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Matrix metalloproteinases (MMP) are an important family of proteases which catalyze the degradation of
extracellular matrix components. While the mechanism of peptide cleavage is well established, the
process of enzyme regeneration, which represents the rate limiting step of the catalytic cycle, remains
unresolved. This step involves the loss of the newly formed N-terminus (amine) and C-terminus
(carboxylate) protein fragments from the site of catalysis coupled with the inclusion of one or more
solvent waters. Here we report a novel crystal structure of membrane type | MMP (MT1-MMP or MMP-14),
which includes a small peptide bound at the catalytic Zn site via its C-terminus. This structure models the
initial product state formed immediately after peptide cleavage but before the final proton transfer to the
bound amine; the amine is not present in our system and as such proton transfer cannot occur. Modeling
of the protein, including earlier structural data of Bertini and coworkers [I. Bertini, et al, Angew. Chem.,
Int. Ed., 2006, 45, 7952-7955], suggests that the C-terminus of the peptide is positioned to form an
H-bond network to the amine site, which is mediated by a single oxygen of the functionally important
Glu240 residue, facilitating efficient proton transfer. Additional quantum chemical calculations complemented

Received 15th August 2017, with magneto-optical and magnetic resonance spectroscopies clarify the role of two additional, non-catalytic

Accepted 14th September 2017 first coordination sphere waters identified in the crystal structure. One of these auxiliary waters acts to
stabilize key intermediates of the reaction, while the second is proposed to facilitate C-fragment release,

triggered by protonation of the amine. Together these results complete the enzymatic cycle of MMPs
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rsc.li/pccp and provide new design criteria for inhibitors with improved efficacy.
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1. Introduction

The membrane type I matrix metalloproteinase (MT1-MMP or
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i Electronic supplementary information (ESI) available: (S1) Expression and
purification of the active catalytic domain of MT1-MMP; (S2) molar extinction
coefficient determination for wild type MT1-MMP; (S3) preparation of apo-MT1-
MMP (metal-free material)/preparation of Co>-MT1-MMP; (S4) inhibition of
Co>*-MT1-MMP by acetohydroxamic acid (AHA); (S5) X-ray data-collection statis-
tics for MT1-MMP; (S6) additional crystallographic figures. Comparison of the
X-ray structure of MT1-MMP to literature MMP structures; (S7) analysis of Co*"
EPR and MCD spectra from wild type and inhibited Co®>"-MT1-MMP; (S8) QM/MM
geometry optimizations of structural models A-K; (S9) comparison of computed
key distances in Co** and Zn®** QM/MM models; (S10) optimized QM/MM
geometries (QM part); (S11) optimized model geometries used for EPR parameter
calculations; (S12) calibration of computed cobalt isotropic hyperfine coupling
constants; (S13) references. See DOI: 10.1039/c7cp05572b

i ED (biochemistry), TV (computations), YK (EPR) and HO (crystallography) made
complementary and equal contributions to the manuscript.
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MMP-14) is a zinc-dependent transmembrane endopeptidase
that plays a major role in regulation of cellular migration and in
the degradation and remodeling of extracellular matrix compo-
nents, such as type I, II, III collagens, fibronectin, gelatin and
proteoglycans.”” In recent years, interest in MT1-MMP has
increased following observations that high expression levels
of MT1-MMP are also associated with tumor progression and
metastasis.>* An inhibitor candidate that meets pharmaceutically
required specificity and affinity has yet to be identified.>®

The MMP family of proteins has been extensively studied. The
catalytic Zn>* ion is located near the protein surface, with the cleft
above the metal site allowing binding of substrate peptides. In its
resting state the Zn ion is coordinated by three His residues (His239,
His243, His249 for MT1-MMP) and at least one water molecule
which serves as the nucleophile during substrate hydrolysis.”®
Mechanistic studies at close-to-neutral pH revealed that this water
molecule is strongly polarized forming a bridge between the con-
served glutamate base (Glu240) and the Lewis acidic Zn.>™

This journal is © the Owner Societies 2017
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Fig. 1 (a) Proposed catalytic mechanism of peptide hydrolysis of MMPs;
(b) schematic illustration of the binding features of an acetohydroxamic
acid (AHA) molecule to the catalytic zinc of MMPs.

A four-step catalytic mechanism of peptide hydrolysis has
been proposed for MMPs.”**"** Upon peptide docking (Fig. 1a,
ES, 1) the reaction starts with the nucleophilic attack of the
carbonyl carbon of the scissile bond by the catalytic water
molecule. The side chain of Glu240 acts as a proton shuttle,
transferring a proton of the glutamate-polarized water to the
nitrogen atom of the scissile amide forming a metal penta-
coordinated intermediate complex (ES*, 2). The deprotonated
water nucleophile then attacks the C-O bond of the peptide
leading to cleavage of the C-N bond (3). This step is coupled to or
followed by the transfer of the second water-derived proton to the
amine group via the glutamate base. Theoretical modeling sug-
gests that a second auxiliary solvent water molecule acts as an
electrophile, stabilizing the newly formed carboxylate product.”
The last step corresponds to the release of the carboxylate product
and the re-uptake of a water molecule. (Fig. 1a, 4).

Crystallographic characterization of the intermediates of the
reaction cycle has thus far been elusive. Bertini et al.™® have
reported structures of two different MMPs where substrate was
present, capturing the cleaved peptide fragments in the cata-
lytic pocket. These are the earliest intermediates that can be
characterized suggesting that the catalytic steps (Fig. 1a, 2, 3)
are fast and the rate-limiting step instead represents product
release (Fig. 1a, 4). This is in agreement with steady-state and
pre-steady-state kinetics data from the tumor necrosis factor-a
converting enzyme (TACE),'® another member of the MMP family.
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In addition, computational studies suggest that the loss of the
bidentate C-terminus fragment from the Zn** during (Fig. 1a, 4) is
the rate limiting step with an estimated barrier of 20 keal mol *;**
however this intermediate has yet to be characterized. The large
barrier is derived from the negatively charged C-fragment coordi-
nating the positive Zn>" ion in a bidentate fashion. It is also not
clear in what order the peptide fragments are released. The study
by Bertini et al."® characterized an intermediate with both C- and
N-fragment in the catalytic pocket and a second intermediate with
only the N-fragment suggesting, surprisingly, that C-fragment
dissociation occurs before N-fragment dissociation. This has led
to a concerted mechanism being proposed involving partial
carboxylate detachment to initiate N-fragment release, coupled
with solvent water insertion.

