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ABSTRACT: A series of [MoIVO(mnt)(SR)(N−N)]− (mnt
= maleonitriledithiolate; R = Ph, nap, p-Cl-Ph, p-CO2H-Ph,
and p-NO2-Ph; N−N = 2,2′-bipyridine (bipy) and 1,10-
phenanthroline (phen)) complexes analogous to the reduced
active site of enzymes of the sulfite oxidase family has been
synthesized and their participation in electron transfer
reactions studied. Equatorial thiolate and dithiolene ligations
have been used to closely simulate the three sulfur
coordinations present in the native molybdenum active site.
These synthetic analogues have been shown to participate in
electron transfer via a pentavalent EPR-active Mo(V)
intermediate with minimal structural change as observed
electrochemically by reversible oxidative responses. The role of the redox-active dithiolene ligand as an electron transfer gate
between external oxidants and the molybdenum center could be envisaged in one of the analogue systems where the initial
transient EPR signal with ⟨g⟩ = 2.008 is replaced by the appearance of a typical Mo(V)-centered EPR (⟨g⟩ = 1.976) signal. The
appearance of such a ligand-based transient radical at the initial stage has been supported by the ligand-centered frontier orbital
from DFT calculation. A stepwise rationale has been provided by computational study to show that the coupled effects of the
diimine bite angle and the thiolato dihedral angle determine the metal- or ligand-based frontier orbital occupancy. DFT
calculation has further supported the similarity between the reduced, semireduced, and oxidized resting state of the molybdenum
center in Moco of SO with the synthesized complexes and their corresponding one-electron and fully oxidized species.

■ INTRODUCTION

Sulfite oxidase (SO), a pyranopterin molybdenum oxo-
transferase, participates in the physiologically critical oxidation
of sulfite to sulfate, the terminal step in the degradation of
sulfur-containing amino acids cysteine and methionine.1 The
molybdenum site in SO is reduced to Mo(IV) from Mo(VI)
concomitant to the oxo-transfer reaction. The reduced {O
MoIV} center thus formed gets oxidized by two sequential steps
of one-electron transfer via participation of oxidized cyto-
chrome b5, generating an EPR-active {OMoV(OH)}
intermediate.2 YedY, a new member of the SO family isolated
from E. coli, has been characterized in the Mo(V) state and is
presumed to shuttle between Mo(IV) and Mo(V) oxidation
states.3 The structure of chicken liver SO (cSO) was solved in
the product-bound reduced Mo(IV) state of the enzyme.4

The structure−function relationship is helpful in assessing
the reaction mechanism of an enzyme. On the basis of the
structure of the molybdenum active site of cSO, i.e., a
pyranopterindithiolene ligand coordinated to the oxo−
molybdenum center along with a cysteine residue from the
apoprotein, the minimum structural model to mimic the active
site requires a dithiolene coordination to oxo−Mo center along
with thiolate ligation. The square pyramidal geometry around
molybdenum in the native active site remains stabilized as it is

encased in the protein fold that thwarts approach of unwanted
water, thereby reducing the possibility of hydrolysis and
dimerization, though a dimeric Mo(V) species is thermody-
namically more stable compared to a monomeric Mo(V). In
comparison to reports of forward oxo-transfer reaction,5

regeneration of the molybdenum active site on electron transfer
from Mo(IV) via Mo(V) intermediate has largely been
neglected. Few synthesized complexes possess the essential
dithiolene ligation to serve as analogues to the semireduced
SO-l ike [Et4N][MoOCl2(S2C2Me2)] and [Et4N]-
[MoOCl2(bdt)].

6 These show Mo(V) rhombic EPR signal
and can be electrochemically reduced to Mo(IV), though the
reduced complexes were not isolated. Some nondithiolene
oxo−Mo(V) complexes were reported with a view to
understand the EPR signature of SO.7−9 Coordination of
three sulfur atoms in the equatorial plane (two of which are
from dithiolene) is the essential qualification for a compound to
be considered as a structural analogue of reduced sulfite
oxidase. No synthetic complex mimicking the fully reduced
state of sulfite oxidase has been synthesized with dithiolene and
thiolato ligation to date.
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The chemistry of molybdenum dithiolenes has been
dominated by the study of bis(dithiolene) complexes on
account of a dithiolene linkage in the molybdenum cofactor2,10

and also tris(dithiolene) complexes.11 Mo(VI) complexes were
stabilized especially with dioxo coordination for modeling the
molybdenum site in SO.5 Attachment of only one dithiolene
and one thiolate ligand to Mo(VI) instead of bis- or tris-
dithiolene coordination would impose instability in such a
compound and thus render the system very reactive. The
isolated cofactor in the reduced state of SO4 has a spectator oxo
group along with one ene−dithiolene ligation, cysteinyl sulfur,
and a hydroxo/water molecule to satisfy a pentacoordinated
active site. Our approach is to synthesize some complexes with
similar coordination using maleonitriledithiolate (mnt) to
proxy the pyranopterindithiolate and benzenethiolate as a
substitute for cysteinyl coordination. We employed aromatic
diimines to block the fifth and sixth coordination sites, thereby
thwarting hydrolysis and dimerization of the synthesized
complexes even in the presence of traces of moisture. In this
synthetic approach the ligand arrangement forms tetravalent
mononuclear hexacoordinate molybdenum complexes,
[MoIVO(mnt)(SR)(N−N)]− (mnt = maleonitriledithiolate;
SR = unsubstituted and para-substituted benzene thiolates;
N−N = 2,2′-bipyridine (bipy) and 1,10-phenanthroline (phen)
designated as a and b in the text). It is worth noting that
oxygen or nitrogen as the donor atom has been proposed to
occupy the sixth coordination site around molybdenum in
YedY.3b

