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Introduction

The evolutionary development of bacterial cell-to-cell communication, a process termed
“quorum sensing” (QS), enabled coordinated behavioral efforts of bacterial populations,
thus providing for microbial interaction with higher organisms. QS signaling defines the
process of bacteria secreting and responding to small diffusible chemical signals, or
autoinducers, in a cell density-dependent process.1 As the number of cells, and thus
autoinducer concentrations, increase, bacteria synchronize their gene expression to behave
as a unified group. These concerted efforts are beneficial to the bacterial population, but
often come at the expense of human health, as QS has been shown to regulate functions such
as biofilm formation and the expression of virulence factors. Consequently, the modulation
of QS has emerged as a prophylactic and therapeutic anti-virulence target of considerable
interest.2:3

QS signaling is mediated by autoinducing molecules that can be categorized into three major
classes:47: i) N-acyl homoserine lactones (AHLS), ii) oligopeptides, and iii) autoinducer-2
(Al-2).8'9 AHLs are produced by many Gram-negative bacterial species, and signals are
differentiated by acyl chain length and oxidation patterns. Likewise, oligopeptides, such as
staphylococcal auto-inducing peptides (AlIPs), are the signals employed by Gram-positive
bacteria, and are often chemically posttranslationally modified. Lastly, the Al-2 class of
signals is derived from the precursor 4,5-dihydroxy-2,3-pentanedione (DPD) and has been
shown to signal in both Gram-positive and —negative bacteria. Because of the shared DPD
core of the known Al-2 signaling molecules, and the ubiquity of the DPD synthase in the
bacterial kingdom, Al-2 has been suggested as a language of interspecies communication. In
addition to these three classes, other small molecules including the Pseudomonas quinolone
signal (PQS)10, 3-hydroxypalmitic acid methyl esterl1, bradyoxetin12, and (S)-3-
hydroxytridecan-4-onel3 have also been identified. In general, individual species rely on
chemically distinct signals to avoid interspecies cross-talk or interference. However, as
discussed in this Perspective, the signals of one species often exert agonistic or antagonistic
effects on the QS systems of other species.

Three main paradigms have been explored for the development of QS modulators as
potential therapeutics: i) interference with the signal synthase, ii) sequestration of the
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autoinducer, and iii) antagonism of the receptor, with receptor antagonism having received
the most attention to date for the discovery of QS modulators. Additionally, other modes of
actions, such as prevention of signal secretion or inhibition of downstream signaling events,
have also been examined. In this Perspective, we will focus on the third approach towards
QS modulators, and review their development from a medicinal chemical perspective with a
focus on the methods and rationale used for their discovery and/or design and synthesis. We
will discuss agonists as well as antagonists of QS systems, and have included relative
potencies (ECsgvalues for agonists and 1Cggvalues for antagonists) where given in the
original literature. In consideration of these values, it is important to state that strict
comparisons may only be applied within a set of analogs examined in a particular assay,
largely due to variations in reporter assays used for analog evaluation. Finally, we will
discuss studies that have strived to establish QS as a viable target for the development of
antimicrobial therapies.

The best-studied QS circuits are the AHL-based systems employed by Gram-negative
bacteria, and consequently, a variety of autoinducer analogs have been developed for this
system. Historically, QS was first discovered in the marine bacterium Vibrio fischeri, which
uses 3-0x0-Cg-HSL to regulate the generation of its bioluminescence.14 In general, AHLs
are synthesized from two metabolic intermediates, S-adenosyl-methionine (SAM) and a
fatty acid from the acyl-acyl carrier protein complex, in a reaction that is catalyzed by an
AHL-synthase, also known as LuxlI-type protein, named after Luxl in V. fischeri. Most
AHLSs diffuse freely across the bacterial cell membranes, but AHLSs with extended acyl
chains, such as the 3-0x0-Cq2-HSL signal of Pseudomonas aeruginosa, might require active
secretion into the environment.15 Upon reaching a critical threshold concentration, the AHL
signal binds its target receptor protein, LuxR-type proteins, and this binding event, in turn,
serves to activate the expression of target genes - in the case of V. fischeri, genes responsible
for bioluminescence generation located on the lux operon. Interestingly, the initial discovery
of QS-dependent bioluminescence regulation in V. fischeri was the first description of a
group of bacteria acting in concert to achieve a common goal. Since this seminal discovery,
several homologs of the Luxl- and LuxR-type proteins have been identified in other Gram-
negative bacteria, such as the Lasl/LasR proteins in Pseudomonas aeruginosa and the Tral/
TraR proteins in Agrobacterium tumefaciens.16

A number of 3-oxo-AHLSs have been shown to play an important role in processes involved
in bacterial pathogenicity, particularly in the case of P. aeruginosa (Figure 1). This common
environmental microorganism has acquired the ability to take advantage of weaknesses in
the host defenses to become an opportunistic pathogen in humans.17 Most prominent is the
role of P. aeruginosa in patients suffering from cystic fibrosis (CF), the most common
inherited lethal genetic disorder, which follows an autosomal recessive inheritance pattern in
Caucasian people. Approximately 30,000 people in the United States suffer from CF and
due to impaired lung defense function, CF patients are vulnerable targets for P. aeruginosa.
18 The QS machinery of P. aeruginosa coordinates the regulation of virulence factors,
including elastase, rhamnolipids, and phenazines and also controls biofilm formation, which
often has dire ramifications on human health, especially in the lungs of CF patients.

The importance of QS to the virulence of P. aeruginosa is further demonstrated in a study of
P. aeruginosa infections in burn wounds by the laboratory of Abdul Hamood.19 A mouse
model was used to monitor the spread of the bacteria in burned skin as well as bacterial
dissemination throughout the body, and P. aeruginosa mutants lacking QS machinery
exhibited reduced spread. QS is also involved in the regulation of pathogenicity in many
other human pathogens, such as clumping and motility in Yersinia pseudotuberculosis20 and
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Yersinia pestis’21 swimming and swarming motility in Yersinia enterocolitica:22 biofilm
formation in Acinetobacter baumannii'23:24 virulence factor production in Burkholderia
mallei 25 pathogenicity in Burkholderia pseudomallei:26 and protease activity and biofilm
formation in the Burkholderia cepacia complex.27:28 Indeed, in several models of B.
cenocepacia infection, including mammalian models, AHL-mediated QS was shown to play
a central role in the control of pathogenic traits and was required for full pathogenicity in
mouse and rat models.29:30 In this light, the potential for therapeutic intervention by
targeting QS is evident; however, initial studies aimed towards the development of QS
modulators mainly focused on the elucidation of the molecular mechanisms of the QS
response.

The earliest example of the development of QS modulators was reported over 20 years ago
by Anatol Eberhard and coworkers in a study aimed at deciphering the mechanism of
luminescence induction in V. fischeri.31 A panel of 19 compounds was synthesized, with
variations in chain length and saturation, oxidation pattern at the 3 position, and composition
of the lactone ring (Figure 2). From this panel of compounds both agonists and antagonists
were identified, and surprisingly only slight variations from the structure of the parent
autoinducer, 3-0x0-Cg-HSL, produced profound changes in the observed bioluminescence.
For example, extension of the carbon chain by 2 methylene units (3-oxo-Cg-HSL) still
produces 50% bioluminescence, whereas movement of the oxo-functionality from the 3 to 5
position (1) produces only 10% bioluminescence. Interestingly, compound 2 and C1o-HSL
exhibited minimal agonist activity, but powerful antagonist activity. The conversion of the
lactone ring to thiolactone 3 also resulted in antagonistic activity (Figure 2). A similar set of
compounds was evaluated as AHL analogs in Erwinia carotovora, which also uses 3-oxo-
Cg-HSL-dependent QS to regulate carbapenem biosynthesis.32 Again, similar trends were
observed, as analogs with slight variations in acyl chain length or rings structure acted as
agonists, albeit with diminished potency from the natural signal. From these trends, it was
apparent that distinct chemical structures are necessary to induce full QS activity in different
bacterial strains; however, it also became clear that small structural changes to the chemical
scaffold of the natural autoinducers provide for widely variable biological activities.

The interactions between AHL analogs and the LuxR receptor were later studied in greater
detail using an expanded repertoire of analogs and a recombinant E. coli strain containing
the QS-regulon of V. fischeri.33 In this work, the authors used a radiolabeled 3-oxo-Cg-HSL
analog to investigate the competition for LuxR between the analogs and parent AHL. Any
analogs that were found to compete for LuxR binding were subsequently examined for
either agonist or antagonist activity. Similar trends were observed with this panel of analogs
as described previously by Eberhard et al.,31 in that the 3-oxo and lactone functionalities
were required for productive LuxR activation, whereas acyl chains longer than 5 carbons
resulted in antagonists of LuxR (Figure 3). These competition experiments, coupled with the
QS activity of each analog, strongly supported the now-accepted hypothesis of a binding
event between the AHL signal and the LuxR protein. Furthermore, the activity of these
analogs was indicative of a certain degree of flexibility within the binding site of the LuxR
receptor, thus providing a foundation for the development of more elaborate analogs.

Around the same time, studies were underway in the laboratory of Barbara Iglewski to probe
the binding of the P. aeruginosa AHL signal, 3-0x0-C1,-HSL, to its cognate receptor LasR.
34 A series of structural analogs with varying chain lengths, oxidation patterns, and
heterocycle substitutions were synthesized via EDC-coupling of the sodium or lithium salt
of the appropriate fatty acid chain with either the 2-amino lactone or amino thiolactone
(Figure 4). These analogs were evaluated for agonist activity by monitoring the expression
of a lacZ reporter fused to the QS operon of P. aeruginosa. The trends observed with these
analogs were similar to those observed with the LuxR-AHL interactions, in that conservative
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variations of the 3-oxo0-Cqo-HSL parent signal resulted in diminished receptor binding.
Interestingly, C10-HSL, 2, and 5, which were found to be inhibitors of QS in V. fischeri
(Figure 3), were discovered as agonists of QS in P. aeruginosa. Several antagonists against
binding were uncovered in a competitive assay with radiolabeled 3-oxo-C1,-HSL; however,
no true inhibitors of QS were found, as all analogs that compete for LasR binding were also
able to induce QS activity.

These early studies relied on simple analogs that focused on variations in acyl chain length,
oxidation pattern, and substitution of the heteroatom in the ring to evaluate the critical
functionalities of the AHL signals. Although these efforts did not reveal potent agonists or
antagonists of QS, they were crucial in establishing, in principle, that bacterial
communication may be modulated with synthetic analogs. Furthermore, these studies were
also pivotal in instituting now-accepted concepts concerning signal-receptor interactions,
namely the sensitivity of the cognate receptor to structural deviations of the signal. On the
other hand, these changes, although rationally-designed from a chemical point-of-view, still
provided for unpredictable biological effects.

A departure from the standard development of AHL analogs described above was pursued
via the synthesis of conformationally constrained analog reported by Kline et al.35 Whereas
previous analogs had mostly centered on modifying acyl tail length while keeping the
analogs themselves flexible, the authors of this study sought to explore the role of the
various tautomers of the p-ketoamide moiety in the QS of P. aeruginosa. This was achieved
using four series of compounds to evaluate the biological activity of the E and Z enols, as
well as the extended form of the AHL signal. To mimic the Z form, salicylamide 7 and
nitrone 8 frameworks were employed (Figure 5). On the other hand, simple heterocycles
such as oxazoles 9 and furans 10 were introduced to emulate the E isomer. For the extended
forms, gem-difluorosubstituted analog 11 was constructed to effectively prevent enolization
and subsequent tautomerization. Compound 11, which displayed agonist activity, was the
only active compound identified in this work, implying the necessity of proper acyl-tail
geometry for LasR receptor binding. Despite the failure to uncover any analogs with potent
activities, this work served to progress the development of AHL analogs past the previous
reliance on minute, systematic changes to the AHL signal to incorporate novel chemical
motifs.

The group of Hiroaki Suga introduced another new paradigm for the discovery of AHL
analogs with the synthesis of a library of analogs constructed via solid phase organic
synthesis. In doing so, several agonists and antagonists of QS in P. aeruginosa were
uncovered from a library of compounds that replaced the homoserine lactone functionality
of the 3-ox0-C1,-HSL signal with a variety of amines and alcohols. To rapidly generate a
large panel of compounds, a solid phase approach was used in which the acyl chain was
immobilized on a 3,4-dihydro-2H-pyran resin.36:37 To facilitate immobilization, the
terminus of the acyl chain was modified to include a hydroxyl group. Previous work
detailing the capacity of the LasR receptor to accommodate longer chains led the authors to
reason that the increased length would have little effect on the biological activity. Once the
acyl chain was immobilized on the resin, the ester was cleaved to reveal the carboxylic acid
group (13), which then underwent reaction with a variety of aminoalcohols or amino ketones
(14, Scheme 1). With compounds of type 14, treatment with acid provided for both
deprotection of the ketone at the 3 position as well as cleavage from the resin.

With their library, compounds were evaluated for their activity against the QS of P.
aeruginosa using a lasl-dependent gfp reporter assay. From the screening process, five
agonists and eight antagonists were discovered, and, importantly, re-synthesis of these lead
compounds without the terminal —OH group revealed that this modification did not interfere
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with the assay results. The series of (ant)agonists were initially identified and characterized
using a gene-reporter assay; however, to evaluate the physiological effects of these new
compounds, their effects on biofilm formation and the expression of the virulence factors
elastase and pyocyanin were evaluated. Treatment of P. aeruginosa with the most potent
antagonist (17) resulted in the reduction of elastase production and alterations in the biofilm
architecture although actual biofilm levels were not reduced. A few interesting observations
can be made from the activity of these analogs: (1) an aminocycloalkane with an H-bond
donor at the ortho- position is a shared structural feature of the antagonists, and (2) a
cyclohexanol-derived agonist 16 may be converted to an antagonist by simply replacing the
cyclohexanol ring with a phenol 17, cyclohexanone 18, or cyclopentanol 19 (Scheme 1).
These observations speak to a key advancement put forth by this work: the efficiency of a
solid phase approach for the production of a large panel of analogs.

Two years later, Helen Blackwell and coworkers also exploited the power of solid phase
synthesis with a series of investigations aimed at the systematic evaluation of non-natural
AHL ligands. As a first step, a microwave-assisted solid phase synthesis was devised to
provide rapid access to both natural and unnatural AHL analogs (Scheme 2).38 This newly
developed synthetic route allows for the introduction of different acyl substituents, whereas
the route developed by Suga and coworkers provided rapid access to diversity at the
homaoserine lactone functionality. The synthesis begins with the addition of methionine to
polystyrene resin 20 to yield 21, followed by the introduction of various carboxylic or
protected B-keto acids for the generation of diversity in the acyl chain (22). The analogs
were then subjected to treatment with cyanogen bromide in a microwave assisted
cyclization/resin cleavage reaction to provide the target analogs of type 23, which comprised
both 3-oxo0 and non-3-oxo analogs. This new route was used to rapidly produce a variety of
natural AHL signals in high purity, along with a panel of ~15 non-natural AHL analogs,
which were subsequently tested, against QS-dependent reporter strains, for both agonist and
antagonist activity by measuring p-galactosidase activity in Agrobacterium tumefaciens and
GFP fluorescence in P. aeruginosa. The screening revealed three compounds (24-26) that
were 1-2 orders of magnitude more potent than the known A. tumefaciens QS inhibitors and
about 2-fold more active than known P. aeruginosa QS inhibitors (Scheme 2). Importantly,
the inhibition of QS-dependent gene expression in P. aeruginosa by 24-26 also translated to
significant activity against biofilm formation. The structural similarities of these new QS
modulators suggested similar modes of binding by the receptor proteins of the two
organisms studied and provided the Blackwell laboratory with a structural guide for the
construction of a larger set of compounds for the study of QS across a range of bacterial
species.