Pinpointing the protein structural elements that foster this
progression has been challenging. Point mutations are found to
strongly affect the rate of catalysis,"” particularly when replacing
the glutamate base;'® however, as the relevant mutated residues
are implicated in both the hydrolysis and product release steps,
their precise role in enzyme reactivation is unclear. The role of
auxiliary/solvent water in product release is also not resolved,
nor is there good experimental evidence for auxiliary water
molecule(s) invoked in theoretical treatments of the catalytic
cycle. This is mainly due to the difficulty of crystallizing the
protein in its native form owing to autocatalysis. As a con-
sequence, MMPs are typically crystallized in the presence of
various inhibitors including: regulator proteins (TIMPs),"**°
peptides and small synthetic molecules, such as hydroxamic
acids, e.g. acetohydroxamic acid®' (AHA, Fig. 1b) with the latter
chelating the catalytic zinc ion displacing the water nucleo-
phile.”” To some extent the AHA-bound form of the enzyme
models the ES* intermediate, at least in terms of the coordina-
tion of the Zn ion. However, as these inhibitors are small, they
can be removed after crystallization by extensive washing to at
least allow the solvation of the Zn ion in its resting state to be
examined as achieved in the study of Bertini.'® Using this
approach, both MMP-8 and MMP-12 have been characterized
leading to two different descriptions of the resting state solva-
tion sphere. In MMP-8 only one water ligand is resolved with
full occupancy, while two further water molecules have only
20% occupancy. If the latter are neglected, the resulting geo-
metry is a flattened tetrahedron. In contrast, the active site of
MMP-12 contains three coordinating water molecules leading
to an almost regular octahedral geometry of the Zn site."> For
MT1-MMP, the system used in this study, only an X-ray structure
with a TIMP has been reported.’®*° The uninhibited coordina-
tion number has instead been inferred from stopped-flow X-ray
absorption (XAS), which suggested that the metal is tetracoordi-
nated, i.e. it only has one water ligand, the nucleophilic water.*?

Regardless of the precise number of coordinating water
molecules in the resting state, it is the presence of solvent in
the ‘activated’ states of catalysis which is crucial to address
function. Recent THz absorbance spectroscopy suggests that
solvent water dynamics plays a crucial role for the enzymatic
activity and protein recognition.>® Here we report the crystal
structure of the catalytic domain of human MT1-MMP with a
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small peptide bound at its catalytic site, modeling the first
product state after peptide cleavage. This novel structure iden-
tifies two auxiliary water molecules whose role in the enzymatic
reaction was analyzed using optical, magnetic resonance and
computational techniques. Together these data provide new
information on the catalytic mechanism of MMPs and the
importance of the immediate solvation sphere in directing
catalysis.

2. Materials and methods
2.1 Preparation of Zn>* and Co’*-MT1-MMP

The procedure for the expression, purification and preparation of
Zn*'- and Co*'-MT1-MMP is described in the ESL, S1, S2 and S3.
Metal content of protein samples was measured by atomic
absorption spectroscopy (Mikrolab Kolbe GmbH, Miilheim/Ruhr,
Germany). Unless otherwise stated, all spectroscopic measure-
ments were performed at a protein concentration of 100-300 uM
in 50 mM Hepes pH 7.4, 100 mM NaCl and 5 mM CaCl,.
Inhibited samples contained additionally 0.5-1 M of aceto-
hydroxamic acid (AHA), (ESI,} S4). Inhibited samples were
incubated for at least 2 hours in AHA prior to measurement.
Low temperature measurements included glycerol in the buffer:
30% v/v for EPR, 80% v/v for MCD.

2.2 Enzymatic assays

Enzymatic assays were performed at 25 °C by monitoring the
increase in fluorescence intensity of methoxycoumarin-4-acetyl
(Mca) due to the decrease of FRET quenching by 2,4-dinitrophenyl
(Dnp) upon hydrolysis of the fluorogenic peptide Mca-
KPLGKK(Dnp)AR-NH,***® (Jex: 340 NM, Aem: 400 nm) with a
96-well plate reader connected to a fluorescence spectrophoto-
meter (Varian Cary Eclipse). The Michaelis Menten constant for
the hydrolysis of the collagen-like substrate was estimated by
fitting the initial velocity (for the first ~100 s) with the
Michaelis Menten equation v; = Vy.[S]/(Km + [S]), where v; is
the initial rate (fluorescence unit per second), [S] is the sub-
strate concentration (M), Vi, iS the maximum reaction rate
attained at the saturating substrate concentration and Ky, is the
Michaelis-Menten constant.

2.3 Protein crystallography

Crystals were obtained from 10 mg ml~" of MT1-MMP using
the sitting drop/vapor-diffusion method upon mixing with an
equal volume of 0.2 M ammonium nitrate, 20% (w/v) PEG 3350
(pH 6.2).%° For X-ray diffraction experiments, the crystals were
soaked in buffer containing 0.3 M ammonium nitrate, 25% (w/v)
PEG 3350 (pH 6.2) and 20% glycerol as a cryoprotectant. Diffraction
data sets were collected on beamline BL14.2 at BESSYII (Hemholtz-
Zentrum Berlin, Germany). A complete native data set was collected
to 2.24 A resolution at an X-ray wavelength of 0.91841 A (PDB entry
5HOU). Diffraction images were indexed, integrated and scaled
using the program XDS.”” The molecular replacement method
was applied using the program MOLREP?® and the coordinates
of the MT1-MMP-TIMP2 complex (PDB entry 1BQQ)"® were used
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as an initial search model. Refinement was carried out by the
program PHENIX.REFINE.>® The stereochemical properties were
checked by RAMPAGE.® Data collection and refinement statistics
are listed in the ESI,} S5.

2.4 Room temperature absorption and MCD measurements

Electronic absorption spectra were recorded with a Cary Model
50 Spectrophotometer. MCD spectra were recorded with 1 nm
bandwidth on a Jasco J-715 spectropolarimeter. The 1 cm
pathlength quartz cuvette was inserted in a permanent magnet
of 1.4 T field strength (Olis, Inc., Atlanta, GA). MCD spectra
were collected to estimate the molar extinction coefficient of wild
type MT1-MMP using the protein’s tryptophan residues.*"*
A calibration curve was determined by measuring MCD spectra
of different concentrations (25, 50, 75, 100, 150 and 200 puM) of
L-tryptophan in 50 mM Tris (pH 7.4), 100 mM NaCl and 5 mM
CaCl,. The MCD spectrum of 18 pM of MT1-MMP in the same
buffer was acquired and compared with the calibration curve to
calculate the molar extinction coefficient (ESL Fig. S2).

2.5 Low temperature MCD measurements

MCD experiments at low temperature were carried out with an Olis
DSM17 CD spectropolarimeter while the sample was placed in the
Oxford cryostat Spectromag SM4000. The temperature range was
from 1.7 K to 20 K and the energy range from 33330 cm "
(300 nm) to 12500 cm ™" (800 nm). The solutions were transferred
to pre-cooled MCD holders with pre-cooled syringes, and then
frozen in liquid nitrogen.

2.6 EPR measurements

X-band CW EPR measurements were performed in the tem-
perature range of 5 to 20 K using a Bruker E500 spectrometer
equipped with a Bruker ER 4116DM resonator, Oxford Instru-
ments ESR 935 cryostat and ITC503 temperature controller.
Microwave power levels used were in the range of 630 pyW to
20 mW. Magnetic field modulation amplitude was 7.5 G.
Q-band pulse EPR, ESEEM/HYSCORE and Davies ENDOR
measurements were performed between 2 and 6.5 K using a
Bruker ELEXSYS E580 Q-band pulse EPR/ENDOR spectrometer
equipped with a home-built TEO11 microwave resonator>>
and cryogen free variable temperature cryostat from Cryogenic
Ltd.>* The RF amplifier used for ENDOR measurements was
AR 2500L (Amplifier Research). Field-swept EPR spectra were
obtained via integration of the electron spin echo (ESE) signal.
The length of the n pulse was 80 ns and the delay between the
two pulses was 348 ns.

