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ABSTRACT: The interconversion between fumarate and succi-
nate is fundamental to the energy metabolism of nearly all
organisms. This redox reaction is catalyzed by a large family of
enzymes, fumarate reductases and succinate dehydrogenases, using
hydride and proton transfers from a flavin cofactor and a conserved
Arg side-chain. These flavoenzymes also have substantial
biomedical and biotechnological importance. Therefore, a detailed
understanding of their catalytic mechanisms is valuable. Here,
calibrated electronic structure calculations in a cluster model of the
active site of the Fccy fumarate reductase were employed to
investigate various reaction pathways and possible intermediates in
the enzymatic environment and to dissect interactions that
contribute to catalysis of fumarate reduction. Carbanion, covalent
adduct, carbocation, and radical intermediates were examined. Significantly lower barriers were obtained for mechanisms via
carbanion intermediates, with similar activation energies for hydride and proton transfers. Interestingly, the carbanion bound to the
active site is best described as an enolate. Hydride transfer is stabilized by a preorganized charge dipole in the active site and by the
restriction of the C1—C2 bond in a twisted conformation of the otherwise planar fumarate dianion. But, protonation of a fumarate
carboxylate and quantum tunneling effects are not critical for catalysis of the hydride transfer. Calculations also suggest that the
driving force for enzyme turnover is provided by regeneration of the catalytic Arg, either coupled with flavin reduction and
decomposition of a proposed transient state or directly from the solvent. The detailed mechanistic description of enzymatic
reduction of fumarate provided here clarifies previous contradictory views and provides new insights into catalysis by essential
flavoenzyme reductases and dehydrogenases.

[l Metrics & More | @ Supporting Information

B INTRODUCTION

Fumarate reductases (FRD) and succinate dehydrogenases
(SDH) are homologous flavoenzymes that catalyze the
interconversion between fumarate and succinate in anaerobic

understanding of succinate oxidation in respiratory complex II
also stems from investigations in Fcc;.'

The FRD/SDH active site is held by highly conserved clamp
and FAD-binding domains.”'"'**° Upon binding, the

and aerobic respiration, respectively.' They are essential for
energy metabolism and cell homeostasis, and at least one
orthologous gene is found in all aerobic and most anaerobic
organisms.”” Inhibition of FRD/SDH enzymes can potentially
be used to treat cancer and parasitic infections” or to avoid
ischemia-reperfusion injury.” These enzymes also have
biotechnological relevance as ene-reductases for stereoselective
hydrogenations.’

While their origin can be traced to a single soluble protein
ancestor,”® membrane-bound FRD/SDH enzymes found in
prokaryotes and in the inner mitochondrial membrane have
evolved to multimeric complexes with iron—sulfur proteins and
transmembrane subunits." Soluble FRDs are monomeric and
found in bacterial periplasm’ and various cellular compart-
ments.'” They are easier to manipulate; hence, experimental
studies often employ the soluble FRD flavocytochrome c;
(Fcc;) of Shewanella frigidimarina.>''~'® A large part of our
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substrate (fumarate or succinate) stacks between the
isoalloxazine ring of a flavin adenine dinucleotide (FAD) and
the guanidinium side-chain of a catalytic Arg in the active
site'"'#?! (Scheme 1). Additional His, Thr, and Arg side-
chains also contribute to substrate orientation and polarization
(Figure 1a)."**>*® This active site topology is highly conserved
and suggests ubiquitous reaction mechanisms.”'' Remarkably,
membrane-bound FRD/SDHs have evolved to covalently
attach the flavin ring to a His side-chain, facilitating succinate
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oxidation.”™
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Scheme 1. Fumarate Reduction to Succinate Catalyzed by
the Flavin Ring (FAD) and Arg Side-Chain (R402 in Fcc;,
Numbering) in FRD/SDH Enzymes
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Fumarate reduction proceeds through addition of two
protons and two electrons to the C2=C3 double bond
(Scheme 1). A hydride equivalent is transferred from FADH"~
(most probably nitrogen NS) to fumarate (carbon C2),%"'
with the other proton coming from the catalytic Arg'®'>*’
(Arg402 in Fcc, S. frigidimarina numbering used hereafter). A
Grotthuss-like pathway involving conserved residues (Glu378)
has been proposed to allow fast proton transfer from the
solvent to regenerate protonated Arg402.'*'® To reduce FAD,
electrons are provided by the attached iron—sulfur protein in
most FRD/SDH enzymes or from a chain of heme groups in
Fecy.'!

However, mechanistic details and the sequence of hydride
and proton transfers to fumarate are not clearly understood.*®
Kinetic isotope effects suggest dlsfutable views between
concerted and stepwise mechanisms. Observation of an

“intermediate-like” molecule in the active site of some
crystallographic structures was interpreted as evidence of a
stepwise mechanism.'"”*" Thus, it is mostly accepted that
fumarate reduction proceeds in two distinct steps with hydride
transfer from FADH™ first generating a carbanion as reaction
intermediate.””'®** This stepwise mechanism was probed in a

computational study’' with a minimal model of the active site,
suggesting that hydride transfer is rate-limiting and that the
enzyme employs a relay acid catalysis with His504 protonating
carboxylate C4 of fumarate prior to hydride transfer.

