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Over the past two decades, it has been established that growth
factors, cytokines, and a host of other ligands trigger the
production of hydrogen peroxide (H2O2) in nonphagocytic
cells through their corresponding membrane receptors.[1]

Such H2O2 generation has been demonstrated to regulate
many basic cellular processes including growth, differentia-
tion, adhesion, migration, senescence, and autophagy.[2] Once
formed, H2O2 promotes autophosphorylation of the mem-
brane receptor and induction of the signaling cascade.

Landmark publications from the Finkel and Rhee labo-
ratories were the first to demonstrate an essential role for
reactive oxygen species (ROS) growth factor receptor-medi-
ated signal transduction.[3] As illustrated in Figure 1, ligand
stimulation leads to a transient burst of H2O2 and a net
increase in tyrosine phosphorylation of numerous proteins,
including the growth factor receptor itself.[4] Likewise,
application of peroxide scavengers such as N-acetyl cysteine
or catalase inhibits ligand-induced tyrosine phosphorylation.
In large part, these effects are believed to arise from oxidative
inhibition of protein tyrosine phosphatases (PTPs), which
function as antagonists of protein tyrosine kinases and return
membrane receptors to their resting state.[5]

There are about 80 members of the PTP superfamily,
including the tyrosine (Tyr)-specific enzymes and dual-
specificity phosphatases (DSPs), which also recognize serine
(Ser) and threonine (Thr).[6] The catalytic activity of PTPs
depends upon an invariant active site cysteine (Cys) within
the conserved signature motif [His-Cys-(X)5-Arg-(Ser/Thr)]
(His = histidine, Arg = arginine; X = any residue) located at
the bottom of the active site pocket.[7] Owing to the environ-
ment of the active site, the catalytic Cys residue exhibits a

remarkably low pKa (4.5 to 5.5) and is present as the thiolate
anion at physiological pH. The low pKa serves to enhance the
nucleophilicity of this residue, but also renders it susceptible
to oxidation and enzymatic inactivation.[8] Consequently,
oxidative inhibition of PTPs promotes phosphorylation-
dependent signaling cascades.

Biochemical evidence indicates that upon exposure to
H2O2, the catalytic Cys residue is converted into the sulfenic
acid form and results in PTP inactivation (Figure 1).[9] This
oxo form can react with a backbone amide to form a cyclic
sulfenyl amide for classical PTPs or an adjacent thiol in DSPs
to form an intramolecular disulfide.[10] The activity of PTPs
can be restored through the action of cellular antioxidants,
such as the thioredoxin and glutaredoxin reducing sys-
tems.[5,11] Thus, oxidation of the catalytic Cys is reversible
and represents a dynamic mechanism of PTP regulation.

Although the model presented in Figure 1 is supported by
a number of elegant studies, it is also well-known that the rate
of reaction of a PTP with H2O2 is about 105 times slower than
the equivalent reaction with peroxiredoxin, an antioxidant
enzyme.[9, 10] This raises the question of whether a nonenzy-
matic reaction can account for the formation of the sulfenic
acid in PTPs.[12] This apparent discrepancy may reflect the
possibility that enzymatic H2O2 generation needs to occur in
close proximity to PTPs so that the concentration of the

Figure 1. Proposed model for redox-dependent signal transduction.
After ligand stimulation the H2O2 level increases through cytosolic
proteins and subsequent activation of membrane-bound NADPH
oxidase (Nox). Increased H2O2 production can lead to oxidation of
specific reactive Cys residues within proteins, with concomitant
modulation of the protein function. In PTPs, oxidation results in
inactivation (and unopposed kinase action) until the H2O2 level
declines and phosphatase activity is restored by reduction of the Cys
residue. Trx = thioredoxin, TR = thioredoxin reductase, Grx= glutare-
doxin, GR = glutaredoxin reductase.
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oxidant is high enough to make the rate of the uncatalyzed
reaction physiologically relevant, or oxidation of the Cys
residue may be catalyzed by another enzyme. Evidence to
support or revise these proposals will require a better
understanding of the mechanisms that underlie cellular
compartmentalization, information about the extent of
in situ oxidation of PTPs, and/or the discovery of a specific
Cys oxidase.