2.7 Setup of the computational model

To create an all-atom three-dimensional model of MT1-MMP,
the initial coordinates of the heavy atoms were taken from the
crystal structure. Other conceivable structures of metal coordi-
nation spheres at the structural and catalytic zinc sites were built
using the Discovery Studio Visualizer. To model the inhibited
enzyme, an acetohydroxamate molecule was manually inserted
into the active site using the Discovery Studio Visualizer soft-
ware, using the crystal structure of MMP-9 complexed with a

This journal is © the Owner Societies 2017


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c7cp05572b

Open Access Article. Published on 14 September 2017. Downloaded on 12/5/2025 3:25:20 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

similar inhibitor (PDB ID: 20W1)** as a guide. The model
systems were solvated with 9678 water molecules using the
VMD software®® and equilibrated by means of 500 ps molecular
dynamics (MD) simulations with periodic boundary conditions.

2.8 Molecular dynamics simulations

The CHARMM?®” force field was used for the protein atoms and
the TIP3P model®® for water. Electrostatic interactions were
computed using the Particle-Mesh-Ewald method with a grid
spacing of 1.0 A. Electrostatic and van der Waals interactions
were smoothly switched to zero between 10 and 12 A. A tem-
perature of 300 K was controlled with a Langevin thermostat.
The bond lengths of water molecules were constrained using
the SHAKE algorithm.*® All MD simulations were carried out
using the NAMD program.*° During these classical MD simula-
tions, the coordinates of amino acid side chains that form the
coordination environment of both zinc ions were frozen, ie.
Asp71, His69, Thr73, His84, Tyr86, His97, His122, His126, and
His132. This helped to prevent drastic reorganizations in the
structural site (keeping the zinc coordination number of 4).
At the catalytic site the zinc coordination number became
6 (3 histidine residues and 3 water molecules), which is favored
due to the force field parameterization of the zinc ion. There-
after the solvation water shell was reduced by keeping only
water molecules within 12 A from the protein. The subsequent
MM minimization employed 1000 steepest-descent steps, 5000
conjugate-gradient steps, and 10000 steps using the adopted
basis Newton-Raphson method. During these minimizations,
the atoms from the coordination environment of the two zinc
ions were fixed. The resulting model systems were taken as
starting structures for QM/MM calculations. In the studies on
the Co-substituted enzyme, the metal was changed from zinc
to cobalt.

2.9 QM/MM geometry optimizations

The QM region included the coordination sphere of the metal
ions: the side chains of Asp71, His69, His84, His97, and the
zinc/cobalt ion for the structural site; the side chains of His122,
His126, His132, the acetate fragment of Glu123, the zinc/cobalt
ion, 1-3 water/hydroxide ligands and/or an inhibitor for the
catalytic site. The energy and gradients in the QM part were
computed at the DFT level with the hybrid functional B3LYP*"*>
in combination with the 6-31G** basis set.*’ The rest of the
protein and the other water molecules constituted the MM
region, which was described by the CHARMM force field. All
reported calculations on the Co-substituted enzyme were done
on the high-spin (S = 3/2) state of Co®". The QM/MM calculations
were performed with the ChemShell software**® using the
TURBOMOLE 6.3 program®® for the DFT calculations and the
DL-POLY program®’ for the MM calculations. Geometries were
optimized using hybrid delocalized internal coordinates.® The
optimized region comprised all amino acid residues and water
molecules containing atoms within a distance of 6 A from any
atom of the QM part; the rest of the protein and other solvent
molecules were kept fixed. In all QM/MM calculations QM-MM
electrostatic interactions were treated with electronic embedding
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and without any cutoff for QM-MM electrostatics. The chosen
QM/MM setup and protocol have been found to be adequate in a
previous QM/MM study of the MMP-2 catalytic cycle.'®

2.10 Property calculations

All single-point property calculations were carried out with the
ORCA program*® at QM(B3LYP/6-31G**)/CHARMM optimized
geometries. The hyperfine A tensor was obtained from single-
point calculations with the meta-GGA TPSSh functional®® and the
triply polarized CP(PPP) basis set>* on cobalt; the other atoms
were described by the uncontracted def2-TZVP basis set.>>>* We
used an enhanced integration grid and integration accuracy of
11.0 for cobalt and of 9.0 for the cobalt-coordinating nitrogen
atoms.”" Scalar relativistic effects were accounted for by using
the zeroth-order regular relativistic approximation (ZORA)
methodology.> Point charges on the MM atoms were taken
from the CHARMM force field. We calibrated the chosen
QM(TPSSh/CP(PPP)) level of theory for the calculation of cobalt(n)
isotropic hyperfine coupling constants against experimental data
(ESLT S12).

The state-averaged complete active space self-consistent
field (SA-CASSCF) method was used for calculation of on-site
zero-field splitting (ZFS) parameters and of d-d transitions in
Co(u) coordination complexes. The active space in the SA-CASSCF
calculations included seven electrons and five 3d-based molecular
orbitals. 10 (18) roots were considered for the quartet (doublet)
state. Dynamic correlation effects were included by using second-
order N-electron valence perturbation theory (NEVPT2).>>>® The
ZORA Hamiltonian was employed in all these calculations, and
the ZORA-recontracted version of the def2-TZVP basis set was
used for all atoms. The spin-orbit coupling was represented by
the spin-orbit mean field operator.>”

3. Results and discussion
3.1 X-ray structure of catalytic domain of MT1-MMP

We report a high-resolution crystal structure of the catalytic
domain of wild type MT1-MMP at a resolution of 2.2 A%® (Fig. 2
and ESL{ S5). Unlike previous crystallographic studies, no
exogenous inhibitor (e.g. TIMPs, AHA) was included in the
crystallization procedure. Globally, our MT1-MMP structure is
similar to structures previously reported for MT1-MMP com-
plexed with a TIMP-1 mutant*® and TIMP-2."® No significant
differences are seen in the surrounding of both the metal active
site and the specificity pockets controlling substrate recognition,
representing surface interactions in the immediate vicinity of the
catalytic Zn site. The only exception was the conformation of the
MT-Loop (Fig. 2). The MT-Loop is a region with the sequence
193PYAPIREG'”° characteristic of MT-MMPs. While its function is
not entirely clear, its deletion does not affect cell surface expres-
sion and proteolytic activity but does result in inefficient locali-
zation and pro-MMP-2 activation on the cell surface.>® Recently,
this region has been identified as an essential region to promote
cellular invasion and a potential exosite target region to develop
selective MT1-MMP inhibitors.”® The different conformation of
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Fig. 2 Superposition of the structures of the obtained MT1-MMP (blue)
and the enzyme inhibited by TIMP-1 (red, PDB: 3MA2)?° and by TIMP-2
(green, PDB: 1BUV).X° The protein inhibitor TIMPs are not shown for clarity.
Zn ions (catalytic Znl and structural Zn2) are colored in gold; Ca ions
(Cal and Ca2) in cyan.

the loop detected by X-ray crystallography may reflect the
flexibility of this area, with its precise orientation in the crystal
structure due to crystal packing affects. A similar observation was
made for the membrane protein MT3-MMP,® further supporting
the notion that the conformation of the MT-loop is important for
the divergent function of this family of enzymes.*®