We have previously shown in an isolated model reaction that
addition of a hydride equivalent from FADH™ to fumarate may
not proceed as a prototypical hydride transfer but with proton
and electrons movmg asynchronously and to different parts of
the molecule.” Moreover, alternative reaction mechanisms
may be employed in the FRD/SDH active site. For instance,
when a carbanion intermediate is formed, its electron density
can be shared with FAD and form a covalent adduct, as
observed in similar flavin reactions.”> Proton transfer from
Arg402 to fumarate C=C before complete reduction could
also be possible. Instead of a classical carbocation, a radical
intermediate with an accompanying electron from FADH™
may be generated, in a proton-coupled electron transfer
(PCET).” Proton transfer might also occur concerted to the
nucleophilic attack of FADH™ toward fumarate and lead to
another covalent adduct, as observed in a hydratase
flavoenzyme.*

Various catalytic effects have been proposed to accelerate
fumarate reduction in FRD/SDH enzymes."'' Geometric
distortion of bound fumarate by twisting the C1—C2 bond
(Scheme 1) has been suggested to destabilize the substrate®”
and prevent electron conjugation between the carboxylate
group and the double bond, making the latter more prone to
hydride addition.'"*"** Substrate polarization' and hydride
quantum tunneling as shown in other flavoenzymes®**> may
also contribute to catalysis in FRD/SDH.

The redox chemistry in the fumarate to succinate conversion
is considered the rate-limiting step in the catalytic cycle of
FRD/SDH.'> 36 Substrate binding and product unbinding are
not kinetically relevant for enzyme turnover,'* and enzyme
regeneration is also considered to be fast, both FAD reduction
and Arg402 reprotonation.’®?’ However, the sequence of
product unbinding and FAD regeneration is questionable, with
cyclic voltammetry indicating that FAD is regenerated in the
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Figure 1. Models of the Fcc; active site from S. frigidimarina employed here. (a) Structure of the small cluster model. Only polar and fumarate
hydrogens are shown. (b) Planar structural model of the large cluster with fumarate in red. Atoms labeled with * were kept frozen to maintain the

active-site architecture.

https://doi.org/10.1021/acs.jcim.3c00292
J. Chem. Inf. Model. XXXX, XXX, XXX—XXX


https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=sch1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=sch1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig1&ref=pdf
pubs.acs.org/jcim?ref=pdf
https://doi.org/10.1021/acs.jcim.3c00292?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Journal of Chemical Information and Modeling

pubs.acs.org/jcim

unbound enzyme’® and EPR experiments suggesting that FAD
regeneration occurs when the product is still bound.””

Here, calibrated electronic structure calculations on a large
cluster model of the Fccj active site are employed to scrutinize
the reaction mechanisms and find the most likely enzymatic
pathway for reduction of fumarate. Then, proposed sources for
the catalytic power in FRDs are dissected, particularly hydride
tunneling, fumarate bond twisting, and electrostatic preorga-
nization of the active site. Finally, a complete enzymatic cycle
for Fccy turnover is proposed based on the energetics of
individual steps and in excellent agreement with the
experimental redox potential of fumarate.

B METHODS

Construction of the Active-Site Model. Small and large
cluster models of the FRD active site were built based on the
crystal structure with 1.8 A resolution of Fccy from .
frigidimarina bound to a malate-like intermediate.'’ The
small cluster consisted of fumarate, anionic flavoquinol
FADH™, the catalytic Arg402, and the first shell of residues
around fumarate. These are the side-chains of His365, Thr377,
His504, and Arg544 and the backbones of Gly170, Glu378,
and Gly547. Residues and FADH™ were truncated as shown in
Figure 1a. The large cluster (Figure 1b) is an expansion of the
small model with a second shell of all residues within 10 A of
fumarate, that is Alal68, Alal69, Glyl71, Asnl73, Met236,
Thr336, GIn363, Pro366, Thr367, Met375, Val376, Ala379,
Val380, Arg381, Tyr43S, LeuS4S, Gly546, Asn548, Ala549,
I1e550, and nine structural waters. To maintain the active site
architecture, atoms labeled with an * in Figure 1 were kept
frozen. The small cluster comprised 121 atoms and was used
for calibration of the model chemistry as presented in the
Supporting Information (SI). The large cluster comprised 475
atoms and was used to obtain the reaction profiles and analyze
the catalytic contributions.”® Fumarate coordinates were
obtained from the malate intermediate in the crystal
structure,'' with the oxygen in position 2 replaced by a
hydrogen, and a hydrogen added in carbon 3 in the trans
configuration with respect to the double bond. Initial
coordinates used for geometry optimizations for both cluster
models correspond to the Fcc, crystal structure.'' Active site
relaxation with geometry optimizations has been shown to be
sufficiently accurate for large cluster models as employed
here.”” In the optimized reactant state (1), the distance of the
hydride (bound to flavin NS) to fumarate C2 and to C3 is
respectively 2.53 and 2.86 A, corroborating that hydride
transfer should proceed to C2.

