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ABSTRACT: Bacteria have developed a cell-to-cell commu-
nication system, termed quorum sensing (QS), which allows for
the population-dependent coordination of their behavior via the
exchange of chemical signals. Autoinducer-2 (AI-2), a class of
QS signals derived from 4,5-dihydroxy-2,3-pentandione

DPD (precursor of autoinducer-2)
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(DPD), has been revealed as a universal signaling molecule in a variety of bacterial species. In spite of considerable interest,
the study of putative AI-2 based QS systems remains a challenging topic in part due to the rapid interconversion between the linear
and cyclic forms of DPD. Herein, we report the design and development of efficient syntheses of carbocyclic analogues of DPD,
which are locked in the cyclic form. The synthetic analogues were evaluated for the modulation of Al-2-based QS in Vibrio harveyi
and Salmonella typhimurium. No agonists were uncovered in either V. harveyi or S. typhimurium assay, whereas weak to moderate
antagonists were found against V. harveyi. On the basis of NMR analyses and DFT calculations, the heterocyclic oxygen atom within
DPD appears necessary to promote hydration at the C3 position of cyclic DPD to afford the active tetrahydroxy species. These
results also shed light on the interaction between the heterocyclic oxygen atom and receptor proteins as well as the importance of the
linear form and dynamic equilibrium of DPD as crucial requirements for activation of AI-2 based QS circuits.

B INTRODUCTION

Over the course of evolution, bacteria have developed a
unique mechanism termed “quorum sensing (QS)”, which allows
for the coordination of their behavior in a population-dependent
manner."* In this process, bacteria produce, release, and respond
to small diffusible chemical signals called autoinducers. As the
number of cells, and autoinducer concentration, reaches a
threshold level, bacteria coordinate their gene expression to
behave in a concerted, multicellular manner. This synchronized
process represents an effective survival tactic in terms of bacterial
population; however, this advantage often comes at the detri-
ment of human health, as certain bacteria utilize QS to regulate
pathogenic processes such as biofilm formation and virulence
factor production. Consequently, the modulation of QS has
emerged as a potential ap;)roach for the development of new
antimicrobial therapeutics.” >

Autoinducers have been categorized into three major classes
based on structural differences:® '° (i) N-acylhomoserine lactones
(AHLs) produced by Gram-negative bacteria, (ii) oligopeptides
produced by Gram-positive bacteria, and (iii) autoinducer-2
(AI-2) produced by both Gram-negative and Gram-positive bacterial
species.'' "' Bacteria recognize AHLs and oligopeptides in a
species-specific manner based on structural differences within the
signaling molecules’ chemical makeup. In contrast, AI-2 signaling
molecules are derived from a common precursor, 4,5-dihydroxy-
2,3-pentanedione (DPD), and the known signals vary only in
stereochemistry at the C1 position or the chelation of boron.
Interestingly, the gene that encodes the DPD synthase ([uxS) has
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been identified in over 70 bacterial species.'* The ubiquitous
nature of the DPD synthase and the interconversion of AI-2
signals (via DPD, Figure 1) has led to the hypothesis that AI-2
functions as a universal signal for interspecies monitoring as well
as intraspecies communication.'*'* In addition to these distinct
features, AI-2-based QS has been demonstrated to regulate
detrimental events such as virulence factor production and biofilm
formation in Vibrio cholera,'® virulence expression in Salmonella
typhimurium,"” and mixed-species biofilm development in oral
pathogens.'® As a result, AT-2-based QS has become a target of
particular interest in terms of the development of broad range
therapeutics.

In spite of the considerable interest, the study of putative AI-2
based QS systems remains challenging largely due to the
reactivity and rapid interconversion of DPD (Figure 1). In
solution, DPD exists in an equilibrium that contains diastereo-
meric mixtures of dihydroxytetrahydrofurans (DHMF) and
tetrahydroxytetrahydrofurans (THMF) through cyclization and
hydration. Difficulties in the isolation and identification of AI-2
were exacerbated by this interconversion, and, in fact, the
chemical identities of AI-2 have been solved exclusively via
X-ray crystallography of the receptor protein in complex with
the AI-2 signal in three species: Vibrio harveyi, Salmonella
typhimurium, and Sinorhizobium meliloti. V. harveyi responds to
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Figure 2. Strategies for the development of modulators of AI-2-
based QS.

the borate diester derived from (28,4S)-THMF,'**® whereas
S. typhimurium®" and S. meliloti* respond to (2R,4S)-THMF.

The elusive nature of Al-2 is in part created by this equilib-
rium, and we posit this has hindered the development of potent
modulators of AI-2 based QS as well as mechanistic studies of this
system.”® Recently, our laboratory, followed later by other
groups, reported the synthesis of a panel of alkyl-DPDs and
disclosed that some of these analogues showed potent inhibitory
activity against the QS of S. typhimurium and synergistic effects
on the QS of V. harveyi (Figure 2a).”**” These results indicate
that minor alterations at the C1 position of DPD can have a
profound impact upon the function of AI-2 molecules. To
complicate analogue development further, these analogues can
also exist in multiplexed equilibrium states, thus providing little
grounding concerning the roles of DPD acyclic and cyclic forms
in QS. With this background in mind, we hypothesized that the
use of DPD analogues that exist exclusively in the closed form
could shed insights into the role of the DPD equilibrium in AI-2-
based QS, as well as a rationale for the design of new modulators.
We have focused on the closed forms based on crystallographic
data of the AI-2 signals in complex with their cognate periplasmic
binding proteins, which indicate that the form initially recognized
by the bacteria is the closed form. As such, we hypothesized that
the carbocyclic analogues would be effective mimics of these
active forms of DPD. Herein, we report the design and syntheses
of carbocyclic analogues of the DHMF forms of DPD, wherein
the heterocyclic oxygen is replaced with a carbon atom, thus
creating 2,5-dihydroxy-2-methylcyclopentanone (DHMP) and
1,2,3-trihydroxy-1-methylpentane (TriHMP) (Figure 2b). We
also present the evaluation of these synthetic analogues for the
modulation of Al-2-based QS in V. harveyi and S. typhimurium
and scrutinize the structural requirements for agonist and
antagonist activity.