The approximately spherical supercomplex contains four
metal sites. Two sites contain zinc, whereas the other two sites
contain calcium. The catalytic zinc is bound (Fig. 3) in the
central part of the active-site cleft coordinated by the imidazole
Ne2 nitrogens of His239, His243 and His249.”'> As no inhibitor
was included in the crystallization, the remaining ligands of the
catalytic site should be solvent derived. This however was not
the case. Additional electron density was found close to the
active site pocket which could be fitted with a sequence of at
least three histidines. This additional density is suspected to be
associated with the His-tag engineered protein to allow purifi-
cation (ESLt S6). This His-tag was inserted into the flexible
“hinge” region which links the catalytic domain to a C-terminal
hemopexin domain.®* In vitro maturation of the protein con-
struct leads to autoproteolysis of the hinge region, which is
not necessary for catalytic function.”® We suspect that the
inadvertent presence of the residual His-tag in crystal prepara-
tions is required to stabilize the enzyme during the crystal-
lization process as no His-tag free population was observed. We
note that there is no evidence for the His-tag associating with
the complex in solution and that the Zn/His-tag complex is not
an intermediate of the hydrolysis reaction. Nevertheless, the
structure obtained for the catalytic Zn site is novel. While it
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Fig. 3 Crystal structure of the catalytic zinc ion (Znl) of MMP-MT1 with a
small peptide (His-tag, yellow stick) bound as a bi-dentate ligand via its
C-terminus (PDB entry 5HOU). The Zn has three protein derived ligands:
His239, His243 and His249 and distant water ligands: a water in front of the
page (Wg and a water behind the page (Wy,).

shares features with earlier inhibited structures using small
synthetic molecules and peptides, it is the first to resolve
multiple water interactions with the putative C-terminus pro-
duct fragment, which computational modeling has predicted
for the first product intermediate of the reaction cycle. A
complete list of all reported MMP structures with a carboxylate
bound at the catalytic Zn site is given in the ESL,} S6, see Table S2
and Fig. S13.

The interaction of the His-tag with the protein cleft is shown
in the ESI,+ S6. The MMPs active site is characterized by three
unprimed pockets (S1 to S3) and three primed pockets (S1’ to S3”)
which drive the binding of the substrates. The primed pockets
interact with the N-terminus fragment, while the C-terminus
fragment instead interacts with the unprimed pockets. The
interaction of the C-terminus fragment of the His-tag was found
in the unprimed pockets (S1 and S2).

The two additional Zn sites are described in the ESIL:{ a
structural zinc coordinated by the imidazole Ne2 nitrogens
of His186 and His201, the Nd1 nitrogen of His214, and one
carboxylate oxygen of Asp188; and a third adventitious Zn binding
site that was found on the surface of the protein exposed to the
solvent and corresponds to a crystallization artifact. It is bound via
the carboxylate oxygen of Asp248 and stabilized by one of the
histidine residues from the His-tag (ESL,} S5 and S6).

3.2 A novel structure modelling the first product state

Theoretical modeling of the reaction cycle (see Fig. 1) suggests
that protein hydrolysis occurs via a nucleophilic attack of the
a carbon of the peptide bond by a water molecule. The transi-
tion state for this reaction is a ‘“‘gem-diol” type structure; crystal
structures that contain a small synthetic molecule bound to the
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Zn to some extent model this intermediate, with a two-oxygen
bidentate ligand motif which corresponds to the peptide back-
bone oxygen and the water oxygen nucleophile. The structure
reported in this study is different. It instead contains a bidentate
carboxylate ligand, which is a product of the reaction. Indeed the
first product intermediate proposed is that of a Zn>* complexed
with an asymmetric bidentate carboxylate ligand. Theoretical
models predict that such a motif is stabilized by:”***3

(1) a hydrogen bond between the o oxygen of the carboxylate
and the transiently protonated Glu240 residue;

(2) a hydrogen bond between the § oxygen of the carboxylate
and a near-by auxiliary water molecule, which acts as an
electrophile.

Both of these features have been seen in crystal structures of
MMPs;*>® in our structure the carboxylate C-terminus of the
His-tag is in H-bonding distance to one oxygen of the Glu240
(2.6 A) and an auxiliary water molecule, termed throughout this
study as water in front (Wy) as it is located on the front face of
the Zn ion in the projection where the three His residues are
located below the Zn and the Glu240 sits behind the Zn on the
left hand side (Fig. 3 and 4a). A survey of all structures reveals
that the presence of W; is correlated with the asymmetric
bidentate carboxylate ligand motif (Zn-O carboxylate distances
of ~2.0 and ~2.5 A). In the complete set of MMP structures
with an exogenous carboxylate ligand, the carboxylate coordi-
nation mode is plastic, binding as a symmetric bidentate ligand
all the way to a monodentate ligand, see ESIL,{ S6, Table S2.

The more novel feature of our crystal structure is an addi-
tional auxiliary water molecule, termed throughout this study
as water back (Wy,) as it is located on the back face of the Zn ion.
It interacts with both the Zn>* ion and the 2nd coordination
sphere proline residue. Such an auxiliary water molecule has
only been observed once before, in a structure of MMP3 with a
bound peptide.®® This earlier structure, however, did not contain
Wy, nor did it stabilize a bidentate motif for the carboxylate. It
instead more closely resembled the 1st product state that could
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be trapped in the study of Bertini, in which the carboxylate has
already partially detached from the Zn>" ion (mono-dentate).
Wj, in our structure is located such that it provides H-bonds to
the a-oxygen of the C-terminus, the same as Wy Owing to its
location near Glu240, it represents the best candidate to
displace/replace the bound C-fragment. We hypothesize that
this process is triggered upon proton transfer from the Glu240
to the amine, breaking the H-bond between the Glu240 and
C-terminus. A small rearrangement of Wy, can then act to recover
the H-bond network between Glu240 and the C-fragment, stabi-
lizing an intermediate containing a monodentate carboxylate
ligand (see Section 4). Within this interpretation, the MMP3
structure®® described above would then be representative of a
later timepoint in this progression.

Lastly, we note that the position of the C-terminus/Glu240
couple in our structure also provides insight into how the
C-fragment and N-fragment of the hydrolysis reaction likely
interact immediately after peptide cleavage. The existing crystal
structure of Bertini et al. locates the position of N-fragment
(IAG) after the hydrolysis reaction. In our structure additional
electron density is seen in approximately the same region,
which we assigned to two cryoprotectant (glycerol) molecules.
If instead this density is fitted to the IAG molecule, which is
approximately the same size, the position of the amine head
group in the 1st product state can be proposed. The nitrogen of
the amine is within H-bonding distance of both the C-terminus
(0,) and the Glu240 (both 2.7 A). We also note that in this model
the Glu240 interacts with both the N-terminus and C-terminus
fragments via a single oxygen (Fig. 4b). This is the same orienta-
tion for the Glu240 as seen in the earlier Bertini structures and in
other MMPs with bound carboxylates (ESLT S5 and S6). This is an
important deviation from theoretical models of the first product
state, which have instead assumed that the C- and N-fragments
interact via a bidentate Glu240 (Fig. 4c) as is proposed for the
gem-diol intermediate state. This result then implies that for
the last proton transfer event, involving proton shuttling between

a b R
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H7/AS R
. ;2712.7\ o
4 y, _ 26 S
’ //C O\H ..... 0% |
o) \\\Mp
IAG s (8] IAG,, o0 ) mono-dentate
: : C
& © Zn1 gk v Zn1 R
L NeT i NET Y —— He |
/26" f/ 2eﬁ, N R
| = - H \
) N i T /C"‘TOB
% (]
Glu240 ’ Glu240 /C\O H Oa\ .
N\ X bi-dentate

Fig. 4
from the structure(s) of Bertini et a
with model b consistent with our crystallographic data.