These outstanding questions, coupled with the physiolog-
ical importance of PTPs, and their therapeutic relevance to
diseases such as cancer and diabetes have motivated the
development of methods for monitoring reversible PTP
oxidation.[13] The majority of these approaches rely on the
loss of reactivity with thiol-modifying reagents or the
restoration of labeling by reducing agents. These techniques
require that free thiols are completely blocked by alkylating
agents prior to the reduction step and are thus limited to
enrichment from protein extracts. Methods to decrease
oxidation artifacts after cell lysis have been reported;[13b]

however, they require specialized reagents or equipment,
and other issues such as loss of labile modifications and
temporal resolution are not addressed.

Direct labeling methods that exploit the selective reaction
of sulfenic acid and 5,5-dimethyl-1,3-cyclohexanedione
(dimedone, 1) and related analogues have also been used to
monitor PTP oxidation (Scheme 1).[14] Recently, we have
reported the development of azide- and alkyne-based ana-

logues of dimedone, such as DAz-1 (2, Scheme 1) that enable
trapping and tagging of sulfenic acid modified proteins
directly in cells.[14b, 15] The azide or alkyne chemical reporter
group can be used for bioorthogonal Staudinger and Huisgen
[3+2] cycloaddition coupling reactions for downstream anal-
ysis of labeled proteins. These reagents have been successfully
deployed for global profiling of protein sulfenic acid modi-
fications.[15,16] Although dimedone-based probes have shown
wide utility for investigating Cys oxidation, the modest
reaction rate and the low cellular abundance of signaling
proteins have hampered the detection of oxidized PTPs.[16,17]

Herein, we present a solution to this issue and report on the
design of new redox-based probes (RBPs) for direct detection
of PTP oxidation with significantly increased sensitivity and
selectivity.

Our overall strategy for targeting reversible PTP oxida-
tion is to create a trifunctional probe that consists of: 1) a
“warhead” bearing a cyclic 1,3-diketone group that forms a
covalent adduct with the active-site cysteine of PTPs, 2) a
module that directs binding to the PTP target, and 3) a
reporter tag used for the identification, purification, or direct
visualization of the probe-labeled proteins (Figure 2 a). This

approach to detect PTP oxidation is inspired by the extensive
use of activity-based probes to monitor phosphatase and
protease activity.[18] We anticipated that integrating a binding
module into the dimedone scaffold would provide a redox-
based probe, termed RBP, designed to react only with the
oxidized form of PTPs. Modification of PTP targets by such
probes would provide a direct measure of oxidation and
enable their purification and identification, thereby aiding in
the elucidation of the biological roles of PTP oxidation in
physiological and pathophysiological redox-mediated signal
transduction pathways. Along these lines, we selected a series
of synthetic binding modules known to target the active site of
a broad range of enzymes from the PTP superfamily (Fig-
ure 2b). The phenyl 3 and benzyl 4 derivatives are modeled
after the phosphotyrosine ring present in the native substrate.
Additional scaffolds that are common to many known PTP
inhibitors include naphthalene (in 5), biphenyl (in 6),
diphenyl ether (in 7), and benzy phenyl ether (in 8).[19]

Accordingly, we prepared compounds 3–8 (see the Support-
ing Information) and evaluated their target-binding affinity
and ability to monitor PTP oxidation.

To test our compounds of interest, we used recombinant
Yersinia phosphatase (YopH). The enzyme is a representative
member of the classical PTP superfamily and has been
extensively characterized in vitro.[20] Like other PTPs, YopH
harbors a catalytic Cys residue in its active site, Cys403 that is
characterized by a low pKa (ca. 5). Since sulfenic acid
modification of YopH had not been previously documented,
initial experiments were directed toward determining
whether Cys403 was susceptible to oxidation by H2O2.
Analogous to other redox-sensitive PTPs, we expected that

Scheme 1. Selective reaction between a protein sulfenic acid and
dimedone (1).

Figure 2. Redox-based probes (RBPs) for detecting reversible PTP
oxidation. a) The design strategy for RBP includes the cyclic 1,3-
diketone warhead, a synthetic module that directs binding to the PTP
active site, and an azide reporter tag for downstream analysis.
b) Structures of the parent compound DAz-1 2 and the focused RBP
library (3–8) synthesized and evaluated in this study.
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oxidation of Cys403 would manifest itself as a loss of catalytic
activity. We evaluated this proposal in steady-state assays
using the fluorogenic substrate, 4-methylumbelliferyl phos-
phate (4-MUP). As shown in Figure 3a, the YopH activity
was detected as fluorescence signal owing to dephosphoryla-