■ EXPERIMENTAL SECTION
All reactions and manipulations were performed under an argon
atmosphere using a modified Schlenk technique. p-Nitrothiophenol, p-
chlorothiophenol, 4-mercaptobenzoic acid, and thionaphthol were
purchased from Sigma Aldrich Ltd. All other chemicals were purchased
from S. D. Fine Chemicals Ltd., India, and used without further
purification. Solvents were dried and distilled according to standard
procedures. [NBun4]2[Mo2O4(mnt)2]

12 was prepared according to the
literature reported procedure.
Physical Methods. Electronic absorption spectroscopic measure-

ments were performed using a Perkin-Elmer Lambda35 UV−vis
spectrophotometer. Infrared spectra were recorded on a Bruker Vertex
70 FT-IR spectrophotometer. The sample was mixed with KBr and
pressed as disks. To obtain a good signal-to-noise ratio, 32 scans were
recorded. Elemental analyses for carbon, hydrogen, and nitrogen were
performed with a Perkin-Elmer 2400 microanalyzer. Cyclic voltam-
metric measurements were carried out with BASi Epsilon−EC
Bioanalytical Systems, Inc. Cyclic voltammograms of 10−3 M solution
of all complexes in dichloromethane were recorded using a glassy
carbon electrode as the working electrode with 0.2 M Bun4PF6 as the
supporting electrolyte, Ag/AgCl electrode as the reference electrode,
and platinum wire as the auxiliary electrode. All electrochemical
measurements were performed under argon at 298 K. Potentials were
referenced against ferrocene (Fc) and are reported relative to
E1/2(Fc

+/Fc) = 0.459 V vs Ag/AgCl electrode. Electron paramagnetic
resonance spectra were recorded on a Bruker Biospin EMX EPR X-
Band Spectrometer with a frequency of 9.856 GHz, microwave power
of 0.2 mW, modulation amplitude of 5 G, and time constant of 10 ms
at room temperature and also at 120 K using liquid nitrogen as the
coolant. EPR parameters were calculated using Bruker WINEPR
SimFonia. ESI mass spectra were measured on Waters Micromass Q
TOF Premier Mass Spectrometer. Samples (dissolved in DCM) were
introduced into the ESI source through a syringe pump at a rate of 5
μL per min. The ESI capillary was set at 3.5 kV, and the cone voltage
was 10 V.
X-ray Crystallography. Suitable diffraction-quality crystals were

obtained from the crystallization procedure described in each

synthesis. Diffraction data for all complexes were collected on a
Bruker-AXS SMART APEX CCD diffractometer using Mo Kα
radiation λ = 0.71073. The crystal used for analysis was glued to a
glass fiber and mounted on a BRUKER SMART APEX diffractometer.
Cell constant was obtained from least-squares refinement of three-
dimensional centroids through the use of CCD recording of narrow ω
rotation frames, completing almost all reciprocal space in the stated θ
range. All empirical absorption correction was applied using the
SADABS program. Data was collected with SMART 5.628 (BRUKER,
2003) and integrated with the BRUKER SAINT13 program. The
temperature during data collection was maintained at 100 K for most
of the crystals and 273 K for five of them. Structures were solved using
SIR9714 and refined using SHELXL97,15 and thermal ellipsoid plots
were generated using ORTEP-316 integrated within the WINGX suite
of programs. The space groups of the compounds were determined on
the basis of the lack of systematic absence and intensity statistics. Full
matrix least-squares/difference Fourier cycles were performed which
located the non-hydrogen atoms. All non-hydrogen atoms were
refined with anisotropic displacement parameters. All complexes in the
present study have one cation and one anion in their respective
asymmetric unit except for the neutral dimeric complex 1 and
monomeric 2a, 3a, and 3b, which have two crystallographically
independent units in their respective crystal lattice. Additional
symmetry has been checked through PLATON. Of these two similar
units, only one has been described with its ORTEP plot. The DCM
molecule is present in the lattice of 1, 2a, 3a, 4a, 6a, and 6b. 2b
suffered from disorder of unidentified solvent (DCM/Petroleum
ether) in the interstitial position, which was not included in the
refinement but was removed using the SQUEEZE procedure from
PLATON.

EPR Measurements. A few grains of I2 (varied amount was used:
substoichiometric, equivalent, and excess with respect to the complex)
and Mo(IV) complexes were placed in the EPR tube and cooled using
liquid nitrogen under inert atmosphere. A few drops of DCM
(degassed) were added to the tube by raising the solid above liquid
nitrogen, and once the DCM mixes with the solid it is frozen instantly.
EPR spectra of such frozen solutions were recorded. After rapid
recording of the EPR spectrum the sample was thawed under argon
flow to room temperature and the EPR spectrum was recorded again.
This solution was refrozen to check the stability of the EPR of the
generated species with time. Spin quantitation was carried out to
calculate the number of spins per gram (and subsequently the number
of spins per molecule) of the samples using the stable radical 1,3-
bisdiphenylene-2-phenylallyl (BDPA) (number of spins 1.6 × 1019

g−1) as the standard.
Computational Details. DFT calculations were performed using

the Gaussian 03 (Revision B.04)17 package. Molecular orbitals were
visualized using “Gauss View”. The method used was Becke’s three-
parameter hybrid-exchange functional, the nonlocal correlation
provided by the Lee, Yang, and Parr expression, and the Vosko,
Wilk, and Nuair 1980 local correlation functional (III) (B3LYP).18