The charge states of ionizable groups directly involved in
catalysis' were assigned after previous results of site-directed
mutagenesis, kinetics, structural and electrochemical stud-
ies.'#**3¢ Fully reduced FAD is in the anionic form FADH™
under physiological pH for both soluble'” and membrane-
bound®® members of the FRD/SDH family. Based on our
previous calculations,”” N3 and N5 were protonated. His504
had a positive charge (Hsp) based on the pK, of 7.4 assigned
experimentally.'* His365 was neutral because it can be
mutated to serine without loss of FRD activity”” and
protonated at Ne as NO accepts a hydrogen bond from a
nearby peptide bond.'* Arginine residues were all modeled in
their charged state because of their high pK,.*" Arg402, which
participates in the acid catalysis, is reprotonated by a
Grotthuss-like proton delivery pathway.'*'® Glu378 is in
anionic form to salt-bridge with Arg381 and Arg402.18 Finally,

Tyr43S and HisS0S in the second shell were modeled as
neutral (with N§ protonated in HisS0S). Fumarate was fully
deprotonated as a dianion. Both small and large models have
zero net charge.

Model Chemistry and Exploration of Energy Surfa-
ces. Results reported in the main text employ the large cluster
and the @B97X-D3** functional with the def2-TZVPP basis
set™ to model reaction energetics and catalytic properties,
except when mentioned otherwise. This functional was chosen
after extensive calibration and testing of reaction intermediates
studied here in comparison to high-level multiconfigurational
and coupled-cluster wave function methods, as presented in
the SI. The estimated uncertainty in the free energies
presented below is 4 kcal'mol™'. This is the sum of the
maximum absolute error of 3.3 kcal'mol™" found for @B97X-
D3/def2-TZVPP energies in comparison to coupled-cluster
reference calculations (SI) and the uncertainty in Hessians
used to compute ZPVE and thermal contributions.*’
Energetics of the biradical intermediate 9 (Figure 3b) was
treated with the partially contracted NEVPT2/CBS level***
(see the SI for more details).

All single-point calculations and geometry optimizations
were performed with ORCA version 4.1.1,"*" with the
environment beyond the cluster model treated as an implicit
solvent with the Conductor-like Continuum Polarization
Model (C-PCM)*° and a dielectric constant £ = 4.0.%”"

Geometries were optimized with density functional theory
(DFT) using the composite method PBEh-3¢**°*7>* and
increased integration grids (keyword “GridS” in ORCA). This
method corrects for basis set superposition errors and
dispersion interactions and provides accurate geometries at
the cost of a GGA-DFT functional.>® For the small cluster,
default geometry convergence settings were employed, but
looser convergence criteria (keyword “LooseOpt”) had to be
employed for the large cluster. All optimized geometries were
checked by inspecting if hydrogen bonds in the second
solvation shell were maintained. For the small cluster,
transition states (TSs) were fully optimized and checked by
intrinsic reaction coordinate analysis.”> For the large model,
approximate TSs were generated by constrained geometry
optimizations based on coordinates of reactive atoms in the
small cluster. Hessian matrix calculations necessary for full TS
optimizations are prohibitive for models with this size. All
optimized geometries are available online.*®

Zero-point vibrational energies (ZPVEs) and thermal and
entropic contributions were calculated using the %uasi rigid-
rotor-harmonic-oscillator (RRHO) approximation”’ in tem-
perature T = 298 K with the semiempirical tight-binding
method GFN2-xTB,*® again due to the large cluster size. To
overcome nonzero gradients and imaginary frequencies, the
single-point Hessian formalism of Spicher and Grimme™ using
a biased potential was employed. For transition states, regular
Hessian calculations had to be used as the biased potential was
unable to restrain the broken bond geometry. These
calculations were performed with the XTB program version
633"

Electrostatics and Tunneling Calculations. Proton
potential and vibrational wave functions were calculated for
the small cluster model in a two-dimensional grid using the
Fourier grid Hamiltonian method.”*"®> The transmission
coeflicient k was calculated with Wigner’s first order correction
for ground state tunneling.”*~® Electronic nonadiabatic effects
due to possible excited state crossings were probed for first-
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Figure 2. Free energy profiles (in kcal'mol™) for fumarate reduction via a carbanion intermediate with direct hydride transfer. In panel (a),
fumarate carboxylates remain unprotonated, and in (b), fumarate C4 carbonyl is protonated by the cationic His504 side-chain. Free energies are
shown over the profile bars, and species are identified by bold numbers placed below the bars. The model chemistry @B97X-D3+C-PCM/def2-

TZVPP//PBEh-3c with zero-point and thermal contributions at the GFN2-xTB level was employed.

excited singlets (S;) with time-dependent DFT (TD-DFT) for
species 1, 2, and TS, ,.

