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Molecular model of the interaction between
nimesulide and human cyclooxygenase-2

R. Garcia-Nieto, C. Pérez, A. Checa and F. Gago
Departamento de Farmacologia, Universidad de Alcala, E-28871 Alcala de Henares,

Madrid, Spain

Abstract

The cyclooxygenase-2 (COX-2) isoenzyme is a key target for COX-2-selective non-steroidal
anti-inflammatory drugs (NSAIDs). An important difference in binding of nimesulide
compared with non-selective NSAIDs appears to involve the amino acid at position 523 of
the enzyme. Replacement of valine with isoleucine at this position provides access to a
binding site that is larger in COX-2 than in COX-1. Nimesulide appears to exploit this
enlarged binding site for establishing a number of favourable contacts with the enzyme that
lead to selective inhibition of COX-2. We made these conclusions from a three-dimensional
molecular model of the active site of human COX-2, constructed using the X-ray
coordinates of COX-1 from sheep seminal vesicles and COX-2 from mouse fibroblasts as
templates, with the aid of sequence alignment methods and molecular modelling
techniques. The resulting model was refined, and the active site was probed for regions of
steric and electrostatic complementarity for ligand binding. Docking studies were then
undertaken with many different nimesulide conformers, a family of which could establish
very favourable interactions with the NSAID binding site of human COX-2 by exploiting

the extra space made available by the isoleucine/valine replacement. The stability of the
resulting complexes was studied by simulating molecular dynamics.
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Prostaglandin H> synthase [1], also known as cyclo-
oxygenase (COX), is an integral membrane protein found
predominantly in the endoplasmic reticulum. It is a
bifunctional enzyme which first converts arachidonic
acid into prostaglandin G> (PGGz) by dioxygenation,
and then catalyses the peroxidation of PGG> to prosta-
glandin Hy (PGH>).

COX activity is inhibited by non-steroidal anti-
inflammatory drugs (NSAIDs) [2]. Two COX isoforms
are known: constitutive COX-1, which is considered to
be involved in intercellular signalling and homeostasis
maintenance, and COX-2, which is mostly induced
during inflammation [3].

The main differences between the primary sequences
of the two human isozymes are a truncated signal peptide
and an 18-amino acid insertion in the C-terminal of
COX-2 (Fig. 1). Mechanisms for the cyclooxygenase and
peroxidase activities are essentially the same for the two
isozymes, but substrate preferences may differ [4].

Three-dimensional structure of COX

For a long time it was not possible to use molecular
models of human COX based on the known structures of
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other haem-containing peroxidases, such as yeast cyto-
chrome ¢ peroxidase or canine myeloperoxidase. This
was because of the low level of sequence identity found
within this class of proteins (~20%), which suggested low
topological similarity.

Further difficulties associated with the crystallization
of membrane integral proteins also delayed the ability to
obtain COX specimens suitable for direct study by X-ray
diffraction techniques. A few years ago, using solubiliza-
tion with non-ionic detergents and co-crystallization with
brominated or iodinated derivatives of several NSAIDs,
it become possible to obtain X-ray quality crystals of
COX-1 from sheep seminal vesicles. Other workers then
extended these studies to COX-2 from human cells [5]
and mouse skin fibroblasts [6]. The Brookhaven Data
Bank [7] makes available to the scientific community the
three-dimensional structures of ovine COX-1 complexed
with flurbiprofen [8], bromoaspirin [9], iodosuprofen and
iodoindomethacin [10], as well as those of murine COX-2
both in an uncomplexed state and complexed with flurbi-
profen, indomethacin or the selective COX-2 inhibitor
SC-558 [6].

Both ovine COX-1 and murine COX-2 appear as
homodimers (Fig. 2) and show three distinct folding
units or protein domains: an amino terminus, which gives
rise to a compact domain similar to that of epidermal
growth factor; a right-handed spiral of four amphipathic
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a-helices, which probably form the membrane insertion
domain; and the rest of the protein, which forms a large
globular domain where catalytic activity resides.