The 6-31G*+ basis set was used for C, N, Cl, S, O, and H. For another
set of calculations, the BP8619 functional was used instead of B3LYP.
The LANL2DZ basis set20 and LANL2 pseudopotentials of Hay and
Wadt were used for the Mo atom.21 Single-point calculations were
done in both the gas phase and DCM using Klamt’s form of the
conductor reaction field (COSMO)22 solvent model. Molecular
orbitals were analyzed using the AOMix program.23 Initial geometries
were taken from the crystal structures and used without further
optimization. For the one- and two-electron-oxidized species after
electron transfer, very little structural change was observed on
optimization of the starting geometries. Time-dependent DFT
calculations were also carried out using the same functional. For
these calculations, singlet excited states were calculated based on the
singlet ground state geometry. Forty lowest singlet excited states
having oscillator strengths greater than 0.01 were considered for
TDDFT calculations on incorporation of solvent dielectric. Dichloro-
methane (DCM) was the chosen solvent. Calculations derived from
the reported crystal structure of cSO were used for comparison.
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[Mo2O3(mnt)2(phen)2]·CH2Cl2 (1). A 50 mg (0.05 mmol) amount of
[NBun4]2[Mo2O4(mnt)2]

12 was dissolved in 3 mL of dichloromethane.
A 20 mg (0.1 mmol) amount of 1,10-phenanthroline was added into it.
Dry HCl vapor was passed through it at 0 °C, when the solution
acquired a violet color. On standing overnight, deep violet diffraction-
quality crystals of 1 separated out. These were filtered, washed with
petroleum ether, and vacuum dried. Yield: 50%. Analytical data for 1:
C32H16Mo2N8O3S4, MW 880.67. FTIR (cm−1): νCN 2208, νMoO 974,
νMo−N 847. Anal. Calcd for C32H16Mo2N8O3S4: C, 43.64; H, 1.83; N,
12.72. Found: C, 43.51; H, 1.78; N, 12.81. m/z = 881.77,
corresponding to C32H16Mo2N8O3S4.
[NBun4][MoO(mnt)(SPh)(bipy)]·CH2Cl2 (2a). A 50 mg (0.05 mmol)

amount of [NBun4]2[Mo2O4(mnt)2]
12 was dissolved in 3 mL of

dichloromethane. A 16 mg (0.1 mmol) amount of 2,2′-bipyridine was
added to it. A 6-fold excess of thiophenol was added into the mixture,
which was stirred for 6 h. A blue solution was obtained along with
precipitation of a purple-red-colored compound, which was separated
by filtration. This was analyzed and matched with a previously
reported complex [NBun4]2[Mo2O3(mnt)2(SPh)2].

12 A 10 mL
amount of petroleum ether (60−80 °C) was layered over the blue
filtrate and allowed to stand for 2 days at 4 °C to obtain dark blue-
colored rectangular block-shaped diffraction-quality crystals. Analytical
Data for 2a: C36H39MoN5OS3, MW 749.87. FTIR (cm−1): νCN 2191,
νMoO 921, νMo−N 747. Anal. Calcd for C36H39MoN5OS3: C, 57.66; H,
5.24; N, 9.34. Found: C, 57.69; H, 5.15; N, 9.42. m/z = 517.48,
anionic mass corresponding to C20H13MoN4OS3

−.
[NBun4][MoO(mnt)(SPh)(phen)] (2b). A 50 mg (0.05 mmol)

amount of [NBun4]2[Mo2O4(mnt)2]
12 was dissolved in 3 mL of

dichloromethane. A 20 mg (0.1 mmol) amount of 1,10-phenanthroline
was added into it. To it a 6-fold excess of thiophenol was added and
stirred for 4 h. A dark blue solution was obtained along with
precipitation of a purple-red-colored compound. The precipitate on
analysis was characterized as a previously reported complex
[NBun4]2[Mo2O3(mnt)2(SPh)2].

12 An 8 mL amount of petroleum
ether (60−80 °C) was layered over the blue filtrate and allowed to
stand undisturbed at 4 °C to obtain dark blue-colored rectangular
block-shaped diffraction-quality crystals within 2 days. These were
filtered, washed with petrol ether, and dried under inert atmosphere.
Yield: 55% Analytical data for 2b: C38H39MoN5OS3, MWt 773.89.
FTIR (cm−1): νCN 2192, νMoO 928, νMo−N 839. Anal. Calcd for
C36H39MoN5OS3: C, 58.98; H, 5.08; N, 9.05. Found: C, 58.89; H,
4.95; N, 9.11. m/z = 541.50, anionic mass corresponding to
C22H13MoN4OS3

−.
3a−6b were synthesized following similar procedure using different

thiols, details of which are provided as Supporting Information.