The electrostatic potential was calculated from the nuclear
and electron density of the large cluster model with the
orca_vplot program in ORCA*** in a parallelepiped grid
with 80 points in each dimension. The grid extended 3.5 A
beyond the cluster dimensions in order to map the
electrostatics at molecular surfaces. All electrostatics and
tunneling calculations employed the @B97X-D3/def2-TZVPP
level of theory.

B RESULTS AND DISCUSSION

Fumarate Reduction Proceeds via a Carbanion/
Enolate Intermediate. The large cluster model (Figure 1b)
and a calibrated DFT model chemistry (SI Text) were used to
investigate mechanisms of fumarate reduction by FADH™ via
carbanion, adduct, and radical intermediates. Reaction
mechanisms show a proton transfer from Arg402 in a second
step after the intermediate is formed, except for one reaction
with an adduct intermediate (1 — 8 below) and for the
biradical intermediate (9).

Free energy profiles for nucleophilic addition via a carbanion
intermediate with direct hydride transfer are shown in Figure
2. Without protonation of a fumarate carboxylate, hydride
transfer from FADH™ (1 — 2) has a barrier of 23.2 kcal-mol™,
leading to a relatively unstable and, thus, transient intermediate
2. Analysis of the electronic density for this species shows
carbanion 2 is actually an enolate electromer (Figure 3 and the
SI), so it will be referred to here as a carbanion/enolate, to
keep consistency with previous studies.” During hydride
transfer, electrons are transferred to molecular orbitals
localized in fumarate C3, while the proton is asynchronously®®
added to fumarate C2, as we observed previously in an isolated
flavin model reaction.*

Despite its high pK, in water, Arg402 is easily deprotonated
in the enzyme after intermediate 2 is formed, with a barrier of
only 4.8 kcal-mol™! for reaction 2 — 3, showing the carbanion/
enolate is a very strong base.

Because 1 is the rate-determining intermediate (TDI®”), the
effective activation energy of the reaction is 23 kcal-mol ™!, with
both transition states TS; , and TS, ; determining reaction
kinetics. Note that these barriers are indistinguishable within
the uncertainty of our calculations (see discussion in the SI).
The interpretation that both steps contribute to reaction
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Figure 3. (a) Intermediate 2 (as well as 5 not shown here) formed
after the hydride addition is actually an enolate electromer. (b)
Biradical 9 formed after a multisite proton-coupled electron transfer.

kinetics agrees with experimental observations of slower
enzyme turnover in DZO68 and contrasts to a previous
computational work®" that indicated hydride transfer was the
only rate-limiting step.

Another reaction via a carbanion/enolate intermediate is
possible with protonation of the fumarate C4 carboxylate by
the cationic His504 side-chain (Figure 2b). The initial HisS04
proton transfer (1 — 4), hydride addition (4 — §), and
Arg402 proton transfer (§ — 6) have barriers of 15.2, 13.4,
and 14.4 kcal'mol™, respectively. Despite these relatively low
barriers, an effective activation energy of 27 kcal-mol ™! is found
for this reaction (Figure 2b), corresponding to the free energy
difference between the rate-determining transition states
(TDTSs”’) TS, s and TSy, and the rate-determining
intermediate 1.

Intermediate S is also described as an enolate electromer
(Figure 3 and the SI). It is more stable than 2; thus,
protonation of fumarate by His504 stabilizes hydride addition.
However, the initial proton transfer from cationic His504 has a
high energetic cost (13.7 kcal'mol™"), even though the neutral
HisS04 formed in 4 can hydrogen-bond to Thr336 (with
HS504—N6) and to the protonated C4 carboxylate in fumarate
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(with H504—Ne). Due to steric clashes and small conforma-
tional freedom for the substrate, it is unlike that a water
molecule could fit in the active-site and hydrogen-bond to
HS504 or bridge the proton transfer to fumarate. Moreover,
there is no evidence for such a water molecule in FRD/SDH
experimental structures.””"!

Another possibility for direct addition mechanisms is the
concerted hydride addition from FADH™ with either proton
transfer from Arg402 to form 3 in one single step or with
proton transfer from His504 to form § followed by
reprotonation of His504 from this intermediate concerted to
proton transfer from Arg402. To be kinetically relevant, these
highly concerted mechanisms would have to show activation
energies lower than 23.2 kcal'mol™, as found for the stepwise
direct addition 1 — 3. Here, several attempts to find concerted
TS were unsuccessful and resulted in stepwise TS, , or TS, s,
suggesting that any putative concerted TSs will have higher
energies.

