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Protein tyrosine phosphatases (PTPs) are a family of the re-
gulatory enzymes that are responsible for the dephosphorylation
of phosphotyrosine residues in the protein substrates. A series
of experimental evidence has been reported so far to support the
correlation between malfunctions in PTP activity and various
diseases including cancer, neurological disorders, and diabetes.'
This has made PTPs be a promising target for drug discovery.
Of the various PTPs, vaccinia H1-related (VHR) phosphatase
belongs to a dual-specificity phosphatase (DSP) and dephos-
phorylates the activated ERK and JNK MAP kinases, which has
an effect of weakening the ERK signaling cascade in mamma-
lian cells.”

It has been known that the human VHR phosphatase would
be involved in the regulation of cell-cycle progression and mo-
dulated during the cell cycle.4 Also, the cells lacking VHR were
shown to be arrested at the G1-S and G2-M transitions of the
cell cycle with a decreased telomerase activity. This indicates
that VHR can serve as a therapeutic target for cancer. Further-
more, the VHR activity has been known to related with the
immune response of the activated T cells’ and vaccinia-related
kinase 3 WRK.’»).6 The involvement of VHR in immune response
further motivates the discovery of small-molecule ligands to
regulate its activity.

A conserved structural scaffold for both DSPs and PTPs was
observed in the X-ray crystal structure of VHR.” Its shallow
active site pocket is consistent with the broad substrate specifi-
city for phosphorylated serine, threonine, and tyrosine residues.
The presence of the positively charged crevices near the active
site can be invoked to explain the preference of VHR for the
substrates with two phosphorylated residues. The catalytic re-
sidue (Cys124) resides in close proximity to the central sulfur
atom of the substrate analogue in the crystal structure at a dis-
tance of 3.65 A. This implies that Cys124 acts as a nucleophile
attacking the central phosphorus atom of a substrate to form a
phosphoenzyme intermediate.” It was also shown in the X-ray
crystal structure that the substrate analogue should be stabilized
in the active site through the formation of multiple hydrogen
bonds with Argl130. These structural features provide useful
information for designing the small-molecules inhibitors of
VHR. However, only a few classes of VHR inhibitors have been
discovered so far.”"

“*These two authors contribute equally to this work.

In the present study, we identify two novel inhibitors of VHR
phosphatase based on the structure-based drug design protocol
involving the virtual screening with docking simulations and in
vitro enzyme assay. Virtual screening with docking simulation
has not always been successful due to the inaccuracy in the
scoring function.'® The characteristic feature that disciriminates
our virtual screening approach from the others lies in the im-
plementation of an accurate solvation model in calculating the
binding free energy between VHR and its putative ligands, which
would have an effect of increasing the hit rate in enzyme
assay.' " Indeed, the inclusion of the desolvation energy term
in the scoring function can diminish the overestimation of the
binding affinity of a ligand with many polar atoms. It will be
shown that the docking simulation with the improved scoring
function can be a useful for elucidating the activities of the
identified inhibitors, as well as for enriching the chemical library
with molecules that are likely to have inhibitory activities.

Of the 85,000 compounds subject to the virtual screening with
docking simulations, 100 top-scored compounds were selected
as virtual hits. 89 of them were available from the compound
supplier and were tested for inhibitory activity against VHR by
in vitro enzyme assay. The inhibition assay was performed in
duplicates at all concentrations of the inhibitors and the average
values were used as data points. As a result, we identified 2
compounds that inhibited the catalytic activity of VHR by more
than 50% at the concentration of 50 uM. The chemical structures
and the inhibitory activities of the newly identified inhibitors
are shown in Figure 1 and Table 1, respectively. We note that
compounds 1 and 2 possess a benzoic acid group at the end of
the molecular structure. The calculated binding free energies
of these two potent inhibitors are also similar: 26.1 and 24.9
kcal/mol for 1 and 2, respectively. To the best of our knowledge,
neither of these compounds has been reported as VHR inhibitors
so far. Judging from the potency and the structural difference,
both of the newly identified inhibitors can serve as a new in-
hibitor scaffold for further development by structure-activity
relationship (SAR) methods to optimize the inhibitory activities.

To obtain some energetic and structural insight into the inhi-
bitory mechanisms by the two identified inhibitors of VHR,
their binding modes in the active site were investigated using
the AutoDock program. The calculated binding mode of 1 in
the active site of VHR is shown in Figure 2. It is seen that the
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Table 1. Inhibitory activities of 1 and 2 and against VHR phosphatase

compound ICso (uM)
1 1.7+04
2 18.7+£2.6
N
50
N
Z
0
0\
COOH
1 2

Figure 1. Chemical structures of the newly identified VHR phosphatase
inhibitors.