In a recent series of publications, Blackwell and coworkers continued to build upon their
previous findings and synthesized another library (~90) of compounds and examined the
activity across three bacterial species: A. tumefaciens, P. aeruginosa, V. fischeri.39:40
Rather than focus exclusively on bulky substitutions at the terminus of the acyl chain as
before, this library also featured an expanded repertoire of compounds to probe the effects of
both chain length and ring stereochemistry in addition to acyl chain substitution. As
predicted, the screening of a large focused library revealed both antagonists and agonists
against the three strains. One particularly interesting observation came in the discovery of 3-
0x0-Cg-HSL, the natural ligand for the A. tumefaciens TraR receptor, as a potent inhibitor
against the QS of P. aeruginosa and a modest inhibitor against V. fischeri (although no ICsgq
value was reported), speaking to the potential for QS as a form of interspecies competition
as well as cooperation. However, what sets this study apart is the discovery of antagonists
(Figure 6 and Table 1) that are active against all three different bacterial species examined,
thus allowing the authors to establish a detailed SAR of the active ligands. It should be noted
that in the development of all AHL analogs to date, small structural changes to the parent
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AHL signal resulted in vastly different biological activities. Thus, the pioneering work of
Suga and later Blackwell serve to demonstrate the power of efficient synthetic routes to
introduce small structural changes to conduct SAR studies as well as the discovery of AHL-
based QS modulators. Additionally, the design and synthesis of focused libraries has
provided for the rational design and synthesis of haptens by our laboratory, which have been
used to generate antibodies against the autoinducers of several bacteria.41:42

The work from the Blackwell laboratory also confirmed previous findings that the QS
signals of one species may act as inhibitors against the QS of other species. Recently, a
naturally occurring autoinducer was discovered in the soil bacterium Rhodopseudomonas
palustris with structural similarities to the aryl-derived antagonists developed by Blackwell
and coworkers. This new homoserine lactone signal, pC-HSL, is derived from p-coumaric
acid rather than cellular fatty acids and reveals that natural homoserine lactone derived
signals are not limited to straight chain acyl chains, but may also be comprised of aryl chains
(Figure 7).43 Furthermore, two other species of bacteria, the plant symbiont Bradyrhizobium
and the marine bacterium Silicibacter pomeroyi, were found to be capable of producing pC-
HSL type signals, implying pC-HSL signaling across a wide variety of bacterial species.
Structural similarities between pC-HSL and many of the aryl-based antagonists discovered
by the Blackwell laboratory suggest a possible role for pC-HSL as an antagonist of the QS
of other species; however, to date pC-HSL has not been tested for its activity against the QS
of any other species. Such a finding would also speak to a deeper source of QS inhibitors, as
the discovery of new QS signals in one species may also result in the discovery of new QS
inhibitors against others species in the same manner that the discovery of new bacterial
metabolites has produced a vast array of antibiotic compounds.

In a different approach, Michael Meijler and coworkers investigated a series of autoinducer
analogs, designed with electrophilic functionality for the specific covalent modification of
the target protein, with the goal of rendering the receptor protein unable to initiate the QS
signaling cascade.44 For the design of the covalent probes, the authors took advantage of the
high affinity and specificity of LasR for the natural ligand 3-0xo0-C1,-HSL and constructed
structurally related compounds but containing a diminutive electrophilic group. The authors
reasoned that a nucleophilic cysteine residue (Cys79) in the LasR binding pocket would
serve as a reactive partner, and thus constructed a series of compounds with three
electrophilic moieties: isothiocyanates 33, bromoacetamides 34, and chloroacetamides 35
(Figure 8). The capacity of the AHL-based probes to covalently modify LasR was first
examined using purified LasR protein, and indeed, the isothiocyanate probes were found to
react with Cys79. Importantly, these same compounds were found to inhibit QS in P.
aeruginosa reporter strains, as well as decrease biofilm formation and pyocyanin production
in wild-type strains, serving to establish these compounds as new motifs for the
development of QS inhibitors. One concern that may arise from the use of electrophiles,
including the brominated furanones (vide infra), to target QS stems from potential hon-
specific alkylation and resulting toxicity; however, in the case of these electrophilic AHL
analogs, the authors examined only those concentrations for which no growth inhibition was
observed.

Natural products derived from eukaryotic sources have served as another source of QS
disrupting compounds, and perhaps the most studied of these is the secretion of brominated
furanones by the red algae Delisea pulchra. Although marine dwelling plants often suffer
from macrofouling by higher organisms, usually caused by the initial formation of bacterial
biofilms, D. pulchra was found to be relatively free from fouling organisms. Further
microscopic analysis revealed bacterial populations to be reduced on the surface of D.
pulchra relative to neighboring plants. A rationale for this observation has been provided by
the laboratory of Staffan Kjelleberg, who demonstrated that the algae was releasing a series
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of brominated furanone metabolites which inhibit several AHL-dependent processes
including swarming motility in Serratia liquefaciens and bioluminescence in V. harveyi and
V. fischeri (36-39, Figure 9).45

Since their discovery, the activity of brominated furanones has been explored extensively,
and naturally occurring furanones have also been found to inhibit Al-2-based QS in Vibrio
sp. Because of structural similarities, the furanones were initially believed to compete with
the natural AHL and Al-2 autoinducers for binding to their cognate receptors,46 but
subsequent reports demonstrated that the halogenated furanones destabilize and accelerate
turnover of the LUxR receptor in V. fischeri47 and inactivate the V. harveyi QS master
regulator protein LuxRy.46 Despite a common name, these two LUxR proteins have
completely different functions, though it is likely that a similar mode of inhibition is at work
based on the reactivity of the brominated furanones. These compounds possess multiple
electrophilic centers capable of Michael addition at the a,B-unsaturated ketone, nucleophilic
addition to the lactone carbonyl, or halogen substitution. Indeed, recent studies have
indicated that the halogenated furanones undergo reaction with the DPD synthase, LuxS,
likely through a Michael addition (vide infra).48 A common mode of action would be
encouraging for the development of antimicrobial strategies against human pathogens, as
homologs of LuxRy, from V. harveyi have been identified in the human pathogens V.
cholerae, V. parahaemolyticus, and V. vulnificus. Thus, the prevalence of a common target
implicates a potential for halogenated furanones as a broad spectrum inhibitor for the
treatment of disease.46 However, it is the same broad reactivity, particularly towards
alkylation, that is likely responsible for the toxic effects against mammalian cells that have
been observed with this class of compounds.49:50

The reported utility of the furanone compounds also extends to the inhibition of QS in P.
aeruginosa, and furanones have been shown to affect the siderophore biosynthesis of P.
aeruginosa via interaction with the QS system,51 although minimal effects have been
observed on the other QS phenotypes of P. aeruginosa.52 To overcome this limitation,
screening of combinatorial libraries derived from the natural furanone structure has revealed
furanones 40 and 41, both of which lack a hydrophobic side chain, with activity against the
QS of P. aeruginosa (Figure 9).47:52:53 Using a GFP-expressing strain of P. aeruginosa,
compound 40 was shown to specifically inhibit the las system, as well as the production of
the virulence factors chitinase and elastase. Importantly, compound 40 was also capable of
disrupting intercellular communication within P. aeruginosa biofilms, ultimately resulting in
the loss of biofilm integrity and overall biomass.52 The utility of these QS inhibitors has
also been extended to the study of unidentified QS regulated process, and towards this end
furanone 41 was used in a series of GeneChip® microarray based studies to delineate both
the QS regulatory network of P. aeruginosa and the effects of the furanone compound.53
Perhaps the most significant finding is the efficacy of compounds 40 and 41 against QS in
mouse infection models. Mice with lungs infected by a QS-dependent gfpexpressing strain
of P. aeruginosa were treated with these compounds, and in 4-6 hours a significant
reduction in gfp fluorescence was observed relative to untreated controls. Inhibition of QS
by 40 also corresponded to increased bacterial clearance from the lungs, as well as a 50%
increased survival time of mice with lethal infections.54

Another natural product that has shown promise against the QS of . aeruginosa is solenopsin
A, a venom alkaloid from the fire ant Solenopsis invicta (Figure 10).55 Initially investigated
due to structural similarities with the 3-0x0-C1,-HSL signal and the antagonists developed
by Suga et al (Scheme 1),36:37 solenopsin A was found to inhibit the production of the
virulence factors pyocyanin and elastase B. When competition experiments were performed
between the natural autoinducers of P. aeruginosa and solenopsin A, C4-HSL, rather than 3-
0x0-C12-HSL, restored QS signaling. While other compounds, such as compound 23

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

Page 8

developed by Suga et al. possess activity against both las and rhl systems,36 this represents
a significant finding based on the relative lack of specific inhibitors against C4-HSL-
dependent QS and as such solenopsin A may represent a valuable basis for the development
of QS inhibitors against the rhl system of P. aeruginosa.

While natural products and focused libraries designed around the natural AHL signal have
received the most attention for the development of QS modulators, E. Peter Greenberg and
coworkers have developed a cell-based, ultra-high-throughput screening platform to search
for inhibitors of LasR-based QS.56 The screening process relies on a strain of P. aeruginosa
expressing yellow fluorescent protein (YFP) under the control of the LasR-dependent
promoter prsal; thus, agonism or antagonism is detected by increases or decreases in the
fluorescent signal. A 200,000 member library was screened and 20 inhibitory compounds
were discovered and the two most potent inhibitors, 42 and 43 (Figure 11A), were
structurally similar to the native P. aeruginosa signal in that both contain a 12 carbon acyl
chain attached to a 5- or 6-member ring.

The nature of the ultra-high-throughput screen also allowed for the identification of agonists,
and it was this aspect of the assay that allowed for the identification of the first agonist, TP-1
(44), that is structurally unrelated to the natural signal (Figure 11B).57 Interestingly, 44
exhibited excellent specificity for the LasR receptor, and is in fact a stronger activator (ECsgg
= 0.014 uM) of LasR than 3-0x0-Cq,-HSL itself (ECsg = 0.140 uM). Indeed, this potent
biological activity of 44, along with its enhanced stability to pH and enzymatic degradation
relative to 3-oxo0-Cqo-HSL, has rendered the triphenyl scaffold a promising lead for the
study of las-dependent QS and the development of novel QS modulators. Inspired by these
findings, Greenberg and coworkers also performed a series of in silico docking experiments
between triphenyl-derived compounds and the LasR homolog TraR to identify a set of
similar compounds and, interestingly, biological evaluation of this new set of analogs
revealed both agonists (e.g. 46 and 47) and one antagonist (48). Subsequent docking studies
of the active compounds predicted that the generic triphenyl motif is capable of binding at
the LasR active site, and unique hydrogen bonding patterns are observed in the models of
agonists and antagonists. Even without explicit knowledge of the mechanism of action of the
TP compounds, this class of molecules nevertheless represents a potential new class of QS
modulators without the pitfalls posed by pH or enzymatic degradation that may plague the
lactone-derived analogs.

The interaction between the triphenyl compounds and LasR has been further studied on the
molecular level with the recent publication of the crystal structure of LasR in complex with
the parent 3-ox0-Cq»-HSL, 44, 46, and 47.58 Here, the authors demonstrate that productive
binding requires that the AHL signal fulfill certain H-bonding requirements and the side
chain be of sufficient length and hydrophobicity for proper receptor configuration. Despite
significant structural differences, TP agonists 44, 46, and 47 are nevertheless capable of
fulfilling these requirements, accounting for the observed activity. A crystal structure of the
only inhibitory TP compound, 48, was not obtained due to the instability of the 48-LasR
complex. However, docking experiments with 48 and LasR demonstrated that unfavorable
steric interactions between one of the chlorine atoms and a nearby leucine residue, thereby
disrupting the conformation of LasR. Such a destabilization of LasR by 48 is also
reminiscent of the destabilization of the V. fischeri receptor LuxR by the brominated
furanone compounds; thus, despite differences in the target proteins and discovery of these
two structurally unrelated inhibitors, it may be that they both operate via a similar
mechanism of action.

A critical finding arising from the crystallography study was the revised structure of the
TP-1 (45) structure from the original publication by Greenberg and coworkers.57 High
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resolution electron density maps of the crystal structure revealed an electron-rich atom,
indicative of the chlorine, at the position originally thought to be occupied by the nitro group
(Figure 11B). This revised structure is seemingly more in line with the previous findings by
Muih et al, wherein TP-1 is remarkably stable to base.57 However, rigorous characterization
of TP-1 (44/45) has not been published to date, nor has the stability of any of these agonists.

While most of the above work has focused on the investigation of ligand binding and
development of antagonists against LuxR-type transcriptional activator proteins, details are
sparse concerning the interactions of AHLs with transmembrane LuxN receptors. In many
Gram-negative bacteria, the receptor protein LuxR binds intracellular AHL, which then
initiates QS through direct interaction with DNA. In the case of the model QS organism V.
harveyi, LuxN binds extracellular AHL and initiates a phosphorylation cascade to begin the
activation of QS. Towards a better understanding of this phenomenon, Bonnie Bassler and
coworkers have recently published a series of studies, the first of which involved the
screening of a large library of compounds with the Broad Institute to find a LuxN inhibitor.
59 In this screen, 35,000 small molecules were tested for bioluminescence inhibition, and
after elimination of compounds found to be toxic or non-specific for AHL-based QS, 15
compounds were identified as potent antagonists of LuxN. Pointing towards the utility of
high-throughput screens for the identification of QS modulators, the most potent identified
antagonists did not bear structural similarity to the natural 3-OH-C4-HSL signal, (49-53,
Figure 12A). These antagonists, in combination with a large panel of LuxN mutants, were
also used to decipher the necessary interactions of the LuxN receptor both with the natural
signal and the phosphorelay system required for signal transduction.

With these compounds, the authors also questioned whether similar structures could inhibit
both the transmembrane LuxN and cytoplasmic LuxR-type receptors.60 Thus, the same set
of 15 compounds was evaluated for the antagonist activity against CviR, the LuxR-type
receptor of the human pathogen Chromobacterium violaceum. The authors first examined
the activity of their compounds, as well as several AHL analogs with varying acyl tail
lengths, in a strain of E. coli that expresses CviR and CviR-dependent gfp. Interestingly,
CviR bound intermediate chain AHL analogs (e.g. Cg- and Cqo-HSL) with similar affinities
as natural C4-HSL, and, although these complexes still bound the target DNA, transcription
of QS genes was inhibited. On the other hand, longer chain AHL analogs (e.g. C12- and Cq4-
HSL) and one potent antagonist (54) were found to interact with CviR but prevent DNA
binding of the complex, indicating two distinct modes of action for these QS inhibitors. To
further explore the scaffold of lead compound 54, analogs were constructed and
chlorolactone 56 (Figure 12B) was found to inhibit CviR-dependent GFP fluorescence in E.
coli with an 1Cgg of 0.377 uM and violacein production in vivo by C. violaceum with an
ICsq value of 0.295 pM. Finally, and perhaps most significantly, the authors studied an
infection model using C. elegans to demonstrate that both 54 and 56 were able to extend the
lifespan of the nematode upon infection with lethal levels of C. violaceum. In doing so, the
authors demonstrate that the disruption of bacterial communication does have prophylactic
benefits.