A second type of reaction intermediate was tested here,
namely adducts with covalent bonds between fumarate and the
flavin ring’>*’ (Figure 4). These adducts were proposed
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Figure 4. Free energies profiles (in kcal'mol™") for fumarate reduction
with adduct formation and initial proton transfer from FADH™ in red
lines or from Arg402 in green lines.

because mass spectrometry studies suggested an adduct
intermediate is formed in 2-haloacrylate hydratases, an enzyme
from the FRD/SDH family.33 Adducts can be formed in
concert to hydride addition (1 — 7) or to proton transfer from
Arg402 (1 — 8). Putative intermediate 7 can decompose to
the carbanion/enolate 2 with reaction completion proceeding
as in the direct hydride addition (Figure 2). Putative
intermediate 8 can receive a hydrogen atom (HAT) and
homolytically break the fumarate C2—N5 flavin bond to form
the succinate product 3. Free energy profiles (Figure 4) for
these two adduct reactions show large barriers and should not
be observed or play a role in the enzymatic mechanism.
Alternative bond patterns, such as fumarate C3—NS5 flavin,
were not tested as they lead to longer hydride or proton
transfer distances and, thus, should result in even higher
barriers.

The third intermediate tested here was the biradical 9
(Figure 3). Instead of a classical carbocation, this biradical is
formed spontaneously after a proton is transferred from

Arg402 to fumarate-C3 in 1, in a multisite®® proton-coupled
electron (from flavin ring) transfer. But, any mechanism
passing through biradical 9, or a higher energy classical
carbocation, can be discarded due to its free energy of 60.0
kcal'mol™ determined by multiconfigurational calculations
[NEVPT2(6e,50)+C-PCM/CBS//PBEh-3c, more details in
the SI].

Therefore, direct hydride transfer without protonation (1 —
2 — 3 profile in Figure 2a) is the most likely mechanism for
enzymatic fumarate reduction in Fcc;. Considering the
uncertainty of 4 kcal'mol™" suggested for our calculations (SI
text), activation energies of 23 kcal'mol™" and 27 kcal'mol™
are hard to distinguish, and we cannot discard the participation
of HisS04 as a relay general-acid catalyst (1 — 5 — 3).
However, we can safely conclude that the reaction proceeds via
nucleophilic addition by direct hydride transfer with a
carbanion/enolate intermediate, as all the other adduct or
radical (and carbocation) intermediates have significantly
higher activation energies.

Hydride Transfer Has a Small Tunneling Contribution
near the TS. After distinguishing between possible reaction
mechanisms for fumarate reduction, it is clear that hydride
transfer is a kinetically relevant step in the enzymatic reaction.
Thus, it is important to investigate if tunneling effects
contribute to the overall rate. We first note that reactions of
FADH™ with fumarate (1 — 2 or 4 — §, Figure 2) are not
prototypical hydride transfers but PCET reactions with the
proton added to fumarate C2 and electrons delocalized over
fumarate C3 and the adjacent carboxylate C4 to form the
carbanion/enolate intermediate.”® The adiabaticity regime of
these reactions should be addressed before estimating the
tunneling contribution.®””

The small cluster model (Figure 1a) was employed here to
probe the hydride transfer 1 — 2. For fumarate 1, TS, ,, and
the carbanion/enolate intermediate 2, the first singlet
electronic excited state (S;) is more energetic than the
respective ground state (S,) by 69.7, 72.5, and 64.0 kcal-mol .
Thus, electronic excited states are significantly more energetic
and do not cross ground states along the hydride transfer (1 —
2) when thermally activated. This transfer is classified as
electronically adiabatic,”’ and nuclei movement can be
considered only in ground potential energy surfaces in the
following treatment.

We assume tunneling may proceed near the TS, , and
obtain vibrational wave functions only at this geometry. Figure
Sb shows the two-dimensional proton potential generated by
placing the transferring hydride in different positions along the
plane formed by atoms NS of FADH™, C2 of fumarate, and the
hydride position at the TS, with all other atoms held fixed in
the TS, , geometry (Figure Sa). Minima at the reactant and
product wells and the TS, , are labeled as star symbols. The
energy difference AV“ between TS, , and the reactant minima
in the proton potent1a1 is only 2.0 kcal'mol™!, indicating an
almost barrierless proton transfer potential, as is usually found
in vibronically adiabatic PCET.”"