tion of 4-MUP. Exposure to 100 equivalents of H2O2 for 1 h
abolished the phosphatase activity and subsequent addition of
dithiothreitol (DTT) resulted in substantial restoration of the
PTP function. These results are indicative of reversible
modification of Cys403 with sulfenic acid. To verify the
identity of the modification at the active-site Cys, oxidized
YopH was incubated with dimedone, which reacts with
sulfenic acids to form a covalent adduct that is nonreducible
by thiols. As expected, dimedone treatment inhibited the PTP
activity, which could not be restored by incubation with DTT.
Mass spectrometry analysis also confirmed formation of the
adduct in a stoichiometry of 1:1 (see Figure S1 in the
Supporting Information). Having established that YopH is
susceptible to oxidation, we determined the second-order rate
constant for the reaction of Cys403 with H2O2 to be about
10m�1 s�1, consistent with values obtained for other PTPs
(Figure 3b).[9]

Next, we examined the ability of compounds 3–8, and the
parent compound DAz-1, to reversibly inhibit activity of
YopH. To this end, the dissociation constants (Ki) for
inhibition were determined by conducting the assays under
reducing conditions, in the absence of H2O2. The resulting
data fit well to a simple model of competitive inhibition[21] and
the Ki values are summarized in Table 1. No significant
inhibition by DAz-1 was observed at concentrations up to
12 mm,[22] consistent with the absence of an active-site-
targeted binding module. The phenyl compound 3 was
moderately active, with a 130-fold increase in the binding
affinity relative to DAz-1. By contrast, the benzyl analogue 4
exhibited weak binding. The naphthalene analogue 5 showed
a 255-fold increase in the affinity relative to DAz-1. The

biphenyl derivative 6 conferred a 4135-fold increase in the
binding affinity and was the most potent inhibitor of the series
(Ki = 2.9 mm). Finally, the diphenyl ether in 7 and the benzyl
phenyl ether in 8 showed Ki values in the mid-micromolar
range.

In many cases, protein aggregation is a common mecha-
nism of promiscuous chemical inhibitors.[23] The kinetic assays
were therefore repeated with 0.02 % Triton-X 100 detergent.
Inhibition by 2–6 was found to be independent of the enzyme
and detergent concentration. By contrast, compounds 7 and 8
both demonstrated a > 15-fold decrease in potency when
detergent was present in the assay buffer. These data are
consistent with aggregation-based inhibition of YopH by 7
and 8. Promiscuous inhibition has been observed previously
in scaffolds that contain the diphenyl ether or benzyl phenyl
ether functional groups.[23, 24]

Compounds 3–8 were then tested for detecting sulfenic
acid modification of YopH, and compared against DAz-1. For
these experiments, the PTP was oxidized and then incubated
for 15 min with each probe. The bioorthogonally labeled
protein was detected through reaction of the azido group with
phosphine-biotin (p-biotin) through the Staudinger liga-
tion.[25] The products of these reactions were resolved by
SDS-PAGE and analyzed by streptavidin-HRP western blot.
Figure 4a shows that the majority of compounds exhibited an
increase in labeling relative to DAz-1.[26] The most significant
increase in YopH sulfenic acid detection was observed for 3,
5, and 6. Notably, probe 6 exhibited the most potent Ki value
and also showed the most robust detection of oxidized YopH.
Naphthalene derivative 5, which displayed the second highest
binding activity, also demonstrated enhanced sulfenic acid
detection. By contrast, compounds 4, 7, and 8 showed
moderate to no reaction with the oxidized protein. The
apparent lack of reactivity for compounds 7 and 8 is most
likely due to the formation of promiscuous aggregates.
Additional control experiments also verified that chemical
reduction of YopH or pretreatment of the oxidized protein
with dimedone inhibited incorporation of the azido probe, as
expected (see Figure S4 in the Supporting Information).

Our next goal was to assess the selectivity of probes 5 and
6, relative to DAz-1, for detecting sulfenic acid modifications
in non-PTP proteins. For this purpose, we used the metabolic
enzyme glyceraldehyde 3-phosphate dehydrogenase
(GAPDH). This protein forms a sulfenic acid modification

Figure 3. Analysis of YopH PTP oxidation by H2O2. a) YopH was
inactivated by the addition of H2O2 in the absence of a reducing agent.
H2O2-inactivated YopH could be reactivated through DTT treatment.
Dimedone (1) forms a covalent adduct with the sulfenic acid form of
YopH, which prevents reactivation of YopH by DTT. b) The observed
rate of YopH inactivation plotted as a function of the H2O2 concen-
tration. The second-order rate constant for oxidation of Cys403 by
H2O2 was about 10m

�1 s�1.