■ RESULTS AND DISCUSSION

Formation of dimeric core {Mo2O4} is common in MoV

chemistry, which is partially cleaved in acidic medium retaining
one bridging oxo group to form a {Mo2O3} core.12 The
chemistry behind such a reaction could readily be interpreted
by protonation of the bridging oxo to yield Mo−OH-like
species, which resulted in cleavage of the oxo bridge. The
conjugate base of the acid was found to be attached to the
vacant fifth coordination position around the metal center.12 In
the presence of moisture, such a species is susceptible to
hydrolysis to revert to the starting {Mo2O4} complex at room
temperature via a pentacoordinated Mo(V) monomeric Mo−
OH species.12,24 Similar reactivity was observed on treating
[Mo2O4(mnt)2]

2− with benzenethiol; a {Mo2O3} complex
coordinated to thiolate was obtained, i.e., each molybdenum
center was coordinated to three equatorial sulfur atoms.12 A
variety of thiolate ligands were used to achieve a three sulfur-
coordinated monomeric Mo(V)−OH species, which could be
an exact mimic of half-regenerated sulfite oxidase. Cleavage of
the linear oxo bridge in the {Mo2O3} core is difficult due to
extensive π delocalization supplementing the σ bond, leading to

a strong antiferromagnetic interaction.25 The solution pH could
not be lowered due to protonation of the coordinated mnt,
resulting in its dissociation at pH < 5, forming the kelly green
stable tris complex, [Mo(mnt)3]

2−. Strong organic acid like
methanesulfonic acid forms a Mo(V) sulfonato-bridged
complex.12 Thus, every attempt to synthesize {OMoV−
OH} species coordinated to three equatorial sulfur atoms was
thwarted by the inherent drive for dimerization under the
experimental condition. However, a Mo(IV) monomeric
species was thought to be isolable in the presence of a strong
bidentate ligand under reducing environment (in the presence
of thiol), which would prevent the dimerization reaction. Our
quest for a suitable chelating agent was fulfilled by aromatic
diimines (2,2′-bipyridine and 1,10-phenanthroline), which were
known to coordinate effectively to molybdenum.26

Ten complexes of general formula [MoIVO(mnt)(SR)(N−
N)]− were synthesized and characterized having three sulfur
coordinations in the equatorial plane: two from the dithiolene
moiety and a thiolate residue similar to the coordination
environment around the molybdenum active site in SO. Of the
two diimines used, bipy has two pyridine units joined by a
single bond and thus can rotate freely to adjust its chelating
ability in contrast to phen where the aromatic ring in between
two pyridine halves made the molecule rigid. Such difference in
these diimines may impose varied structural distortions in these
compounds.
It has been observed that phen complexes are formed much

faster compared to their bipy analogues. Phen being a rigid
ligand can exist only in the syn configuration. Thus, binding to
the metal center is facilitated. Bipy, on the other hand, is flexible
due to single-bond rotation via the bipyridine axis, and both the
syn and the anti rotamers exist. Effective coordination requires
the presence of the syn isomer. These reactions also depend on
the acidity of the thiols, the electron-withdrawing thiols being
stronger acid, facilitating protonation of the starting oxo
dimeric complex.27

Structure Description. The Mo(V) dimeric complex
coordinated to phen, 1, and 9 out of 10 synthesized monomeric
Mo(IV) complexes (2a−6b, see Figure 1) were structurally
characterized. Bond lengths and angles of 1 are in good
agreement with the other reported {Mo2O3} dithiolene
complexes.8b,12 1 exhibits a distorted octahedral geometry
around each pentavalent molybdenum center; the apical
position occupied by terminal oxo group is placed at a distance
of 1.691 Å and the axial Mo−N at 2.324 Å. The basal plane is

Figure 1. Synthetic scheme for dimeric and monomeric molybdenum
complexes 1−6b. 1,10-Phenanthroline has been used instead of 2,2′-
bipyridine for complexes b.
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defined by two S donors from mnt, one nitrogen ligand from
the diimine, and one bridging oxo. Mo atoms are located 0.33 Å
above the basal plane. Terminal oxo groups coordinated to the
two molybdenum centers are anti to each other. Linear oxo at
1.879 Å bridges the two units with a crystallographically
imposed inversion center. Mo−S distances are 2.404 and 2.456
Å; the Mo−S bond trans to the bridging oxo is slightly
elongated. The basal Mo−N bond distance of 2.237 Å is
shorter than the apical Mo−N bond. CC and C−S distances
are 1.35 and 1.75 Å, respectively, which are sufficiently close to
the typical bond lengths of CC 1.331 Å and C−S 1.76 Å to
establish the mnt ligand as a classical 1,2-dithiolene.5d,6,28,29

The ORTEP plot of 1 is shown in Figure 2.

All structurally characterized monomeric complexes pre-
sented here are isostructural. These monoanionic complexes
have a slightly distorted octahedral geometry around the
molybdenum center. Deviation from ideal octahedral geometry
results from the electronic repulsions between the out of plane
p orbitals of the equatorial ligands and the π orbitals of the
molybdenyl (MoO) unit. The basal plane is defined by two
sulfur atoms from mnt, one thiolate residue and one nitrogen
center from the diimine. The two apical positions are occupied
by one terminal oxo group at an average distance of 1.69 Å and
one nitrogen atom from the diimine at an average distance of
2.31 Å. The mean CC and C−S distances are 1.35−1.38 and
1.74−1.76 Å, respectively. The diimine nitrogen atom anti to
the molybdenyl group is bonded at a slightly longer distance
(∼0.12 Å) from the molybdenum center, which can be
attributed to the influence of the apical oxo group. This
distance increases slightly in phen complexes. Bipy (and phen)
behaves as a neutral donor in all cases, as observed from the
C1−C1′ distance of 1.469 Å.30 The Mo−S bonds of 2.43−2.45
Å are somewhat longer as compared to other oxo−Mo(IV)
complexes though not unprecedented.31 An average diimine
bite angle of 69.8−71.1° and dithiolene bite angle of 84.3−
84.9° are observed. The O−Mo−S−C torsion angle ranges
from 93° to 105°, which is very close to the reported value of
∼90° for cSO.4 This suggests that the steric factor does not play
a significant role in the orientation of the thiolate residue. The
change in the diimine does not significantly affect the geometry
around Mo, though subtle changes in the bond angles and
torsion angle are observed (Table S5, Supporting Information).
The π−π stacking of the aromatic moieties is observed in all
complexes and more prominent for the phen complexes and