Amplitudes of vibrational wave functions calculated for the
transferring proton at this two-dimensional potential are shown
in Figure Sc. In the ground vibrational state, the proton is
delocalized between reactant and product wells, with the
largest amplitudes around the TS geometry. For the first-
excited vibrational state, the wave function has a larger
amplitude around the reactant well. The energy splitting for
the excited vibrational state Ay, = 2.7 kcal-mol™" is higher than

https://doi.org/10.1021/acs.jcim.3c00292
J. Chem. Inf. Model. XXXX, XXX, XXX—XXX


https://pubs.acs.org/doi/suppl/10.1021/acs.jcim.3c00292/suppl_file/ci3c00292_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.jcim.3c00292/suppl_file/ci3c00292_si_001.pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jcim.3c00292?fig=fig4&ref=pdf
pubs.acs.org/jcim?ref=pdf
https://doi.org/10.1021/acs.jcim.3c00292?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Journal of Chemical Information and Modeling

pubs.acs.org/jcim

(a) Orthogonal (b) 1.25 18
axis
16
__Loo s
[ / < 14
N5| o c2 075 12 2
Donor- © 10 T
2 0.50 R,
acceptor o 8 =
A o)} - >
axis 20.25 6 &
£ 2
§ o / 4 w
J 0.00 L C2 2
-2,0 —1.5 -1.0 —0.5 0.0 0.5 1.0
Donor-acceptor axis (A)
(c)

ground vib.
state

first-excited
vib. state

Figure 5. Vibrational analysis of the hydride transfer step 1 — 2. (a) Flavin and fumarate geometries at the transition state, showing the donor—
acceptor axis and the orthogonal axis. (b) Two-dimensional proton potential calculated at the TS, , geometry. (c) Amplitudes of the proton

vibrational wave function.

AVI'E (Table 1), suggesting the reaction is not only electroni-
cally adiabatic (as determined above) but also vibrationally

Table 1. Parameters Estimated for Nuclear Adiabaticity and
Tunneling Effects for TS, , of the Hydride Transfer in 1 —
2 as Defined in the Main Text

parameter value
Proton vibration adiabaticity
AV (keal'mol™) 2.0
Ay, (kcal-mol™) 2.7
Hydride tunneling
V* (em™) 1268.5
K 2.6

adiabatic. That means electrons will respond instantaneously to
the motion of the transferring proton, and the proton itself will
respond instantaneously to the motion of the other nuclei.”””"

Nevertheless, it should be noted that the TS geometry is
probably the most adiabatic region along the reaction
coordinate as the active-site is preorganized to accommodate
hydride transfer with the lowest possible energy barrier.””
Therefore, the vibrationally adiabatic regime discussed here
will only be valid at the TS and its shortest surroundings.

In the electronic and vibrational adiabatic regimes described
for TS, ,, tunneling can still contribute to the rate of hydride
transfer, as previously observed for other flavoproteins.®***®
The simplest diagnostic for ground state tunneling in this
regime is Wigner’s first order correction®>™® that calculates
the transmission coefficient  as a function of the modulus of
the transition state imaginary frequency v* and the temperature

T
2
1 hat*
+ _
24\ kgT (1)
where h is Planck’s constant, c is the speed of light, and kg is

the Boltzmann constant. Calculated parameters in Table 1
show that k = 2.6 for TS, ,, consistent with small to moderate

Kk~ 1

hydride tunneling.”> This result is in accordance with the low
deuterium kinetic isotope effects (KIEs) observed experimen-
tally for this reaction.””>*® Therefore, tunneling is present,
but it is not critical for hydride transfer step in Fcc; enzyme
kinetics.

A Large Electrostatic Dipole Stabilizes Hydride
Transfer. Several strategies can be employed by enzymes to
catalyze reactions.””’* We have shown in the previous section
that Fcc; may protonate the fumarate C4 carboxylate by
HisS04 in a relay type of general-acid catalysis (Figure 2b). We
also discarded covalent catalysis in the form of intermediates
covalently bound to the flavin ring because reactions that form
adducts with FAD are too energetic (Figure 4).

Another common enzymatic strategy for TS stabilization is
electrostatic catalysis.”* This is employed by Fcc; to stabilize
hydride transfer as suggested by the electrostatic potential of
the large active-site cluster model shown in Figure 6. Hydride
(H") is transferred in the axis perpendicular to the figure plane
(the donor—acceptor axis in Figure S) toward the positively
charged region, ie. the active site has its charge dipole
preorganized to facilitate hydride transfer.

Another catalytic contribution often proposed to facilitate
hydride transfer in FRD/SDH is a stereochemical constraint
imposed by the active-site to twist fumarate carboxylate C1
into a less stable geometry"”'"*""** (Figure 1a). The optimized
geometry found here for 1 has the C1—C2 bond twisted, in
agreement with crystal structures of the enzyme complexed to
fumarate.' %!

To check the stability and the hydride transfer barrier of
planar fumarate, we performed constrained geometry opti-
mizations to hold 1 and TS, , in a planar conformation. The
corresponding optimized species are 6.0 and 16.0 kcal-mol™
more energetic than their twisted (unconstrained) counter-
parts, respectively. The barrier for hydride transfer in a planar
fumarate would be 33.0 kcal'mol™" and is significantly higher
than found for the twisted substrate (Figure 2). Thus, the FRD
active site stabilizes a twisted fumarate (at C1—C2 bond) and
lowers the barrier for hydride transfer, in comparison to a fully
planar fumarate.
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Figure 6. Electrostatic mapping of the active-site at the transition
state TS, , geometry. The color scale ranges from blue to red for
negatively charged regions (—&) to positively charged regions (6+),
respectively. Hydride transfer takes place in the donor—acceptor axis
normal to the plane of the figure. The lower panel shows the
corresponding active site envelope with flavin in gray and fumarate in
green.