Table 1: Inhibition constants for DAz-1 2 and compounds 3–8 with
YopH.[a]

Entry Ki [mm]

DAz-1 2 >12000
3 162.1
4 2710
5 47.1
6 2.9
7 21.4[b]

8 113.3[b]

[a] Ki values represent the average of at least three independent
experiments and the standard deviation was �25%. [b] Compounds
exhibited aggregation-based inhibition.
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at Cys149, which has been detected in previous studies by
dimedone and related azido analogues.[16, 27] Oxidized
GAPDH was incubated with DAz-1, 5, or 6 followed by p-
biotin conjugation and western blot analysis. Figure 4b shows
that sulfenic acid modification of GAPDH is detected with
equal efficiency by the azido probe. Similar results were
obtained with the thiol peroxidase, Gpx3 (data not shown).
Finally, we examined the ability of compounds 5 and 6 to
inhibit and detect reversible oxidation of PTP1B, another
redox-sensitive tyrosine phosphatase.[8] Compounds 5 and 6
inhibited PTP1B with Ki values of (0.67� 0.19) mm and
(61.5� 7.0) mm, respectively. By contrast, PTP1B activity
was not affected by DAz-1. Importantly, 5 and 6 showed
enhanced detection of oxidized PTP1B, relative to DAz-1 (see
Figure S5 in the Supporting Information). Taken together,
these data establish that 5 and 6 are RBPs against YopH and
PTP1B, thereby validating our general approach.

To gain molecular insight into interactions between YopH
and RBP 6, we performed docking simulations using Auto-
Dock.[28] As shown in Figure 5, the two oxygen atoms of the
cyclic diketone are predicted to form hydrogen bonds with
several active-site residues. In addition, the docking analysis
suggests that aromatic stacking interactions can occur
between the phenyl rings of RBP 6 and the side chain of
Phe229. The remaining portion of the compound (i.e., the
chemical reporter group) appears largely exposed to the
solvent. Future structural studies of YopH in complex with
RBP 6 should provide further insights into interactions that
can facilitate active-site targeting. Interestingly, the biphenyl

group present in RBP 6 has been identified as a core structure
in many bioactive compounds and is considered a privileged
scaffold.[29] Along these lines, an opportunity for future design
will be to evaluate the potency of substituted biphenyls and
create molecules that interact more closely with the PTP
surface.

In summary, we have developed a suite of redox-based
probes that target the active site of YopH and PTP1B, which
are both members of the classical PTP superfamily. Although
indirect and direct methods to detect protein sulfenic acids
have previously been reported,[15, 27a,31] our study provides the
first example of a cyclic 1,3-diketone, dimedone-like warhead
to develop probes with enhanced targeting specificity. In
terms of reversible inhibition, the potency of RBPs 5 and 6 are
comparable or exceed that of other known YopH and PTP1B
inhibitors.[19] Future studies will focus on the application of
RBPs to investigate PTP regulation and redox signaling in
living systems. Finally, we note that the strategy employed to
identify RBPs in this study may also represent an attractive
starting point into the inhibitor- or tool-development cycle for
other classes of proteins with redox-sensitive Cys residues.

Received: December 14, 2010
Published online: April 18, 2011

.Keywords: chemoselectivity · cysteine oxidation ·
protein modifications · redox chemistry · tyrosine phosphatase

[1] a) W. Droge, Physiol. Rev. 2002, 82, 47 – 95; b) T. Finkel, Curr.
Opin. Cell Biol. 2003, 15, 247 – 254; c) J. D. Lambeth, Nat. Rev.
Immunol. 2004, 4, 181 – 189.

[2] a) S. G. Rhee, Y. S. Bae, S. R. Lee, J. Kwon, Sci. STKE 2000,
2000, pe1; b) J. R. Stone, S. Yang, Antioxid. Redox Signaling
2006, 8, 243 – 270; c) E. A. Veal, A. M. Day, B. A. Morgan, Mol.
Cell 2007, 26, 1 – 14; d) B. C. Dickinson, J. Peltier, D. Stone, D. V.
Schaffer, C. J. Chang, Nat. Chem. Biol. 2011, 7, 106 – 112.

