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The E3 state of FeMoco: one hydride, two
hydrides or dihydrogen?+

Yunjie Pang® and Ragnar Bjornsson (&) *°¢

Hydrides are present in the reduced states of the iron-molybdenum cofactor (FeMoco) of Mo
nitrogenase and are believed to play a key mechanistic role in the dinitrogen reduction reaction
catalyzed by the enzyme. Two hydrides are present in the E4 state according to *H ENDOR and there is
likely a single hydride in the E; redox state. The 2-hydride E4 state has been experimentally observed to
bind N, and it has been speculated that Ez may bind N, as well. However, the Ez state has not been
directly observed and very little is known about its molecular and electronic structure or reactivity. In
recent computational studies, we have explored the energy surfaces of the E; and E; by QM/MM
modelling, and found that the most stable hydride isomers contain bridging or partially bridging hydrides
with an open protonated belt sulfide-bridge. In this work we systematically explore the energy surface
of the E3 redox state, comparing single hydride and two-hydride isomers with varying coordination and
bridging vs. terminal sulfhydryl groups. We also include a model featuring a triply protonated carbide.
The results are only mildly dependent on the QM-region size. The three most stable Ez isomers at the
r?SCAN level of theory have in common: an open belt sulfide-bridge (terminal sulfhydryl group on Fe6)
and either 2 bridging hydrides (between Fe2 and Fe6), 1 bridging-1-terminal hydride (around Fe2 and
Fe6) or a dihydrogen ligand bound at the Fe2 site. Analyzing the functional dependency of the results,
we find that functionals previously found to predict accurate structures of spin-coupled Fe/Mo dimers
and FeMoco (TPSSh, B97-D3, r2SCAN, and B3LYP*) are in generally good agreement about the stability
of these 3 Ez isomers. However, B3LYP*, similar to its parent B3LYP method, predicts a triply protonated
carbide isomer as the most stable isomer, an unlikely scenario in view of the lack of experimental
evidence for carbide protonation occurring in reduced FeMoco states. Distinguishing further between
the 3 hydride isomers is difficult and this flexible coordination nature of hydrides suggests that multiple
hydride isomers could be present during experimental conditions. N, binding was explored and resulted
in geometries with 2 bridging hydrides and N, bound to either Fe, or Feg with a local low-spin state on
the Fe. N, binding is predicted to be mildly endothermic, similar to the E, state, and it seems unlikely
that the E3 state is capable of binding N,.

proteins contain multiple iron-sulfur clusters that are respon-
sible for electron-transfer that end up in the active-site iron-

The nitrogenase enzymes are responsible for the reduction of
dinitrogen to ammonia in a complex 2-protein system that
consists of the Fe protein and the MoFe protein (in the more
active and better understood Mo nitrogenase)."® These
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molybdenum cluster, FeMoco (a [MoFe,SoC] cluster), where
dinitrogen binding and reduction occurs. Despite decades of
detailed kinetic and spectroscopic studies, crystallography and
theoretical studies, there is no consensus on a detailed reaction
mechanism. Part of the complexity comes from the nature of
multi-electron reduction of N, substrate to the product NHj,
which the enzyme accomplishes by an 8-electron mechanism:'™®

N, + 8¢~ + 8H' + 16MgATP — 2NH; + H, + 16MgADP (1)

where 1 molecule of H, is an obligatory product for every 2 NH;
formed. The H, formation is nowadays known to be a critical
mechanistic step, involving hydrides, as N, binds to a reduced
state of the MoFe protein.””® Electrons and protons are shuttled
via the Fe protein to the MoFe protein (accumulating at the
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FeMoco cluster), converting the resting S = 3/2 E, form'*™"? of
the cofactor to alternative redox states with integer-spin states
(E4, E3) or non-integer spin-states (E,, E4). Much of our current
knowledge of the cofactor comes from studies of the resting-
state E, form due to high-quality crystallographic studies'®™"*
and EPR spectroscopic studies'®™® and the fact that pure E,o
samples can be prepared. Less is known about the EPR-silent E;
state although recent X-ray absorption and Mossbauer studies
have considerably added to our knowledge."®® The EPR-active
E, state can be studied (though low populations in samples is a
problem) due to unique S = 3/2 signals that can be distin-
guished from E, and it is known to relax back to E, by H,
evolution under low electron-flux conditions.”*'** Detailed
kinetic and EPR/ENDOR spectroscopic studies of the E, state
have revealed the occurrence of 2 hydrides.®*** N, binding has
been shown to occur in this state, accompanied by obligatory
H, formation which has been proposed to occur by a reductive
elimination mechanism.”°