Figure 2. Binding mode of 1 in the active site of VHR phosphatase.
Carbon atoms of the protein and the ligand are indicated in green and
cyan, respectively. Each dotted line indicates a hydrogen bond.

carboxylate group of the inhibitor points toward the catalytic
residue Cys124 at a distance of 3 - 4 A. We also note that one of
the carboxylate oxygens receives two hydrogen bonds from the
backbone amide group and the side chain NE atom of Arg130.
The other carboxylate oxygen also forms the bifurcated hydro-
gen bonds with the side-chain guanidium group of Arg130 and
backbone amide group of Argl25. Because the carboxylate
group of 1 resides in a close proximity to Cys124 and is stabilized
by the formation of multiple hydrogen bonds at the active site,
the benzoate moiety seems to be an effective surrogate for the
substrate phosphate group that binds tightly in the active site.
The inhibitor 1 can be further stabilized by the hydrophobic
interactions of its aromatic groups with the side chains of
Leul6, Tyr23, Tyr128, Pro162, and Leul67. Judging from the
structural features of the calculated VHR-1 complex, the micro-
molar inhibitory activity of 1 seems to stem from the establish-
ments of multiple hydrogen bonds and hydrophobic interactions
in the active site in a simultaneous fashion.

Figure 3 shows the most stable binding mode of 2 in the active
site of VHR obtained from docking simulations. The binding
mode of 2 is similar to that of 1 in that the benzoate group points
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Figure 3. Binding mode of 2 in the active site of VHR phosphatase.
Carbon atoms of the protein and the ligand are indicated in green and
cyan, respectively. Each dotted line indicates a hydrogen bond.

toward the catalytic residue Cys124 with the terminal carboxyl-
ate group being stabilized by four hydrogen bonds with the
backbone amide groups and the side chain of Arg130 in the
active site. However, the number of hydrogen bonds decreases
from four to three in going from VHR-1 to VHR-2 complexes,
which is likely to have an effect of lowering the inhibitory acti-
vity of 2. As in the VHR-1 complex, the hydrophobic inter-
actions seem also to be a significant binding force for stabil-
izing 2 in the active site of VHR because its aromatic rings
form van der Waals contacts with the side chains of Leul6,
Tyr23, Tyr128, Pro162, and Leul67. Because the hydrophobic
interactions are established in a similar fashion in the two
enzyme-inhibitor complexes, the decrease in the number of
hydrogen bonds should be responsible for the lower inhibitory
activity of 2 than 1.

In summary, we have identified two new novel inhibitors of
VHR phosphatase by means of the structure-based virtual screen-
ing with docking simulations. These inhibitors exhibit a signi-
ficant potency with ICsy values of 1.7 and 18.7 uM and have a
benzoate group as an effective surrogate for the phosphate group
in the substrate. Considering the novelty and the potency, each
of the newly discovered inhibitor deserves consideration for
further development by SAR studies. Detailed binding mode
analyses with docking simulation indicate that the inhibitors
can be stabilized in the active site by the simultaneous establish-
ment of the multiple hydrogen bonds and van der Waals con-
tacts.

Experimental Section

Virtual screening of VHR inhibitors. The X-ray crystal struc-
ture of VHR phosphatase in complex with a substrate analogue
(PDB code: IVHR)7 was selected as the receptor model in the
virtual screening with docking simulations. After removing the
ligand and solvent molecules, hydrogen atoms were added to
each protein atom. A special attention was paid to assign the
protonation states of the ionizable Asp, Glu, His, and Lys resi-
dues. The side chains of Asp and Glu residues were assumed to
be neutral if one of their carboxylate oxygens pointed toward a
hydrogen-bond accepting group including the backbone amino-
carbonyl oxygen at a distance within 3.5 A, a generally accepted
distance limit for a hydrogen bond of moderate strength. Si-
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milarly, the lysine side chains were assumed to be protonated
unless the NZ atom was in proximity of a hydrogen-bond do-
nating group. The same procedure was also applied to determine
the protonation states of ND and NE atoms in His residues.

The docking library for VHR comprising about 85,000 com-
pounds was constructed from the latest version of the chemical
database distributed by Interbioscreen (http://www.ibscreen.
com) containing approximately 30,000 natural and 320,000 syn-
thetic compounds. The selection was based on the drug-like
filters that adopt only the compounds with physicochemical
properties of potential drug candidates'’ and without reactive
functional group(s). All of the compounds included in the dock-
ing library were then subjected to the Corina program to ge-
nerate their three-dimensional atomic coordinates, followed
by the assignment of Gasteiger-Marsilli atomic charges.18 We
used the AutoDock program19 in the virtual screening of VHR
inhibitors because the outperformance of its scoring function
over those of the others had been shown in several target pro-
teins.””*' AMBER force field parameters were assigned for
calculating the van der Waals interactions and the internal energy
of a ligand as implemented in the AutoDock program.