L 15
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(a) Modeled position of a putative N-fragment associated with the catalytic site (steroview). The position of the N-fragment (IAG) was reoptimized
in the location of cryoprotectant molecules seen in our structure. (b and c) Possible proton transfer intermediates,

Phys. Chem. Chem. Phys., 2017, 19, 30316-30331 | 30321


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c7cp05572b

Open Access Article. Published on 14 September 2017. Downloaded on 12/5/2025 3:25:20 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

PCCP

the transiently protonated Glu240 and the amine, only requires
one oxygen (the protonated one) of the Glu240, as recently
suggested by Vasilevskaya et al.,"* making good chemical sense
in so far that the proton transfer distance is significantly
decreased using this motif.

3.3 Detecting interactions between the auxiliary/solvent water
and cofactor throughout the catalytic cycle - replacement of the
spectroscopically silent Zn>* ion with Co**

Magnetic spectroscopic techniques, such as electron paramag-
netic resonance (EPR) and magnetic circular dichroism (MCD),
are valuable biophysical tools for the study of metalloproteins
allowing the local structure (coordinating ligands), global struc-
ture (protein conformation) and catalytic mechanism to be
examined in detail, under conditions similar to the physiological
environment.®®®® Although Zn** is a d"° closed shell ion and
thus magnetically silent, magnetic spectroscopic studies can be
made possible by replacing it with Co>*, which is instead a
paramagnetic d’ ion. Co>" is used in preference to other transi-
tion metals owing to its size and coordination chemistry being
similar to Zn>* with earlier literature studies demonstrating
Zn/Co exchange does not significantly affect protein activity.®®*®

Importantly, for MMP homologues (e.g. MMP-1 and MMP-12)
Zn/Co replacement does not change the coordination number/
geometry of the active site.®””° The protocol for replacing the
“spectroscopically silent” Zn*>* ions in MT1-MMP with Co®" is
described in the ESI,f S3. The modified enzyme is fully active as
demonstrated with a standard assay developed for MMPs based
on a FRET mechanism.>*** In this assay, the consumption of a
fluorogenic collagen-like peptide leads to an increase of fluores-
cence at 400 nm allowing the reaction kinetics to be monitored.
Interestingly the cobalt enzyme has a lower substrate turnover
frequency of approximately 20% and a 2 fold increase of the
Michaelis Menten constant Ky, (36 &+ 15 vs. 85 &+ 8 pM, Fig. 5A
and B). The increase in Ky, can be interpreted in a number of
ways. As the rate limiting step of the reaction is the loss of the
two peptide fragments from the protein cavity, the simplest
enzymatic model requires four states (see Fig. 1): (i) free
enzyme (E) + substrate (S); (ii) the enzyme-substrate complex (ES);
(iif) the enzyme-product complex (EI); and (iv) free enzyme +
product(s). Such a scenario can still be rationalized within the
Michaelis Menten model, but Ky, includes a pre-factor (Ky,") which
takes into account the product dissociation step.

ki ks k3
E+S = ES—SEI—SE+P (1)
k-
, ks ks ky4k_y
Ky = Ky = D T— 2
M Ttk ™M Ttk Kk @)
KM/ (Zn) _ k3 (ZH) k2 + k3(Zn) - k3(Zn) (3)
KM/ (CO) ks (CO)/Q + k3 (CO) k3(CO)

Making the approximation that we only need to consider the
effect of Zn/Co exchange on the rate determining step (ks),
a simple formula for the ratio of K, for the Zn and Co enzymes
can be obtained, i.e. we assume that all rates other than k; are
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Fig. 5 (A) Hydrolysis of a fluorogenic collagen-like peptide by Zn**-MT1-
MMP (blue) and Co?*-MT1-MMP (red). (B) Michaelis Menten constant Ky
was obtained for the hydrolysis of different concentrations of the substrate
using 0.5 uM Co?*-MT1-MMP in 50 mM. Data were fitted with the Michaelis
Menten equation (R* = 0.995).

approximately the same. Similarly, as k,, the hydrolysis reaction
rate, is expected to be fast [k, > k3(Co) & k3(Zn)], the second
term of eqn (3) is approximately 1, and thus the change in Ky,
directly corresponds to the change in k;. The rate of product
dissociation is therefore estimated to be ~2 fold slower for the
Co"" enzyme. We note that synthetic inhibitors such as AHA also
successfully inhibit the Co** enzyme (ESIL,t S4) with similar
Kp values, i.e. 10-20 mM.”*™"?

3.4 Dynamic interactions of auxiliary waters: electronic
absorption and low temperature MCD of Co>*-MT1-MMP

Electronic absorption spectra were collected for the MMP
protein at room temperature, in the presence and absence of
the inhibitor AHA, resolving broad, weak transitions in the 400-
600 nm (15 000-24 000 cm ) region with extinction coefficients
of the order of ~100 M™* cm ™', which were relatively insensi-
tive to AHA addition. The inferred weak extinction coefficient
(50 and 150 M~ cm™') suggests that both Co>" sites of the
protein are either 5 or 6-coordinate’* ®* as tetrahedral complexes
display significantly larger values ¢ > 150 M~ ' em™*.7##% This
includes literature data from Co substituted MMPs: MMP-1,°°
which has a tetrahedral catalytic site,”* exhibits an intense band with
&ss0 & 1000 M~ ' em ™, whereas MMP-12, which has a octahedral
catalytic site,'®> shows a weaker band with gs45 ~ 80 M~ " em ™.
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Fig. 6 (a) Electronic absorption spectra of Co?* substituted MT1-MMP.
The dashed line represents an estimate of the scattering background due
to protein aggregation. (b) Corresponding low temperature MCD spectrum
(1.8 K, 7). (c) With AHA inhibitor. The red dashed lines represent a fitting of
the spectra assuming eight bands modeled in terms of a Gaussian profile.
Individual bands are colored green (catalytic), blue (structural) and grey
(uncertain). See also ESI,{ S7.

Note that owing to the large scattering background seen in all
samples, presumably resulting from partial enzyme aggrega-
tion, it is difficult to estimate with confidence the extinction
coefficient or the effect of the inhibitor (Fig. 6a).