The active site is found at the end of a long and narrow
hydrophobic channel, the entrance to which is delimited
by the helices of the membrane-binding domain. These
helices provide a hydrophobic environment suitable for
interactions with the fatty acid chains of the substrate. At
the bottom of the channel is the tyrosine residue which is
thought to act as the radical donor (Tyr385) [11]; midway
along the channel is Argl20, which is assumed to interact
with the carboxylic group of arachidonic acid (in much
the same way as it interacts with the carboxylic group of
the typical NSAIDs studied) [5, 7, 9, 10]; and in one of
the channel walls is Ser530, the residue that is irreversibly
acetylated by aspirin so that access to the channel is
permanently blocked [9].

Molecular modelling of human COX-1 and
COX-2

The high level of sequence conservation and functional
similarity among COX-1 and COX-2 enzymes from
different sources indicates very similar overall tertiary
and quaternary structures. Superimposition of the three-
dimensional structures of sheep COX-1 and mouse
COX-2 formed the basis of our homology modelling of
their human counterparts. The resulting structures were
refined using the molecular mechanics program AMBER
[12].

Both human COX-1 and COX-2 are monotopic
membrane proteins (i.e. they integrate in just one lipid
layer of the membrane; Fig. 2). Despite their chemical
diversity, the ‘classical’ NSAIDs presumably inhibit
the cyclooxygenation reaction through the common
mechanism of filling the upper portion of the channel
near Tyr385 and precluding access of arachidonate to
the catalytic site. In the competitive or time-dependent
binding process, however, several subsites might be in-
volved, some of which are kinetically indistinguishable
[5,6,9,10].

The two human COX isoforms are globally very
similar in the active site region. The major difference in
the first shell of residues around the active centre is the
replacement at position 523 of an isoleucine in COX-1
by a valine in COX-2 (Fig. 1). This position is found at
the bottom of the channel that lodges arachidonic acid
during the catalytic reaction and is spatially very close to
the serine residue (Ser530) that aspirin acetylates [9, 13].

Molecular modelling of nimesulide and
conformational search

Nimesulide (4-nitro-2-phenoxymethanesulphonanilide)
[14] is a prototype of selective COX-2 inhibitors [15-17].
Its three-dimensional structure was determined by X-ray
crystallography [18], and is deposited in the Cambridge
Structural Database (ref. WINWUL) [19].