Instead of the previously proposed substrate destabiliza-
tion,”” it is transition state stabilization that provides catalysis
in FRDs. Fumarate twisting disrupts electron conjugation
between C=C and C=O0 bonds and allows eflicient hydride
transfer. Note that the twisted bond does not affect the
carbanion/enolate stabilization on the C3—C4 bond discussed
above (Figure 3).

Thr377 coordinates fumarate and has been proposed to
stabilize the twisted form (Figure 1a).”” The role of Thr377
was probed here by changing this side-chain to alanine and
rerunning geometry optimizations. In the computational
mutant T377A, fumarate remained twisted indicating that
the hydrogen-bond of the Thr377 side-chain to carboxylate C1
is not fundamental. Hydrogen-bonds with the His365 side-
chain and the backbone of Glu378 are sufficient to stabilize the
twisted conformation. Loss of activity observed on the
experimental T377A mutation may be related to larger
perturbations of the enzyme active-site such as increased
hydration. We suggest mutation T377V to be tested
experimentally, because the Val side-chain has a similar volume
to Thr and potentially retains the ability to block entrance of
water in the active site.

Regeneration of Catalytic Groups Drives Enzyme
Turnover. In previous sections, only enzymatic steps involving
fumarate reduction were discussed (1— 3). But, the complete
Fccy enzyme turnover also depends on product and substrate
(un)binding, as well as regeneration of the catalytic FAD and
Arg402 side-chain respectively from the oxidized and
deprotonated (neutral) forms found in 3.

The catalytic cycle proposed in Figure 7 suggests that
succinate unbinds from state 3 to yield the oxidized unbound
state 12 which can receive two-protons and two-electrons (2
H* + 2 e7) and generate a reduced FADH, species 13. We

Arg+ —_ Arg°

(a) r rg I‘ rg
Fcc; fum?- Fcc, suc?-

FADH- FAD

1 3

suc?-
fum?-

r Arg* R 1 2 I- Arg®
Fcc, Fcc,

I- FADH- 13 I-FAD

Fcc,

2H* + 2e-

FADH,

(b)

Figure 7. Complete enzymatic cycle (panel a) proposed for fumarate
reduction and relative free energies (panel b) of cycle steps catalyzed
by Fccy; FRD. States 1 and 3 are Michaelis complexes respectively
with the fumarate (fum) reactant and succinate (suc) product, as
shown in Figure 2. States 12 and 13 are the flavin oxidized and
reduced unbound enzyme, respectively. R; and R;,; denote the resting
enzymatic state before and after one cycle turnover. Free energies (in
kcal-mol ™) are shown over the bars, and species are identified by bold
characters below the bars. Full lines are used to connect states because
these are stable local minima and do not depict TS (as opposed to
Figures 2 and 4).

propose this is an unstable species that readily decomposes to
the reduced unbound state R with a proton transferred to
Arg402. The resting state R may undergo another catalytic
cycle after a fumarate substrate binds to generate the Michaelis
complex 1.

The proposed catalytic cycle is based on the energetic profile
of Figure 7b. Free energies were obtained from a combination
of calculated values for fumarate reduction (1— 3 step, Figure
2) and for Arg402 regeneration (13— R, see below) with
experimental data. Binding free energies of fumarate (R— 1,
Ky, = 36 uM)"* and succinate (3— 12, K,; = 2.2 mM)"? were
obtained from the experimental Ky, ~ K, = exp(—AG/RT),
where R is the gas constant. It has been shown for Fcc; that
Michaelis constants K, are similar to dissociation constants
Kp."*7>7° The redox potential measured electrochemically for
the flavin group in Fccy (E = —0.152 V)" was used to
estimate the free energy for step 12— 13, as AG = —nFE®/,
where n = 2 electrons, and F is the Faraday constant.
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Experiments were conducted under similar conditions and
biochemical states of T = 298 K and pH = 7.0, except for the
succinate K, obtained at pH = 8.0. For calculated steps (1— 3
and 13— R), standard state corrections are not necessary as
the total molecular composition does not change.

Reduction of FAD involves electron transfer from heme
groups in Fcc; or from iron—sulfur clusters in other FRD/SDH
enzymes. Both cofactors are only capable of one-electron
reductions, producing radical (ﬂavosemiguinone) intermedi-
ates, often coupled to proton transfers. 778 Modeling such
reduction processes in detail is challenging and out of the
scope of the present study.