To refine this picture, low temperature MCD of Co>'-
substituted MT1-MMP was performed. These measurements
identify multiple spin-allowed d-d transitions consistent with
two or more protein-bound Co”>* ions (Fig. 6b). The profile
could be modeled in terms of eight transitions. The addition of
the inhibitor AHA was used to assign these transitions to either
the catalytic site or the structural site; with the latter not being
influenced by the binding of AHA (Fig. 6¢). Bands 1-4 are all
modified by the inhibitor and are thus assigned to the catalytic
site: band 1 (17200) band 2 (18000) are significantly dimini-
shed or completely lost upon inhibitor binding whereas band
3 (20000) decreases in intensity by 50% and is shifted to the
red (500 cm '), and band 4 doubles in intensity (its position is
not well defined in the non-inhibited form). Bands 5-8 are
unchanged and thus assigned to the structural site (see ESL T S7).
It is noted that the structural site should also have some
contribution in the 17000-21000 cm™ " region and thus the
fitted bands should only be assigned dominantly to one species
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View Article Online

PCCP

or the other. The electronic transitions observed represent the
highest spin-allowed d-d transition of Co>": ie. transitions
between electronic states derived from the ground state *F and
excited state *P terms.” For the free ion these levels are separated by
16800 cm ™" (15B), with the crystal/ligand field (10 Dg < 5000 cm™ ")
tuning their exact positions (Fig. 7).°> The bands assigned to
the catalytic site in its uninhibited form best resemble those
seen for 5 coordinate Co** complexes. Such complexes typically
resolve two MCD features of negative ellipticity, derived from
the splitting of the *P term, here split by ~2500 cm™ ", supporting
the assignment of bands 1-2 to *A,/(F) — “A,/(P) and band 3 to
4A2/(F)—> 4E//(P).

The induction of MCD signals as a function of the temperature
and applied field provides further support for this assignment.®®°%%”
The MCD C-term activity of Co>* complexes is dependent on the
ordering and separation of the two Kramers doublets that
describe its ground magnetic spin state. In the instance where
the separation is large, only one Kramers state is populated at
cryogenic temperatures (0-20 K) and thus the induction of the
MCD signal - described by its magnetization curve - is tem-
perature invariant (the magnetization curves overlay). In con-
trast, if the separation is small, the relative populations of the
two Kramers states will significantly vary as a function of
temperature (<100 cm ™ ') and as such its magnetization curves
will vary with temperature; a phenomenon called ‘nesting’. The
separation between the two Kramers states is defined by the
zero-field splitting of the complex, which is defined by the
parameter D. For Co>" complexes the zero-field splitting comes
about due to spin-orbit coupling (SOC) and its magnitude
broadly correlates with the coordination number.®®°%” For
tetrahedral complexes, the singlet ground electronic state (*A,)
is not strongly affected by SOC, whereas for octahedral com-
plexes, the orbitally degenerate ground electronic state will split
(to 1st order) due to the SOC mechanism; 5 coordinate complexes
fall in between, with the SOC mechanism operating to 2nd
order.”” This sets up a hierarchy of D values which Co*"-
substituted enzymes typically follow: D is small (or negative)
for tetrahedral complexes, moderate for 5 coordinate com-
plexes and large for octahedral complexes, although there is
significant overlap within these three ligand fields.®®*%”

Magnetization curves for these two bands (2 and 3) assigned
to the catalytic state show nesting behavior consistent with a
fine structure splitting value of approximately D = +25 cm ™,
and thus consistent with a 5 and 4 coordinate Co®>" complex.
We note that band 1 has a non-physical magnetization curve
presumably due to the overlap with another unresolved feature
(i.e. structural site). It is less clear what band 4 represents. This
band does not display the same field and temperature depen-
dence lacking the nesting behavior of bands 2 and 3, suggesting
a large, positive fine structure value (D > +100 cm™ ‘). This
simple, weak feature may represent a second population of the
catalytic site in which it adopts an octahedral coordination with
a "Ty4(F) — “Tyy(P) transition. The presence of both these
signals would then suggest that the resting state solvation of the
Co>" substituted enzyme is best described in terms of a dynamic
1st coordination sphere with two or three water molecules.
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Whether both the front and back waters can bind indepen-
dently of each other in a 5 coordinate geometry, or if instead
there is a preferred solvation complex in the 5-coordinate form
cannot be deduced from this data.

Upon binding of the inhibitor, the spectrum collapses into a
doublet centered at 19624 cm ™, although a shoulder may be
present at 18000 cm™ ", which could be an underlying structural
site signal. This feature shows no nesting behavior (D > 130 cm ™),
suggesting that the catalytic site with the inhibitor bound is
best described in terms of an octahedral coordination. Both
bands are assigned to a single complex, with the splitting due
to a lowering of perfect octahedral symmetry. This requires the
inhibited active site to have one water ligand. It is not clear
whether the additional water binds on the front or back face of
the complex (Fig. 8).

3.5 Dynamic interactions of auxiliary waters: EPR of
Co>*-MT1-MMP

The above magnetic-optical analysis was refined using EPR.
Fig. 9 shows CW X-band and pulse Q-band EPR spectra of the
Co-substituted enzyme with and without AHA. The EPR signal
at g ~ 4.3 is indicative of Co®" complex(es) with large positive
zero-field splitting (D > +1 cm™ "), ie. the magnetic ground
state is Mg = |+1).°®°® Temperature-dependent data shown in
the ESI,{ S7 confirm this assignment. The low-field signal
consists of a broad feature with no resolved hyperfine structure
and a second, relatively narrow feature, with an additional
splitting. These two components show different temperature
and power dependencies, with the broad signal saturating
more readily (see ESI,¥ S7). The eight-line hyperfine pattern,
which originates from the interaction with the *°Co nucleus
(I = 7/2), is often obscured at X-band (and higher frequencies)
due to the effects of g- and D-strain.°® The ground state

30324 | Phys. Chem. Chem. Phys., 2017, 19, 30316—-30331

1.01a

0.81 o/
0.6
0.41
0.21

004+
10{ ¢

0.81
0.6

041 _* 18K

e 50K
BE fir ° 10K
20 K

6 coordinate

0.0 T T
0.0 1.0

5 i 05 10
BB, /2KT

BB, /2KT

0.0

Fig. 8 Magnetization curves for the fitted bands for both the uninhibited
(@ and b) and inhibited (c and d) enzyme. Experimental parameters:
temperatures 1.8, 5, 10, 20 K; magnetic fields 0, 1, 3,5, 7 T.

assignment suggests that both Co sites of the protein are either
pentacoordinated or octahedrally coordinated, consistent with
MCD data described above (see also ESI, S7).°® The small
signal at g = 2 (B, ~ 340 mT at X-band) is part of the baseline
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non-inhibited and T = 4 K, v, = 33.960 GHz for the inhibited sample.