The conformation found in this crystal represents an

1 50
PGH2 MOUSE MLF RAVLLCARLG LSQAANPCCS NPCQNRGECM
PGH2 HUMAN MLA RALLLCAVLA LSHTANPCCS HPCQNRGVCM
PGH1_HUMAN MSR-SLLLRF LLFLLLL-PP LP-VLLADPG APTPVNPCCY YPCQHQGICV
PGH1 SHEEP MSRQSISLRF PLLLLLL-SP SP-VFSADPG APAPVNPCCY YPCQHQGICV
PGH1 MOUSE MSRRSLSLWF PLLLLLLLPP TPSVLLADPG VPSPVNPCCY YPCQNQGVCV
51 100
PGH2 MOUSE STGFDQYKCD CTRTGFYGEN CTTPEFLTRI KLLLKPTPNT VHYILTHFKG
PGH2 HUMAN SVGFDQYKCD CTRTGFYGEN CSTPEFLTRI KLFLKPTPNT VHYILTHFKG
PGH1 HUMAN RFGLDRYQCD CTRTGYSGPN CTIPGLWIWL RNSLRPSPSF THFLLTHGEW
PGH1_SHEEP RFGLDRYQCD CTRTGYSGPN CTIPEIWIWL RTTLRPSPSF IHFMLTHGRW
PGH1 MOUSE RFGLDNYQCD CTRTGYSGPN CTIPEIWIWL RNSLRPSPSF THFLLTHGYW
101 150
PGH2 MOUSE VWNIVNNIPF LRSLIMKYVL TSRSYLIDSP PTYNVHYGYK SWEAFSNLSY
PGH2 HUMAN FWNVVNNIPF LRNAIMSYVL TSRSHLIDSP PTYNADYGYK SWEAFSNLSY
PGH1 HUMAN FWEFVN-ATF IREMLMRLVL TVRSNLIPSP PTYNSAHDYI SNVSY
PGH1l SHEEP LWDFVN-ATF IRDTLMRLVL TVRSNLIPSP PTYNIAHDYI SWESFSNVSY
PGH1 MOUSE LWEFVN-ATF IREVLMRLVL TVRSNLIPSP PTYNSAHDYI SWESFSNVSY
151
PGH2 MOUSE YTRALPPVAD DCPTPMGVKG NKELPDSKEV LEKVLLRREF IPDPQGSNMM
PGH2_HUMAN YTRALPPVPD DCPTPLGVKG KKQLPDSNEI VEKLLLRRKF IPDPQGSNMM
PGHL_HUMAN YTRILPSVPK DCPTPMGTKG KKQLPDAQLL ARRFLLRRKF IPDPQGTNLM
PGH1_SHEE® YTRILPSVPR DCPTPMGTKG KKQLPDAEFL SRRFLLREKF IPDPQGTNIM
PGH1_MOUSE YTRILPSVPK DCPTPMGTKG KKQLPDVQLL AQQLLLRREF IPAPQGTNIL
201 250
PGHZ_MGOUSE FAFFAQHFTH QFFKTDHKRG PGFTRGLGHG VDLNHIYGET LDROHKLRLF
PGH2_ HUMAN FAFFAQHFTH QFFKTDHKRG PAFTNGLGHG VDLNHIYGET LARQRKLRLF
PGH1_HUMAN FAFFAQHFTH QFFKTSGKMG PGFTKALGHG VDLGHIYGDN LERQYQLRLF
PGH1 SHEEP FAFFAQHFTH QFFKTSGKMG PGFTKALGHG VDLGHIYGDN LERQYQLRLF
PGH1_MOUSE FAFFAQHFTH QFFKTSGKMG PGFTKALGHG VDLGHIYGDN LERQYHLRLF
251 300
PGH2_MOUSE KDGKLKYQVI GGEVYPPTVK DTQVEMIYPP HIPENLQFAV GQEVFGLVPG
PGH2 HUMAN KDGKMKYQII DGEMYPPTVK DTQREMIYPP QVPEHLRFAV GQEVFGLVPG
PGH1 HUMAN KDGKLKYQVL DGEMYPPSVE EAPVLMHYPR GIPPQSQMAV GQEVFGLLPG
PGH1 SHEEP KDGKLKYQML NGEVYPPSVE EAPVLMHYFPR GIPPQSQMAV GQEVFGLLPG
PGH1 MOUSE KDGKLKYQVL DGEVYPPSVE QASVLMRYPP GVPPERQMAV GQEVFGLLPG
301 350
PGH2 MOUSE LMMYATIWLR EHMRVCDILK QEHPEWGDEQ LFQTSRLILI GETIKIVIED