also in 3a and 3b due to the presence of thionaphthol.
Complexes 5a and 5b exist as hydrogen-bonded dimer due to
the p-carboxylate residues of the thiolate. ORTEP plots of the
anions of 2a and 2b have been appended in Figure 3. The other

isostructural complexes are presented as Supporting Informa-
tion (Figures S1 and S2). The increase in torsion angle of the
thiolate moiety coupled with the diimine bite results in subtle
changes in observed reactivity in 2a and 2b, and this has been
discussed in subsequent sections. Important structural param-
eters for the synthesized complexes are collected in Tables S1−
S3 (Supporting Information). Relevant bond lengths and angles
have been tabulated in Tables S4 and S5 (Supporting
Information).

Spectroscopic Characterization. The electronic spectrum
of 1 in dichloromethane showed the signature of {Mo2O3}
species12 consisting of two absorption bands in the visible
region: a broad band around 600 nm and a relatively high-
intensity band at 498 nm. Electronic spectra of 2a−6b reveal a
low-energy metal-based transition in all complexes which is
characteristic of M(diimine)(dithiolene) complexes.32 2a−6b
show a broad charge transfer transition in the low-energy
region (580−620 nm) which is MLCT in nature. On
photoexcitation, the electronic transition takes place from the
filled metal-based HOMO to the vacant π* LUMO of the
diimine as supported by TDDFT calculations. Thus, the metal
center is formally oxidized and the diimine is reduced,
providing interesting examples for investigation of the electron
transfer phenomenon. This MLCT state has a very short
lifetime and is structurally similar to the ground state. It has
been observed that the molar extinction coefficient of the broad
MLCT transition in phen complexes is higher than that of their
bipy analogues in the present case. This aspect has also been
reflected in the TDDFT calculation of the complexes in DCM

Figure 2. Perspective view of 1 depicted at 50% probability thermal
ellipsoids. All H atoms have been omitted for clarity. Figure 3. Perspective view of the anions of 2a and 2b depicted at 50%

probability thermal ellipsoids. All H atoms have been omitted for
clarity.
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solvent. The similar nature of this band in all complexes
validates that there is no significant effect of the thiolate ligand.
The slight shift of this low-energy MLCT band to higher
energy is observed for thiolates bearing an electron-donating
substituent. Two representative examples one each for bipy-
and phen-substituted complexes have been presented in Figure
4a and 4c, respectively, with their corresponding TDDFT

assignments using the B3LYP and BP86 functional in Figure 4b
and 4d, respectively. High-energy intense intraligand charge
transfer transitions around 365−400 nm are also observed for
each complex. High energy intraligand n-π* and π−π*
electronic transitions can also be correlated from TDDFT
which depict the involvement of ligand-centered orbitals in the
higher energy electronic transitions. Both the B3LYP and the
BP86 functional have been extensively used in describing
M(diimine)(dithiolene)32,33 complexes. It is noted that a
hybrid functional like B3LYP is more appropriate in describing
these systems as compared to a pure functional like BP86 but
not in all cases32,34,35 as a higher amount of exact exchange in
the functional favors high-spin states.34 In the present case, it
was observed that results with the BP86 functional are more in
agreement with the experimentally observed MLCT transition
at longer wavelength compared to B3LYP-derived results.
However, not much difference is observed in the frontier orbital
diagrams obtained with these two functionals.
An attempt has been made to compare the structure of the

synthesized complexes with that of cSO and other members of
the SO family. It is known that cSO was crystallized in its
product-bound reduced state.4 Understandably, the molybde-
num active site in cSO4 provides the best match for the
synthesized complexes. E. coli oxidoreductase YedY also
provides a good match apart from assimilatory nitrate reductase
(Supporting Information Figure S3). The second oxygen
moiety occupying the fifth coordination position in the active
site of the native protein almost bisects the diimine bite angle of
the synthesized complexes. In spite of the “dithiolene fold
angle” effect,36 which does not allow the match of the oxidized

and reduced (dithiolene)Mo−monooxo species, structural
fitting of the dithiolene planes with the native active site in
YedY provides a reasonable match.

EPR Analysis. 2a−6b are in the Mo(IV) state with a
terminal {MoO} moiety and hence EPR silent. These are
chemically oxidized by one electron (vide supra) to display X-
band EPR spectra at room temperature (also at 120 K). A
typical molybdenum-based EPR spectrum consisting of one
intense signal due to 75% 96,98Mo (I = 0) and six satellite lines
due to 25% abundance of 95,97Mo (I = 5/2) is observed in
solution. The isotropic ⟨g⟩ = 1.976 and ⟨A⟩ = 42 G are very
similar to that observed for substrate-reduced SO.37 The EPR
spectrum of 2a in solution at room temperature is presented in
Figure 5a. Its frozen EPR spectrum at 120 K showed an almost

isotropic signal where satellites due to 95,97Mo (I = 5/2) are still
visible in the relatively broad EPR signal as shown in Figure 5b.
Complex 2b which is the phen analogue of 2a showed a
different EPR spectrum to address the great topical interest.
The one-electron-oxidized 2b when immediately frozen in
DCM matrix showed an EPR signal with ⟨g⟩ = 2.008 (Figure
5c), suggesting that the unpaired electron is ligand based and
hence radical in nature. This frozen spectrum on thawing to
room temperature changed with the appearance of character-
istic six satellite resonances (Figure 5d) due to 95,97Mo
hyperfine splitting with an intense signal at its center with
⟨g⟩ = 1.97 similar to that shown in Figure 5a. However, on
refreezing this thawed solution the original free-radical-type
EPR signal was replaced by an almost isotropic signal (Figure
5e) with typical ⟨g⟩ = 1.97. It may be presumed that on

Figure 4. Electronic absorption spectra of (a) 2a and (c) 2b in DCM
at 10−4 M. Corresponding TDDFT assignments are provided in b and
d using the B3LYP (black bar) and BP86 (gray bar) functionals,
respectively.