B RESULTS

Synthesis of DHMPs and TriHMPs. In spite of the diminutive
size of DPD, the chemical synthesis of DPD and its analogues has
been a challenging issue because of their highly oxygenated
frameworks, lability, and volatility.”* > Our target molecules
have been no exception; indeed, there has been only one report
of the synthesis of cis-DHMP and TriHMP that began from the
asymmetric oxidation of 2-hydroxy-3-methylcyclopent-2-enone.”
Thus, we attempted to prepare cis-DHMP according to this
route; however, we were not able to replicate the reported
procedure due to significantly low yields, and only a trace amount
of the desired product was obtained at the final step. As such, we
were faced with the need to develop a more efficient synthesis of
racemic cis-DHMP (5), shown in Scheme 1a. Our synthesis was
initiated with the protection of commercially available 2-hydroxy-
3-methylcyclopent-2-enone (1) as a tert-butyldimethylsilyl
(TBS) ether. Subsequently, epoxidation of the obtained 2-silyl-
oxypentenone, 2, using m-chloroperbenzoic acid (mCPBA) was
accomplished. This was followed by the reduction of the silyloxy
epoxide, 3, using sodium borohydride to afford epoxide 4, the
precursor of cis-DHMP, as a single diastereomer in high yield.
The relative configuration of the hydroxy group and the oxirane
ring embedded within 4 was determined to be syn as analyzed by
NOESY analysis. In addition to the high stereoselectivity, it is
also noteworthy that the developed route did not require silica
gel chromatography except at the silylation step of the starting
material 1. Finally, acidic deprotection of the TBS group
provided racemic ciss-DHMP, §, in quantitative yield. In pursuit
of racemic trans-DHMP, we undertook a sequence engaging
oxidation and debenzylation of diol 12a (vide infra); however,
hydrogenolysis or acidic deprotection of the obtained benzyl-
protected trans-DHMP provided a complex mixture, and an
analytically pure product could not be isolated. After further
investigation, we discovered that TBS-protected trans-DHMP 9,
that could be prepared from 3-methylcyclopent-2-enol 6°*
through a sequential silylation/osmium-catalyzed dihydroxyla-
tion/2,2,6,6-tetramethylpiperidine 1-oxyl (TEMPO) oxidation
process, could be converted to racemic trans-DHMP 10 quanti-
tatively by acidic deprotection (Scheme 1b). Both ciss DHMP §
and trans-DHMP 10 were stable under acidic conditions, and
no decomposition was observed after the stock solutions were
stored for two weeks at —20 °C. The stock solutions of cis-
DHMP $ and trans-DHMP 10 contained an equimolar amount
of tert-butyldimethylsilanol, a side product of deprotection.
Several attempts, including silica gel column chromatography,
were undertaken to purify the final products from the silanol, but
every trial failed due to a significant loss of yield and purity. This
instability and degradation during silica gel column chromatog-
raphy of cis-DHMP § were also described previously.”*

The synthesis of the TriHMP analogues was achieved accord-
ing to Scheme 1c. Benzyl-protected 3-methylcylopentenol 11 has
been previously reported”® and thus was converted into diols 12a
and 12b under osmium-catalyzed oxidation conditions. At the
same time, 11 was also derivatized to diols 12¢ and 12d through
an epoxidation/ring-opening process. Notably, the two sets of
diols were successfully separated in both routes. Finally, the
benzyl groups of the diols 12a—d were removed by palladium-
catalyzed hydrogenolysis to give TriHMPs 13a—d.

Evaluation of the Synthesized Analogues in V. harveyi
and S. typhimurium QS Assays. The analogues were evaluated
for modulation of QS using two established reporter assays:
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Scheme 1. Synthesis of (a) cis-DHMP S, (b) trans-DHMP 10, and (c) TriHMPs 13a—d
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bioluminescence emission in V. harveyi’’ and induction of
B-galactosidase activity in S. typhimurium.*® These two reporter
assays are ideal for the evaluation of DPD-derived analogues
because of the rapid readout of each assay, along with the fact that
the Al-2-based QS systems of these two species are among the
best characterized AI-2 systems.

The effect of the analogues on bioluminescence was first
examined in V. harveyi strain BB170 (ATCC BAA-1117, AluxN),
a strain capable of producing bioluminescence through the AI-2
pathway but not through the AHL pathway because of the
absence of the AHL receptor, LuxN. Thus, the use of this strain
excludes the possibility of the analogues being recognized by the

AHL receptor and exerting agonist or antagonist effects via this
pathway. Although V. harveyi responds to a borate diester form of
(28,4S)-THMF, **° boric acid was not added during these
assays. This treatment was rationalized based on two facets of
QS in V. harveyi: (1) boric acid itself induces QS activity,
diminishing the sensitivity of the assay,’” and (2) V. harveyi
responds to DPD and produces bioluminescence without the
addition of boric acid. V. harveyi was incubated in the presence of
each analogue (25 #M), and no significant agonistic effect was
observed; however, TriHMP 13a exhibited a weak antagonistic
effect (33% inhibition), and TriHMPs 13b and 13c exhibited
moderate antagonistic effects (44 and 51% inhibition, respectively)
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Figure 3. Bioluminescence and cell viability of V. harveyi using 25 M analogue: (a) BB170 (AluxN); (b) MM32 (AluxN, AluxS) in the presence of
1 uM DPD. Bioluminescence was normalized to cell density. All assays were performed in triplicate, and error bars represent standard deviation.

(Figure 3a). However, these compounds also exerted slight cell
toxicity resulting in a 23—28% decrease in cell viability of cis-
DHMP S and TriHMPs 13a—c. As a control, the cells were
treated with 100 4M tert-butyldimethylsilanol, which is present
in the stock solutions of DHMPs § and 10 from our synthetic
protocols. Gratifyingly, neither modulation of QS nor cell toxicity
was observed. We also investigated modulation in MM32 cells
(ATCC BAA-1121, AluxN, AluxS), a strain that is incapable of
producing its own DPD due to a lack of the synthase LuxS. To
monitor antagonism, the cells were incubated with 1 uM DPD
and 25 uM of each analogue and in general the analogues did not
exert significant effects on bioluminescence or cell viability
(Figure 3b). This observation may be contrasted with the results
obtained using BB170 cells, in which the analogues demon-
strated moderate effects on both bioluminescence and cell via-
bility. We also monitored agonism by incubating MM32 cells in
the absence of exogenous DPD; however, no agonists were
uncovered (Supporting Information, Figure S1).

Next, the analogues were screened for QS modulation in
S. typhimurium strain Met844, a AluxS strain with a lacZ-Isr
tusion. The lacZ-Isr fusion, which encodes for the biosynthesis of
P-galactosidase under the Al-2-regulated Isr promoter, enables
the monitoring of Al-2-dependent Isr activation.”” Assays were
performed using the analogues (S0 #M) in the absence of DPD
(agonist assay) or in the presence of 50 uM DPD (antagonist
assay). In both assays, however, neither agonists nor antagonists
were discovered (Supporting Information, Figure S2). Addition-
ally, as in the case of the V. harveyi assay, the use of 100 uM tert-
butyldimethylsilanol did not affect 3-galactosidase activity or cell
viability.

cis-DHMP 5 and trans-DHMP 10 Predominantly Exist in
Their Keto Forms rather than Hydrated Forms in Aqueous
Conditions. The two reporter assays revealed that the DHMP
analogues, which possess a similar structural connectivity to the
DHME forms of DPD, did not significantly affect the QS of either
S. typhimurium or V. harveyi. To investigate the structural features
of these DHMP analogues in aqueous conditions, NMR spectra
of cissDHMP § and trans-DHMP 10 were measured in aqueous
media (see the Supporting Information). Solutions were made in
a mixture of D,O containing 5% DMSO-d to fully solubilize the
compounds, "H NMR spectra were measured, and minor peaks
were observed at 1.04 ppm in the spectrum of cis-DHMP § and at
1.0S ppm in the spectrum of trans-DHMP 10. The ratios between
the methyl peak and the minor peak of each analogue were
approximately 8.4:1 and 4.9:1, respectively. Although the hydra-
tion forms were not observed using '>C NMR, likely due to low
concentration of the sample solutions and the according poor
signal-to-noise ratio, we surmise the detected peaks in the "H

spectrum to be the methyl protons of the hydrated forms of cis-
DHMP § and trans-DHMP 10. Working under this hypothesis,
these results indicate that only 11% of ciss DHMP $ and 18% of
trans-DHMP 10 are hydrated in aqueous conditions. This is in
contrast to DPD, which has been shown to exist almost exclu-
sively hydrated in aqua.*’

To obtain more information about the distinct difference
between carbocyclic DHMPs § and 10 and the DHMF forms
of DPD, density functional theory (DFT) calculations were
performed using the B3LYP/6-31++(d,p) level of theory with
a PCM solvation model to express an aqueous environment
(Figure 4). Optimized structures of analogues 5 and 10, along
with (2R4S)-DHMF and (2S,4S)-DHMF, were all found to
possess a similarly shaped LUMO, and the oxygen atom within
the ring of the DHMFs was not significantly engaged in orbital
interactions at the LUMO level. However, the LUMO energies
of cis-DHMP § and trans-DHMP 10 were higher than the LUMO
energies of the corresponding DHMFs by 0.58 eV (= 15.8 kJ/mol)
and 0.96 eV (=26.2 kJ/mol), respectively. This energy difference
is likely derived from the electronegative nature of the hetero-
cyclic oxygen of the DHMF structures, and accordingly, the
higher level of the LUMO of DHMPs should be unfavorable to
accept nucleophiles such as water.