The natural QS signals of bacteria, specifically the 3-oxo0-C1,-HSL molecule of P.
aeruginosa, have been shown to exert potent biochemical effects on mammalian host cells.
For example, 3-ox0-C1,-HSL induces apoptosis in human breast cancer cells,61 as well as
in macrophages and neutrophils,62 and, in research stemming from our laboratory and
others, modulates transcriptional activity of NF-kB, the central regulator of gene expression
in the innate immune system during infection and inflammation.63766 Furthermore, 3-oxo-
C12-HSL has exhibited inhibition of proliferation and cytokine secretion in human
leucocytes, an aspect of AHLSs that has been further investigated by capitalizing on the 3-
0x0-C12-HSL scaffold as a lead for the development of analogs to enhance the
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immunosuppressive activity, with the potential for new treatments of autoimmune diseases.
67

Analogs of 3-ox0-C12-HSL have also been examined for activity against cancer cells;
however, in light of the potential negative effects of P. aeruginosa QS on cancer patients,
the analogs were designed to minimize QS activity and optimize anti-cancer activity.68 In
this study, a series of phenylacylhomoserine lactone analogs were constructed by
microwave-assisted synthesis, and assayed for both activity against cancer cell growth and
lack of agonism towards P. aeruginosa QS. The 3-oxo functionality was required for
inhibition of cancer cell growth, but many analogs, including 58, also exhibited excellent QS
activation (Figure 13). One promising lead was identified (60), which incidentally shares the
structural feature of the C15 acyl chain with the natural 3-oxo-C12-HSL signal, suggesting
therapeutic avenues for the development of QS analogs outside the realm of antimicrobial
intervention. Thus, in summary, research towards the modulation of bacterial
communication may not only provide new vistas into the control of bacterial infection, but
may also signal new directions in the development of agents against other human diseases
and conditions.

Gram-positive bacteria, such as Staphylococcus aureus, Bacillus subtilis, and Streptococcus
pneumoniae, in contrast to the small molecule signals of Gram-negative bacteria, use linear
or post-translationally modified peptides as their autoinducing signals.69 Specifically, the
human pathogens S. aureus and Staphylococcus epidermidis utilize cyclic peptides, referred
to as autoinducing peptides (AIPs).70~72 Most of the work concerning the development of
QS modulators in Gram-positive bacteria has focused on the AIP systems of Staphylococci,
specifically S. aureus, and as such will be the focus of this section. These oligopeptides are
secreted into the environment by transport proteins and detected by a receptor histidine
kinase (HK).72:73 As part of a classical two-component system, the HK receptor is coupled
to a response regulator (RR) protein, and upon ligand binding, activates the RR protein to
induce expression of the target genes. This system plays a crucial role in the pathogenesis of
S. aureus, as the expression of a number of genes encoding virulence factors is regulated by
a QS-dependent global regulatory locus known as accessory gene regulator (agr).74 The
agrsystem contributes to pathogenesis by orchestrating the temporal, cell density-dependent
expression of virulence genes encoding cell surface proteins, such as protein A, coagulase,
and fibronectin-binding proteins, as well as secreted proteins including proteases,
hemolysins, toxic shock syndrome toxin 1 (TSST-1), and enterotoxin B.75:76 It is important
to note that, in contrast to most other bacterial QS systems, in staphylococci, biofilm
formation is inversely controlled by QS, i.e. inhibition of QS signaling enhances the
formation of biofilm; a fact which might make the development of prophylactic or
therapeutic QS antagonists particularly challenging.77:78

The agr operon is composed of four genes, agrA-D, which encode the complete AIP-
dependent QS signaling circuit.72 The AIP, which is synthesized as a 50 amino acid (AgrD)
propeptide that is processed by the membrane bound protein AgrB, and subsequently
secreted. The extracellular AIP binds to its cognate AgrC transmembrane receptor causing
autophosphorylation of AgrC, which in turn phosphorylates AgrA to activate promoters P2
and P3. The P2 promoter initiates transcription of the agr operon, resulting in increased
synthesis of the AIP, while the P3 promoter is responsible for the up-regulation of a large
number of virulence factors.73

The AlPs are composed of seven to nine amino acids, including a highly conserved cysteine
residue, which forms a thioester linkage with the C-terminal carboxyl group to generate the
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cyclic peptide (Figure 14).69 The cyclic structure of the peptide is required for binding to its
cognate AgrC receptor, while the other half of the AIP is known as the “tail” and is a linear
sequence of 2 to 4 amino acids.79 The tail sequence is important for activation of the AgrC
receptor.79 All S. aureus strains can be classified into 4 different agr groups, labeled I-1V,
producing four different AIPs that bind to their respective AgrC receptors.80 Interestingly,
no crossactivation is observed between AIPs and AgrC receptors of different agr groups, but
rather the binding of an AIP to a non-native AgrC receptor results in inhibition of agr
functions.73:80:81 The significance of this phenomenon in vivo has yet to be delineated, but
in spite of this uncertainty, the crossinhibition of AIPs has provided a mechanism for the
study of QS inhibition in S. aureus both in vivo and in vitro, as well as a roadmap for the
development of novel AIP signaling antagonists.73

The validity of the agr system as a target for therapeutic intervention has been established,
in part, by the observation that S. aureus agr mutants are attenuated for virulence.82
Additionally, the cross-group inhibition of the AlPs was exploited to demonstrate that a QS
inhibitor is indeed capable of modulating S. aureus pathogenesis in animal models.83 In this
study, a solid phase synthetic route was used to establish the structures of AIP | and II.
Subsequently, mice were infected with group I S. aureus and concurrently treated with AIP-
I1. The resulting inhibition of the agr system caused diminished abscess formation by group
I S. aureus, a finding that served to establish the therapeutic potential of QS inhibition and
confirm the role of QS as an indispensable process in S. aureus infections. Notably,
synthetic efforts by our laboratory towards the AIP signals have also enabled the generation
of AIP analogs to be used as haptens for the generation of anti-AlP antibodies. In particular,
an anti-AlP-1V antibody suppressed abscess formation in a murine model and protected
mice from a lethal S. aureus challenge.84

The groups of Tom Muir and Richard Novick have jointly carried out numerous structure
activity studies of the AlPs with their corresponding AgrC receptor, and have shed light on
important structural features required for both agonist and antagonist activity.79:80 This
work led to the development of a global inhibitor (61) of the S. aureus agr locus in all four
groups (Figure 15 and Table 2).80 Global inhibitor 61 is composed of the AIPII macrocycle
without the linear amino acid tail region. Interestingly, 61 contains the thioester linkage,
which was found to be important for antagonism of group Il AgrC (self inhibition), while
the lactam or lactone linkage retained inhibitor activity for the other AgrC groups.

Furthering the initial development of a global inhibitor, derivatives of the AIPIl macrocycle
were produced and evaluated for antagonism of the AgrC receptor.85 Various alterations
where made to the parent compound to explore important structural features important for
activity: replacement of serine with glycine (62-64), N-methylation of the amides (65-68),
substitution of the adjacent serines with a methylene linker (69), replacement of the thioester
with a lactam (70) and removal of the cysteine acylated amino group (71, Figure 16).

The analogs were tested in a cell-based reporter assay for inhibition of the AgrC receptor of
groups | and 11 reporter strains (Table 3). Interestingly, all the analogs are more potent
antagonists to the group | AgrC receptor than the group Il AgrC receptor. It has been shown
that the AIP analogs are not potent antagonists for their parent AgrC receptor.79:86:87
Replacement of the serine residues with a glycine residue gave mixed results. Substitution of
the serine closest to the N-terminal (61) resulted in an increased 1Csq for group | and a
drastic ICgq increase for the group 11 AgrC receptor. However, replacement of the serine
residue closest to the C-terminal (62) resulted in a decrease in the ICgq value by 2-fold for
both I and 11 group AgrC receptors. The substitution of both serine residues with glycine
resulted in a small decrease of the 1C5q values for both AgrC groups. N-methylation of the
amides in the macrocycle (64, 65) showed a large increase in the ICsg and, in the case of
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leucine or phenylalanine, NH methylation (66, 67) abolished activity. Inhibition of both
groups | and 11 AgrC receptors was also drastically decreased by substitution of the two
adjacent serine residues with a propyl linker (68) and replacement of the thioester bond with
an amide (69). Finally, removal of the amino group of the cysteine (70) again resulted in an
increase in the 1Cxgq. In this SAR study of the macrocycle region of AIP-I1 the authors
demonstrated a strict requirement of amino acid sequence for tight binding to the AgrC
groups | and 11 receptors. However, macrocycle 62 was identified as a good inhibitor of the
AgrC of groups I and 11, albeit with 5-fold decreased activity in group Il. Thus, an inhibitor
was identified from the SAR study, and the authors were able to conclude that thiolactone
linkage, along with the phenylalanine and leucine residues, were the only residues essential
for antagonism of both the AgrC | and parent AgrC 11 receptors. However, additional
functionalities are required for antagonism of the parent AgrC receptor, a finding that may
be rationalized by the fact that the AIPII signal itself is already capable of inhibition of AIPI
receptors, whereas the AIPII signal must undergo significant modification so that it is not
recognized as an agonist by its cognate receptor.

In another study, Weng Chan and coworkers focused on the AIPI for development as an
inhibitor of group | and Il AgrC receptors.88 Previously, the laboratory of Paul Williams
identified a potent inhibitor (72) of the AgrC receptor of group | by replacing an aspartic
acid of AIP-1 with an alanine residue.76 In a later study, 72 was demonstrated to be an even
more potent inhibitor of the AgrC receptor of group 11 (group | ICsq = 21 nM; group 11 ICsq
=4 nM).88 They sought to enhance this analog by replacing the methyl group of the alanine
side chain with an ethyl group (73) to increase the hydrophobic nature of that position
(Figure 17). This subtle change from a methyl to an ethyl group produced an analog more
potent than the parent molecule in regards to the inhibition of the AgrC of group 11 (2.8 nM).
However, 73 was not as potent an antagonist against the AgrC group |, resulting in a 6-fold
increase in ICsg from the parent analog (72). Along with this subtle alteration they also
replaced the tyrosine residue at the N-terminus with 4-benzoylphenoxybuytric acid (74, 75)
to create an access point for chemical derivatization and the incorporation of the
benzophenone photophore to probe the binding locations of the AlPs to the AgrC receptors.
This alteration at the N-terminus of the tail region resulted in decreased potencies for the
AgrC receptors of groups | and 11, but nevertheless 74 and 75 are capable of binding to the
AgrC receptors and could be further developed for photolinking experiments. Although
Chan and coworkers were able to produce a potent inhibitor of the AgrC receptor of group
I, this work reinforces the observations that antagonists derived from an AIP have excellent
cross-inhibitory activity and only modest in-group activity, demonstrating potential
limitations of AIP analogs as broad-spectrum inhibitors.

Several reports by Naomi Balaban and coworkers have described another potential avenue
for the inhibition of S. aureus QS, which lies in the prevention of agr activation via the
TRAP (targeting of RNAIIl-activating peptide) pathway. TRAP has been suggested to be
activated by the autoinducing RNAIII activating protein (RAP), which in turn controls the
activation of agr. An inhibitor of this system, discovered by Balaban and coworkers, is a
naturally-occurring seven amino acid peptide, coined RNAIII inhibiting peptide (RIP), with
the sequence YSPWTNF-NH,.89:90 This peptide was suggested to inhibit QS of S. aureus
by competing with RAP for activation of TRAP and ultimately inhibit agr QS. Indeed, RIP
has been shown to inhibit toxin production and even mitigate wound infections by S. aureus.
90-91 However, RIP also prevented biofilm formation, which usually does not indicate agr
QS antagonism in S. aureus.92:93 Thus, the validity of RIP as a bona fide QS inhibitor has
been questioned. Recently, a series of reports demonstrated that mutations in the gene
encoding TRAP do not result in altered agr activation,94 biofilm formation,95 and overall in
vivo virulence.96 While RIP may still represent a viable lead for the discovery of both
virulence and biofilm formation inhibitors of S. aureus, its mechanism of action has not
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been unequivocally delineated but likely does not involve specific agr QS quenching.
Interestingly, the pharmacophore of RIP was determined by Balaban and colleagues using in
silico techniques, screened against a library of commercially available small molecules, and
a non-peptidic RIP analog, namely hamamelitannin, with similar biological activity was
discovered.97

Most of the work described in this section thus far has focused on cyclic peptide analogs of
natural AlPs, but another class of molecules that could be developed into antagonists of the
AgrC receptor is peptoids. Peptoids are oligomers composed of N-substituted glycine units
and have exhibited high biostability and can be easily synthesized by combinatorial
approaches to produce large compound libraries.98:99 Indeed, peptoids are currently being
investigated for biological activity in a number of areas including antimicrobial properties.
100 In one study, a series of peptoid-peptide hybrids, or peptomers, derived from the AIP-I
signal were synthesized, and one of the peptomers (76) was shown to stimulate biofilm
formation in S. aureus (Figure 17).101 As mentioned above, it had previously been shown
that inhibition of the AIP QS signaling resulted in increased biofilm formation,78 leading to
the hypothesis that 76 was an antagonist of the AgrC receptor of group I S. aureus. They
were able to show that the peptomer was biologically active, but a direct comparison of this
peptoid with other known AIP antagonists is difficult, as the antagonist activity of 76 was
deduced from the formation of biofilm, rather than a direct inhibition of the AlP-regulated
QS system. However, the peptoid scaffold does show promise as an inhibitor of the AgrC
receptor and may provide a new avenue for the development of novel analogs.