Since the original seminal work by Thorneley and Lowe, the
E; state has been part of the kinetic schemes of nitrogenase
such as the one shown in Fig. 1, yet very little is actually known
about this state.””®>* The original Thorneley-Lowe model
suggested N, could bind to either E; or E, but that E; was the
state for which N, reduction could occur from.">* Since then,
regrettably, very little additional knowledge has emerged on
the identity or reactivity of this state. Direct spectroscopic or
kinetic determinations of E; are mostly absent as mentioned
in recent reviews on the spectroscopy and substrate reductions
of nitrogenase.>® This is due to its lack of a Kramers EPR
signal from an integer-spin cluster. E; was once attributed to a
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spectroscopic signal,>™® however, that is now known to be an
EPR signal from E,. Kinetic studies on acetylene reduction in
native MoFe protein and variants have suggested inhibition by
N, at the E; redox level, however, the evidence for E; involve-
ment in these reactions is indirect.>*>®

Computational studies of FeMoco offer the opportunity
to fill in these types of gaps in the experimental literature.
Unfortunately, FeMoco is arguably the most challenging
enzyme cofactor known in biology featuring 8 open-shell metal
ions spin-coupled to an S = 3/2 spin state. Considerable effort
has been spent on detailed electronic structure investigations
into the resting E, state. There is some consensus on the overall
redox state as well as individual oxidation states although the
electronic structure is still deeply complicated and a detailed
understanding and connection to the magnetic spectroscopy
literature remains elusive. The determination of the interstitial
atom of FeMoco (as carbide),">*” the high-resolution X-ray
crystal structure'® as well as new determinations of metal
oxidation states of the cofactor”’ *° have inspired multiple
computational studies (or joint experimental-computational)
into reduced states of FeMoco®'®?'7 and attempts to under-
stand the mechanism of nitrogen binding and reduction at
FeMoco.*>?**3%73 gpecial efforts have been devoted to studies
of the E, state, known to contain 2 bridging hydrides.>**"*

Considerably fewer studies have considered the structural
possibilities in the E; redox state, due no doubt to the lack of
experimental data to compare to. In a systematic computational
study by Cao and Ryde multiple structural possibilities were
considered at the QM/MM level for various reduced states
(E,~E,) of FeMoco, including E;.*' The most favorable E;
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Fig. 1 The Thorneley-Lowe kinetic scheme relating Eq, E1, E», Es and E4 redox states.* N, binding to Ez was originally suggested in the work by
Thorneley and Lowe but the claim has not been substantiated. Also shown are recent suggested computational models for the E; and E4 redox

states.”34%7
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isomers found in that study consisted of both bridging and
terminal hydrides as predicted by the TPSS functional or a
triply carbide ion as predicted by B3LYP. A very recent study,
also by Ryde and coworkers, suggests a model containing two
bridging hydrides between Fe2 and Fe6 as the most favourable
when using TPSS, r’SCAN, and TPSSh functionals, while B3LYP
predicts a model containing a triply protonated carbide as the
lowest-energy model.”* Additionally, Dance has studied the E;
redox state with large QM-cluster calculations and found the
most favorable isomer to contain dihydrogen bound to the Fe6
site with a closed protonated belt sulfide-bridge and a model
consisting of two terminal/bridging hydrides and an open belt
sulfide-bridge.*

Overall, previous experimental and computational work
strongly implies the existence of 1 hydride in the E,
state'®1972131,33,36:37 and direct ENDOR-observation has con-
vincingly demonstrated the existence of 2 hydrides (and 2
sulfur-bound protons) in the E4 state.>*>* It seems likely to
assume that the E; redox state bears a structural similarity to
either E, or E4, however, it is not obvious whether the state
should contain 1 or 2 hydrides. A single hydride E; isomer
would suggest a highly simplified electron-counting scheme of
2 electrons present in the hydride and 1 electron in the Fe part,
while a 2-hydride isomer implies 4 electrons associated with the
hydrides and an oxidized Fe part.