[3] a) M. Sundaresan, Z. X. Yu, V. J. Ferrans, K. Irani, T. Finkel,
Science 1995, 270, 296 – 299; b) Y. S. Bae, S. W. Kang, M. S. Seo,

Figure 4. Analysis of RBP selectivity for oxidized YopH. a) RBPs detect
sulfenic acid in oxidized YopH with increased sensitivity over the
parent compound DAz-1 2. YopH was oxidized with H2O2 and
incubated with compounds 2–8 or DMSO alone (–). Top: Following p-
biotin conjugation, reactions were analyzed by streptavidin-HRP west-
ern blot. Bottom: Equal loading was verified by Ponceau S staining.
b) RBPs do not increase the general sulfenic acid reactivity. Top:
GAPDH was incubated with 2, 5, 6, or DMSO alone (–) followed by
conjugation to p-biotin and analyzed by streptavidin-HRP western blot.
Bottom: Equal loading was verified by reprobing the blot with an
antibody against GAPDH. The bar graphs summarize the relative
signal intensities from replicate experiments quantified by densitome-
try, normalized to 6, and analyzed by Student’s t-test. Error bars
represent standard errors of the mean: ***) indicates that P<0.001
and *) indicates that P<0.05 when compared against detection with
the parent compound, DAz-1 2.

Figure 5. The binding conformation of RBP 6 with YopH predicted by
AutoDock. a) Molecular surface representation of YopH (PDB code:
3BLT) colored by the polarity of the atoms. RBP 6 is given in a ball-
and-stick representation. b) Detailed view of hypothetical interactions
between YopH and RBP 6. The cyclic diketone is shown with carbon in
yellow and oxygen in green. Hydrogen bonds are shown as thin blue
lines. Images were created with the Python Molecular Viewer.[30]

Communications

4426 www.angewandte.org � 2011 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim Angew. Chem. Int. Ed. 2011, 50, 4423 –4427

http://dx.doi.org/10.1016/S0955-0674(03)00002-4
http://dx.doi.org/10.1016/S0955-0674(03)00002-4
http://dx.doi.org/10.1038/nri1312
http://dx.doi.org/10.1038/nri1312
http://dx.doi.org/10.1089/ars.2006.8.243
http://dx.doi.org/10.1089/ars.2006.8.243
http://dx.doi.org/10.1016/j.molcel.2007.03.016
http://dx.doi.org/10.1016/j.molcel.2007.03.016
http://dx.doi.org/10.1126/science.270.5234.296
http://www.angewandte.org


I. C. Baines, E. Tekle, P. B. Chock, S. G. Rhee, J. Biol. Chem.
1997, 272, 217 – 221.

[4] a) J. H. Brumell, A. L. Burkhardt, J. B. Bolen, S. Grinstein, J.
Biol. Chem. 1996, 271, 1455 – 1461; b) A. Knebel, H. J. Rahms-
dorf, A. Ullrich, P. Herrlich, EMBO J. 1996, 15, 5314 – 5325.

[5] a) S. R. Lee, K. S. Kwon, S. R. Kim, S. G. Rhee, J. Biol. Chem.
1998, 273, 15366 – 15372; b) T. C. Meng, T. Fukada, N. K. Tonks,
Mol. Cell 2002, 9, 387 – 399.

[6] A. Alonso, J. Sasin, N. Bottini, I. Friedberg, A. Osterman, A.
Godzik, T. Hunter, J. Dixon, T. Mustelin, Cell 2004, 117, 699 –
711.

[7] N. K. Tonks, Nat. Rev. Mol. Cell Biol. 2006, 7, 833 – 846.
[8] a) S. Bhattacharya, J. N. Labutti, D. R. Seiner, K. S. Gates,

Bioorg. Med. Chem. Lett. 2008, 18, 5856 – 5859; b) K. S. Gates,
J. J. Tanner, Z. D. Parsons, A. H. Cummings, H. Zhou, Antioxid.
Redox Signal. 2011, DOI: 10.1089/ars.2010.3611.

[9] J. M. Denu, K. G. Tanner, Biochemistry 1998, 37, 5633 – 5642.
[10] a) S. Sivaramakrishnan, K. Keerthi, K. S. Gates, J. Am. Chem.

Soc. 2005, 127, 15004 – 15 005; b) J. Sohn, J. Rudolph, Biochem-
istry 2003, 42, 10060 – 10070.