Al-2 and DPD

In addition to the two QS systems described above that are exclusive to either Gram—
negative or —positive bacteria, Al-2 QS systems have been proposed to exist in both Gram-
positive and Gram-negative strains, and indeed, the synthase for the Al-2 precursor 4,5-
dihydroxy-2,3-pentanedione (DPD), luxS, is present in a wide variety of bacteria.102 Al-2
has also been found to regulate an array of microbial processes, including bioluminescence
in Vibrio harveyi-102 Al-2 uptake and destruction in Salmonella typhimurium and
Sinorhizobium meliloti:103:104 virulence factor production in Vibrio cholerae and Vibrio
vulnificus'105-106 and the formation of mixed biofilms by Streptococcus oralis and
Actinomyces naeslundii.107

The first structure of Al-2 was solved, using x-ray crystallography, in complex with the V.
harveyi receptor protein LuxP.108 In this crystal structure, Al-2 was found to exist as a
furanosyl borate diester (S-THMF-borate, Figure 18), likely arising from the complexation
of boronic acid by the cyclized form of DPD. Although initially puzzling, this finding was
later rationalized by the high concentrations of boric acid in marine environments (0.4 mM)
inhabited by V. harveyi. Subsequent studies revealed that the enteric bacterium S.
typhimurium responds to the furanosyl form of R-DPD without boron ((2R,4S)-2-
methyl-2,3,3,4-tetrahydroxytetrahydrofuran, R-THMF), leading to the redefinition of Al-2
autoinducers as a group of signals derived from DPD.109 Recently, the third crystal
structure of an Al-2 binding protein was solved, this time of the SmlsrB (LsrB of
Sinorhizobium meliloti) protein found in the plant symbiont Sinorhizobium meliloti, in
complex with the R-THMF form of DPD.104 These findings support the hypothesis of Al-2
as an interspecies signal in that the three identified Al-2 structures are formed from DPD,
implying that DPD released by one species may be detected and recognized by several
different species as various isomers. Interestingly, S. typhimurium and S. meliloti respond to
the 2R isomer, whereas V. harveyi recognizes a borate diester form of Al-2 derived from the
2S isomer (Figure 18). As such, the reactivity, variable stereochemistry, and capacity for
metal chelation of cyclic DPD highlights its potential for interspecies signaling and argues
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that modified DPD-based signals may be recognized in the extremely diverse environments
inhabited by bacteria. The discovery of the Al-2 system in S. meliloti is particularly
intriguing, as this soil-dwelling bacterium does not produce its own DPD. This has led to the
hypothesis that the Al-2 response system of S. meliloti may allow for the survey of the
bacterium’s surroundings and also to interfere with the communication of its competitors via
internalization of Al-2 signals.104

Since the initial discovery of 1uxS,110 it has been correlated to a variety of phenotypes,
including bioluminescence, expression of virulence factors, and biofilm formation.
However, the discovery of a large proportion of Al-2 regulated processes has relied on the
creation of luxS mutants; this technique has been the target of criticism, as LuxS plays an
important role in the removal of toxic intermediates from the activated methyl cycle.111 As
such, the observed phenotypes of luxS mutants may either be a result of the loss of
communication or the changes in metabolic fitness. In spite of this criticism, several reports
have provided evidence in support of Al-2 as an interspecies signal.104:107:112:113

An interspecies and interkingdom signaling system, defined by the bacterial receptor protein
QseC, has been reported. The QseC receptor recognizes the uncharacterized bacterially-
derived signal Al-3, as well as adrenergic signals produced by mammalian hosts, to regulate
the production of virulence factors in a variety of bacteria.114:115 This system was first
characterized in enterohemorrhagic E. coli, but homologs of QseC are present in a variety of
pathogenic bacteria, including Salmonella sp., Haemophilus influenzae, and Shigella spp.
114 Mutation of luxS was initially found to effect the production of Al-3 as well as Al-2,116
but subsequent studies have demonstrated that the LuxS enzyme is not directly responsible
for Al-3 synthesis.117 The therapeutic utility of disrupting interspecies and interkingdom
communication was established with the discovery of a compound that specifically inhibits
QseC regulated signaling without toxicity towards the bacteria, and consequently prevents
lesion formation on cultured epithelial cells by enterohemorrhagic Escherichia coli and
protects mice from death by Francisella tularensis and Salmonella typhimurium infections.
118

Chemical confirmation of DPD as the core signaling molecule of Al-2-based QS was
provided through chemical synthesis and biological evaluation of DPD by our laboratory
(Scheme 3).119 In spite of the small size of the DPD molecule, it presented a synthetic
challenge because of its highly oxygenated carbon framework as well as its reactivity and
propensity for polymerization. Synthetic efforts were further hampered by harsh oxidation
conditions to generate the diketone moiety as well as the lability and volatility introduced by
the methoxy methylene acetal protecting group (79). An alternative synthesis was later
reported by Martin Semmelhack an coworkers for multi-gram quantities (Scheme 4A),120
while an additional synthetic route was published using O3-mediated oxidative cleavage to
form the diketone (Scheme 4B).121

The establishment of DPD as the core signaling molecule of Al-2 based QS provided an
opportunity for the development of both structure-based and computationally designed
agonists and antagonists. As a first step, several studies sought to establish the role of boron
in the Al-2 signal. With an established route to synthetically pure DPD, IH NMR was used
to monitor the spontaneous complexation of boron to DPD and the DPD analog laurencione.
120 The natural products laurencione and 4-hydroxy-5-methyl-3-(2H)-furanone (MHF)
were also shown to form a boron complex, but both of these analogs exhibit lower activity
than DPD.122:123 Additionally, during efforts to evaluate the potential for different metal
species to serve as a boron mimic, McKenzie et al deduced that the putative carbonate
analog, 88, of the borate diester Al-2 species effectively mimics the biological activity of
borate-DPD (Figure 19).124
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Due to the instability of DPD at high concentrations and the relatively compact framework,
the DPD molecule itself presented a challenge for organic chemists. As such, many studies,
both initial and current, focused on the synthesis of one or two simple analogs. This is
exemplified in a report from the research group of Alain Doutheau, in which bis-acetyl DPD
was constructed using the Baylis-Hillman/ozonolysis methodology developed by the same
laboratory (Scheme 5A).125:126 Because the final product of the previous syntheses of
DPD is always a dilute aqueous solution, it was reasoned that protection of the diol as the
bis-acetate 91 would allow for the isolation of this pure DPD precursor, which would then
be cleaved in vivo to reveal the active signal. This was indeed the case, as 91 displayed equal
activity to DPD itself.125 This same synthetic route was also used for the construction of
C5-alkylated and 5-O-acylated derivatives 95, although only the racemic compounds were
obtained (Scheme 5B).126 Another compound, the trifluoromethyl analog 96 (Figure 20),
was reported as a chiral form using the camphor-derived Oppolzer’s sultam reagent in
Baylis-Hillman reaction, and the compound demonstrated the most potent agonistic activity
observed to date, although it was less active than DPD in the V. harveyi bioluminescence
assay (ECsp = 30 UM vs. ECsg = 3 uM for DPD).127 The expected rationale for this
observed activity was that the electron withdrawing effects of the trifluoromethyl group
would render the adjacent carbonyl more electrophilic and promote formation of the active
cyclic species; however, modeling studies of this compound revealed that the
trifluoromethyl group also caused the two adjacent oxygen atoms (in the hydrated form) to
be less available to form the requisite H-bonds with the LuxP receptor, possibly accounting
for the diminished activity relative to DPD.

As a first step towards the discovery of new modulators of Al-2 based QS, our laboratory
created a panel of alkyl-DPD analogs to systemically probe the effects of the substitution
pattern at C1 (Scheme 6).128 The synthesis is founded upon previously reported routes for
the construction of DPD, but modified for the introduction of alkyl groups at the C1 position
(100).119+120 Modulation of bioluminescence was examined using V. harveyi MM32, a cell
line incapable of producing luminescence either through the AHL pathway or Al-2
pathways in the absence of exogenous DPD.119:120:129 When the analogs (25 uM) were
incubated with V. harveyi and 1 uM DPD to monitor antagonism, a synergistic effect was
observed. Interestingly, these compounds were inactive in the absence of DPD, leading to
the hypothesis that these analogs are interacting with the Al-2 receptor LuxP in a manner
productive only in the presence of natural DPD, possibly via interaction with an allosteric
binding site and increased hydrophobic interactions.

The panel of C1-substituted alkyl-DPD analogs was also evaluated for (ant)agonist activity
in S. typhimurium, as measured by a B-galactosidase transcription assay.121 Assays were
conducted using a AluxS strain with a lacZ-Isr fusion, and assays were performed in the
presence of DPD (antagonist assay) or in the absence (agonist assay) of DPD. No agonists
were identified from the screening, but in the presence of 50 uM DPD, all compounds acted
as antagonists of Al-2 based QS. Notably, the propyl- and butyl-substituted analogs were
found to be potent inhibitors with 1Csq values 10-fold less than the concentration of the
natural DPD signal (Table 4). These analogs possessed two interesting and unique
properties; first, they had strikingly different biological effects in the two different species V.
harveyi and S. typhimurium. Secondly, the difference of the length of the alkyl chain brought
a dramatic change to the biological activity ranging from the natural substrate to no activity
to a potent inhibitor. Interestingly, these alkyl-DPD analogs were also found to inhibit the
bioluminescence of V. harveyi when added to cultures that had already initiated QS. 50 This
finding may speak to the difference in QS signal transduction between low and high cell
density cultures of V. harveyi or potential differences in activity of QS modulators under
different assay conditions.

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

Page 16

A later report from Meijler and coworkers observed a similar trend of synergistic agonist
effects between the alkyl-DPD analogs and the natural DPD signal, with a decrease in
activity correlating to increasing alkyl chain length.130 Another study, this time by the
laboratory of Herman Sintim, observed the same synergistic activity between alkylated DPD
analogs, although in this study there was not a clear trend between size and shape of the
alkyl groups and the observed synergistic activity, thus suggesting a promiscuous
mechanism of signal recognition.131 The alkyl-DPD analogs of the former study were also
shown to have an effect on the QS of P. aeruginosa. Although P. aeruginosa does not
possess a known LuxS enzyme, it has been shown to respond to the Al-2 signal to regulate
pathogenicity.132 Thus, the alkyl-DPD analogs inhibited lasl-dependent luminescence in a
modified PAOL1 reporter strain and pyocyanin production in wild type P. aeruginosa.130
Although the mechanism of QS inhibition in P. aeruginosa was not determined, the authors
hypothesize that the alkyl-DPD analogs act on the las-regulated system, as these analogs
bear structural resemblance to known inhibitors of LasR (e.g. 2: Figure 2), including the
brominated furanones (36-39' Figure 9).39

As described in the AHL section, the halogenated furanone natural products have shown
excellent activity against both AHL and Al-2 dependent QS systems. In particular, the
natural product (5Z)-4-bromo-5-(bromomethylene)-3-butyl-2(5H)-furanone 36 possesses
excellent inhibitory activity against the Al-2-regulated bioluminescence system of V.
harveyi. The activity of this compound against Al-2 based QS was assessed using a double
mutant of V. harveyi that lacks the receptors for the AHL and CAI-1 signals, thus the only
luminescence produced must be a result of the Al-2 system. Both the natural product 36 and
the synthetic furanone 41 (Figure 9) were shown to inhibit bioluminescence in this strain,
with no effects on cell growth. Willy Verstraete and coworkers have shown that treatment
with either the natural 36 or synthetic furanone 41 imparts protection of the shrimp Artemia
nauplii from lethal infections of V. harveyi and V. campbellii.133 However, the furanones
become toxic at concentrations slightly higher than those needed to significantly increase
survival of the shrimp, possibly limiting the utility of these compounds in vivo.
Nevertheless, these data suggest a possibility for therapeutic intervention via Al-2 QS
inhibition in animals. Furthermore, treatment of bacterial infection in aquaculture has seen
heavy dependence on the use of antibiotics, and, consequently, the rise of antibiotic
resistance; as such, it is for this same reason that QS represents an attractive target in the
treatment of human disease.

In addition to the effects on Vibrio sp. and P. aeruginosa, the brominated furanones have
exhibited QS inhibitory activity against a variety of bacteria, including both Gram—positive
and —negative strains. Notably, the brominated furanones inhibit the swarming behavior,
biofilm formation, and percentage of live cells in biofilms of E. coli. However, colony
growth on agar plates revealed no cytotoxicity of the furanone against E. coli, indicating
specific QS inhibition.134 A subsequent study by Wood and coworkers employed DNA
microarrays to show that the furanone inhibited 80% of the same genes that were activated
by Al-2.135:136 Additionally, therapeutic and industrial applications may be found for the
brominated furanone compounds outside of specific QS inhibition, as they have exhibited
activity against biofilm formation by S. typhimurium:137 virulence gene expression of
Bacillus anthracis'138 swarming and biofilm formation of Bacillus subtilis'139 and steel
corrosion caused by Desulfotomaculum orientis.140 Thus, the brominated furanones have
therapeutic and industrial value beyond that of specific QS inhibition, although it should be
noted that the brominated furanones also significantly inhibit bacterial growth in many of
the above-mentioned examples, raising concerns about the specificity of the QS antagonism.

Two possible mechanisms of action have been reported for the QS inhibition of the
brominated furanones: interaction with the LuxRy regulatory protein (vide supra) and
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covalent modification of the DPD synthase LuxS.48 A recent report by Zhaohui Zhou and
coworkers details the inhibition of the LuxS enzyme by the brominated furanones, which the
authors propose occurs via two possible mechanisms both of which occur through conjugate
addition by a nucleophilic residue in the active site of LuxS.48 In support of this, the
enzyme-inhibitor complex was subjected to mass spectrometry, and a LuxS adduct was
found that corresponds to the addition of one furanone molecule and loss of a bromine atom.
Furthermore, using protein digestion and MS analysis, binding of the furanone was found to
occur at a cysteine residue in the active site, whereas other more accessible and reactive
cysteine residues were not modified. The modification of either LuxRy, or LuxS proteins by
the brominated furanones represents an attractive target for the development of antimicrobial
therapies, as neither enzyme is present in humans. However, the brominated furanones have
also exhibited toxicity against mammalian cells, including human cell lines,50:141 but
nevertheless may represent a viable scaffold for the development of less toxic analogs.

Binghe Wang and coworkers have published a series of screening efforts for the discovery
of Al-2 inhibitors, encompassing both the evaluation of small focused libraries and virtual
screening techniques. Their first two studies focused on libraries centered around two key
structural features of the V. harveyi Al-2 signal: the vicinal diol and the borate diester.
142:143 Several cyclic alcohols, including laurencione (86) and MHF (87), have previously
been evaluated as Al-2 antagonists, but these efforts had only yielded “hits” with agonist
activity.120:122:123 Thus, in their first study, a series of aromatic and five-membered ring
diols were evaluated for their ability to inhibit Al-2-based QS in V. harveyi.142 From this
screen, five potent inhibitors were discovered, all of which were derived from the pyrogallol
structure 101 (Figure 21). However, it was found that pyrogallol derivatives with ionizable
groups exhibited diminished activity. A structural rationale for these findings was provided
via docking studies with the LuxP protein, which revealed that the pyrogallol structure is
capable of the same H-bonding interactions as the natural Al-2 signal, but the presence of an
aspartic acid residue in the binding pocket of the LuxP receptor protein may preclude
binding by ionized functionalities. These researchers also reported a similar screening
process, this time using a series of about 50 boronic acids, and again, several low
micromolar inhibitors were uncovered (106-110- Figure 21).143 Similar to the pyrogallol
derivatives, ionizable groups on the boronic acids diminished the biological activity. It was
also determined that aryl and vinyl boronic acids represented the best inhibitors, likely due
to their increased acidity promoting the formation of the tetrahedral borate species found in
the natural Al-2 signal. Based on these results, a recent study by Ni et al. focused on the
evaluation of several arylboronic acids, and again found several inhibitors with 1Csq values
in the single digit micromolar range.144 The acidity of the boronic acid again seemed to
play a crucial role, as more acidic compounds exhibited increased potency.