We have previously shown that the binding affinity of N,
at an Fe site in FeMoco depends strongly on the number of
hydrides bound to the Fe (which appears to be connected to the
ability of the Fe site to acquire a low spin-state).>® The question
of whether the E; state is capable of N, binding or not may be
related to the number and coordination of hydrides present in
the structure.

In this study we systematically study the energy landscape of
the E; state by a previously established computational
approach that combines QM/MM methodology to reliably
treat the protein environment and previously benchmarked
DFT methods together with large triple-zeta basis sets and
inclusion of scalar relativistic effects and dispersion correc-
tions. We compare 3 categories of E; isomers: 1-hydride iso-
mers, 2-hydride isomers with an open belt sulfide-bridge and 2-
hydride isomers with a closed belt sulfide-bridge, and a model
featuring a triply protonated carbide is also included. We test
35 broken-symmetry states for 3 different spin multiplicities for
each isomer with a small QM-region and the r’SCAN density
functional. We assess the reliability of the resulting energy
ranking of isomers by comparing results using small and large
QM-regions, and discuss the functional dependency of the
results. Finally, we discuss the electronic structure of the most
stable isomers as well as the possibility of N, binding to E;.

Computational details

Our QM/MM model is partially based on the model we
previously used to study E,, E;, E,, and E, states of
FeMoco.'#3436:°273¢ However, in this work, as in a recent study
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on N, binding to these redox states,>® we utilize a model of the
full solvated protein consisting of 320817 atoms in total. An
active region of 993 atoms, centered on one of the FeMoco
active sites, is used. There are 59 atoms (link-atoms included)
in the small QM-A region that consists of FeMoco, sidechains
of o-Cys275, o-His442, the singly protonated homocitrate
ligand®>*”°® attached to Mo, three additional hydrogens com-
pared to the E, state, and two added link-atom hydrogens. The
QM-region is visualized in Fig. S1 in the ESI.¥ The QM-B region
(145 atoms in total; link-atoms included) contains eight more
residues than the QM-A region: a-Val70, o-Arg96, «-Gln191, o-
His195, o-Ser278, a-Glu380, a-Phe381, and a-Arg359. In the QM-
C region, there are 191 atoms (link-atoms included) and 12
more residues (10 H,O molecules, a-Gly356, and a-Gly357) than
the QM-B region (see Fig. S1 in Section 1 of the ESIt). The
10 water molecules included are present in the X-ray structure,"
as shown in Fig. S2 of the ESL{ The o-His195 residue is described
as singly protonated on N (see Fig. S1 in the ESIT).

As discussed in our recent study,’® the use of these QM-A,
QM-B, and QM-C regions (same as the QM-I, QM-V, and QM-VI
regions, respectively, in that article) converge quite well for
reaction energies with even the small and cheap QM-A region
being capable of fairly accurate results compared to the larger
and more expensive QM-C region (see Table S2 of the ESIf in
that article®).

In this work we used the QM-A region to systematically
explore all considered E; models (Fig. 2) in three spin states
(Ms = 0, 1 and 2) and 35 BS solutions per spin state. Different
orientations of protons on bridging or terminal sulfhydryl
groups S2B and S5A were investigated using the lowest-energy
state of each model with the QM-A region (see Section 7 in the
ESIt). The QM-B region was then used to optimize the lowest-
energy state for each model based on the QM-A data (the
lowest-energy orientation for protons on sulfides). Finally,
single-point calculations using the QM-C region were per-
formed on top of QM-B region optimized geometries in order
to evaluate the most accurate relative energies of E; isomers.
Broken-symmetry states of FeMoco were systematically investi-
gated by considering all possible 35 BS solutions that can be
obtained by flipping 3 of 7 open-shell Fe ions, following the
original work by Noodleman and coworkers.”>*® We note that
the open-shell Mo(m) ion (present in an unusual non-Hund
configuration®®) is part of the spin-coupling problem but the
configuration arises naturally during the SCF procedure. The
BS states were obtained by converging first the high spin state
(Ms = 34/2) of FeMoco and then flipping the spin-density of
three selected Fe ions (using a procedure present in ORCA), and
finally converging the SCF to the desired state. For example,
BS147 (Ms = 2) is found by flipping the Fel, Fe4, and Fe7 to be
down spin and converging to Mg = 2. Additional information on
BS states is included in Section 8 of the ESL ¥