Invitro enzyme assay. VHR phosphatase was subcloned into
pET28a and overexpressed using Escherichia coli BL21(DE3)
strain. Cells were grown at 291 K after induction with 0.1 mM
IPTG for 12 hours. His-tagged VHR was purified by nickel-
affinity chromatography and dialyzed against buffer containing
20 mM Tris-HCI (pH 8.0), 0.2 M NaCl, and 5 mM DTT. 89
compounds selected from the precedent virtual screening were
evaluated for their in vitro inhibitory activity against the recom-
binant human VHR. Assays were performed by monitoring
the extent of hydrolysis of 6,8-difluoro-4-methyl-umbelliferyl
phosphate (DiIFMUP) with a spectrofluorometric assay. The
purified VHR (5 nM), DiFMUP (10 uM), and a candidate inhi-
bitor were incubated in the reaction mixture containing 20 mM
Tris-HCI (pH 8.0), 0.01% Trition X-100, and SmM DTT for 20
minutes. This enzymatic reaction was stopped with the addition
of sodium orthovanadate (1 mM). The phosphatase activities
were then checked by the absorbance changes due to the hydro-
lysis of the substrate at 460 nm. ICs, values of the inhibitors
were determined from direct regression curve analysis.

Bull. Korean Chem. Soc. 2010, Vol. 31, No. 12 3787

Acknowledgments. This work was supported by the grant

from Hanyang University (Grant No. 20100244).

Ju—

10.

11.

12.

14.

15.

16.

17.

18.
19.

20.

References

. Waldmann, H.; Bialy, L. Angew. Chem. Int. Ed. 2005, 44,3814.
. Alonso, A.; Saxena, M.; Williams, S.; Mustelin, T. J. Biol. Chem.

2001, 276, 4766.

. Todd, J. L.; Tanner, K. G.; Denu, J. M. J. Biol. Chem. 1999, 274,

13271.

. Rahmouni, S.; Cerignoli, F.; Alonso, A.; Tsutji, T.; Henkens, R.;

Zhu, C.; Louis-dit-Sully, C.; Moutschen, M.; Jiang, W.; Mustelin,
T. Nat. Cell Biol. 2006, 8, 524.

. Alonso, A.; Rahmouni, S.; Williams, S.; van Stipdonk, M.; Jaro-

szewski, L.; Godzik, A.; Abraham, R. T.; Schoenberger, S. P.;
Mustelin, T. Nat. Immunol. 2003, 4, 44.

. Kang, T. H.; Kim, K. T. Nat. Cell Biol. 2006, 8, 863.
. Yuvaniyama, J.; Denu, J. M.; Dixon, J. E.; Saper, M. A. Science

1996, 272, 1328.

. Zhou, G.; Denu, J. M.; Wu, L.; Dixon, J. E. J. Biol. Chem. 1994,

269, 28084.

. Bae, E. Y.; Oh, H.; Oh, W.K_; Kim, M. S.; Kim, B. S.; Kim, B. Y ;

Sohn, C. B.; Osada, H.; Ahn, J. S. Planta Med. 2004, 70, 869.
Lee, M. S.; Oh, W.K.; Kim, B. Y.; Ahn, S. C.; Kang, D. O.; Sohn,
C. B.; Osada, H.; Ahn, J. S. Planta Med. 2002, 68, 1063.
Ueda, K.; Usui, T.; Nakayama, H.; Ueki, M.; Takio, K.; Ubukata,
M.; Osada, H. FEBS Lett. 2002, 525, 48.

Usui, T.; Kojima, S.; Kidokoro, S.; Ueda, K.; Osada, H.; Sodeoka,
M. Chem. Biol. 2001, 8, 1209.

. Sodeoka, M.; Sampe, R.; Kojima, S.; Baba, Y.; Usui, T.; Ueda, K.;

Osada, H. J. Med. Chem. 2001, 44, 3216.

Lazo, J. S.; Nunes, R.; Skoko, J. J.; Queiroz de Oliveira, P. E.; Vogt,
A.; Wipf, P. Bioorg. Med. Chem. 2006, 14, 5643.

Shi, Z.; Tabassum, S.; Jiang, W.; Zhang, J.; Mathur, S.; Wu, J.;
Shi, Y. ChemBioChem 2007, 8, 2092.

Warren, G. L.; Andrews, C. W.; Capelli, A.-M.; Clarke, B.; La-
Londe, J.; Lambert, M. H.; Lindvall, M.; Nevins, N.; Semus, S.
F.; Senger, S.; Tedesco, G.; Wall, I. D.; Woolven, J. M.; Peishoff,
C. E.; Head, M. S. J. Med. Chem. 2006, 49, 5912.

Lipinski, C. A.; Lombardo, F.; Dominy, B. W.; Feeney, P. J. Adv.
Drug Delivery Rev. 1997, 23, 3.

Gasteiger, J.; Marsili, M. Tetrahedron 1980, 36, 3219.

Morris, G. M.; Goodsell, D. S.; Halliday, R. S.; Huey, R.; Hart, W.
E.; Belew, R. K.; Olson, A. J. J. Comput. Chem. 1998, 19, 1639.
Park, J.-H.; Ko, S.; Park, H. Bull. Korean Chem. Soc. 2008, 29, 921.
. Lee, W.; Park, H.; Lee, S. Bull. Korean Chem. Soc. 2008, 29, 363.





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