Taking a different approach, and in light of a relative dearth of information pertaining to the
development of Al-2 inhibitors, Wang and coworkers later undertook a virtual screening
approach to model a total of 1.7 million compounds against the holo form of the LuxP
receptor protein;145 42 compounds were identified as potential hits, and 27 of these were
evaluated for QS inhibition. Two compounds (111 and 112), both containing a sulfone
group, were found to be moderate inhibitors with 1Cgq values in the range of 35-55 uM,
respectively (Figure 22). Interestingly, over half of the hits identified from the in silico
screen possessed a sulfone group, likely due to stabilization in the binding site of LuxP
imparted by interactions between the oxygen atoms of the sulfone group and active site
arginine residues. Furthermore, structural comparisons between active and inactive sulfone-
derived compounds revealed the proximity of the sulfone to the aromatic group and the
presence of a methylene group between the sulfone and thioamide as critical for activity
(113). The two active compounds identified by these in silico efforts also served as lead
compounds for the development of other antagonists, and about 40 analogs were designed
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and synthesized based on the SAR established in the previous study (Figure 22).146 Of
these compounds, several displayed more potent inhibition than the original lead compounds
(114, 115), and the authors were able to optimize the sulfone/thioamide-derived inhibitors
with the conversion of the thioamide to a slightly hydrophobic ester, and the incorporation
of a biphenyl system adjacent to the sulfone. The authors later combined these rules and
evaluated a library of phenothiazine derivatives, and again discovered potent inhibitors.147

Screening of plant oils in search of compounds that modulate the biofilm formation of P.
aeruginosa and E. coli has also uncovered QS inhibitors, as cinnamaldehyde 121 was found
to inhibit the biofilm formation of both species as well as the swimming motility of E. coli.
148 Later studies have detailed the activity of cinnamaldehyde as an inhibitor of both AHL-
and Al-2-based QS in V. harveyi'146 and analogs of cinnamaldehdye have been synthesized
and evaluated to elucidate the mechanism of QS inhibition and potentially modulate the
virulence of Vibrio sp (Figure 23).149:150 However, only 2-nitro-cinnamaldehyde displayed
activity approaching that of the lead compound 121. To determine the mechanism of action,
compound 121 was examined in several QS mutants of V. harveyi and in binding studies
with the LuxRyy, regulatory protein to confirm LuxRyy, as the biological target.150 The
cinnamaldehyde compounds, specifically 121 and 122, were also found to inhibit protease
and pigment production, two virulence factors important in the virulence of Vibrio
anguillarum during infection of marine animals. Finally, 121 was demonstrated to protect
Artemia shrimp from V. harveyi infection. As such, there are clear parallels between the
observed activity of cinnamaldehdye derivatives and that of the brominated furanones (vide
supra). Additionally, both of these inhibitors are Michael acceptors, and thus it is unclear
whether these cinnamaldehdye derivatives act through specific QS inhibition or via non-
specific protein alkylation;145 nevertheless, the cinnamaldehdye derivatives may still serve
as viable candidates for the treatment of infection by various Vibrio species.

In a more recent study, Tom Coenye and coworkers tested a set of known QS inhibitors,
along with a series of nucleoside analogs against the QS of various Vibrio spp.151
Nucleoside 125 was found to have potent effects against V. harveyi, and again through the
use of QS mutants, the target was narrowed to the LuxPQ receptor protein. This was
unanticipated, as initial reasoning led the authors to expect interference with DPD
production based on structural similarities between 125 and the DPD precursor S-
adenosylmethionine. Nucleoside 125 also exhibited activity against protease production and
biofilm formation by V. anguillarum, biofilm formation by the human pathogen V.
vulnificus, and mortality of Artemia shrimp caused by V. harveyi infection. Importantly, no
significant cytotoxic effects were observed with 125 against the shrimp or mammalian and
human cells. Based upon these findings, a small panel of analogs was constructed to
determine the functional groups required for activity, but each modification resulted in
decreased activity (Figure 23). Notably, the introduction of a double bond in 126 and 127
did not result in increased activity. Thus, although this structural modification does render
these two compounds to be Michael acceptors, a characteristic shared by other reported Al-2
inhibitors, no enhanced potency is achieved. In addition to establishing 125 as a candidate
for development as a QS inhibitor, these studies also serve to support the role of Al-2 based
QS in the pathogenesis of V. anguillarum, V. vulnificus, and V. cholerae and the control of
QS as a means of treating infection in animals.

Conclusion

Since the discovery of the first QS systems, microbiologists have been intrigued by the
prospect of controlling bacterial behavior with the use of man-made substances. At the same
time, chemists have been captivated by the synthetic challenges posed by the molecules
employed by bacteria for communication. As such, several sources for the discovery of both
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new signaling molecules as well as signaling antagonists have been explored ranging from
natural products to the high-throughput screening of diverse chemical libraries. Although
many of these challenges have been overcome, the ongoing discovery of new chemical
signals will continue to challenge both organic and biological chemists. One significant
obstacle on the road to anti-QS strategies as viable antimicrobial treatments is definitive
evidence that the modulation of QS will indeed result in changes in clinical outcomes. While

this has been demonstrated in animal models, the examples are limited in mammalian

models. Furthermore, some of the known QS inhibitors have shown cytotoxic effects against

mammalian cells; as such, the onus falls to medicinal chemists to develop compounds

capable of the inhibition of QS and the resulting virulence patterns while avoiding undesired
toxic side effects. Despite these challenges, chemists should be encouraged at this prospect,

as sufficient in vitro and in vivo evidence suggest that QS is a suitable target for

antimicrobial therapies and discoveries in this area may turn a new page in the ongoing
struggle against bacterial infections.

Abbreviations used

QS

AHL

AlIP

Al-2

DPD

PQS
3-0x0-Cg-HSL
3-0x0-Cqo-HSL
3-oxo-AHL
3-0x0-Cg-HSL
Cqo-HSL
SAM

CF

1Cs0

ECso

RT

afp

H-bond

MW

SAR

pC-HSL

P. aeruginosa
D. pulchra
yfp

Al-1

J Med Chem. Author manuscript; available in PMC 2011 November 11.

quorum sensing

acyl homoserine lactone
auto-inducing peptide
autoinducer 2
4,5-dihydroxy-2,3-pentanedione
Pseudomonas quinolone signal
3-0x0-Cg-homoserine lactone
3-0x0-C1p-homoserine lactone
3-oxo acyl homoserine lactone
3-0x0-Cg-homoserine lactone
Cy1g-homoserine lactone
S-adenosylmethionine

cystic fibrosis

half maximal inhibitory concentration
half maximal effective concentration
room temperature

green fluorescent protein
hydrogen bond

microwave

structure activity relationship
p-coumaryl homoserine lactone
Pseudomonas aeruginosa
Delisea pulchra

yellow fluorescent protein
autoinducer 1



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

NF-kB
HK

RR

agr
TSST-1
TRAP
RAP

RIP
S-THMF-borate
R-THMF
Al-3
MHF
CAI-1

Acknowledgments

nuclear factor kappa-light-chain-enhancer of activated B cells
histidine kinase

response regulator

accessory gene regulator

toxic shock syndrome toxin 1

targeting of RNAIII-activating peptide

RNAIII-activating peptide

RNAIII-inhibiting peptide
(2S,45)-2-methyl-2,3,3,4-tetrahydroxytetrahydrofuran borate
(2R,4S)-2-methyl-2,3,3,4-tetrahydroxytetrahydrofuran
autoinducer 3

4-hydroxy-5-methyl-3-(2H)-furanone
(S)-3-hydroxytridecan-4-one.

Page 20

We gratefully acknowledge the financial support of the NIH (A1079503 and DE018452), the Skaggs Institute for
Chemical Biology, and a Sanofi-Aventis Graduate Fellowship (C.A.L.).

Biographies

Kim D. Janda obtained a B.Sc. degree in clinical chemistry from the University of South
Florida (1980) and a Ph.D. (1984) in organic synthesis from the University of Arizona. He is
currently a Professor in the Chemistry and Immunology Departments at TSRI, where he is
also a Skaggs Scholar and the Ely R. Callaway, Jr. Chair. His group's research includes
catalytic antibodies, polymer supported methodologies, combinatorial chemistry/phage
display systems, immunopharmacotherapy for cancer, obesity, quorum sensing, and the
development of detection and protection technologies for category A biowarfare agents.
Most recently, he became the director of the Worm Institute of Research and Medicine
(WIRM), which focuses on the development of diagnostic and therapeutic strategies for
Onchocerciasis. Among his awards are the Alfred P. Sloan Fellow (1993) and the Arthur
Cope Scholar (1999). He was a founder of CombiChem and Drug Abuse Sciences.

Colin A. Lowery received his B.Sc. degree in chemistry from the University of Virginia

(2004) and conducted research with Prof. Milton Brown. In 2004, he joined the laboratory of
Dr. Janda as a graduate student of the Kellogg School of Science and Technology at The

Scripps Research Institute where he was the recipient of a Sanofi-Aventis graduate
fellowship. After completing his Ph. D. studies in 2010, he has continued to work in the
Janda laboratory and his current research is focused on quorum sensing, particularly the
synthesis of autoinducer analogs and the activity of autoinducers in biofilms of P.

aeruginosa.

Nicholas T. Salzameda received his B.A. in chemistry from the University of San Diego
(2001). He then earned his Ph.D. from the University of Nevada, Reno (2006) in chemistry
working in Professor David Lightner’s group synthesizing dipyrrole analogs of the natural

product bilirubin and studying their shape and hydrogen bonding properties. Currently

Nicholas is a postdoctoral fellow in the Janda laboratory in the department of chemistry at

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

Page 21

The Scripps Research Institute. In Professor Janda’s laboratory, Nicholas is involved in the
synthesis of DPD analogs and the development of inhibitors of the botulinum neurotoxin.

Daisuke Sawada obtained his Master of Pharmaceutical Sciences from the University of
Tokyo, Japan in 1995. He worked at Hoffman La Roche, Japan from 1995 to 1996, and
started his doctoral studies in 1997 at the University of Tokyo where he received his Ph. D.
under the guidance of Prof. Masakatsu Shibasaki in 2000. He remained there for
postdoctoral studies, and became an assistant professor at Teikyo University, Japan in 2001,
where he is currently an associate professor. From 2008 to 2009, he was a guest scientist in
the Janda laboratory. His research interests lies in the organic synthesis and medicinal
chemistry of vitamin D analogs.

Gunnar F. Kaufmann studied Human Biology in Marburg (Germany) and Greifswald
(Germany) where he received his Diploma in 2001. He then joined Professor Kim D.
Janda’s group at The Scripps Research Institute and obtained his Ph.D in Macromolecular
and Cellular Structure and Chemistry in 2006 working on the generation and evaluation of
anti-hapten antibodies as well as protein engineering of catalytic antibodies. During his
postdoctoral studies, he investigated the effect of microbial quorum sensing molecules on
the mammalian host in a joint position between Professor Janda’s group and the laboratory
of Professor Richard J. Ulevitch at TSRI. Currently, he is an assistant professor in the
Departments of Chemistry and Immunology & Microbial Science at TSRI working on the
development of new active and passive vaccination strategies targeting bacterial quorum
sensing systems.

References

1. Fuqua WC, Winans SC, Greenberg EP. Quorum sensing in bacteria: the LuxR-LuxI family of cell
density-responsive transcriptional regulators. J Bacteriol. 1994; 176:269-275. [PubMed: 8288518]

2. Rasmussen TB, Givskov M. Quorum-sensing inhibitors as anti-pathogenic drugs. Int J Med
Microbiol. 2006; 296:149-161. [PubMed: 16503194]

3. Suga H, Smith KM. Molecular mechanisms of bacterial quorum sensing as a new drug target. Curr
Opin Chem Biol. 2003; 7:586-591. [PubMed: 14580562]

4. Bassler BL. Small talk. Cell-to-cell communication in bacteria. Cell. 2002; 109:421-424. [PubMed:
12086599]

5. Winzer K, Hardie KR, Williams P. Bacterial cell-to-cell communication: sorry, can't talk now -
gone to lunch! Curr Opin Microbiol. 2002; 5:216-222. [PubMed: 11934621]

6. Taga ME, Bassler BL. Chemical communication among bacteria. Proc Nat Acad Sci USA. 2003;
100:14549-14554. [PubMed: 12949263]

7. Lyon GJ, Muir TW. Chemical signaling among bacteria and its inhibition. Chem Biol. 2003;
10:1007-1021. [PubMed: 14652068]

8. Bassler BL, Wright M, Silverman MR. Multiple Signaling Systems Controlling Expression of
Luminescence in Vibrio-Harveyi - Sequence and Function of Genes Encoding a 2nd Sensory
Pathway. Mol Microbiol. 1994; 13:273-286. [PubMed: 7984107]

9. Bassler BL, Greenberg EP, Stevens AM. Cross-species induction of luminescence in the quorum-
sensing bacterium Vibrio harveyi. J Bacteriol. 1997; 179:4043-4045. [PubMed: 9190823]

10. Gallagher LA, McKnight SL, Kuznetsova MS, Pesci EC, Manoil C. Functions required for
extracellular quinolone signaling by Pseudomonas aeruginosa. J Bacteriol. 2002; 184:6472-6480.
[PubMed: 12426334]

11. Garg RP, Yindeeyoungyeon W, Gilis A, Denny TP, van der Lelie D, Schell MA. Evidence that
Ralstonia eutropha (Alcaligenes eutrophus) contains a functional homologue of the Ralstonia
solanacearum Phc cell density sensing system. Mol Microbiol. 2000; 38:359-367. [PubMed:
11069661]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Page 22

. Loh J, Carlson RW, York WS, Stacey G. Bradyoxetin, a unique chemical signal involved in

symbiotic gene regulation. Proc Nat Acad Sci USA. 2002; 99:14446-14451. [PubMed: 12393811]

Higgins DA, Pomianek ME, Kraml CM, Taylor RK, Semmelhack MF, Bassler BL. The major
Vibrio cholerae autoinducer and its role in virulence factor production. Nature. 2007; 450:883-
886. [PubMed: 18004304]

Nealson KH, Platt T, Hastings JW. Cellular control of the synthesis and activity of the bacterial
luminescent system. J Bacteriol. 1970; 104:313-322. [PubMed: 5473898]

Pearson JP, Van Delden C, Iglewski BH. Active efflux and diffusion are involved in transport of
Pseudomonas aeruginosa cell-to-cell signals. J Bacteriol. 1999; 181:1203-1210. [PubMed:
9973347]

Fuqua C, Winans SC, Greenberg EP. Census and consensus in bacterial ecosystems: the LuxR-
LuxI family of quorum-sensing transcriptional regulators. Annu Rev Microbiol. 1996; 50:727-
751. [PubMed: 8905097]

Lyczak JB, Cannon CL, Pier GB. Establishment of Pseudomonas aeruginosa infection: lessons
from a versatile oppurtunist. Microbes and Infection. 2000; 2:1051-1060. [PubMed: 10967285]
Lyczak JB, Cannon CL, Pier GB. Lung infections associated with cystic fibrosis. Clin Microbiol
Rev. 2002; 15:194-222. [PubMed: 11932230]

Rumbaugh KP, Griswold JA, Iglewski BH, Hamood AN. Contribution of quorum sensing to the
virulence of Pseudomonas aeruginosa in burn wound infections. Infect Immun.