Equilibrium constants of hydration were also calculated ac-
cording to the method developed by Casado and co-workers.*’
As a result, under standard conditions (298.15 K, 1 atm), the
equilibrium constants of cis-DHMP § and trans-DHMP 10 were
calculated to be 0.07 and 0.05, whereas those of (2R,4S)-DHMF
and (25,4S)-DHMF were calculated to be 12.34 and 4.60, respec-
tively (Figure S). These values suggest that DHMPs predomi-
nantly exist in their keto forms whereas DHMFs are predomi-
nantly hydrated in aqueous conditions, which is consistent with
our NMR studies and a previous report on the hydration states of
DPD.” Consequently, the tetrahydrofuran scaffolding seems to
be crucial to promote hydration.

B DISCUSSION

In the AI-2-based QS circuit of V. harveyi, the periplasmic
sensor protein LuxP recognizes a borate diester derived from
(28,4S)-THMF, which triggers a phosphorylation cascade that
ultimately leads to the destabilization of the repressor protein
(LuxR) of the QS-regulated lux operon. As a result, the lux
operon is expressed and light emission is initiated. In contrast, in
the AI-2 QS circuit of S. typhimurium, (2R4S)-THMF is
recognized by the LsrB binding protein and transported into
the cytoplasm. Subsequently, the internalized molecule is phos-
phorylated by the kinase (LsrK) and the phosphorylated AI-2
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induces transcription of the Isr operon via inactivation of the
repressor protein (LsrR).*"** In spite of these differences, the
periplasmic receptor proteins of both bacterial species recognize
a closed form of DPD in which the ketone at C3 is hydrated. On
the other hand, the stereochemistry at C2 distinguishes the
signals employed by each species: V. harveyi responds to the S
isomer whereas S. typhimurium responds to the R isomer. Thus,
we designed carbocyclic analogues of DPD that would serve as an
effective mimic of the active closed forms of DPD while also
allowing for the control of relative stereochemistry to tailor the
analogues for each species. We hypothesized that these analogues
could be recognized by the periplasmic receptor proteins LuxP
(V. harveyi) and LstB (S. typhimurium) and subsequently act as
agonists or antagonists of the AI-2 systems. However, cis- DHMP
5 and trans-DHMP 10 did not exhibit significant modulation of
the QS in either species. This lack of activity is likely the result of
a combination of three factors: (1) the absence of the oxygen
heteroatom in the cyclopentane scaffold, (2) insufficient hydra-
tion at C3, and (3) the elimination of the open-closed equilib-
rium inherent within the structure of DPD. The first two points
may speak to the loss of several hydrogen-bonding interactions in
the receptor—ligand complex. An examination of the crystal
structures of AI-2 and the receptor proteins reveals that hydrogen
bonds would be lost between the ligand and GIn77, Asn159, and
Arg21S in LuxP and Asp116, Asp166, and Ala222 in LsrB. As
such, these findings provide clues for future analogue design: for
example, replacement of the tetrahydroxyfuran oxygen with a
difluoromethylene group will serve as more effective mimic of
oxygen than the methylene group, while also promoting hydra-
tion at the C3 position due to the increased electronegativity.
While the sum of the structural differences between the natural
DPD signal and the carbocyclic analogues may account for the

absence of observed QS activity, it is equally likely that the
underlying reason for the lack of observed activity is the
elimination of the dynamic equilibrium. Although crystallo-
graphic studies have implicated the closed form of DPD as the
active form, we posit that the open form of DPD is initially rec-
ognized by the apo form of the receptor protein and subsequently
cyclized upon receptor binding. Additionally, it has been demon-
strated that the DPD equilibrium is particularly important to the
AI-2 system of S. typhimurium. In this system, (2R,4S)-THMF is
bound by LsrB and transported into the cytoplasm. It should be
noted, however, that recent studies have revealed that this
receptor-mediated transport is not crucial for the activity of
DPD or alkyl-DPD analogues but these compounds may
also enter the cell through diffusion or other unidentified
transporters.””* Once internalized, it is the linear form that
undergoes phosphorylation at the primary alcohol to produce a
molecule termed phospho-DPD, the intracellular agent respon-
sible for regulating Isr expression.*"** In a similar vein, it
has also been demonstrated that the alkyl-DPD analogues,
established AI-2 antagonists, require phosghorylation at the
primary alcohol to inhibit the Isr system.”” The carbocyclic
analogues, in contrast, are locked in the cyclopentane scaf-
folding, do not possess a primary alcohol for phosphoryla-
tion, and cannot achieve the linear conformation required
for activity. As such, it is evident that the linear form of DPD
and DPD analogues is indispensable for biological activity in
S. typhimurium. The sum of these findings provides a new outlook
on the importance of the equilibrium of DPD, which has always
been regarded as the basis for interspecies signaling because of
the rapid interconversion of the cyclic forms. While this certainly
remains true, the presence of the acyclic form and the dynamic
equilibrium may now also be considered as an important
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requirement for intraspecies signaling, at least in bacteria with
purported Isr-type systems such as B. anthracis.** In this scenario,
it is the cyclic isomer that is recognized by the cell but the linear
isomer that is the agent directly responsible for regulating gene
expression.

In contrast to the inactivity of DHMPs § and 10, TriHMPs
13b and 13c exhibited a modest inhibitory activity on the
bioluminescence of V. harveyi strain BB170. By replacing the
C3 ketone of § and 10 with the hydrogen bond donating
hydroxyl group, hydrogen bonding would be restored bet-
ween the ligand and GIn77 in the LuxP complex. The restora-
tion of this hydrogen-bonding interaction may account for the
difference in activity between the TriHMP and DHMP analo-
gues; however, although the reason for antagonism rather than
agonism is still shrouded, we suggest it may in part be due to
general cytotoxic effects of the TriHMP analogues. On the other
hand, 13b and 13c did not exhibit significant inhibition of growth
or bioluminescence in the AluxS mutant MM32. Given the
shared cis-1,3-diol structure of 13b, 13c, and (2S,4S)-THMEF,
coupled with the restoration of QS activity in the AluxS mutant
MM32, an interesting hypothesis is that the target protein of
these analogues is the LuxS synthase rather than the receptor
protein LuxP. In order to achieve these effects, it is plausible that
the analogues enter the cytoplasm through simple diffusion or by
previously undiscovered transporters. This hypothesis also dove-
tails with the results of the S. typhimurium assay in that the
TriHMP analogues may have been inactive due to the absence of
LuxS in the Met844 strain. However, it cannot be discounted that
the BB170 cells are simply more sensitive to the toxicity of
13b and 13c than the AluxS strain MM32 via an unknown
mechanism.