Figure 5. X-Band EPR spectra of one-electron-oxidized species of 2a
in DCM at (a) room temperature and (b) 120 K; (c) frozen solution
EPR spectrum of 2b characteristic of a transient radical species. On
thawing this to solution the EPR spectrum (d) appears similar to a and
on refreezing e is obtained similar to b. Corresponding SOMO of
oxidized 2a and 2b are shown in f and g, respectively.
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chemical oxidation the ligand part gets oxidized first and such
state of oxidation can be uniquely preserved under frozen DCM
in 2b. The radical during thawing of the frozen solution gained
an electron from the Mo(IV) center, resulting in irreversible
formation of Mo(V) species. Therefore, in the regeneration
stage of the native active site a similar path of electron flow
could be anticipated. In this study assignment of a metal-based
or ligand-based unpaired electron is consistent with the
composition of the singly occupied molecular orbital
(SOMO) as presented in Figure 5f and 5g for 2a and 2b,
respectively. The electron density clearly dictates the metal or
ligand centric electron responsible for the respective EPR
signature. The final appearance of metal-centered EPR with 2b
results in the presumption that the unpaired electron initially
resides on the dithiolene ligand that later moves to the metal
center to gain enhanced stability. Such a flow of electron from
the molybdenum center to the ligand is observed only in the
case of 2b. The transient EPR signal of the radical species is
uniquely observed in the frozen solution of partially oxidized
2b. Other complexes in the series 2a−6b on partial oxidation
are not capable of displaying such transient species but directly
show Mo(V)-centered EPR. This could be related to the
inherent stability of the radical species in the case of 2b which
transiently appeared and quickly disappeared, generating the
Mo(V) EPR signal. There is a variation in the diimine bite
angle and dihedral angle of the thiolate residue (O−Mo−S−
Ph) (Supporting Information Table S5) throughout the series
of complexes 2a−6b. It is worth noting that both the diimine
bite angle and the thiolato dihedral angle of 2b are the largest in
the series (N−Mo−N = 71.15° and O−Mo−S−C = 105.0°).
We presume that such a unique combination helps the one-
electron oxidation centered on dithiolene in 2b to gain enough
stability to be observed as transient EPR species. Such a
combination of the aforesaid metric parameters has not been
observed for any other complex in the series. Computational
studies on changing the diimine bite angle and the thiolato
dihedral angle support such explanation (vide infra). EPR
spectra of other pairs of complexes have been appended in
Supporting Information Figure S4. Our results thus show that
the radical species on dithiolene is of transient existence.
Several unsaturated dithiolene complexes of transition metals
having bis and tris dithiolene ligation are reported to be of
noninnocent nature showing radical behavior.38,39 Spin
quantitation of the Mo(V) signal has been carried out using
BDPA radical as the integration standard. Double integration
provides 0.8 ± 0.05 spins per molecule for both 2a and 2b (i.e.,
approximately 1 spin per monomeric molybdenum species).
The role of Moco in electron transfer remained unknown,

but the function of pterindithiolene as the redox gate in the
reactivation of the molybdenum center has been suggested for
molybdenum enzymes.40 Pterindithiolene can be visualized as
the initial oxidant or reductant in the reactivation of the
molybdenum center.41,42 Thus, the formal oxidation state of
molybdenum in the complex does not necessarily reflect the
electronic picture of the complex. The oxidation state of the
metal in relation to that of the complex as compared to
complexes with unambiguous oxidation state has been
determined from metal K-edge XAS studies.43 It can be
surmised from the EPR studies that the dithiolene ligand of the
one-electron-oxidized species of 2b is best described as a cation
radical and thus emphasizes the pronounced noninnocent
character of the dithiolene. The detailed study of such behavior
is shown from DFT calculations (see computational results).

Photoelectron spectroscopic (PES) studies have supported the
idea of dithiolene acting as an electronic buffer to the metal
center.44 It can be presumed that the apparent noninnocent
behavior of pterindithiolene in the enzymes may reflect
considerable protein−cofactor interactions, including the
influence of amino acid coordination to molybdenum.