(resonator) and another background signal (adventitious Fe*")
observed at g = 4.33 (B, = 159 mT at X-band) varied from batch
to batch. Inhibition of the enzyme with AHA changes the EPR
line shape, indicating that the broad signal envelope represents
(at least in part) the catalytic site, as the structural site is not
expected to change upon inhibition. Interestingly, the hyper-
fine splitting observed is unaffected by inhibition, suggesting
that this may be solely associated with the structural site. We
note however that the hyperfine structure was not readily
observed in all samples. The line shape of the main component
indicates that the Co®>" ion has an approximately axial ZFS
tensor (E/D =~ 0.1). The rhombicity of the signal increases
(E/D =~ 0.13) upon AHA binding. Although a small E/D is usually
thought to be reflective of octahedral coordination, in our case
owing to high level symmetry (see Section 3.5 Fig. 11) we do not
consider this parameter to give a definitive assessment of the
coordination number.®®

Subsequently pulse double resonance EPR experiments’"
were performed to directly assess the number of water ligands
that bind at the catalytic Co® ion and to examine whether these
are displaced by AHA. Davies "H-ENDOR measurements show
that there is at least one auxiliary water ligand in both the
inhibited and non-inhibited state, with hyperfine coupling (Aq4;p)
of about 3 MHz typical for aqueous transition metal com-
plexes.”®' It has a ‘Pake-like’ pattern indicative of a dipolar-
coupled species (sitting perpendicular to the principal axis of
the D tensor) that is lost upon deuteration. Both properties are
only consistent with the presence of one or more water mole-
cules in the 1st coordination sphere. These results immediately
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imply that the AHA form of the cofactor is 6 coordinate, with
three His ligands, two ligands from the inhibitor and 1 auxiliary
water, in agreement with MCD data. A second, more strongly
coupled water, is resolved by *H-ESEEM/HYSCORE (see Fig. 10B).
The observed hyperfine coupling of 1.5 MHz for *H corresponds
to Aops & 9.8 MHz for 'H due to the difference in the gyro-
magnetic ratios. We reason that the signal is too broad to be
readily observed in the corresponding "H-ENDOR experiment.
Indeed we encountered a similar situation for the Mn/Fe
cofactor of the R2lox protein."®" The hyperfine coupling of this
1st coordination sphere water is approximately the same as
observed earlier for the Zn finger protein Transcription Factor
IIA%® and is assigned to the catalytic water. These results imply
that the cofactor must be at least 5 coordinate in the non-
inhibited state, with three His ligands, the polarized/catalytic
water and at least 1 auxiliary water. We find that the 1.5 MHz
signal is lost upon AHA binding (see Fig. 10C), replaced by a
smaller coupling of 1.1 MHz, presumably the OH of the AHA. As
the 1.5 MHz coupling is completely abolished, AHA is bound to
all catalytic sites at this concentration. One further observation
can be made from this dataset. A non-exchangeable proton signal
with a splitting of 3.4 MHz is also resolved in the 'H-ENDOR
spectrum of the non-inhibited sample; this signal is not lost upon
deuteration. It is likely derived from the non-exchangeable
proton(s) of the histidine ligands. This signal is however lost
upon binding of AHA, suggesting that the ligand field of the
catalytic Co®" changes upon binding of the inhibitor. This final
result supports the notion that the non-inhibited state is different

20 24 28 32  Freq./MHz
T T T T T T T T T
A — Native
Inhibited

ENDOR intensity /arb. units
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Fig. 10 (A) Q-band *H-ENDOR spectra recorded at the field position
B = 650 mT for non-inhibited (black line) and AHA-inhibited (red line)
samples in H,O buffer (upper two traces) and after deuteration (lower
traces); Q-band 2H-HYSCORE spectra of the (B) non-inhibited and (C) AHA-
inhibited samples.
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from the inhibited state, i.e. 5-coordinate, in agreement with
MCD data. However as with the MCD measurements, EPR
results do not show how the auxiliary water(s) binds in either
the non-inhibited or inhibited state.

3.6 QM/MM modeling of the structural and active site of
MT1-MMP

To further explore the role of the auxiliary water molecules
during catalysis, QM/MM calculations were performed on a set
of plausible structural models A-K (see ESI, S8-S10 for detailed
results and discussion). For selected models, the QM/MM opti-
mized geometries of catalytic zinc coordination spheres with
coordination numbers 4, 5 and 6 are shown in Fig. 11(C, E, and
H). In addition, structural site models (A, B) and catalytic site
models with extra water molecules in the second coordination
shell (between Glu240 and the nucleophilic water) were exam-
ined (see ESIL1 S8-510). As expected, in tetrahedral models the
single water ligand that binds to the metal ion also interacts with
the nearby Glu240, and thus represents the nucleophilic water
(W) of the reaction mechanism. All 5-coordinate models con-
tain the same water ligand (W,,), and a second water that binds
on the back face of the cofactor (Wy,), presumably because this
allows for a hydrogen bonding interaction with the Pro259
residue. By definition, in the 6-coordinate models all three water
molecules act as ligands (W,,, W}, and W; on the front face of the
cofactor).

The validity of these models was tested by comparing the
calculated D value for each model with experimental values
determined from MCD measurements (Table 1). As expected,
the tetrahedral models (C, D) yield D values of the wrong sign
and magnitude and can thus be discarded. One 5-coordinate
model (E), in which W,, directly interacts with Glu240 yields a
positive intermediate D value (+33 cm™ ') in agreement with the
dominant species observed by MCD. The other 5-coordinate

gt

v

His239

v

His243
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Table 1 Zero-field splitting parameters (cm™) calculated for the QM/MM
optimized structures for models C-K (see text)

CASSCF NEVPT2

D E/D D E/D
C +11.8 0.27 +10.0 0.28
D —16.8 0.10 —14.2 0.11
E +39.1 0.01 +33.4 0.04
F —20.3 0.30 +16.2 0.33
G —27.3 0.12 —23.3 0.10
H +119.2 0.07 +110.5 0.10
I +96.1 0.19 +84.0 0.21
] —22.2 0.29 —18.9 0.28
K +89.2 0.29 +83.2 0.33

D =+24.5 cm™%; E/D = 0.10

Exp. (native)
D > +100 cm™ Y E/D = 0.13

Exp. (inhibited)

models in which an additional water is located between W,
and Glu240 (F and G) yield negative D values and are thus
not supported. Finally, the 6-coordinate models (H, I) yield
large positive D values, larger than 80 cm '. These models
could therefore explain the second species that may be present
in the MCD data. We note that other calculated magnetic
parameters (e.g. >°Co and '*N hyperfine constants) were not
discriminatory in terms of coordination/solvation number
assignment.

We considered two further computational models (J, K) to
investigate how auxiliary water interacts with the cofactor in the
presence of bound AHA: model J does not include an additional
first coordination sphere (auxiliary) water, whereas model K does.
The hydroxamate anion (CONHO™) binds bidentately to the
catalytic Zn>" ion leading to a distorted trigonal-bipyramidal
geometry around the metal, and it also forms a hydrogen bond
with the carboxylate group of Glu240. The -NH- group forms
another hydrogen bond with the carbonyl oxygen of Ala200, and
van der Waals interactions and hydrophobic contacts play a

Fig. 11 QM/MM optimized structures: coordination spheres of zinc at the uninhibited (C, E and H) and inhibited (J and K) catalytic site. Color code:
carbon in green, nitrogen in blue, oxygen in red, hydrogen in white, and zinc in yellow.
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critical role in stabilizing the inhibitor-enzyme complex.'®>
In the QM/MM optimized geometry for model K, water binds
only to the front face (Wy). Comparison between computed and
experimental MCD parameters shows that, as expected, model J
is inconsistent with MCD data yielding a small negative D value.
In contrast, structure K is consistent with the experimentally
observed D value, i.e. >100 cm ', derived from the MCD
measurements and is in agreement with ENDOR results that
showed the AHA complex has one first coordination sphere
water. Structure K represents a genuine octahedral complex,
with a water ligand stabilizing the bidentate ligation of the
AHA. Thus all magneto-optical and magnetic resonance data
presented above can be interpreted as follows:

(1) the solvation of the non-inhibited state is such that the
Co/Zn ion is 5-coordinate (with only the W), auxiliary water bound)
which may be in equilibrium with a 6-coordinate population
(with both auxiliary waters bound);

(2) the solvation of the inhibited state is such that the Co/Zn
ion has one auxiliary water bound (Wy) rendering the complex
6-coordinate.