Bl CONCLUSION

In conclusion, we have achieved an efficient synthesis of a
panel of carbocyclic analogues of DHMF, in which the equilib-
rium forms of DPD were eliminated. These analogues enabled us
to evaluate the structural effects of the cyclic forms of DPD on
two different bacterial species with well-characterized AI-2 based
QS systems: V. harveyi and S. typhimurium. The obtained results
suggest that the dynamic equilibrium of DPD and the oxygen
within the tetrahydroxyfuran ring of DHMF significantly affect
the activation of Al-2-based QS in both bacterial species. In
addition, TriHMPs with a cis-1,3-diol scaffold exhibited a mod-
erate inhibitory activity, possibly via the targeting of the LuxS
synthase. Although further investigation is necessary to elucidate
the molecular mechanisms in detail, the results obtained herein
establish the basics of designing more effective modulators and
chemical probes for the identification of unknown proteins
involved in AI-2-based QS.

B EXPERIMENTAL SECTION

Preparation of 2-((tert-Butyldimethylsilyl)oxy)-3-methyl-
cyclopent-2-enone (2). To a solution of tert-butyldimethylchloro-
silane (1.58 g, 10.5 mmol), triethylamine (2.8 mL, 20.0 mmol), and
4-dimethylaminopyridine (0.12 g, 1.0 mmol) in CH,Cl, (20 mL) was
added 2-hydroxy-3-methylcyclopent-2-enone (1, 1.12 g, 10.0 mmol) at
room temperature. After being stirred for 12 h, the resultant solution was
quenched with H,O (20 mL) and extracted with CH,Cl, (x3). The
organic layer was washed with brine (x 1), dried over Na,SO,, filtered,
and concentrated in vacuo. The crude products were purified by column
chromatography (hexanes/ethylacetate = 20:1) to give analytically pure

2 (2.0 g, 88% yield). White powder. '"H NMR (400 MHz, CDCl;): 6
2.49-2.36 (m, 2H), 2.34—2.21 (m, 2H), 1.96 (s, 3H), 0.96 (s, 9H), 0.19
(s,6H). *C NMR (125 MHz, CDCl;): 6 202.7, 151.3, 149.4, 32.0, 26.8,
25.6, 182, 147, —4.2. HRMS (ESI', m/z): caled for C1oHy30,Si
227.1462, found 227.1461 (M + H).

Preparation of rac-(1R,5S)-1-((tert-Butyldimethylsilyl) oxy)-5-
methyl-6-oxabicyclo[3.1.0]lhexan-2-one (3). To a solution of the
substrate 2 (2264 mg, 1.0 mmol) in CH,Cl, (5 mL) at room
temperature was added mCPBA (70—75%, balanced with m-chloro-
benzoic acid and water; 493.1 mg, 2.0 mmol) portionwise. After being
stirred for 3 h, the resultant solution was quenched with saturated
NaHCOj; (10 mL) and 0.1 N Na,S,05 (10 mL). After the solution was
stirred for 10 min, the organic layer was extracted with CH,Cl, (x3) and
washed with 0.1 N Na,S,05 (x1), saturated NaHCO5 (x 1), and brine
(x1). The organic layer was dried over Na,SO,, filtered, and concen-
trated in vacuo. The obtained crude product 3 (250 mg) was analytically
pure and used without further purification. Colorless oil. "H NMR (400
MHz, CD,Cl,): 6 2.29—2.17 (m, 1H), 2.17—2.00 (m, 2H), 1.95—1.82
(m, 1H), 1.52 (s, 3H), 0.92 (s, 9H), 0.24 (s, 3H), 0.15 (s, 3H). >*C NMR
(100 MHz, CD,CL): & 207.4, 86.1, 69.1, 30.6, 25.9, 25.1, 17.6,
14.8, —4.4, —4.7. HRMS (ESI", m/z): caled for C;,H,;0;Si
243.1411, found 243.1400 (M + H).

Preparation of rac-(1R,2S,5R)-1-((tert-Butyldimethylsilyl) oxy)-
5-methyl-6-oxabicyclo[3.1.0]hexan-2-ol (4). To a solution of the
substrate 3 (250 mg, assumed as 1.0 mmol) in MeOH (10 mL) at 0 °C
was added NaBH, (75.7 mg, 2.0 mmol). After being stirred for S min, the
resultant mixture was quenched with acetone (S mL) and concentrated
in vacuo. Water (20 mL) was added to the residue, and then the residue
was extracted with CH,Cl, (x3) and washed with brine (x1). The
organic layer was dried over Na,SOy, filtered, and concentrated in vacuo.
The obtained crude product 4 (231.0 mg, 95% yield for two steps) was
analytically pure and used without further purification. White powder.
'H NMR (400 MHz, CD,CL): 6 4.17 (dd, J = 17.1, 8.0 Hz, 1H), 1.93
(ddd, J = 13.0, 8.1, 8.1 Hz, 1H), 1.81 (dd, J = 14.2, 8.8 Hz, 1H), 1.75
(s, 1H), 1.55 (ddd, ] = 142, 9.9, 8.4 Hz, 1H), 1.34 (s, 3H), 1.21—1.01
(m, 1H), 0.91 (s, 9H), 0.22 (s, 3H), 0.17 (s, 3H). The stereochemistry
was determined by NOESY. *C NMR (100 MHz, CD,CL): d 91.6,
739, 67.3,28.5,28.2, 25.1, 17.5, 14.3, —4.0, —4.2. HRMS (ESI*, m/z):
caled for C,H,,0;SiNa 267.1387, found 267.1391 (M + Na).

Preparation of rac-(2R,55)-2,5-Dihydroxy-2-methylcyclo-
pentanone (5). To a solution of the substrate 4 in DMSO-ds/D,O
(1:1, 10 mM) at room temperature was added 0.5 M H,SO, (1 vol %).
The reaction was allowed to continue for 12 h, at which point the
compounds were analyzed by NMR. The resultant solution was used in
the biological assays without further purification. "H NMR (400 MHz,
50% DMSO-dg in D,O, pH = 2): § 4.23—4.07 (m, 1H), 2.17—2.03
(m, 1H), 1.90—1.78 (m, 1H), 1.78—1.55 (m, 2H), 1.11 (s, 3H, Me),
1.03 (s, 0.11H, a methyl group within the hydrated form), 0.75 (s, 9H,
TBSOH), —0.09 (s, 6H, TBSOH). '*C NMR (125 MHz, 50% DMSO-
dginD,0, pH =2): 0 220.1, 74.6, 74.3, 33.9, 28.3,26.7 (TBSOH), 24.5,
18.8 (TBSOH), —2.7 (TBSOH). The solution was diluted with 1 M
phosphate buffer (pH = 7, prepared with D,0, KD,PO,, and K,DPO,)
to a final concentration of 1 mM in 5% DMSO-d, and analyzed by 'H
NMR. 'H NMR (400 MHz, 5% DMSO-dg in D,O, pH = 7): & 4.27
(dd, J = 9.5, 9.5 Hz, 1H), 2.18—2.12 (m, 1H), 1.89—1.84 (m, 1H),
1.80—1.73 (m, 1H), 1.68—1.59 (m, 1H), 1.13 (s, 3H, Me), 1.04 (s, a
methyl group within the hydrated form), 0.72 (s, 9H, TBSOH), —0.09
(s, 6H, TBSOH). Keto form/hydrated form =8.4:1 (10.6% hydration).