PGHZ_HUMAN LMMYATIWLR EHNRVCDVLK QEHPEWGDEQ LFQTSRLILI GETIKIVIED
PCH1 HUMAN LMLYATLWLR EHNRVCDLLK AEHPTWGDEQ LFQTTRLILI GETIKIVIEE
PGH1 SHEEP LMLYATIWLR EHNRVCDLLK AEHPTWGDEQ LFQTARLILI GETIKIVIEE
PGH1 MOUSE LMLFSTIWLR EHNRVCDLLK EEHPTWDDEQ LFQTTRLILI GETIKIVIEE
351 400
PGHZ MOUSE YVOHLSGYHF KLKFDPELLF NQQFQYQNRI ASEFNTLYHW HPLLPDTFNI
PGHZ HUMAN YVQHLSGYHF KLKFDPELLF NKQFQYONRT AAEFNTLYHW HPLLPDTFQI
PGH1 HUMAN YVQQLSGYFL QLKFDPELLF GVOFQYRNRI AMEFNHLYHW HPLMPDSFKV
PGH1 SHEEP YVQQLSGYFL QLKFDPELLF GAQFQYRNRI AMEFNQLYHW HPLMPDSFRV
PGH1_MOUSE YVQHLSGYFL QLKFDPELLF RAQFQYRNRI AMEFNHLYHW HPLMPNSFQV
401 450
PGHZ_MOUSE EDQEYSFKQF LYNNSILLEH GLTQFVESFT ROIAGRVAGG RNVPIAVQAV
PGHZ HUMAN HDQKYNYQQF IYNNSILLEH GITQFVESFT ROUIAGRVAGG RNVEPAVQKV
PGH1 HUMAN GSQEYSYEQF LENTSMLVDY GVEALVDAFS RQIAGRIGGG RNMDHHILHV
PGH1 SHEEP GPQDYSYEQF LFNTSMLVDY GVEALVDAFS RQPAGRIGGG RNIDHHILHV
PGH1 MOUSE GSQEYSYEQF LFNTSMLVDY GVEALVDAFS RQRAGRIGGG RNFDYHVLHV
451 500
PGH2 MOUSE AKASIDOSRE MKYQSLNEYR KRFSLKPYTS FEELTGEKEM AAELKALYSD
PGHZ_HUMAN SQASTDQOSRQ MKYQSFNEYR KRFMLKPYES FEELTGEKEM SAELEALYGD
PGH1 HUMAN AVDVIRESRE MRLOPFNEYR KRFGMKPYTS FQELVGEKEM AAELEELYGD
PGH1_SHEEF AVDVIKESRV LRLOPFNEYR KRFGMKPYTS FQELTGEKEM AAELEELYGD
PGH1 MOUSE AVDVIKESRE MRLOPFNEYR KRFGLKPYTS FQELTGEKEM AAELEELYGD
501 550
PGH2 MOUSE IDVMELYPAL LVEKPRPDAI FGETMMELGA PFSLKGLMGN PICSPQYWKP
PGH2 HUMAN IDAVELYPAL LVEKPRPDAT FGETMMEVGA PFSLKGLMGN VICSPAYWKP
PGH1_HUMAN IDALEFYPGL LLEKCHPNSI FGESMIEIGA PFSLKGLLGN PICSPEYWKP
PGH1 SHEEP IDALEFYPGL LLEKCEPNSI FGESMIEMGA PFSLKGLLGN PICSPEYWKA
PGH1_MOUSE IDALEFYPGL LLEKCQPNSI FGESMIEMGA PFSLKGLLGN PICSPEYWKP
551 600
PGH2 MOUSE STFGGEVGFK IINTASIQSL ICNNVKGCPF TSFNVQDPCOP TKTATINASA
PGHZ_HUMAN STFGGEVGFQ IINTASIQSL ICNNVKGCPF TSFSVPDPEL IKTVTINASS
PGH1 HUMAN STFGGEVGFN IVKTATLKKL VCLNTKTCFY VSFRVPDASQ DDGPAVERES
PGH1_SHEEP STFGGEVGFN LVKTATLKKL VCLNTKTCPY VSFHVPDPRQ EDRPGVERPP
PGH1_MCUSE STFGGDVGFN LVNTASLKKL VCLNTKTCPY VSFRVPDYPG DDGSVLVRRS
601 621
PGHZ? MCUSE SHSRLDDINP TVLIKRRSTE L
PGH2_HUMAN SRSGLDDINP TVLLKERSTE L
PGH1 HUMAN TEL
PGH1 SHEEP TEL
PGH1 MOUSE TEL