[11] a) A. Salmeen, J. N. Andersen, M. P. Myers, T. C. Meng, J. A.
Hinks, N. K. Tonks, D. Barford, Nature 2003, 423, 769 – 773;
b) R. L. van Montfort, M. Congreve, D. Tisi, R. Carr, H. Jhoti,
Nature 2003, 423, 773 – 777.

[12] C. C. Winterbourn, Nat. Chem. Biol. 2008, 4, 278 – 286.
[13] a) R. F. Wu, L. S. Terada, Sci. STKE 2006, 2006, pl2; b) B.

Boivin, M. Yang, N. K. Tonks, Sci. Signal 2010, 3, pl2.
[14] a) R. D. Michalek, K. J. Nelson, B. C. Holbrook, J. S. Yi, D.

Stridiron, L. W. Daniel, J. S. Fetrow, S. B. King, L. B. Poole, J. M.
Grayson, J. Immunol. 2007, 179, 6456 – 6467; b) Y. H. Seo, K. S.
Carroll, Bioorg. Med. Chem. Lett. 2009, 19, 356 – 359.

[15] K. G. Reddie, Y. H. Seo, W. B. Muse III, S. E. Leonard, K. S.
Carroll, Mol. Biosyst. 2008, 4, 521 – 531.

[16] S. E. Leonard, K. G. Reddie, K. S. Carroll, ACS Chem. Biol.
2009, 4, 783 – 799.

[17] R. L. Charles, E. Schroder, G. May, P. Free, P. R. Gaffney, R.
Wait, S. Begum, R. J. Heads, P. Eaton, Mol. Cell. Proteomics
2007, 6, 1473 – 1484.

[18] a) S. Kumar, B. Zhou, F. Liang, W. Q. Wang, Z. Huang, Z. Y.
Zhang, Proc. Natl. Acad. Sci. USA 2004, 101, 7943 – 7948; b) D.
Kato, K. M. Boatright, A. B. Berger, T. Nazif, G. Blum, C. Ryan,
K. A. Chehade, G. S. Salvesen, M. Bogyo, Nat. Chem. Biol. 2005,
1, 33 – 38; c) B. F. Cravatt, A. T. Wright, J. W. Kozarich, Annu.

Rev. Biochem. 2008, 77, 383 – 414; d) D. Krishnamurthy, A. M.
Barrios, Curr. Opin. Chem. Biol. 2009, 13, 375 – 381.

[19] a) L. Bialy, H. Waldmann, Angew. Chem. 2005, 117, 3880 – 3906;
Angew. Chem. Int. Ed. 2005, 44, 3814 – 3839; b) M. A. Blasko-
vich, Curr. Med. Chem. 2009, 16, 2095 – 2176; c) M. B. Soellner,
K. A. Rawls, C. Grundner, T. Alber, J. A. Ellman, J. Am. Chem.
Soc. 2007, 129, 9613 – 9615.

[20] a) Z. Y. Zhang, J. C. Clemens, H. L. Schubert, J. A. Stuckey,
M. W. Fischer, D. M. Hume, M. A. Saper, J. E. Dixon, J. Biol.
Chem. 1992, 267, 23759 – 23 766; b) Z. Y. Zhang, J. E. Dixon,
Biochemistry 1993, 32, 9340 – 9345; c) J. A. Stuckey, H. L.
Schubert, E. B. Fauman, Z. Y. Zhang, J. E. Dixon, M. A. Saper,
Nature 1994, 370, 571 – 575; d) H. L. Schubert, E. B. Fauman,
J. A. Stuckey, J. E. Dixon, M. A. Saper, Protein Sci. 1995, 4,
1904 – 1913.

[21] See Figure S2 in the Supporting Information for a plot of the
most potent inhibitor 6.

[22] Concentrations of DAz-1 greater than 12 mm could not be tested
owing to solubility issues and changes in the reaction buffer pH.
Thus, the Ki value reported for DAz-1 in Table 1 represents a
lower limit.

[23] S. L. McGovern, E. Caselli, N. Grigorieff, B. K. Shoichet, J. Med.
Chem. 2002, 45, 1712 – 1722.

[24] J. Seidler, S. L. McGovern, T. N. Doman, B. K. Shoichet, J. Med.
Chem. 2003, 46, 4477 – 4486.

[25] E. Saxon, C. R. Bertozzi, Science 2000, 287, 2007 – 2010.
[26] See Figure S3 in the Supporting Information for a longer

exposure of the autoradiographic film, which shows YopH
labeling by DAz-1 2.