Preparation of tert-Butyldimethyl((3-methylcyclopent-2-
en-1-yl)oxy)silane (7). To a solution of tert-butyldimethylchlorosi-
lane (420.0 mg, 2.79 mmol) and imidazole (347.2 mg, 5.10 mmol) in
DMF (2.5 mL) was added a solution of 3-methylcyclopent-2-enol (6,
250.0 mg, 2.55 mmol) in DMF (2.5 mL) at room temperature. After
being stirred for 12 h, the resultant solution was quenched saturated
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NH,CI (20 mL) and extracted with diethyl ether (x3). The organic
layer was washed with brine (x1), dried over Na,SO,, filtered, and
concentrated in vacuo. The crude products (517.7 mg) were immedi-
ately used without further purification.

Preparation of rac-(1R,2S,3R)-3-((tert-Butyldimethylsilyl) oxy)-
1-methylcyclopentane-1,2-diol (8a) and rac-(1R,2S,35)-3-((tert-
Butyldimethylsilyl)oxy)-1-methylcyclopentane-1,2-diol (8b). To
a solution of the substrate 7 (517.7 mg, 2.55 mmol), N-methylmorpho-
line oxide (448.1 mg, 3.83 mmol), and DMAP (3.1 mg, 0.025 mmol) in
acetone (15 mL) and H,0O (5 mL) at room temperature was added
0504 (2.5 wt % in +-BuOH; 1.3 mL, S mol %). After being stirred for 18
h, the resultant mixture was quenched with 0.1 N Na,$,0; (10 mL) and
stirred for 10 min. After addition of water (20 mL), the residue was
extracted with CH,Cl, (x3) and washed with saturated NH,CI (x1)
and brine (x1). The organic layer was dried over Na,SO,, filtered, and
concentrated in vacuo. The obtained crude products were purified by
PTLC (hexanes/ethyl acetate = 5:1 with 0.5% triethylamine) to afford
analytically pure 8a (270.0 mg, 43% yield for two steps) and 8b (45.0 mg,
7% yield for two steps). 8a. Off-white powder. "H NMR (400 MHz,
CD,Cl,): 0 4.06 (dd, J = 13.9, 6.3 Hz, 1H), 3.42 (d, ] = 6.0 Hz, 1H), 2.83
(bs, 1H), 2.56 (bs, 1H), 2.13—1.92 (m, 1H), 1.89—1.64 (m, 2H),
1.46—1.32 (m, 1H), 0.89 (s, 9H), 0.08 (s, 3H), 0.06 (s, 3H). *C NMR
(100 MHz, CD,CL): 8 83.9,78.0,76.0, 34.7,28.9, 26.1,25.3, 17.6, —5.2,
—5.2. HRMS (ESI*, m/z): calcd for C;,H,505SiNa, 269.1543; found
269.1544 (M + Na). 8b: Yellow oil. "H NMR (500 MHz, CD,Cl,): 0
4.23—4.10 (m, 1H), 3.39 (dd, J = 8.1, 5.1 Hz, 1H), 2.94 (s, 1H), 2.80 (d,
J=8.1Hz, 1H), 2.01—1.77 (m, 2H), 1.75—1.58 (m, 2H), 1.19 (s, 3H),
0.91 (s, 9H), 0.11,0.11 (s x 2,3H x 2). "*C NMR (100 MHz, CDCl,):
077.2,76.9,74.0,35.7,29.6,25.2,24.4,17.6, —5.4, —5.7. HRMS (ESI",
m/z): caled for C,H,605SiNa, 269.1543; found 269.1548 (M + Na).

Preparation of rac-(2R,5R)-5-((tert-Butyldimethylsilyl)oxy)-2-
hydroxy-2-methylcyclopentanone (9). To a solution of the sub-
strate 8a (50.0 mg, 0.20 mmol) in CH,Cl, (5.2 mL) and 10% NaHCO;
solution (2 mL) at 0 °C were added TEMPO (3.1 mg, 0.02 mmol), KBr
(2.4 mg, 0.02 mmol), and NaOCl (available Cl, = 10—15%, 0.28 mL,
0.40 mmol). After being stirred for 20 min, the resultant mixture was
quenched with 0.1 N Na,$,03 (20 mL) and stirred for S min. The
organic layer was extracted with CH,Cl, (x3) and washed with
saturated NH,Cl (x1) and brine (x1). The organic layer was dried
over Na,SOy, filtered through a silica pad, and concentrated in vacuo.
The obtained crude product 9 (48.4 mg, 98% yield) was analytically pure
and used without further purification. "H NMR (400 MHz, CD,Cl,): 0
4.17—4.10 (m, 1H), 2.32 (bs, 1H), 2.31—2.21 (m, 1H), 2.05 (dddd, ] =
13.0, 6.8, 2.1, 0.6 Hz, 1H), 1.79 (dddd, J = 13.0, 12.4, 6.7, 0.6 Hz, 1H),
1.61 (dddd, J = 12.4, 10.0, 6.8 Hz, 1H), 1.26 (d, J = 0.7 Hz, 3H), 0.90 (s,
9H), 0.11, 0.11 (s x 2, 3H X 2). "*C NMR (100 MHz, CD,Cl,): ¢
216.5,73.8,73.3,31.8,27.3,25.1,23.8, 17.7, —5.4, —5.7. HRMS (ESI",
m/z): caled for C,H,405SiNa 267.1387, found 267.1412 (M + Na).

Preparation of rac-(2R,5R)-2,5-Dihydroxy-2-methylcyclo-
pentanone (10). To a solution of the substrate 9 in DMSO-ds/D,O
(3:1, 15 mM) at room temperature was added 0.5 M H,SO, (1 vol %).
The reaction was allowed to continue for 12 h, at which point the
compounds were analyzed by NMR. The resultant solution was used in
the biological assays without further purification. '"H NMR (400 MHz,
75% DMSO-dg in D,O, pH =2):  3.96 (dd, J = 11.1, 8.7 Hz, 1H), 2.14
(dddd, J = 12.5, 8.7, 6.6, 1.7 Hz, 1H), 1.87 (ddd, ] = 12.8, 6.7, 1.7 Hz,
1H), 1.64 (ddd, J = 12.8, 6.7, 6.7 Hz, 1H), 1.38 (dddd, ] = 12.5, 11.0, 6.7,
6.7 Hz, 1H), 1.05 (s, 3H), 0.78 (s, 9H, TBSOH), —0.08 (s, 6H,
TBSOH). *C NMR (125 MHz, 75% DMSO-ds in D,0, pH = 2): 0
220.7,75.0,73.8, 33.8,27.4,26.9 (TBSOH), 24.4, 19.0 (TBSOH), —2.4
(TBSOH). The solution was diluted with 1 M phosphate buffer (pH =7,
prepared with D,0, KD,PO,, and K,DPQO,) to a final concentration of
1 mM in 5% DMSO-dg, and analyzed by "H NMR. "H NMR (500 MHz,
5% DMSO-dg in D,O, pH = 7): 0 4.08 (dd, J = 11.3, 9.0 Hz, 1H), 2.21

(dddd, J = 12.5, 9.0, 6.7, 1.3 Hz, 1H), 1.95 (ddd, J = 13.2, 6.7, 1.3 Hy,
1H), 1.69—1.58 (m, 1H), 1.43—1.39 (m, 1H), 1.08 (s, 3H), 1.05 (s, a
methyl group in the hydrated form), 0.70 (s, 9H, TBSOH), —0.10
(s, 6H, TBSOH). Keto form/hydrated form = 4.9:1 (17.9% hydration).