Electrochemistry. Consecutive reversible Mo(V)/Mo(IV)
and Mo(VI)/Mo(V) redox couples are observed around 0.2
and 0.47 V (vs Ag/AgCl) for 2a and 2b, respectively (Figure 6a

and 6b). The reversible nature of these voltammograms
indicates that the compounds are stable under electrochemical
time scale and negligible structural deformation occurs on
electrochemical oxidation, i.e., in the course of the electron
transfer reaction. The reversible nature of the voltammograms
was ascertained by the linear increase in peak currents
(cathodic and anodic) with the increase in scan rate
(Supporting Information Figure S5) and by observing the
ratio between Ipc/Ipa which is close to unity. ΔE values ranging
from 60 to 80 mV also support the reversibility of these one
electron transfer reactions. This has been substantiated by our
electronic structure calculations for the Mo(IV), Mo(V), and
Mo(VI) states retaining the crystallographically obtained
structure with very little structural change. A recent report on
a set of molybdenum complexes also validates this aspect.45 It
may be noted that the original shape of the voltammograms
was retained after successive cycles, indicating high reproduci-
bility of the electrode reactions. The two sequential one-
electron oxidation steps could be associated with oxidation of
the molybdenum centers from Mo(IV) to Mo(V) and from
Mo(V) to Mo(VI). Our systems do not respond to any
reduction step, contrary to the earlier report by Spence and co-
workers.46

In p-NO2 thiolate-substituted complexes 6a and 6b (Figure
6d for 6a), the first oxidative response is quasireversible.
However, the second oxidative response is reversible in these
complexes. As expected, a slight increase in oxidation potential

Figure 6. Cyclic voltammetric traces (scan rate 100 mV/s) and
differential pulse polarograms (scan rate 20 mV/s, pulse width 50 ms,
pulse period 200 ms, pulse amplitude 50 mV) of (a) 2a, (b) 2b, (c) 4a,
and (d) 6a in dichloromethane.
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is also observed in these complexes from 0.19 to 0.26 V (first
oxidation) as the remote substituent becomes electron
withdrawing. Decreased electron density over the molybdenum
center in 6a and 6b can be the possible reason for its reluctance
to undergo oxidation.47 Electrochemical oxidation removes
electrons from the HOMO of the complexes. The modest
susceptibility of the electrochemical process (Table S6
Supporting Information) on the −SR group indicates that
some perturbation to the energy level is being caused by the
remote substituent, at least in the case of the first oxidative
process. A similar result was observed in [(tp*)MoO(p-
OC6H4−Y)Cl] and [(tp*)MoO(p-SC6H4−Y)(OPR3)].

47 The
linear dependence of the peak currents with the square root of
the scan rate and a reverse-to-forward peak current ratio close
to unity indicate a diffusion-controlled process. The peak-to-
peak separation (ΔEp) values suggest a typical one-electron
redox process (Table S6 Supporting Information). For xanthine
oxidase and sulfite oxidase, the redox potentials of the Mo
centers differ by nearly 0.4 and 0.2 V for Mo(VI) to Mo(V) and
Mo(V) to Mo(IV) states, respectively.48 In the synthesized
monomeric complexes, two oxidation potentials differ by ∼0.25
V.
Computational Analysis. Ground-state DFT calculations

were performed to interpret the experimental electrochemical
results in light of the redox processes involved.51 The starting
geometries were taken from the respective X-ray crystal
structures. We used the B3LYP and BP86 functionals, which
are commonly used to describe the electronic structure in
M(diimine)(dithiolene)32 and other biologically relevant
complexes.35 Geometry optimization of the structures of the
oxidized states of the synthesized complexes were carried out
using both the functionals, but single-point calculations

reported were obtained using B3LYP.34d The electronic
structure of hexacoordinated complexes is described in terms
of the observed d-orbital splitting pattern originally pro-
pounded by Jørgensen and Gray et al. in explaining the bonding
in molybdenyl and vanadyl complexes.52 Noninnocent
dithiolene53 and the π orbital of diimine cause a large
HOMO−LUMO gap in {OMo(IV)(diimine)(dithiolene)}
complexes (Figure 7, top panel, left). The terminal oxo group
attached to Mo is an extremely potent σ and π donor. dz2 and
dxz,yz are destabilized by the σ- and π-antibonding interaction
with such terminal oxo group.52b,c Due to strong axial
compression of the oxo ligand, the dxy orbital is further
stabilized as compared to the dxz and dyz orbitals. dxy remains
principally nonbonding, resulting in a dxy

2 electronic config-
uration in the ground state for Mo(IV). The lowest energy
electronic transition is therefore expected to be metal centered.
In accordance to the expected electronic population, the

HOMO is found to be principally metal centered (dxy orbital of
Mo) in 2a−6b. Calculations indicate that the ligand frontier
orbital electron density is largely localized on the sulfur atoms
of the dithiolate and the thiolate moiety (HOMO-1), which is
energetically lower than the metal-centered HOMO. Charge-
deficient dithiolates like mnt2− are harder to oxidize than others
having alkyl or aryl substitution. This also supports the fact that
no ligand-centered oxidation based on mnt2− is observed in the
potential window used experimentally. The LUMO is based on
the π* orbital of diimine (top panel, Figure 7). This supports
the MLCT band observed experimentally. This type of LUMO
is common for M(diimine)(dithiolene) systems.32 The HOMO
of the molybdenum active site in cSO is also based on the metal
center (Figure 7, bottom panel). The one-electron-oxidized
species of 2a showed a metal-based HOMO which corroborates