Atkinson S, Throup JP, Stewart GS, Williams P. A hierarchical quorum-sensing system in Yersinia
pseudotuberculosis is involved in the regulation of motility and clumping. Mol Microbiol. 1999;
33:1267-1277. [PubMed: 10510240]

Kirwan JP, Gould TA, Schweizer HP, Bearden SW, Murphy RC, Churchill ME. Quorum-sensing
signal synthesis by the Yersinia pestis acyl-homoserine lactone synthase Yspl. J Bacteriol. 2006;
188:784-788. [PubMed: 16385067]

Atkinson S, Chang CY, Sockett RE, Camara M, Williams P. Quorum sensing in Yersinia
enterocolitica controls swimming and swarming motility. J Bacteriol. 2006; 188:1451-1461.
[PubMed: 16452428]

Gaddy JA, Actis LA. Regulation of Acinetobacter baumannii biofilm formation. Future Microbiol.
2009; 4:273-278. [PubMed: 19327114]

Niu C, Clemmer KM, Bonomo RA, Rather PN. Isolation and characterization of an autoinducer
synthase from Acinetobacter baumannii. J Bacteriol. 2008; 190:3386-3392. [PubMed: 18281398]

Ulrich RL, Deshazer D, Hines HB, Jeddeloh JA. Quorum sensing: a transcriptional regulatory
system involved in the pathogenicity of Burkholderia mallei. Infect Immun. 2004; 72:6589-6596.
[PubMed: 15501791]

Ulrich RL, Deshazer D, Brueggemann EE, Hines HB, Oyston PC, Jeddeloh JA. Role of quorum
sensing in the pathogenicity of Burkholderia pseudomallei. J Med Microbiol. 2004; 53:1053-1064.
[PubMed: 15496380]

Gotschlich A, Huber B, Geisenberger O, Togl A, Steidle A, Riedel K, Hill P, Tummler B,
Vandamme P, Middleton B, Camara M, Williams P, Hardman A, Eberl L. Synthesis of multiple
N-acylhomoserine lactones is wide-spread among the members of the Burkholderia cepacia
complex. Syst Appl Microbiol. 2001; 24:1-14. [PubMed: 11403388]

Huber B, Riedel K, Hentzer M, Heydorn A, Gotschlich A, Givskov M, Molin S, Eberl L. The cep
quorum-sensing system of Burkholderia cepacia H111 controls biofilm formation and swarming
motility. Microbiology. 2001; 147:2517-2528. [PubMed: 11535791]

Sokol PA, Sajjan U, Visser MB, Gingues S, Forstner J, Kooi C. The CeplIR quorum-sensing
system contributes to the virulence of Burkholderia cenocepacia respiratory infections.
Microbiology. 2003; 149:3649-3658. [PubMed: 14663096]

Uehlinger S, Schwager S, Bernier SP, Riedel K, Nguyen DT, Sokol PA, Eberl L. Identification of
specific and universal virulence factors in Burkholderia cenocepacia strains by using multiple
infection hosts. Infect Immun. 2009; 77:4102-4110. [PubMed: 19528212]

Eberhard A, Widrig CA, McBath P, Schineller JB. Analogs of the autoinducer of bioluminescence
in Vibrio fischeri. Arch Microbiol. 1986; 146:35-40. [PubMed: 3813773]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

Page 23

Chhabra SR, Stead P, Bainton NJ, Salmond GP, Stewart GS, Williams P, Bycroft BW.
Autoregulation of carbapenem biosynthesis in Erwinia carotovora by analogues of N-(3-
oxohexanoyl)-L-homoserine lactone. J Antibiot (Tokyo). 1993; 46:441-454. [PubMed: 8478262]
chaefer AL, Hanzelka BL, Eberhard A, Greenberg EP. Quorum sensing in Vibrio fischeri: probing
autoinducer-LuxR interactions with autoinducer analogs. J Bacteriol. 1996; 178:2897-2901.
[PubMed: 8631679]

Passador L, Tucker KD, Guertin KR, Journet MP, Kende AS, Iglewski BH. Functional analysis of
the Pseudomonas aeruginosa autoinducer PAI. J Bacteriol. 1996; 178:5995-6000. [PubMed:
8830697]

Kline T, Bowman J, Iglewski BH, de Kievit T, Kakai Y, Passador L. Novel synthetic analogs of
the Pseudomonas autoinducer. Bioorg Med Chem Lett. 1999; 9:3447-3452. [PubMed: 10617089]
Smith KM, Bu Y, Suga H. Induction and inhibition of Pseudomonas aeruginosa quorum sensing by
synthetic autoinducer analogs. Chem Biol. 2003; 10:81-89. [PubMed: 12573701]

Smith KM, Bu Y, Suga H. Library screening for synthetic agonists and antagonists of a
Pseudomonas aeruginosa autoinducer. Chem Biol. 2003; 10:563-571. [PubMed: 12837389]
Geske GD, Wezeman RJ, Siegel AP, Blackwell HE. Small molecule inhibitors of bacterial quorum
sensing and biofilm formation. J Am Chem Soc. 2005; 127:12762-12763. [PubMed: 16159245]
Geske GD, O'Neill JC, Miller DM, Mattmann ME, Blackwell HE. Modulation of bacterial quorum
sensing with synthetic ligands: systematic evaluation of N-acylated homoserine lactones in
multiple species and new insights into their mechanisms of action. J Am Chem Soc. 2007;
129:13613-13625. [PubMed: 17927181]

Geske GD, O'Neill JC, Miller DM, Wezeman RJ, Mattmann ME, Lin Q, Blackwell HE.
Comparative analyses of N-acylated homoserine lactones reveal unique structural features that
dictate their ability to activate or inhibit quorum sensing. Chembiochem. 2008; 9:389-400.
[PubMed: 18224645]

Kaufmann GF, Sartorio R, Lee SH, Mee JM, Altobell LJ 3rd, Kujawa DP, Jeffries E, Clapham B,
Meijler MM, Janda KD. Antibody interference with N-acyl homoserine lactone-mediated bacterial
quorum sensing. J Am Chem Soc. 2006; 128:2802-2803. [PubMed: 16506750]

Kapadnis PB, Hall E, Ramstedt M, Galloway WR, Welch M, Spring DR. Towards quorum-
quenching catalytic antibodies. Chem Commun. 2009:538-540.

Schaefer AL, Greenberg EP, Oliver CM, Oda Y, Huang JJ, Bittan-Banin G, Peres CM, Schmidt S,
Juhaszova K, Sufrin JR, Harwood CS. A new class of homoserine lactone quorum-sensing signals.
Nature. 2008; 454:595-599. [PubMed: 18563084]

Amara N, Mashiach R, Amar D, Krief P, Spieser SA, Bottomley MJ, Aharoni A, Meijler MM.
Covalent inhibition of bacterial quorum sensing. J Am Chem Soc. 2009; 131:10610-10619.
[PubMed: 19585989]

Givskov M, de Nys R, Manefield M, Gram L, Maximilien R, Eberl L, Molin S, Steinberg PD,
Kjelleberg S. Eukaryotic interference with homoserine lactone-mediated prokaryotic signalling. J
Bacteriol. 1996; 178:6618-6622. [PubMed: 8932319]

Defoirdt T, Miyamoto CM, Wood TK, Meighen EA, Sorgeloos P, Verstraete W, Bossier P. The
natural furanone (5Z)-4-bromo-5-(bromomethylene)-3-butyl-2(5H)-furanone disrupts quorum
sensing-regulated gene expression in Vibrio harveyi by decreasing the DNA-binding activity of
the transcriptional regulator protein luxR. Environ Microbiol. 2007; 9:2486-2495. [PubMed:
17803774]

Manefield M, Rasmussen TB, Henzter M, Andersen JB, Steinberg P, Kjelleberg S, Givskov M.
Halogenated furanones inhibit quorum sensing through accelerated LuxR turnover. Microbiology.
2002; 148:1119-1127. [PubMed: 11932456]

Zang T, Lee BW, Cannon LM, Ritter KA, Dai S, Ren D, Wood TK, Zhou ZS. A naturally
occurring brominated furanone covalently modifies and inactivates LuxS. Bioorg Med Chem Lett.
2009

Kuehl R, Al-Bataineh S, Gordon O, Luginbuehl R, Otto M, Textor M, Landmann R. Furanone at
subinhibitory concentrations enhances staphylococcal biofilm formation by luxS repression.
Antimicrob Agents Chemother. 2009; 53:4159-4166. [PubMed: 19620329]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

50

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

Page 24

. Lowery CA, Abe T, Park J, Eubanks LM, Sawada D, Kaufmann GF, Janda KD. Revisiting Al-2

Quorum Sensing Inhibitors: Direct Comparison of Alkyl-DPD Analogues and a Natural Product
Fimbrolide. J Am Chem Soc. 2009; 131:15584-15585. [PubMed: 19824634]

Ren D, Zuo R, Wood TK. Quorum-sensing antagonist (5Z)-4-bromo-5-(bromomethylene)-3-
butyl-2(5H)-furanone influences siderophore biosynthesis in Pseudomonas putida and
Pseudomonas aeruginosa. Appl Microbiol Biotechnol. 2005; 66:689-695. [PubMed: 15290134]
Hentzer M, Riedel K, Rasmussen TB, Heydorn A, Andersen JB, Parsek MR, Rice SA, Eberl L,
Molin S, Hoiby N, Kjelleberg S, Givskov M. Inhibition of quorum sensing in Pseudomonas
aeruginosa biofilm bacteria by a halogenated furanone compound. Microbiology. 2002; 148:87—
102. [PubMed: 11782502]

Hentzer M, Wu H, Andersen JB, Riedel K, Rasmussen TB, Bagge N, Kumar N, Schembri MA,
Song Z, Kristoffersen P, Manefield M, Costerton JW, Molin S, Eberl L, Steinberg P, Kjelleberg S,
Hoiby N, Givskov M. Attenuation of Pseudomonas aeruginosa virulence by quorum sensing
inhibitors. EMBO J. 2003; 22:3803-3815. [PubMed: 12881415]

Wu H, Song Z, Hentzer M, Andersen JB, Molin S, Givskov M, Hoiby N. Synthetic furanones
inhibit quorum-sensing and enhance bacterial clearance in Pseudomonas aeruginosa lung infection
in mice. J Antimicrob Chemother. 2004; 53:1054-1061. [PubMed: 15117922]

Park J, Kaufmann GF, Bowen JP, Arbiser JL, Janda KD. Solenopsin A, a venom alkaloid from the
fire ant Solenopsis invicta, inhibits quorum-sensing signaling in Pseudomonas aeruginosa. J Infect
Dis. 2008; 198:1198-1201. [PubMed: 18713055]

Muh U, Schuster M, Heim R, Singh A, Olson ER, Greenberg EP. Novel Pseudomonas aeruginosa
quorum-sensing inhibitors identified in an ultra-high-throughput screen. Antimicrob Agents
Chemother. 2006; 50:3674-3679. [PubMed: 16966394]

Muh U, Hare BJ, Duerkop BA, Schuster M, Hanzelka BL, Heim R, Olson ER, Greenberg EP. A
structurally unrelated mimic of a Pseudomonas aeruginosa acyl-homoserine lactone quorum-
sensing signal. Proc Natl Acad Sci U S A. 2006; 103:16948-16952. [PubMed: 17075036]

Zou 'Y, Nair SK. Molecular basis for the recognition of structurally distinct autoinducer mimics by
the Pseudomonas aeruginosa LasR quorum-sensing signaling receptor. Chem Biol. 2009; 16:961—
970. [PubMed: 19778724]

Swem LR, Swem DL, Wingreen NS, Bassler BL. Deducing receptor signaling parameters from in
vivo analysis: LuxN/Al-1 quorum sensing in Vibrio harveyi. Cell. 2008; 134:461-473. [PubMed:
18692469]

Swem LR, Swem DL, O'Loughlin CT, Gatmaitan R, Zhao B, Ulrich SM, Bassler BL. A quorum-
sensing antagonist targets both membrane-bound and cytoplasmic receptors and controls bacterial
pathogenicity. Mol Cell. 2009; 35:143-153. [PubMed: 19647512]

Li L, Hooi D, Chhabra SR, Pritchard D, Shaw PE. Bacterial N-acylnomoserine lactone-induced
apoptosis in breast carcinoma cells correlated with down-modulation of STAT3. Oncogene. 2004;
23:4894-4902. [PubMed: 15064716]

Tateda K, Ishii Y, Horikawa M, Matsumoto T, Miyairi S, Pechere JC, Standiford TJ, Ishiguro M,
Yamaguchi K. The Pseudomonas aeruginosa autoinducer N-3-oxododecanoyl homoserine lactone
accelerates apoptosis in macrophages and neutrophils. Infect Immun. 2003; 71:5785-5793.
[PubMed: 14500500]

Kravchenko VV, Kaufmann GF, Mathison JC, Scott DA, Katz AZ, Grauer DC, Lehmann M,
Meijler MM, Janda KD, Ulevitch RJ. Modulation of gene expression via disruption of NF-kappaB
signaling by a bacterial small molecule. Science. 2008; 321:259-263. [PubMed: 18566250]
Kravchenko VV, Kaufmann GF, Mathison JC, Scott DA, Katz AZ, Wood MR, Brogan AP,
Lehmann M, Mee JM, Iwata K, Pan Q, Fearns C, Knaus UG, Meijler MM, Janda KD, Ulevitch RJ.
N-(3-oxo0-acyl)homoserine lactones signal cell activation through a mechanism distinct from the
canonical pathogen-associated molecular pattern recognition receptor pathways. J Biol Chem.
2006; 281:28822-28830. [PubMed: 16893899]

Jahoor A, Patel R, Bryan A, Do C, Krier J, Watters C, Wahli W, Li G, Williams SC, Rumbaugh
KP. Peroxisome proliferator-activated receptors mediate host cell proinflammatory responses to
Pseudomonas aeruginosa autoinducer. J Bacteriol. 2008; 190:4408-4415. [PubMed: 18178738]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

Page 25

Rumbaugh KP, Colmer JA, Griswold JA, Hamood AN. The effects of infection of thermal injury
by Pseudomonas aeruginosa PAQO1 on the murine cytokine response. Cytokine. 2001; 16:160-168.
[PubMed: 11792126]

Chhabra SR, Harty C, Hooi DS, Daykin M, Williams P, Telford G, Pritchard DI, Bycroft BW.
Synthetic analogues of the bacterial signal (quorum sensing) molecule N-(3-oxododecanoyl)-L-
homoserine lactone as immune modulators. J Med Chem. 2003; 46:97-104. [PubMed: 12502363]
Oliver CM, Schaefer AL, Greenberg EP, Sufrin JR. Microwave synthesis and evaluation of
phenacylhomoserine lactones as anticancer compounds that minimally activate quorum sensing
pathways in Pseudomonas aeruginosa. J Med Chem. 2009; 52:1569-1575. [PubMed: 19260689]
Ryan RP, Dow JM. Diffusible signals and interspecies communication in bacteria. Microbiology.
2008; 154:1845-1858. [PubMed: 18599814]

Gerke C, Kraft A, Sussmuth R, Schweitzer O, Gotz F. Characterization of the N-
acetylglucosaminyltransferase activity involved in the biosynthesis of the Staphylococcus
epidermidis polysaccharide intercellular adhesin. J Biol Chem. 1998; 273:18586-18593. [PubMed:
9660830]

Otto M, Sussmuth R, Jung G, Gotz F. Structure of the pheromone peptide of the Staphylococcus
epidermidis agr system. FEBS Lett. 1998; 424:89-94. [PubMed: 9537521]

Lyon GJ, Novick RP. Peptide signaling in Staphylococcus aureus and other Gram-positive
bacteria. Peptides. 2004; 25:1389-1403. [PubMed: 15374643]

George EA, Muir TW. Molecular mechanisms of agr quorum sensing in virulent staphylococci.
Chembiochem. 2007; 8:847-855. [PubMed: 17457814]

Recsei P, Kreiswirth B, O'Reilly M, Schlievert P, Gruss A, Novick RP. Regulation of exoprotein
gene expression in Staphylococcus aureus by agar. Mol Gen Genet. 1986; 202:58-61. [PubMed:
3007938]