Preparation of rac-(1R,2S,3R)-3-(Benzyloxy)-1-methylcy-
clopentane-1,2-diol (12a) and rac-(1R,2S,3S)-3-(Benzyloxy)-
1-methylcyclopentane-1,2-diol (12b). To a solution of the
benzyl-protected 3-methylcylopentenol 11 (188.3 mg, 1.0 mmol) and
N-methylmorpholine oxide (175.7 mg, 1.5 mmol) in acetone (10 mL)
and H,O (S mL) at room temperature was added OsO,4 (2.5 wt % in
+BuOH; 130 #L, 1 mol %). After being stirred for 16 h, the resultant
mixture was quenched with 0.1 N Na,S,0;3 (10 mL) and stirred for
10 min. After addition of water (20 mL), the residue was extracted with
CH,Cl, (x3) and washed with 1 N HCI (x 1) and brine (x1). The
organic layer was dried over Na,SOy, filtered, and concentrated in vacuo.
The obtained crude products were purified by PTLC (CH,Cl,/MeOH =
40:3) to afford analytically pure 12a (119.5 mg, 54% yield) and 12b
(28.7 mg, 13% yield). 12a. White powder. "H NMR (400 MHz, CDCl5):
0 7.25—7.03 (m, SH), 449 (d, ] = 11.8 Hz, 1H), 446 (d, ] = 11.8 Hz,
1H) 3.84 (ddd, J = 8.2, 6.1, 6.1 Hz, 1H), 3.57 (d, ] = 6.1 Hz, 1H), 3.01
(bs, 1H),2.45 (bs, 1H),2.03 (ddd, J = 15.8,13.4,8.2 Hz, 1H), 1.80—1.56
(m, 2H), 1.50—1.33 (m, 1H), 1.17 (s, 3H). "*C NMR (100 MHz,
CDCLy): 0 138.5, 128.5, 127.9, 127.8, 85.1, 82.8, 77.5, 71.8, 35.0, 26.3,
26.0. HRMS (ESI*, m/z): caled for C;3H,305Na 245.1148, found
245.1153 (M + Na). 12b. Colorless oil. "H NMR (400 MHz, CDCI,):
0 7.41—7.26 (m, SH), 4.64 (d, ] = 11.7 Hz, 1H), 4.54 (d, ] = 11.7 Hz,
1H), 4.01—3.92 (m, 1H), 3.58 (d, ] = 4.1 Hz, 1H), 2.96 (bs, 1H), 2.92
(bs, 1H), 2.03—1.76 (m, 3H), 1.72—1.57 (m, 1H), 1.26 (s, 3H). 1*C
NMR (100 MHz, CDCLy): 6 137.7,128.5, 127.9, 127.7,79.9, 77.7, 7.4,
719, 35.9, 26.7, 24.9. HRMS (ESI*, m/z): caled for C,3H;30;Na
245.1148, found 245.1149 (M + Na).

Preparation of rac-(1R,4R,5S5)-4-(Benzyloxy)-1-methyl-6-
oxabicyclo[3.1.0]lhexane (12c’) and rac-(1R,4S,55)-4-(Ben-
zyloxy)-1-methyl-6-oxabicyclo[3.1.0]lhexane (12d’). To a so-
lution of the substrate 11 (188.3 mg, 1.0 mmol) and NaHCOj; (840.0
mg, 10.0 mmol) CH,Cl, (§ mL) at 0 °C was added mCPBA (70—75%,
balanced with m-chlorobenzoic acid and water; 493.1 mg, 2.0 mmol)
portionwise. After being stirred for 2 h, the resultant solution was
quenched with saturated NaHCO;3 (10 mL) and 0.1 N Na,$,0;
(10 mL). After being stirred 10 min, the organic layer was extracted
with CH,Cl, (x3) and washed with 0.1 N Na,S,0;3 (X 1), saturated
NaHCOj; (x1), and brine (x1). The organic layer was dried over
Na,SO,, filtered, and concentrated in vacuo. The obtained crude
products were purified by column chromatography (hexanes/ethyl
acetate = 20:1 to 10:1) to afford analytically pure 12¢’ (99.0 mg, 49%
yield) and 12d’ (39.5 mg, 19% yield). 12¢. Yellow oil. "H NMR (400
MHz, CDCL,): 6 7.39—7.09 (m, SH), 4.51 (d, ] = 11.9 Hz, 1H), 4.42 (d,
J=11.9 Hz, 1H), 3.98 (d, ] = 5.5 Hz, 1H), 320 (s, 1H), 1.84—1.74 (m,
2H), 1.74—1.62 (m, 1H), 1.62—1.46 (m, 1H), 1.42 (s, 3H). '*C NMR
(100 MHz, CDCl3): 6 138.2, 128.4, 127.6, 127.6,79.7, 71.4, 64.8, 63.4,
29.5, 27.7, 17.3. HRMS (ESI*, m/z): caled for C,5H,,0, 205.1229,
found 205.1243 (M + H). 12d’. Yellow oil. '"H NMR (400 MHyz,
CDCl3): 6 7.38—7.12 (m, SH), 4.53 (s, 2H), 3.96 (ddd, ] = 7.6, 5.1, 1.2
Hz, 1H), 3.23 (d, ] = 0.9 Hz, 1H), 1.96—1.81 (m, 1H), 1.80—1.70 (m,
1H), 1.57—1.37 (m, 2H), 1.34 (s, 3H). ">*C NMR (100 MHz, CDCl): 6
1384, 128.3, 1277, 127.6,79.7, 71.3, 62.5, 62.4, 29.7, 25.4, 18.0. HRMS
(EST*, m/z): caled for Cy3H;,0, 205.1229, found 205.1133 (M + H).

Preparation of rac-(1R,2R,35)-3-(Benzyloxy)-1-methylcy-
clopentane-1,2-diol (12c). To the substrate 12¢’ (20.0 mg, 0.1
mmol) at room temperature was added 1% H,SO,4 (2 mL). After being
stirred for 3 h, the resultant mixture was extracted with diethyl ether
(%3). The organic layer was dried over Na,SO,, filtered, and concen-
trated in vacuo. The obtained crude products were purified by PTLC
(hexanes/ethyl acetate = 1:1) to afford analytically pure 12c (15.0 mg,
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70% yield). Colorless oil. "H NMR (400 MHz, CDCL,): 6 7.35—7.27
(m, SH), 4.59 (d, ] = 11.8 Hz, 1H), 4.55 (d, ] = 11.8 Hz, 1H),3.92 (d, ] =
4.1 Hz, 1H), 3.81 (ddd, J = 7.5, 3.8, 3.8 Hz, 1H), 2.65 (bs, 1H), 2.14 (bs,
1H), 2.11—1.97 (m, 1H), 1.94—1.64 (m, 4H), 1.27 (s, 3H). *C NMR
(100 MHz, CDCL,): 6 138.0, 128.5, 127.7, 84.8, 83.1, 79.4, 71.6, 36.1,
27.1,27.1,21.9. HRMS (ESI*, m/z): caled for C,5H,50;Na 245.1148,
found 245.1152 (M + Na).

Preparation of rac-(1R,2R,3R)-3-(Benzyloxy)-1-methyl-
cyclopentane-1,2-diol (12d). This compound was prepared from
the substrate 12d’ (35.5 mg, 0.17 mmol) by the same method as the
preparation of 12¢ (30.0 mg, 78% yield). Colorless oil. 'H NMR (400
MHz, CDCly): 6 7.43—7.27 (m, SH), 4.58 (d, J = 11.7 Hz, 1H), 4.52 (d,
J=11.7Hz, 1H), 4.23 (dd, ] = 8.1, 5.1 Hz, 1H), 3.75—3.66 (m, 1H), 2.76
(bs, 1H), 2.19—2.05 (m, 1H), 1.93 (ddd, J = 13.4, 10.6, 6.5 Hz, 1H),
1.79—1.67 (m, 1H), 1.63—1.47 (m, 2H), 1.36 (s, 3H). *C NMR (100
MHz, CDCL,): 0 137.9, 128.5, 127.9, 127.7, 80.5, 80.1, 78.5, 71.8, 35.4,
27.5,23.4. HRMS (ESI*, m/z): calcd for C,3H,;50;Na 245.1148, found
245.1152 (M + Na).