[27] a) L. V. Benitez, W. S. Allison, J. Biol. Chem. 1974, 249, 6234 –
6243; b) Y. H. Seo, K. S. Carroll, Proc. Natl. Acad. Sci. USA
2009, 106, 16163 – 16168.

[28] G. M. Morris, R. Huey, W. Lindstrom, M. F. Sanner, R. K. Belew,
D. S. Goodsell, A. J. Olson, J. Comput. Chem. 2009, 30, 2785 –
2791.

[29] a) P. J. Hajduk, M. Bures, J. Praestgaard, S. W. Fesik, J. Med.
Chem. 2000, 43, 3443 – 3447; b) D. A. Horton, G. T. Bourne,
M. L. Smythe, Chem. Rev. 2003, 103, 893 – 930.

[30] M. F. Sanner, J. Mol. Graphics Modell. 1999, 17, 57 – 61.
[31] a) H. R. Ellis, L. B. Poole, Biochemistry 1997, 36, 15013 – 15018;

b) A. T. Saurin, H. Neubert, J. P. Brennan, P. Eaton, Proc. Natl.
Acad. Sci. USA 2004, 101, 17982 – 17987.

4427Angew. Chem. Int. Ed. 2011, 50, 4423 –4427 � 2011 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim www.angewandte.org

http://dx.doi.org/10.1074/jbc.273.25.15366
http://dx.doi.org/10.1074/jbc.273.25.15366
http://dx.doi.org/10.1016/S1097-2765(02)00445-8
http://dx.doi.org/10.1016/j.cell.2004.05.018
http://dx.doi.org/10.1016/j.cell.2004.05.018
http://dx.doi.org/10.1038/nrm2039
http://dx.doi.org/10.1016/j.bmcl.2008.06.029
http://dx.doi.org/10.1021/bi973035t
http://dx.doi.org/10.1021/bi0345081
http://dx.doi.org/10.1021/bi0345081
http://dx.doi.org/10.1038/nature01680
http://dx.doi.org/10.1038/nature01681
http://dx.doi.org/10.1038/nchembio.85
http://dx.doi.org/10.1126/stke.3322006pl2
http://dx.doi.org/10.1126/scisignal.3137pl2
http://dx.doi.org/10.1016/j.bmcl.2008.11.073
http://dx.doi.org/10.1039/b719986d
http://dx.doi.org/10.1021/cb900105q
http://dx.doi.org/10.1021/cb900105q
http://dx.doi.org/10.1074/mcp.M700065-MCP200
http://dx.doi.org/10.1074/mcp.M700065-MCP200
http://dx.doi.org/10.1073/pnas.0402323101
http://dx.doi.org/10.1038/nchembio707
http://dx.doi.org/10.1038/nchembio707
http://dx.doi.org/10.1146/annurev.biochem.75.101304.124125
http://dx.doi.org/10.1146/annurev.biochem.75.101304.124125
http://dx.doi.org/10.1016/j.cbpa.2009.07.017
http://dx.doi.org/10.1002/ange.200461517
http://dx.doi.org/10.1002/anie.200461517
http://dx.doi.org/10.2174/092986709788612693
http://dx.doi.org/10.1021/ja0727520
http://dx.doi.org/10.1021/ja0727520
http://dx.doi.org/10.1021/bi00087a012
http://dx.doi.org/10.1038/370571a0
http://dx.doi.org/10.1002/pro.5560040924
http://dx.doi.org/10.1002/pro.5560040924
http://dx.doi.org/10.1021/jm010533y
http://dx.doi.org/10.1021/jm010533y
http://dx.doi.org/10.1021/jm030191r
http://dx.doi.org/10.1021/jm030191r
http://dx.doi.org/10.1126/science.287.5460.2007
http://dx.doi.org/10.1073/pnas.0903015106
http://dx.doi.org/10.1073/pnas.0903015106
http://dx.doi.org/10.1002/jcc.21256
http://dx.doi.org/10.1002/jcc.21256
http://dx.doi.org/10.1021/jm000164q
http://dx.doi.org/10.1021/jm000164q
http://dx.doi.org/10.1021/cr020033s
http://dx.doi.org/10.1021/bi972191x
http://dx.doi.org/10.1073/pnas.0404762101
http://dx.doi.org/10.1073/pnas.0404762101
http://www.angewandte.org