Figure 7. Comparison between the frontier orbitals of 2a and native cSO active site. One-electron- and two-electron-oxidized species of 2a are also
depicted along with those of the Moco of cSO (isosurface cutoff value 0.04).
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the observed EPR signal characteristic of the Mo(V) center.
The LUMO in this case also has considerable metal
contribution (Figure 7, top panel, middle column). The fully
oxidized Mo(VI) center however depicts a ligand-centered
HOMO and metal-based LUMO (Figure 7, top panel, right-
hand column) similar to that observed for the native active site
(Figure 7, bottom panel, right-hand column)
In addition to the effects of the first coordination sphere on

the electronic environment around the metal center, the second
coordination sphere also has some influence on the covalence
of metal−ligand bonds.54 Sulfur K-edge XAS studies primarily
used to identify these subtle changes deciphered the non-
innocence of dithiolene among other factors, causing changes
in the formal oxidation state of the metal.54 Apparent
noninnocent behavior of the Moco in most enzymes may
reflect significant protein−cofactor interactions, including the
influence of amino acid coordination to the metal center.
Several groups have used bulky nitrogenous ligand in designing
respective model complexes to proxy the protein coordination
to the Moco.9,31d,e However, no rationalization on the effects of
such binding to the metal center has been proposed from a
computational point of view. We strived to pinpoint that a
subtle change in such binding can lead to a differently
populated frontier orbital which can explain the function of
dithiolene as the electron transfer gateway. This provides a
plausible pathway for electron transfer regeneration of the Mo
center in pterindithiolene-containing enzymes.
Dithiolenes have been proposed to couple with the metal

center into efficient superexchange pathways to facilitate
regeneration of the enzyme by electron transfer. The electronic
buffering effect of equatorial dithiolene against the severe
perturbation of metal-centered HOMO has been observed by
PES study of hydrotrispyrazolyl borate complexes.44 In
molybdenum enzymes, a variety of possible roles for the
pterindithiolene can be envisaged including modulation of the
redox potential and as an electron transfer gateway to other
redox partners.55 Evidence from the reactivity can be cited for
direct involvement of pyranopterindithiolene in electron
transfer.55

On stepwise changing the bite angle of the diimine and the
dihedral angle of the thiolate ligand the coupled effect can lead
to a difference in the electronic population typically represented
in the case of 2a and 2b. A schematic diagram has been
presented in Figure 8.
The bite angle of diimine and dihedral angle of the thiolate

ligand in 2a has been changed stepwise to those of 2b, i.e., the

diimine bite was changed from 70.0° to 71.1° and the dihedral
angle of the thiolato ligand was changed from 99.6° to 105.5°.
Similar treatment has been carried out for 2b replacing its bite
angle of 71.1° to 70.0° and dihedral angle of 105.5° to 99.6°. It
was observed that in the course of this stepwise treatment the
metal-based SOMO in 2a (Figure 9A, extreme left) is being
converted to a ligand-based SOMO (Figure 9A, extreme right),
dithiolene being the principle contributor to the SOMO. As
anticipated, such a modification effected in 2b enhances the
metal contribution considerably to the SOMO (Figure 9B,
extreme right column). The untreated SOMO for 2b was
entirely delocalized on the dithiolene ligand with contributions
also from the thiolate sulfur (Figure 9B, extreme left). Thus, it
can be observed that a subtle change in the bite angle of
diimine which is being used as a place holder for surrounding
bulky protein in the native enzyme and dihedral angle of the
thiolate ligand brings about a change in the electronic
population of the SOMO in the Mo(V) state of 2a and 2b.
The transient existence of a delocalized ligand-centered EPR

observed in 2b can thus be corroborated by the ligand-based
SOMO. It can be further observed that the energies of the
SOMOs of 2a and 2b are comparable, though the dithiolene-
based SOMO is slightly destabilized as compared to the metal-
based SOMO. This supports the ability of the dithiolene ligand
to undergo oxidation at redox potentials comparable to that of
the metal center. Such observation is consistent with the
electronic structure of the metal−dithiolene system involving
extensive delocalization and at least partial ligand participation
in redox processes. Dithiolate folding has provided a
mechanism which could rationalize the “electronic buffering”
by these ligands in terms of the overlap between the in-plane
metal orbitals to the other redox partners via pyranopterin.56

The effect of the diimine bite could help us to envisage the role
of the bulky protein in modulating the electron transfer
phenomena to the adjacent domain of cytochromes in SO. The
function of the coordinating thiolate moiety in modulating the
properties of transition metal complexes is also of considerable
interest. Variation of the thiolate ligand with the substituent in
the para position controls the reduction potential of the
molybdenum center to influence the stability of the Mo(V)
state as observed from electrochemical studies. Such stability
order has already been shown by X-ray absorption spectroscopy
and DFT calculations on a series of Mo(VI) complexes.57

■ CONCLUSION
The work described here provides a detailed study on some
synthetic analogue systems of the reduced molybdenum center
of enzymes belonging to the sulfite oxidase family and their
participation in electron transfer reaction akin to the
molybdenum active site. These complexes possess an equatorial
thiolate ligation and a dithiolene moiety closely simulating the
cysteinyl residue in the native system. The fifth and sixth
coordination sites around molybdenum are blocked by
aromatic diimines to prevent dimerization on oxidation. The
analogue systems have been shown to participate in electron
transfer via a pentavalent EPR-active species similar to the
native enzyme with minimum structural deformation, as
depicted by two reversible oxidative responses. In one of the
analogous systems, a transient dithiolene-based EPR signal is
observed, supporting the role of pterin−dithiolene as an
electron transfer gate in the catalytic cycle of molybdoenzymes.
A stepwise rationale has been provided from the electronic
structure calculations in explaining this subtle change in

Figure 8. Illustration of the systematic modification of diimine bite
angle and thiolato torsional angle leading to a ligand-centered HOMO
from a metal-centered HOMO and vice versa on one-electron
oxidation of 2a and 2b.
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electronic behavior. DFT calculations depict the similarity
between the reduced, semireduced, and fully oxidized (resting
state) forms of the native molybdenum center with the
synthesized complexes and their one-electron and fully oxidized
counterparts.
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