Preparation of rac-(1R,2S,3R)-1-Methylcyclopentane-1,2,3-triol
(13a). To a solution of the substrate 12a (34.0 mg, 0.153 mmol) in THF
(10 mL) at room temperature was added Pd(OH),/C (20 wt %, <50%
water; 17.2 mg, 20 mol %). The mixture was bubbled using H, gas for
1 min, and the reaction was allowed to continue for 1 h with vigorous
stirring. The resultant mixture was filtered through a Celite pad, rinsed
with MeOH, and concentrated in vacuo. Azeotropic distillation of the
obtained residue was conducted using dry toluene (10 mL) two times to
afford 13a containing water (37.8 mg). The purity of 13a was ascer-
tained by NMR, and the yield was determined to be quantitative.
Colorless oil. "H NMR (400 MHz, CD;0D): 0 4.07—4.01 (m, 1H),
3.37 (d,J = 6.9 Hz, 1H), 2.11—1.98 (m, 1H), 1.78 (ddd, J = 13.0, 10.8,
6.6 Hz, 1H), 1.69 (ddd, ] = 14.0, 10.8, 6.6 Hz, 1H), 1.48—1.33 (m, 1H),
1.24 (s, 3H). ">*C NMR (100 MHz, CD;0D): 6 85.2, 78.0, 77.5, 35.8,
29.1,26.2. HRMS (ESI*, m/z): calcd for C¢H;,03Na 155.0679, found
155.0677 (M + Na).

Preparation of rac-(1R,2S,35)-1-Methylcyclopentane-1,2,3-triol
(13b). This compound was prepared from the substrate 12b (11.3 mg,
0.051 mmol) by the same method as the preparation of 13a (13.6 mg).
The purity of 13b was ascertained by NMR, and the yield was deter-
mined to be quantitative. Yellow solid. "H NMR (400 MHz, CD;0D):
0 4.12—3.98 (m, 1H), 3.45 (d, ] = 5.2 Hz, 1H), 2.00—1.81 (m, 2H),
1.81—1.66 (m, 1H), 1.66—1.50 (m, 1H), 1.23 (s, 3H). '*C NMR (100
MHz, CD;0D): d 79.1,78.6,73.9, 36.7, 30.5, 25.8. HRMS (ESI*, m/z):
caled for C¢H;,03Na 155.0679, found 155.0686 (M + Na).

Preparation of rac-(1R,2R,35)-1-Methylcyclopentane-1,2,3-triol
(13c). This compound was prepared from the substrate 12¢ (12.3 mg,
0.055 mmol) by the same method as the preparation of 13a (14.0 mg).
The purity of 13c was ascertained by NMR, and the yield was
determined to be quantitative. White solid. "H NMR (400 MHz,
CD;0D): 6 3.86—3.80 (m, 1H), 3.63—3.62 (m, 1H), 1.97—1.90 (m,
1H), 1.86—1.74 (m, 1H), 1.72—1.54 (m, 2H), 1.18 (s, 3H). *C NMR
(100 MHz, CD;0D): 6 86.6, 79.6, 78.6, 37.0, 29.9, 23.0. HRMS (ESI*,
m/z): caled for CgH1,05Na 155.0679, found 155.0680 (M + Na).

Preparation of rac-(1R,2R,3R)-1-Methylcyclopentane-1,2,3-
triol (13d). This compound was prepared from the substrate 12d
(11.0 mg, 0.049 mmol) by the same method as the preparation of 13a
(11.0 mg). The purity of 13d was ascertained by NMR, and the yield was
determined to be quantitative. Colorless oil. 'H NMR (400 MHz,
CD;0D): 0 4.41—4.26 (m, 1H), 3.52 (d, J = 4.7 Hz, 1H), 2.14—1.96
(m, 1H), 1.93—1.75 (m, 1H), 1.60—1.54 (m, 2H), 1.27 (s, 3H). *C
NMR (100 MHz, CD;0D): 8 81.0, 73.9, 36.8, 30.7, 23.7. HRMS (ESI*,
m/z): caled for CgH;,05Na 155.0679, found 155.0683 (M + Na).

Modulation of Bioluminescence in V. harveyi. Evaluation of
the synthetic analogues was performed in V. harveyi BB170 or MM32 as
follows: V. harveyi strain was grown for 14 h at 30 °C in AB medium and

then diluted 1:2500 in fresh AB medium. A 96-well plate was prepared
with wells containing test compounds and 1% DMSO in AB medium
(100 puL/well). In the assay using MM32, DPD was also added to each
well for a final concentration of 1 uM. The diluted cells (100 L) were
then added to each well and the plate was incubated with shaking at
30 °C for 7 h (MM32) or 9 h (BB170). After incubation, ODggo and
bioluminescence were measured on a SpectraMax plate reader. The
bioluminescence was normalized to cell density.

p-Galactosidase Activity Assay in S. typhimurium (Isr Ex-
pression). Evaluation of the synthetic analogues was performed in S.
typhimurium Met844 by measuring 3-galactosidase activity as follows: an
overnight culture was diluted 1:100 in fresh Luria—Bertani (LB)
medium and incubated with the test compound (0.5% DMSO) and
50 uM DPD at 37 °C for 4 h. After incubation, an aliquot (100 «L) was
diluted 1:1 in LB medium and added to a 96-well plate to measure
ODjgo- Another aliquot (S0 L) was vigorously suspended in Z-buffer
(500 uL, 40 mM Na,HPO,, 60 mM NaH,PO,, 10 mM KCl, and 1 mM
MgSO,, pH = 7), f-mercaptoethanol (1.78 uL), 1% SDS (2 uL), and
CHCl; (20 uL). After settlement for 20 min, the resultant lysate
(100 uL) was placed in a 96-well plate and o-nitrophenyl-3-p-galacto-
pyranoside (ONPG, 4 mg/mL, 20 uL) was added to initiate the assay.
The ODg,o was read every 1 min for 15 min. -Galactosidase activity
was calculated according to the following equation: Activity =
[OD450/(0ODggo X t X V)] X Vigra X C; where “t” is reaction time
in minutes, “V_.;” is the volume of bacterial cell culture used in mL
(= 0.05 mL), “Vioeat” is the volume of solution used in measurement of
ODyy in mL (= 0.12 mL), and C is a correction term including
extinction coefficient of ONPG (= 1 (nmol)/0.0045 (mL cm™)).

B ASSOCIATED CONTENT

© Supporting Information. Calculation data and charac-
terization of new compounds. This material is available free of
charge via the Internet at http://pubs.acs.org.

B AUTHOR INFORMATION

Corresponding Author
*E-mail: kdjanda@scripps.edu.

B ACKNOWLEDGMENT

We gratefully acknowledge Prof. Bonnie Bassler (Princeton
University) for providing us with Met844. We also acknowledge
the NIH (AI077644), the Skaggs Institute for Chemical Biology,
and the Japan Society for the Promotion of Science (fellowship to
K.T.) for funding. We also thank Janet Hightower for designing
the cover artwork.