Here, we assume that a biprotonated reduced flavin
(FADH,) with neutral Arg402 side-chain state (13) is
transiently formed and calculate the free energy for its
conversion to the regenerated and “ready-to-react” resting
state R, with monoprotonated reduced flavin (FADH™) and
protonated Arg402 side-chain (Figure 7a). Applying the same
large active-site cluster and model chemistry used for fumarate
reduction, reaction 13— R has a calculated free energy AG =
—17.2 kcal'mol™". It is notable that a similar value (—18.0 kcal-
mol™") is obtained for the same process if succinate remains
bound at the active site model. Thus, the energy difference
between 12 and the transient species 13 is independent of
whether succinate is bound or not to the active site, and an
alternative enzymatic cycle with succinate unbinding after FAD
reduction cannot be ruled out.

Summing over free energies estimated for each step in the
proposed catalytic cycle results in —0.9 kcal-mol™" (Figure 7).
It corresponds to the free energy released after one complete
enzyme turnover (R,— R,,;) and is the same free energy value
obtained from the measured fumarate — succinate redox
potential in enzyme-free water solution (E° = +0.03 V).”
This excellent thermodynamic agreement supports the
presence of transient step 13 and the proposed cycle.
Otherwise, assignment of the measured flavin redox potential
in Fcey (E° = —0.152 V)" to a direct conversion 12— R
would result in a disagreement of more than 15 kcal'mol™
between the enzymatic cycle thermodynamics estimated here
and the experimental redox free energy for the uncatalyzed
reaction in water.

It has been proposed that the neutral side-chain of Arg402 is
reprotonated by an excess proton from the solvent via a
Grotthuss mechanism.'®”> We computed the free energies
associated with this process by turning one of the structural
waters near the solvent boundary and Glu378 in the large
active-site model (Figure 1b) of state 3 into a hydronium,
without altering the FAD redox state, and found the overall
reaction is very exergonic (Figure S1).

Thus, regeneration of Arg402, either coupled to FAD
reduction and decomposition of the transient species 13
(Figure 7b) or directly from the solvent and uncoupled from
FAD redox (Figure S1), provides the driving force to complete
the Fcey catalytic cycle.

Succinate oxidation would proceed by reversing the catalytic
cycle (counterclockwise in Figure 7a). But this process will
have a high activation energy (R— 13), corroborating
experimental observations that Fcc; is unable to catalyze the
reverse transformation.”'” Other FRD/SDH enzymes with a
covalently bound flavin may stabilize states equivalent to 13
and hence catalyze succinate oxidation, as supported by the
significantly higher redox potential (AE®’ = 0.1 V) measured
in such enzymes.”

The experimental turnover rate k., = 370 s~ for fumarate
reduction corresponds to an effective barrier of 13.9 kcal-
mol™),"* using canonical transition state theory. Considering
the activation energy of 23 + 4 kcal'mol™ calculated here for
TS,, and TS, ; or formation of transient state 13 with a free
energy of 22 + 4 kcal'mol™" as rate-determining steps suggests
an offset error of at least 4—5 kcal-mol™" for the calculated
overall turnover barrier. This error may be attributed to a lack
long-range electrostatic interactions beyond the cluster model
and possible hydride and proton (“deep”) tunneling before
reaching the TS, both of which were not included in the
present calculations.

Bl CONCLUSIONS

Catalysis of fumarate reduction to succinate by the FRD
enzyme Fcc; was dissected here using calibrated and highly
accurate electronic structure calculations. Reaction mecha-
nisms involving adducts or radical (and carbocation)
intermediates were unequivocally discarded, confirming the
current experimental view that fumarate reduction occurs in
two steps via a carbanion intermediate. This intermediate,
however, is best described as an enolate electromer. In the
most likely mechanism found here, hydride transfer from
FADH™ and proton transfer from Arg402 proceed stepwisely
in this order. Both processes have equivalent energy barriers
and contribute to the effective activation energy. Protonation
of one fumarate carboxylate (C4) in a relay mechanism prior
to hydride transfer cannot be discarded but appears to be
unnecessary for catalysis.

Sources of the catalytic power in FRD/SDH were probed
here. The electrostatic potential of the active site with a large
charge dipole gives directionality and stabilizes hydride transfer
toward fumarate. The twisted conformation of fumarate is also
fundamental for catalysis by providing a high stabilization
energy for the transition state of hydride addition. Substrate
destabilization and its hydrogen-bond to Thr377 were shown
to be less relevant for catalysis. Hydride transfer was shown to
be adiabatic and with low tunneling contribution near the
transition state. But, more research is required to rule out
tunneling (“deep” or corner-cutting) in other parts of the
potential energy surface.

Enzyme regeneration provides the thermodynamic driving
force for enzyme turnover. Reprotonation of the catalytic
Arg402, either coupled to FAD reduction and decomposition
of the proposed transient state (13) or directly from the
solvent, is highly exergonic. These findings can be extrapolated
to other fumarate reductases and to succinate dehydrogenases.
But the effect of a covalently bound FAD, as found in
membrane-associated enzymes, has yet to be addressed in
future studies.
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