Finally it should be emphasized that QM/MM geometry
optimizations with Co>" instead of Zn** converged to qualitatively

View Article Online
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identical structures with a maximum absolute difference in bond
length of 0.18 A (ESL S9).

4. Conclusions — implications for the
mechanism

Our study provides new criteria for the mechanism of MMPs,
modelling the first product state of the reaction, which has thus
far only been accessed theoretically. In conjunction with the
ground breaking study of Bertini et al.,'®> our study completes
the reaction cycle and provides a chemical basis for C-terminus
loss and the role that auxiliary/solvent water plays in this key
reaction step. A complete reaction cycle of MMPs is described
below and summarized in Fig. 12.

We favour a resting state structure that has at least one
additional, non-catalytic water molecule (W, Fig. 12a). A third
water ligand (W) may also associate with the Zn*" rendering the
site octahedral. The dynamic nature of the solvation sphere -
under physiological conditions - is not surprising and has litera-
ture precedent.>** Importantly, we find that W}, more readily
associates with the metal site than W¢. In all 5-coordinate DFT

nucleophile W, a C-fragment (R") b - |'|| c
water ~o” N-fragment (R") H C—0Q e H—N—R"
Cuitdl oy W I‘ substrate - /R\A rll CI) MIM
=m0 (l) [ ol ScFT T TSR H,0 "H—0%C—R
/ ....... .'."H/ \|\'/|2+"‘ ,‘,\H 1 H | | 6[3
Q o = /O\ -0 f
/l\ H2O H M2+ 2 M2+ W
NT SN Né/l\%N Né/l\%N o "
2+ — L 2+ 7 A N N
M= =2Zn“" = Co |
_ H—N—H
} a | L
| H,O
H_’]l —H product(s) 13
27|H
! R’ \ N
\ Vi 26 / C—0¢ C
C=0— (@)1 4 /
O/:...' L " .‘\ O
% ] _
W, => W, back-face front-face
6 water water
L _ (W) (Wy)

coordin.
N water

AN
spacer’ N o

. W,
\ G .’. . e}
570 19 Hao 2N
& O\ ,,/], y /C—

M2
<= N/A \N

coordin.
water

Fig. 12 Complete reaction cycle for MMPs including the sequence of steps involved in product release and the role of auxiliary/solvent water in this
process. Structures (a, resting), (g and h) represent intermediates trapped in the Bertini study.!® Structures (b) and (c) show the peptide binding and
cleavage steps. Structure (d) represents the 1st product state of the reaction following peptide cleavage, developed in this study. Structures (e) and
(f) show two possible resolvation pathways, with only (e) leading to C-fragment loss.
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models the second solvating water is Wy, rather than Wy,
presumably because W), forms an H-bond to the second sphere
Pro259 residue, whereas no such interaction with the protein is
available for W¢. Both waters are displaced by the bulky sub-
strate, which is found to coordinate in a bidentate fashion
leading to the gem-diol intermediate (Fig. 12b and c). Following
the cleavage of the peptide backbone the first predicted inter-
mediate contains a newly formed C-terminus of one product
fragment coordinating the Zn>" as an asymmetric bidentate
ligand (Fig. 12d). The bound carboxylate is stabilized by two inter-
actions: (i) an H-bond between the a-oxygen of the carboxylate
and transiently protonated Glu240; and (ii) an H-bond to the
B-oxygen of the carboxylate and an auxiliary water. Both these
structural elements are found in the crystal structure we report
here, with the auxiliary water bound on the front face (Wg). Our
structure deviates from the original computational proposal” in
two important ways:

(1) The position of the Glu240 prohibits it from forming a
bidentate H-bonding network to the amine product, as is
proposed in the gem-diol intermediate.

Instead, we can model a monodentate H-bonding bridge
between the two protein fragments. We speculate that, for this
step in the cycle, an H-bonding interaction involving only the
transiently protonated oxygen of the Glu240 would assist
the subsequent proton transfer to the amine fragment as the
tunneling distance is significantly smaller.

(2) The structure includes a second water (W},) which is also
within H-bonding distance to the a-oxygen of the carboxylate,
further participating in stabilizing the asymmetric carboxylate
binding motif.

We suspect that this water represents the water used as the
nucleophile (W,,) in the next reaction cycle as it is uniquely
placed to displace the a-oxygen of the product carboxylate. We
speculate that the trigger for this event is the proton movement
to the amine. Upon proton transfer, W), moves within the
coordination sphere of the Zn?' (approx. 2 A) to replace the
lost H-bonding network between the o-oxygen of the product
and the Glu240. Simultaneously it may also gain an H-bond to
the amine. At this point the water can displace the o-oxygen
forming the first experimentally characterized intermediate of
the reaction, a mono-dentate 5-coordinate complex reported by
Bertini and coworkers (Fig. 12g). This structure also exhibits a
favourable H-bonding network between both product fragments
facilitated by the incoming/relocated W}, and the Glu240. The
mono-dentate C-terminus fragment is then released from the
Zn*" site, perhaps in competition with solvent, i.e. water binding
on the back face, as seen in our resting state models (Fig. 12h).
We note though that such a water molecule was not observed in
the Bertini structure.'” Nevertheless, carboxylate loss would
strengthen the Zn>" water (W,) interaction, shortening the
W,-Zn** bond and disrupting its interaction with the amine.
The amine, which at this point only weakly associates with the
Glu240 (via H-bonding) is then also released.

The above sequence suggests that the C-fragment loss can be
short-circuited slowing enzymatic turnover. Following proton
transfer to the amine destabilizing the Zn-carboxylate complex,
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the solvation sphere can respond in more than one way. Instead
of W}, moving to restore the H-bonding network involving the
Glu240 as described above (Fig. 12e), W could instead directly
ligate the Zn>" ion rendering the complex 6-coordinate, thus
preventing the release of the carboxylate (Fig. 12f). This is indeed
what we observe for the Co enzyme inhibited with AHA - an
additional water binds on the front face rendering the complex
6-coordinate. Presumably both re-solvation pathways are in
equilibrium, however we suspect that W¢ binding is more likely
to occur for the Co®" enzyme as opposed to the native Zn>" form,
owing to the higher coordination number preference of Co**.
This simple rationale would then explain the slower turnover
of the Co®>" enzyme. Thus, the solvation and inhibition of the
cofactor via small synthetic molecules are likely interrelated
providing another crucial element needed for understanding
the affinity of inhibitors of MMPs and their rational design. The
strategy would be to ensure that the inhibitor mimics substrate/
solvent interactions, either by replicating 1st solvation sphere
interactions, or by the inclusion of functional groups which can
replace the 1st solvation shell and its H-bonding to the protein
surface. It is less clear how solvent/substrate interactions can
be exploited toward selective inhibition of MMPs. This forms
ongoing work of our laboratory.
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