Lebeau C, Vandenesch F, Greenland T, Novick RP, Etienne J. Coagulase expression in
Staphylococcus aureus is positively and negatively modulated by an agr-dependent mechanism. J
Bacteriol. 1994; 176:5534-5536. [PubMed: 8071233]

McDowell P, Affas Z, Reynolds C, Holden MT, Wood SJ, Saint S, Cockayne A, Hill PJ, Dodd CE,
Bycroft BW, Chan WC, Williams P. Structure, activity and evolution of the group I thiolactone
peptide quorum-sensing system of Staphylococcus aureus. Mol Microbiol. 2001; 41:503-512.
[PubMed: 11489134]

Boles BR, Horswill AR. Agr-mediated dispersal of Staphylococcus aureus biofilms. PLoS Pathog.
2008; 4:1000052. [PubMed: 18437240]

Vuong C, Saenz HL, Gotz F, Otto M. Impact of the agr quorum-sensing system on adherence to
polystyrene in Staphylococcus aureus. J Infect Dis. 2000; 182:1688-1693. [PubMed: 11069241]
Lyon GJ, Wright JS, Muir TW, Novick RP. Key determinants of receptor activation in the agr
autoinducing peptides of Staphylococcus aureus. Biochemistry. 2002; 41:10095-10104. [PubMed:
12146974]

Lyon GJ, Mayville P, Muir TW, Novick RP. Rational design of a global inhibitor of the virulence
response in Staphylococcus aureus, based in part on localization of the site of inhibition to the
receptor-histidine kinase, AgrC. Proc Natl Acad Sci U S A. 2000; 97:13330-13335. [PubMed:
11087872]

Muir TW. Turning virulence on and off in staphylococci. J Pept Sci. 2003; 9:612—619. [PubMed:
14620127]

Novick RP, Geisinger E. Quorum sensing in staphylococci. Annu Rev Genet. 2008; 42:541-564.
[PubMed: 18713030]

Mayville P, Ji G, Beavis R, Yang H, Goger M, Novick RP, Muir TW. Structure-activity analysis of
synthetic autoinducing thiolactone peptides from Staphylococcus aureus responsible for virulence.
Proc Natl Acad Sci U S A. 1999; 96:1218-1223. [PubMed: 9990004]

Park J, Jagasia R, Kaufmann GF, Mathison JC, Ruiz DI, Moss JA, Meijler MM, Ulevitch RJ, Janda
KD. Infection control by antibody disruption of bacterial quorum sensing signaling. Chem Biol.
2007; 14:1119-1127. [PubMed: 17961824]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

85.

86.

87.

88.

89.

90

91.

92.

93.

94.

95.

96.

97.

98.

99.

Page 26

George EA, Novick RP, Muir TW. Cyclic peptide inhibitors of staphylococcal virulence prepared
by Fmoc-based thiolactone peptide synthesis. J Am Chem Soc. 2008; 130:4914-4924. [PubMed:
18335939]

Geisinger E, Muir TW, Novick RP. agr receptor mutants reveal distinct modes of inhibition by
staphylococcal autoinducing peptides. Proc Natl Acad Sci U S A. 2009; 106:1216-1221.
[PubMed: 19147840]

Jensen RO, Winzer K, Clarke SR, Chan WC, Williams P. Differential recognition of
Staphylococcus aureus quorum-sensing signals depends on both extracellular loops 1 and 2 of the
transmembrane sensor AgrC. J Mol Biol. 2008; 381:300-309. [PubMed: 18582472]

Scott RJ, Lian LY, Muharram SH, Cockayne A, Wood SJ, Bycroft BW, Williams P, Chan WC.
Side-chain-to-tail thiolactone peptide inhibitors of the staphylococcal quorum-sensing system.
Bioorg Med Chem Lett. 2003; 13:2449-2453. [PubMed: 12852941]

Balaban N, Goldkorn T, Nhan RT, Dang LB, Scott S, Ridgley RM, Rasooly A, Wright SC, Larrick
JW, Rasooly R, Carlson JR. Autoinducer of virulence as a target for vaccine and therapy against
Staphylococcus aureus. Science. 1998; 280:438—-440. [PubMed: 9545222]

. Gov Y, Bitler A, Dell'Acqua G, Torres JV, Balaban N. RNAIII inhibiting peptide (RIP), a global

inhibitor of Staphylococcus aureus pathogenesis: structure and function analysis. Peptides. 2001;
22:1609-1620. [PubMed: 11587789]

Simonetti O, Cirioni O, Ghiselli R, Goteri G, Scalise A, Orlando F, Silvestri C, Riva A, Saba V,
Madanahally KD, Offidani A, Balaban N, Scalise G, Giacometti A. RNAIII-inhibiting peptide
enhances healing of wounds infected with methicillin-resistant Staphylococcus aureus. Antimicrob
Agents Chemother. 2008; 52:2205-2211. [PubMed: 18391046]

Balaban N, Cirioni O, Giacometti A, Ghiselli R, Braunstein JB, Silvestri C, Mocchegiani F, Saba
V, Scalise G. Treatment of Staphylococcus aureus biofilm infection by the quorum-sensing
inhibitor RIP. Antimicrob Agents Chemother. 2007; 51:2226-2229. [PubMed: 17371825]
Giacometti A, Cirioni O, Gov Y, Ghiselli R, Del Prete MS, Mocchegiani F, Saba V, Orlando F,
Scalise G, Balaban N, Dell'Acqua G. RNA Il inhibiting peptide inhibits in vivo biofilm formation
by drug-resistant Staphylococcus aureus. Antimicrob Agents Chemother. 2003; 47:1979-1983.
[PubMed: 12760879]

Adhikari RP, Arvidson S, Novick RP. A nonsense mutation in agrA accounts for the defect in agr
expression and the avirulence of Staphylococcus aureus 8325-4 traP::kan. Infect Immun. 2007;
75:4534-4540. [PubMed: 17606604]

Tsang LH, Daily ST, Weiss EC, Smeltzer MS. Mutation of traP in Staphylococcus aureus has no
impact on expression of agr or biofilm formation. Infect Immun. 2007; 75:4528-4533. [PubMed:
17548479]

Shaw LN, Jonsson IM, Singh VK, Tarkowski A, Stewart GC. Inactivation of traP has no effect on
the agr quorum-sensing system or virulence of Staphylococcus aureus. Infect Immun. 2007;
75:4519-4527. [PubMed: 17548478]

Kiran MD, Adikesavan NV, Cirioni O, Giacometti A, Silvestri C, Scalise G, Ghiselli R, Saba V,
Orlando F, Shoham M, Balaban N. Discovery of a quorum-sensing inhibitor of 55 drug-resistant
staphylococcal infections by structure-based virtual screening. Mol Pharmacol. 2008; 73:1578-
1586. [PubMed: 18314496]

Masip |, Perez-Paya E, Messeguer A. Peptoids as source of compounds eliciting antibacterial
activity. Comb Chem High Throughput Screen. 2005; 8:235-239. [PubMed: 15892625]
Zuckermann RN, Kodadek T. Peptoids as potential therapeutics. Curr Opin Mol Ther. 2009;
11:299-307. [PubMed: 19479663]

100. Humet M, Carbonell T, Masip |, Sanchez-Baeza F, Mora P, Canton E, Gobernado M, Abad C,

Perez-Paya E, Messeguer A. A positional scanning combinatorial library of peptoids as a source
of biological active molecules: identification of antimicrobials. J Comb Chem. 2003; 5:597-605.
[PubMed: 12959560]

101. Fowler SA, Stacy DM, Blackwell HE. Design and synthesis of macrocyclic peptomers as mimics

of a quorum sensing signal from Staphylococcus aureus. Org Lett. 2008; 10:2329-2332.
[PubMed: 18476747]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

102.

103.

104.

105.

106.

107.

108.

109.

110.

111.

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

Page 27

Bassler BL, Wright M, Silverman MR. Multiple signalling systems controlling expression of
luminescence in Vibrio harveyi: sequence and function of genes encoding a second sensory
pathway. Mol Microbiol. 1994; 13:273-286. [PubMed: 7984107]

Taga ME, Semmelhack JL, Bassler BL. The LuxS-dependent autoinducer Al-2 controls the
expression of an ABC transporter that functions in Al-2 uptake in Salmonella typhimurium. Mol
Microbiol. 2001; 42:777-793. [PubMed: 11722742]

Pereira CS, McAuley JR, Taga ME, Xavier KB, Miller ST. Sinorhizobium meliloti, a bacterium
lacking the autoinducer-2 (Al-2) synthase, responds to Al-2 supplied by other bacteria. Mol
Microbiol. 2008; 70:1223-1235. [PubMed: 18990189]

Miller MB, Skorupski K, Lenz DH, Taylor RK, Bassler BL. Parallel quorum sensing systems
converge to regulate virulence in Vibrio cholerae. Cell. 2002; 110:303-314. [PubMed:
12176318]

Kim SY, Lee SE, Kim YR, Kim CM, Ryu PY, Choy HE, Chung SS, Rhee JH. Regulation of
Vibrio vulnificus virulence by the LuxS quorum-sensing system. Mol Microbiol. 2003; 48:1647—
1664. [PubMed: 12791145]

Rickard AH, Palmer RJ Jr, Blehert DS, Campagna SR, Semmelhack MF, Egland PG, Bassler BL,
Kolenbrander PE. Autoinducer 2: a concentration-dependent signal for mutualistic bacterial
biofilm growth. Mol Microbiol. 2006; 60:1446-1456. [PubMed: 16796680]

Chen X, Schauder S, Potier N, Van Dorsselaer A, Pelczer I, Bassler BL, Hughson FM. Structural
identification of a bacterial quorum-sensing signal containing boron. Nature. 2002; 415:545-549.
[PubMed: 11823863]

Miller ST, Xavier KB, Campagna SR, Taga ME, Semmelhack MF, Bassler BL, Hughson FM.
Salmonella typhimurium recognizes a chemically distinct form of the bacterial quorum-sensing
signal Al-2. Mol Cell. 2004; 15:677-687. [PubMed: 15350213]

Surette MG, Miller MB, Bassler BL. Quorum sensing in Escherichia coli, Salmonella
typhimurium, and Vibrio harveyi: a new family of genes responsible for autoinducer production.
Proc Natl Acad Sci U S A. 1999; 96:1639-1644. [PubMed: 9990077]

Vendeville A, Winzer K, Heurlier K, Tang CM, Hardie KR. Making 'sense' of metabolism:
autoinducer-2, LuxS and pathogenic bacteria. Nat Rev Microbiol. 2005; 3:383-396. [PubMed:
15864263]

Xavier KB, Miller ST, Lu W, Kim JH, Rabinowitz J, Pelczer I, Semmelhack MF, Bassler BL.
Phosphorylation and processing of the quorum-sensing molecule autoinducer-2 in enteric
bacteria. ACS chemical biology. 2007; 2:128-136. [PubMed: 17274596]

Xavier KB, Bassler BL. Interference with Al-2-mediated bacterial cell-cell communication.
Nature. 2005; 437:750-753. [PubMed: 16193054]

Clarke MB, Hughes DT, Zhu C, Boedeker EC, Sperandio V. The QseC sensor kinase: a bacterial
adrenergic receptor. Proc Natl Acad Sci U S A. 2006; 103:10420-10425. [PubMed: 16803956]
Hughes DT, Sperandio V. Inter-kingdom signalling: communication between bacteria and their
hosts. Nat Rev Microbiol. 2008; 6:111-120. [PubMed: 18197168]

Sperandio V, Torres AG, Jarvis B, Nataro JP, Kaper JB. Bacteria-host communication: the
language of hormones. Proc Natl Acad Sci U S A. 2003; 100:8951-8956. [PubMed: 12847292]
Walters M, Sircili MP, Sperandio V. Al-3 synthesis is not dependent on luxS in Escherichia coli.
J Bacteriol. 2006; 188:5668-5681. [PubMed: 16885435]

Rasko DA, Moreira CG, Li de R, Reading NC, Ritchie JM, Waldor MK, Williams N, Taussig R,
Wei S, Roth M, Hughes DT, Huntley JF, Fina MW, Falck JR, Sperandio V. Targeting QseC
signaling and virulence for antibiotic development. Science. 2008; 321:1078-1080. [PubMed:
18719281]

Meijler MM, Hom LG, Kaufmann GF, McKenzie KM, Sun C, Moss JA, Matsushita M, Janda
KD. Synthesis and biological validation of a ubiquitous quorum-sensing molecule. Angew Chem
Int Ed Engl. 2004; 43:2106-2108. [PubMed: 15083457]

Semmelhack MF, Campagna SR, Federle MJ, Bassler BL. An expeditious synthesis of DPD and
boron binding studies. Org Lett. 2005; 7:569-572. [PubMed: 15704896]

De Keersmaecker SC, Varszegi C, van Boxel N, Habel LW, Metzger K, Daniels R, Marchal K,
De Vos D, Vanderleyden J. Chemical synthesis of (S)-4,5-dihydroxy-2,3-pentanedione, a

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

122.

123.

124.

125.

126.

127.

128.

129.

130.

131.

132.

133.

134.

135.

136.

137.

138.

Page 28

bacterial signal molecule precursor, and validation of its activity in Salmonella typhimurium. J
Biol Chem. 2005; 280:19563-19568. [PubMed: 15790567]

Lowery CA, McKenzie KM, Qi L, Meijler MM, Janda KD. Quorum sensing in Vibrio harveyi:
probing the specificity of the LuxP binding site. Bioorg Med Chem Lett. 2005; 15:2395-2398.
[PubMed: 15837332]

Semmelhack MF, Campagna SR, Hwa C, Federle MJ, Bassler BL. Boron binding with the
quorum sensing signal Al-2 and analogues. Org Lett. 2004; 6:2635-2637. [PubMed: 15255709]
McKenzie KM, Meijler MM, Lowery CA, Boldt GE, Janda KD. A furanosyl-carbonate
autoinducer in cell-to-cell communication of V. harveyi. Chem Commun (Camb). 2005:4863—
4865. [PubMed: 16193140]

Frezza M, Soulere L, Balestrino D, Gohar M, Deshayes C, Queneau Y, Forestier C, Doutheau A.
Ac2-DPD, the bis-(O)-acetylated derivative of 4,5-dihydroxy-2,3-pentanedione (DPD) is a
convenient stable precursor of bacterial quorum sensing autoinducer Al-2. Bioorg Med Chem
Lett. 2007; 17:1428-1431. [PubMed: 17169556]

Frezza M, Soulére L, Queneau Y, Doutheau A. A Baylis—Hillman/ozonolysis route towards ()
4,5-dihydroxy-2,3-pentanedione (DPD) and analogues. Tet Lett. 2005; 46:6495-6498.

Frezza M, Balestrino D, Soulere L, Reverchon S, Queneau Y, Forestier C, Doutheau A. Synthesis
and Biologival Evaluation of the Trifluoromethyl Analog of (4S)-4,5-Dihydroxy-2,3-
pentanedione (DPD). Eur J Org Chem. 2006:4731-4736.

