00059-15.

Kahl B, Herrmann M, Everding AS, Koch HG, Becker K, Harms E,
Proctor RA, Peters G. 1998. Persistent infection with small colony variant
strains of Staphylococcus aureus in patients with cystic fibrosis. J Infect Dis
177:1023-1029. http://dx.doi.org/10.1086/515238.

Chagnon F, Guay I, Bonin M-A, Mitchell G, Bouarab K, Malouin F,
Marsault E. 2014. Unraveling the structure-activity relationship of tomat-
idine, a steroid alkaloid with antibiotic properties against persistent forms
of Staphylococcus aureus. Eur ] Med Chem 80:605—620. http://dx.doi.org
/10.1016/j.ejmech.2013.11.019.

Sadowska B, Bonar A, Von FEiff C, Proctor RA, Chmiela M, Rudnicka
W, Roézalska B. 2002. Characteristics of Staphylococcus aureus, isolated
from airways of cystic fibrosis patients, and their small colony variants.
FEMS Immunol Med Microbiol 32:191-197. http://dx.doi.org/10.1111/j
.1574-695X.2002.tb00553.x.

Kahl BC, Duebbers A, Lubritz G, Haeberle J, Koch HG, Ritzerfeld B,
Reilly M, Harms E, Proctor RA, Herrmann M, Peters G. 2003. Popu-
lation dynamics of persistent Staphylococcus aureus isolated from the air-
ways of cystic fibrosis patients during a 6-year prospective study. J Clin
Microbiol 41:4424 —4427. http://dx.doi.org/10.1128/JCM.41.9.4424-4427
.2003.

Mitchell G, Malouin F. 2012. Outcome and prevention of Pseudomonas
aeruginosa-Staphylococcus aureus interactions during pulmonary infec-
tions in cystic fibrosis, p 181-206. In Sriramulu D (ed), Cystic fibrosis.
InTech, Rijeka, Croatia.

Barr HL, Halliday N, Camara M, Barrett DA, Williams P, Forrester DL,
Simms R, Smyth AR, Honeybourne D, Whitehouse JL, Nash EF, Dewar
J, Clayton A, Knox AJ, Fogarty AW. 28 May 2015. Pseudomonas aerugi-
nosa quorum sensing molecules correlate with clinical status in cystic fi-
brosis. Eur Respir J http://dx.doi.org/10.1183/09031936.00225214.
Novartis Pharmaceuticals Corporation. Tobi, tobramycin inhalation
solution package insert. Novartis Pharmaceuticals Corporation, East
Hanover, NJ. http://www.accessdata.fda.gov/drugsatfda_docs/label
/2014/050753s0161bl.pdf.

December 2015 Volume 59 Number 12


http://dx.doi.org/10.1093/jac/dkr510
http://dx.doi.org/10.1128/AAC.01468-10
http://dx.doi.org/10.1126/science.1106753
http://dx.doi.org/10.1126/science.1106753
http://dx.doi.org/10.1038/ja.2013.86
http://dx.doi.org/10.1038/ja.2013.86
http://dx.doi.org/10.1126/science.7604262
http://dx.doi.org/10.1126/science.7604262
http://dx.doi.org/10.1099/mic.0.022764-0
http://dx.doi.org/10.1099/mic.0.022764-0
http://dx.doi.org/10.1073/pnas.0307694100
http://dx.doi.org/10.1016/j.jasms.2004.02.012
http://dx.doi.org/10.1073/pnas.0511100103
http://dx.doi.org/10.1073/pnas.0511100103
http://dx.doi.org/10.1039/b803796p
http://dx.doi.org/10.1164/rccm.201207-1160OE
http://dx.doi.org/10.1164/rccm.201207-1160OE
http://dx.doi.org/10.1183/09059180.00006512
http://dx.doi.org/10.1007/s00417-009-1061-2
http://dx.doi.org/10.1007/s00284-008-9139-3
http://dx.doi.org/10.1007/s00284-008-9139-3
http://dx.doi.org/10.1042/bj0630130
http://dx.doi.org/10.1042/bj0630130
http://dx.doi.org/10.1128/JB.00059-15
http://dx.doi.org/10.1128/JB.00059-15
http://dx.doi.org/10.1086/515238
http://dx.doi.org/10.1016/j.ejmech.2013.11.019
http://dx.doi.org/10.1016/j.ejmech.2013.11.019
http://dx.doi.org/10.1111/j.1574-695X.2002.tb00553.x
http://dx.doi.org/10.1111/j.1574-695X.2002.tb00553.x
http://dx.doi.org/10.1128/JCM.41.9.4424-4427.2003
http://dx.doi.org/10.1128/JCM.41.9.4424-4427.2003
http://www.accessdata.fda.gov/drugsatfda_docs/label/2014/050753s016lbl.pdf
http://www.accessdata.fda.gov/drugsatfda_docs/label/2014/050753s016lbl.pdf
http://aac.asm.org

	Bactericidal Effect of Tomatidine-Tobramycin Combination against Methicillin-Resistant Staphylococcus aureus and Pseudomonas aeruginosa Is Enhanced by Interspecific Small-Molecule Interactions
	MATERIALS AND METHODS
	Bacterial strains and growth conditions.
	Reagents.
	Antibiotic susceptibility testing.
	Kill kinetics experiments.

	RESULTS
	TO is bactericidal to S. aureus ATCC 29213 in the presence of P. aeruginosa PA14.
	P. aeruginosa PA14 QS-associated components and signaling molecules contribute to the bactericidal effect of TO on S. aureus.
	P. aeruginosa HQNO production contributes to the bactericidal effect of TO on S. aureus.
	Combination of TO and TOB kills both a multiresistant MRSA strain and P. aeruginosa PA14 in coculture.

	DISCUSSION
	ACKNOWLEDGMENTS
	REFERENCES