FI1G. 1. Multiple sequence alignment [25] of COX-1 and COX-2
enzymes from different sources [26]. Amino acids for which the
consensus among the different isozymes is high or moderate are
coloured in red or blue, respectively. The position enclosed
within a box corresponds to the only residue that is different in
the first shell of amino acids lining the active site.

energy minimum (Fig. 3), but not necessarily the con-
formation that the molecule adopts when it binds to its
target receptor, in this case human COX-2. To explore
the conformational space available to nimesulide, use
was made of molecular dynamics [12] and Monte Carlo
simulations [20]. These techniques allow the characteriza-
tion of a much wider range of possible conformations,
presumably including those of the molecule free in
solution and the enzyme-bound form. For rapid intra-
and intermolecular energy evaluation of each configura-
tion in the bound state atomic affinity potentials for
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FIG. 2. Ribbon representation of the modelled human COX-2 homodimer and proposed anchoring of the enzyme in the
endoplasmic reticulum membrane (represented by a few simplified phospholipid molecules). The haem groups and the hydrophobic

side chains of the membrane-binding domain are shown.

carbon, oxygen, nitrogen, sulphur, and hydrogen atoms
were precalculated in the putative binding site using a
three-dimensional grid centred on Argl20 [20, 21]. An
additional grid of electrostatic potential was calculated
for scoring purposes by solving the linearized form of the
Poisson—Boltzmann equation using a finite difference
method [22].

Proposal of a binding mode for nimesulide in
human COX-2

The binding sites of both human COX-1 and COX-2
were explored by several probes with the aid of the
GRID program [21] in search of regions that could give
rise to favourable interactions with the functional groups
in nimesulide.

These cavities were also filled with spheres of varying
sizes (between 1.4 and 4 A radii) by means of the DOCK
program [23]. Both the resulting GRID maps and the
clusters of spheres generated by DOCK provided a
geometric description of the volume available to the
inhibitors.

Comparison of these volumes between human COX-1
and COX-2 revealed that the cavity present in COX-2
extends past the binding site of ‘classical’ flurbiprofen-
like NSAIDs. The key difference between both enzyme
isoforms is provided by one amino acid, Ile523 of
COX-1, whose equivalent position (Fig. 1) is occupied by
valine in COX-2. The absence of a methylene group in the
side chain of valine relative to isoleucine, together with
some other amino acid substitutions, appears to avoid a
solution of continuity between two adjacent cavities in
such a way that the binding site of COX-2 is larger and

FIG. 3. X-ray crystal structure of nimesulide [18]. Hatched and
criss-crossed spheres represent oxygen and nitrogen atoms,
respectively; the largest atom is sulphur, and bonds involving
hydrogen atoms are thinner than the rest.

Y-shaped, and discriminates in favour of some
COX-2-selective inhibitors such as nimesulide (Fig. 4).
The importance of this methylene group is supported
by biochemical evidence from studies with mutant
enzymes that show how the profile of selective inhibition
of human COX-2 by nimesulide and its analogue NS-398
is drastically altered upon mutation of Val523 to iso-
leucine [17, 24] or other amino acids [17]. Other evidence
is provided by the recently solved X-ray complex between
the selective inhibitor SC-558 and mouse COX-2, which
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F1G. 4. Two possible orientations of nimesulide (carbon atoms
in grey) in the active site of human COX-2. Val523 is coloured
in magenta. Molecular dynamics simulations of both complexes
appear to support the binding model shown at the bottom.

shows the phenylsulphonamide group located in this
cavity [7]. This contiguous pocket appears to be in-
accessible in COX-1 due to the location of the side chain
of 11e523, and it remains unoccupied in the complexes of
this murine COX-2 enzyme with other non-selective
inhibitors [7].

Conclusions

1. Two isoforms of cyclooxygenase are known, COX-1
and COX-2.

2. The COX-2 isozyme is induced by various pro-
inflammatory stimuli and is a key target for selective
non-steroidal anti-inflammatory agents.

3. There are few structural differences between the two

COX isoforms, but a key difference regarding nimesu-
lide binding appears to be the amino acid at position
523.

4. Replacement of isoleucine with valine at position 523
provides access to an enlarged binding site in COX-2
that is more restricted in COX-1.

5. Nimesulide appears to exploit this enlarged binding
site for establishing a number of favourable contacts
with the enzyme that lead to selective inhibition of
COX-2.
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