Lowery CA, Park J, Kaufmann GF, Janda KD. An unexpected switch in the modulation of Al-2-
based quorum sensing discovered through synthetic 4,5-dihydroxy-2,3-pentanedione analogues. J
Am Chem Soc. 2008; 130:9200-9201. [PubMed: 18576653]

Taga ME. Methods for Analysis of Bacterial Autoinducer-2 Production. Curr Protoc Microbiol.
2005; 1C:1-18. [PubMed: 18770547]

Ganin H, Tang X, Meijler MM. Inhibition of Pseudomonas aeruginosa quorum sensing by Al-2
analogs. Bioorg Med Chem Lett. 2009; 19:3941-3944. [PubMed: 19394822]

Smith JA, Wang J, Nguyen-Mau SM, Lee V, Sintim HO. Biological screening of a diverse set of
Al-2 analogues in Vibrio harveyi suggests that receptors which are involved in synergistic
agonism of Al-2 and analogues are promiscuous. Chem Commun (Camb). 2009:7033-7035.
[PubMed: 19904385]

Duan K, Dammel C, Stein J, Rabin H, Surette MG. Modulation of Pseudomonas aeruginosa gene
expression by host microflora through interspecies communication. Mol Microbiol. 2003;
50:1477-1491. [PubMed: 14651632]

Defoirdt T, Crab R, Wood TK, Sorgeloos P, Verstraete W, Bossier P. Quorum sensing-disrupting
brominated furanones protect the gnotobiotic brine shrimp Artemia franciscana from pathogenic
Vibrio harveyi, Vibrio campbellii, and Vibrio parahaemolyticus isolates. Appl Environ
Microbiol. 2006; 72:6419-6423. [PubMed: 16957276]

Ren D, Sims JJ, Wood TK. Inhibition of biofilm formation and swarming of Escherichia coli by
(52)-4-bromo-5-(bromomethylene)-3-butyl-2(5H)-furanone. Environ Microbiol. 2001; 3:731—
736. [PubMed: 11846763]

Ren D, Bedzyk LA, Ye RW, Thomas SM, Wood TK. Differential gene expression shows natural
brominated furanones interfere with the autoinducer-2 bacterial signaling system of Escherichia
coli. Biotechnol Bioeng. 2004; 88:630-642. [PubMed: 15470704]

Ren D, Bedzyk LA, Ye RW, Thomas SM, Wood TK. Stationary-phase quorum-sensing signals
affect autoinducer-2 and gene expression in Escherichia coli. Appl Environ Microbiol. 2004;
70:2038-2043. [PubMed: 15066794]

Janssens JC, Steenackers H, Robijns S, Gellens E, Levin J, Zhao H, Hermans K, De Coster D,
Verhoeven TL, Marchal K, Vanderleyden J, De Vos DE, De Keersmaecker SC. Brominated
furanones inhibit biofilm formation by Salmonella enterica serovar Typhimurium. Appl Environ
Microbiol. 2008; 74:6639-6648. [PubMed: 18791004]

Jones MB, Jani R, Ren D, Wood TK, Blaser MJ. Inhibition of Bacillus anthracis growth and
virulence-gene expression by inhibitors of quorum-sensing. J Infect Dis. 2005; 191:1881-1888.
[PubMed: 15871122]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Lowery et al.

139.

140.

141.

142.

143.

144.

145.

146.

147.

148.

149.

150.

151.

Page 29

Ren D, Sims JJ, Wood TK. Inhibition of biofilm formation and swarming of Bacillus subtilis by
(5Z)-4-bromo-5-(bromomethylene)-3-butyl-2(5H)-furanone. Letters in applied microbiology.
2002; 34:293-299. [PubMed: 11940163]

Ren D, Wood TK. (5Z)-4-bromo-5-(bromomethylene)-3-butyl-2(5H)-furanone reduces corrosion
from Desulfotomaculum orientis. Environ Microbiol. 2004; 6:535-540. [PubMed: 15049927]

Kuehl R, Al-Bataineh S, Gordon O, Luginbuehl R, Otto M, Textor M, Landmann R. Furanone
enhances biofilm of staphylococci at subinhibitory concentrations by luxS repression.
Antimicrob Agents Chemother. 2009

Ni N, Choudhary G, Li M, Wang B. Pyrogallol and its analogs can antagonize bacterial quorum
sensing in Vibrio harveyi. Bioorg Med Chem Lett. 2008; 18:1567-1572. [PubMed: 18262415]
Ni N, Chou HT, Wang J, Li M, Lu CD, Tai PC, Wang B. Identification of boronic acids as
antagonists of bacterial quorum sensing in Vibrio harveyi. Biochem Biophys Res Commun.
2008; 369:590-594. [PubMed: 18295599]

Ni N, Choudhary G, Peng H, Li M, Chou HT, Lu CD, Gilbert ES, Wang B. Inhibition of quorum
sensing in Vibrio harveyi by boronic acids. Chem Biol Drug Des. 2009; 74:51-56. [PubMed:
19519744]

Li M, Ni N, Chou HT, Lu CD, Tai PC, Wang B. Structure-based discovery and experimental
verification of novel Al-2 quorum sensing inhibitors against Vibrio harveyi. ChemMedChem.
2008; 3:1242-1249. [PubMed: 18537200]

Peng H, Cheng Y, Ni N, Li M, Choudhary G, Chou HT, Lu CD, Tai PC, Wang B. Synthesis and
evaluation of new antagonists of bacterial quorum sensing in Vibrio harveyi. ChemMedChem.
2009; 4:1457-1468. [PubMed: 19533733]

Ni N, Choudhary G, Li M, Wang B. A new phenothiazine structural scaffold as inhibitors of
bacterial quorum sensing in Vibrio harveyi. Biochem Biophys Res Commun. 2009; 382:153—
156. [PubMed: 19268431]

Niu C, Gilbert ES. Colorimetric method for identifying plant essential oil components that affect
biofilm formation and structure. Appl Environ Microbiol. 2004; 70:6951-6956. [PubMed:
15574886]

Niu C, Afre S, Gilbert ES. Subinhibitory concentrations of cinnamaldehyde interfere with quorum
sensing. Letters in applied microbiology. 2006; 43:489-494. [PubMed: 17032221]

Brackman G, Defoirdt T, Miyamoto C, Bossier P, Van Calenbergh S, Nelis H, Coenye T.
Cinnamaldehyde and cinnamaldehyde derivatives reduce virulence in Vibrio spp. by decreasing
the DNA-binding activity of the quorum sensing response regulator LuxR. BMC Microbiol.
2008; 8:149. [PubMed: 18793453]

Brackman G, Celen S, Baruah K, Bossier P, Van Calenbergh S, Nelis HJ, Coenye T. Al-2
quorum sensing inhibitors affect the starvation response and reduce virulence in several Vibrio
species, most likely by interfering with LuxPQ. Microbiology. 2009; 155:4114-4122. [PubMed:
19778962]

J Med Chem. Author manuscript; available in PMC 2011 November 11.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuey JoyIny vd-HIN

Lowery et al. Page 30

Y @)
/(CH2)nWN//,,. C :O
X O

X =-H, -OH, or =0; n =0-10

V. fischeri, E. carotovera

Y. enterocolitica, Y. pseudotuberculosis H O A. baumannii H *
N, “
\/\n/\ﬂ/ . (@) WN . (e)
O O OH O
3-0x0-Cg-HSL 3-OH-C4,-HSL
A. tumefaciens H, 0 V. harveyi H, i
\/\/\[(\n/ o, (o) Y\[r o, 0)
O O OH O
3-0x0-Cg-HSL 3-OH-C4-HSL
P. aeruginosa H Q P. aeruginosa H Q
\/\/\/\/\ﬂ/\ﬂ/ m, o \/\[( m, 0
O O O
3'0X0'C12‘HSL C4-HSL
B. pseudomallei H O B. cepacia H o
N, i]\ N, i
\/\/\/\/\/\n/\”/ 0} \/\/\/\n/ (0]
O O O
3'0X0'C14'HSL Cs'HSL
Figure 1.
General structure of the AHL signal and representative examples of naturally occurring
signals.
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Figure 2.

Representative examples of first AHL analogs developed by Eberhard et al.31 2Percentages
represent light output induced by analog compared to the natural

autoinducer. PConcentration of analog needed to reduce the activity of 46.8 nM of
autoinducer to that of 23.4 nM.
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Figure 3.
Examples of antagonists developed by Schaefer et al.33
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Analogs of 3-ox0-C1,-HSL designed to probe the binding interactions of LasR. ECsg values
represent concentration needed for 50% activation of lasB.34
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Figure 5.
Isomers of 3-0x0-C1,-HSL and the constrained analogs developed by Kline et al.35
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Representative examples of AHL analogs active across multiple species.
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pC-HSL

Figure 7.
Structure of pC- HSL
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Figure 8.

Analogs of AHL signals designed for the covalent modification of the LasR receptor
protein. 1C5q values represent activity against a luminescent P. aeruginosa reporter strain.
(n.r. = not reported)
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Figure 9.
Structures of brominated furanones
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Figure 10.
Structure of solenopsin A.
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Figure 11.

A) QS inhibitors identified via high-throughput screening by Miih et al. 1Cgq values
determined using a LasR-dependent yfp P. aeruginosa reporter strain.56 B) Structures of
triphenyl compounds. ECsq values represent concentration needed for half-maximal
induction of yfp fluorescence. 2ICsq value for QS inhibition.
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Figure 12.

A) LuxN inhibitors identified by the screening of a 35,000 member library from the Broad
Institute. 1C5q values represent concentration needed for 50% reduction of bioluminescence
in V. harveyi. B) LuxR inhibitor 54 identified from the panel of LuxN inhibitors and its
synthetic derivatives 55 and 56. ICgg values represent concentration needed to inhibit
violacein production by 50% in C. violaceum.
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Figure 13.
Analogs of 3-ox0-C1o-HSL with activity against cancer cell growth. ICsq values represent
concentration required to inhibit PC3 growth by 50%.
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Figure 14.
Structures of the AIP signals used by S. aureus.
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Structure of global inhibitor 61.
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Figure 16.

SAR study of AIP-II
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Figure 17.
Structures of AIP analogs.
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Equilibrium of the two known Al-2 signals.
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Figure 19.
Structures of laurencione, MHF, and the putative carbonate-DPD species.
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Figure 20.
Structure of trifluoro-DPD.
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Figure 21.
Representative structures of polyphenols and boronic acid Al-2 inhibitors. ICsq values
represent concentration required for 50% inhibition of V. harveyi bioluminescence.
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Figure 22.

Sulfone based Al-2 inhibitors identified by in silico screening and elaboration of lead
compounds. ICsq values represent concentration required for 50% inhibition of V. harveyi
bioluminescence.
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Figure 23.
Structures of cinnamaldehyde and nucleoside analogs with activity against Al-2-based QS.
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Scheme 1.

Solid phase synthesis and representative examples of 3-oxo-Cq,-HSL analogs developed by
the Suga group. Compounds were initially synthesized with a terminal -OH group, and lead
compounds resynthesized as shown in 16-19.36:37

Reagents: (a) amine or alcohol, EDC, DMAP, DIPEA, DMF, rt, 72h. (b) 95% TFA, rt, 30
min.
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Scheme 2.

Solid phase synthesis and representative examples of AHL analogs developed by the
Blackwell group.38

Reagents: (a) i) Fmoc-Met-OH, DIC, HOBT, CHCI3/DMF, MW 50 °C (2 x10 min); ii)
DMF, MW 150 °C, 7 min; (b) Various carboxylic / protected p-keto acids, DIC, HOBT,
CHCI3/DMF, MW 50 °C (2 x10 min); (c) CNBr, TFA, CHCI3/H,0, MW 60 °C, 30 min.
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Scheme 3.

Synthesis of DPD as described by Meijler et al.119

Reagents: (a) KMnOy, acetone, ag. buffer, rt, 20 min. (b) H,O, pH 6.5 (KoHPO4/KH,PO4
(0.1 M), NaCl (0.15 M)), 24 h
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Scheme 4.

Synthesis of DPD described by A) Semmelhack et al.120 and B) De Keersmaecker et al. 121
Reagents: (a) KHCOg3, KIO4, HoO/CHJCly, rt, 18 h; (b) RuO,, NalO4, MeCN, CCly, H20,
rt, 15 min.; (c) HoSOy, 2 h; (d) O3, MeOH, Me,S, 24 h.
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Scheme 5.

Synthesis of A) Ac,-DPD 91 and B) C5-alkyl DPD analogs 95.

Reagents: (a) Ac,0, pyr., Et3N, CH,Cl,, 0

°C, 18 h; (b) O, MeOH, Me,S, —78 °C to rt, 24

h; (c) i) THF, DABCO, 0 °C; i) TBAF, THF, rt. (d) O3, MeOH, Me,S, —78 °C to rt.
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Scheme 6.

Synthesis of C1-alkyl DPD analogs.

Reagents: (a) n-BuLi, R-1, =78 °C to rt, 12 h; (b) RuO,, NalO4, MeCN, CCly, H,0, 15 min.;
(c)pH 1.5,6h.
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Table 1

ICsq (antagonists) or ECsq (agonists) values for compounds in Figure 6 against three bacterial strains. All
values reported in UM. A blank entry indicates the value was not determined.

Compound P. aeruginosa  A.tumefaciens V. fischeri
Lasra.d TrarP LuxRC:€

Antagonists

3-0x0-Cg-HSL 0.11

Cyo-HSL 0.25 1.05 0.40

27 0.34 0.92 1.35

28 1.72 1.25 0.86

Cg-HSL 1.75 0.77 0.77

30 4.67 0.46

4 0.69 1.36

29 0.81 0.61
Agonists

3-0x0-Cy4-HSL 0.01

Ci-HSL 0.04

32 0.54

31

aAntagonism assay performed using an E. coli LasR reporter strain in the presence of 7.5 nM 3-0x0-C12-HSL.
bAntagonism assay performed using A. tumefaciens reporter strain in the presence of 100 nM 3-oxo-Cg-HSL.
cAntagonism assay performed using V. fischeri reporter strain in the presence of 5 uM 3-oxo0-Cg-HSL.

de . . . o .
Agonism assays performed using the appropriate reporter strain in the absence of natural autoinducer.
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Table 2
Inhibition of the agr response by global inhibitor 61

Group !l Groupll Grouplll  Group IV
1Csq (LM) 0.272 0.209 0.0102 0.188

a . . .
Experiment was based on HPLC analysis of & toxin. All other results were based on B-lactamase reporter assay.
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Table 3
ICsq values for inhibition of the AgrC receptor of groups I and Il. All values reported in pM.

Analog Group | Group 11
62 0.189 1.160
63 0.040 0.194
64 0.077 0.238
65 0.639 7.880
66 0.319 1.050

67 No Inhibition  No Inhibition
68 No Inhibition  No Inhibition

69 1.141 507
70 1.390 167
71 1.680 47.3
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Table 4
Activity of alkyl-DPD analogs against the QS of S. typhimurium. All values reported in pM.

Compound R IC5qin S.
typhimurium@
100a, ethyl-DPD CH,CHjy >50
100b, propyl-DPD CH,CH,CH3 5.30
100c, butyl-DPD CH,(CH,),CHj 5.04
100d, hexyl-DPD CH,(CH,),CH3 24.9
100e, phenyl-DPD CH,CHy(CgHs) >50
100f, azidobutyl-DPD ~ CHy(CH;)3N3 20.3

1duasnuey Joyiny vd-HIN 1duasnue Joyiny vd-HIN
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aAssay performed in the presence of 50 uM DPD.

J Med Chem. Author manuscript; available in PMC 2011 November 11.