B REFERENCES

(1) Engebrecht, J.; Nealson, K.; Silverman, M. Cell 1983, 32, 773.

(2) Fuqua, W. C.; Winans, S. C.; Greenberg, E. P. ]. Bacteriol. 1994,
176, 269.

(3) Suga, H. Curr. Opin. Chem. Biol. 2003, 7, 586.

(4) Bjarnsholt, T. Microbiology 2005, 151, 3873.

(5) Rasmussen, T. B.; Givskov, M. Int. ]. Med. Microbiol. 2006,
296, 149.

(6) Bassler, B. L. Cell 2002, 109, 421.

(7) Winzer, K; Hardie, K. R;; Williams, P. Curr. Opin. Microbiol.
2002, 5, 216.

(8) Taga, M. E.; Bassler, B. L. Proc. Nat. Acad. Sci. U.S.A. 2003, 100
(Suppl. 2), 14549.

(9) Lyon, G. J.; Muir, T. W. Chem. Biol. 2003, 10, 1007.

(10) Ng, W.-L,; Bassler, B. L. Annu. Rev. Genet. 2009, 43, 197.

6988 dx.doi.org/10.1021/j0200882k |J. Org. Chem. 2011, 76, 6981-6989



The Journal of Organic Chemistry

FEATURED ARTICLE

(11) Bassler, B. L.; Wright, M.; Silverman, M. R. Mol. Microbiol.
1994, 13, 273.

(12) Bassler, B. L.; Greenberg, E. P.; Stevens, A. M. J. Bacteriol. 1997,
179, 4043.

(13) Vendeville, A,; Winzer, K.; Heurlier, K.; Tang, C. M.; Hardie,
K. R. Nat. Rev. Microbiol. 2005, 3, 383.

(14) Waters, C. M.; Bassler, B. L. Annu. Rev. Cell Dev. Biol. 2005,
21, 319.

(15) Lowery, C. A; Dickerson, T. J.; Janda, K. D. Chem. Soc. Rev.
2008, 37, 1337.

(16) Miller, M. B.; Skorupski, K.; Lenz, D. H.; Taylor, R. K;; Bassler,
B. L. Cell 2002, 110, 303.

(17) Taga, M. E.; Semmelhack, J. L.; Bassler, B. L. Mol. Microbiol.
2001, 42, 777.

(18) Rickard, A. H.; Palmer, R. J.; Blehert, D. S.; Campagna, S. R;;
Semmelhack, M. F.; Egland, P. G.; Bassler, B. L.; Kolenbrander, P. E.
Mol. Microbiol. 2006, 60, 1446.

(19) Neiditch, M. B.; Federle, M. J.; Pompeani, A. J.; Kelly, R. C;
Swem, D. L.; Jeffrey, P. D.; Bassler, B. L.; Hughson, F. M. Cell 2006,
126, 109S.

(20) Chen, X;; Schauder, S.; Potier, N.; Van Dorsselaer, A.; Pelczer,
L; Bassler, B. L.; Hughson, F. M. Nature 2002, 415, 545.

(21) Miller, S. T.; Xavier, K. B; Campagna, S. R;; Taga, M. E;
Semmelhack, M. F.; Bassler, B. L.; Hughson, F. M. Mol. Cell 2004,
15, 677.

(22) Pereira, C. S.; McAuley, J. R;; Taga, M. E.; Xavier, K. B.; Miller,
S. T. Mol. Microbiol. 2008, 70, 1223.

(23) Lowery, C. A; Salzameda, N. T.; Sawada, D.; Kaufmann, G. F.;
Janda, K. D. J. Med. Chem. 2010, 53, 7467.

(24) Lowery, C. A; Park, J.; Kaufmann, G. F,; Janda, K. D. J. Am.
Chem. Soc. 2008, 130, 9200.

(25) Ganin, H,; Tang, X.; Meijler, M. M. Bioorg. Med. Chem. Lett.
2009, 19, 3941.

(26) Smith, J. A;; Wang, J.; Nguyen-Mau, S. M.; Lee, V.; Sintim,
H. O. Chem. Commun. 2009, 7033.

(27) Roy, V.; Smith, J. A;; Wang, J.; Stewart, J. E.; Bentley, W. E,;
Sintim, H. O. J. Am. Chem. Soc. 2010, 132, 11141.

(28) Meijler, M. M.; Hom, L. G.; Kaufmann, G. F.; McKenzie, K. M.;
Sun, C.; Moss, J. A.; Matsushita, M.; Janda, K. D. Angew. Chem., Int. Ed.
2004, 43, 2106.

(29) Semmelhack, M. F.; Campagna, S. R.; Federle, M. J.; Bassler,
B. L. Org. Lett. 2005, 7, 569.

(30) De Keersmaecker, S. C.; Varszegi, C.; van Boxel, N.; Habel,
L. W.; Metzger, K.; Daniels, R.; Marchal, K;; De Vos, D.; Vanderleyden,
J. J. Biol. Chem. 2005, 280, 19563.

(31) Frezza, M,; Soulere, L.; Queneau, Y.; Doutheau, A. Tetrahedron
Lett. 2005, 46, 6495.

(32) Frezza, M.; Soulere, L.; Balestrino, D.; Gohar, M.; Deshayes, C.;
Queneau, Y.; Forestier, C.; Doutheau, A. Bioorg. Med. Chem. Lett. 2007,
17, 1428.

(33) Niidu, A; Paju, A;; Eek, M.; Mueuerisepp, A.-M.; Pehk, T.;
Lopp, M. Tetrahedron: Asymmetry 2006, 17, 2678.

(34) Coote, S. C.; O’Brien, P.; Whitwood, A. C. Org. Biomol. Chem.
2008, 6, 4299.

(35) Burns, N. Z.; Baran, P. S. Angew. Chem., Int. Ed. 2008, 47, 205.

(36) Sato, H.; Isono, N.; Miyoshi, L; Mori, M. Tetrahedron 1996,
52, 8143.

(37) Taga, M. E. Curr. Protoc. Microbiol. 2005, Chapter 1, Unit 1C 1.

(38) Griffith, K. L.; Wolf, R. E., Jr. Biochem. Biophys. Res. 2002,
290, 397.

(39) Taga, M. E; Miller, S. T.; Bassler, B. L. Mol. Microbiol. 2003,
50, 1411.

(40) Gomez-Bombarelli, R.; Gonzalez-Perez, M.; Perez-Prior, M. T ;
Calle, E,; Casado, J. J. Phys. Chem. A 2009, 113, 11423.

(41) Xavier, K. B,; Miller, S. T.; Lu, W.; Kim, J. H.; Rabinowitz, J.; Pelczer,
L; Semmelhack, M. F.; Bassler, B. L. ACS Chem. Biol. 2007, 2, 128.

(42) Xue, T.; Zhao, L.; Sun, H.; Zhou, X.; Sun, B. Cell Res. 2009,
19, 1258.

(43) Wang, L; Li, J; March, J. C.; Valdes, J. J.; Bentley, W. E.
J. Bacteriol. 2005, 187, 8350.

(44) Marques, J. C.; Lamosa, P.; Russell, C.; Ventura, R.; Maycock,
C.; Semmelhack, M. F,; Miller, S. T.; Xavier, K. B. J. Biol. Chem. 2011,
286, 18331.

(45) Pereira, C. S.; de Regt, A. K;; Brito, P. H.; Miller, S. T.; Xavier,
K. B. J. Bacteriol. 2009, 191, 6975.

6989 dx.doi.org/10.1021/j0200882k |J. Org. Chem. 2011, 76, 6981-6989