The QM/MM program ASH,*' developed in our group, was
used. It has a flexible interface to the OpenMM molecular
mechanics library®®> and the ORCA quantum chemistry
code.®® The CHARMMS36 force field®* and standard electrostatic
embedding QM/MM with link atoms as well as a charge-
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Fig. 2 The eighteen structural models for the Ez state that were systematically explored in this work, divided into categories of 2-hyd-CBS (2 hydrides
with a closed belt sulfide bridge), 2-hyd-OBS (2 hydrides with an open belt sulfide bridge), 1-hyd (single hydride) and finally the sole protonated carbide
model (r). Also shown are relative QM/MM energies (lowest-energy BS state and spin state) in blue, calculated using the r’SCAN functional and the smail
QM-A region. All the models are isomers of the common E3z redox state surface. The lowest-energy spin state and BS state of a—r isomers are BS245
(Mg = 1), BS137 (Mg = 1), BS345 (Mg = 1), BS345 (Ms = 1), BS236 (Ms = 2), BS345 (Ms = 2), BS347 (Mg = 1), BS2356 (Ms = 0), BS235 (Ms = 2), BS147 (Mg = 1),
BS147 (Mg = 1), BS346 (Ms = 2), BS147 (Mg = 1), BS247 (Ms = 2), BS14 (Ms = 2), BS14 (Ms = 2), BS346 (Ms = 2), and BS125 (Ms = 1), respectively.

shifting scheme® utilized as in our previous
papers.'®3%33275¢ Geometry optimizations were performed
using an interface to the geomeTRIC optimization library®®
using HDLC internal coordinates.®”

Four density functionals: r*SCAN,*® TPSSh,**7° B97-D3,”* 7
and B3LYP*’*”> were primarily used in this work to evaluate
the functional dependency of the isomer energies (Results and
Discussion section C). This choice is based on a recent bench-
marking study on the geometries of spin-coupled iron-sulfur
dimers and FeMoco compared to high-resolution X-ray crystal-
lographic data.’® These 4 functionals emerged as the most
reliable for Fe-Fe and Mo-Fe distances and as discussed, this
was found to be primarily related to the covalency of the
bridging M-S bonds between metal ions. The r*SCAN func-
tional was the most reliable functional in that study® (though
only marginally) and it was subsequently used in our recent
study on N, binding to multiple redox states of FeMoco.>® In
this work we used r’SCAN for all QM-A region geometry
optimizations when evaluating models for E; in all three spin
states and 35 BS solutions (Results and Discussion section B).
The five lowest-energy states were then selected for each model
and were QM/MM optimized using the same QM-A region with
the other functionals (Results and Discussion section C). To
further analyze the functional dependency we have also
included results using B3LYP’®*7® and TPSS* and this is
discussed in Section 9 of the ESIL.{

An all-electron scalar relativistic treatment (ZORA™®) with
recontracted segmented triple-zeta basis sets was used in this

were
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study, which has been shown to be close to the all-electron
scalar relativistic basis set limit of structures of iron-sulfur
compounds.®® The D4 dispersion correction®”®! was used in all
calculations involving r*SCAN, TPSS and TPSSh while the B97-
D3 and B3LYP* used the D3B]J dispersion correction (dispersion
parameters for B3LYP were used). The Split-RI-J** approxi-
mation for Coulomb integrals was used for all functionals
and additionally the semi-numerical COSX approximation for
Exchange integrals (for TPSSh and B3LYP*). A decontracted
auxiliary basis set by Weigend et al®*" (named SARC/] in
ORCA) was used with the RI approximation. The relativistically
recontracted ZORA-def2-TZVP**®> basis set was used on
FeMoco and additional H-atoms (compared to the E, state)
on FeMoco as well as the N, ligand in N,-bound states while Mo
used the SARC-ZORA-TZVP®® basis set. The ZORA-def2-SVP
basis set was used for other atoms in the QM region.

Relative energies were calculated from total electronic ener-
gies at 0 K. The effect of zero-point vibrational contributions on
the relative energies of the lowest energy isomers was briefly
investigated and the results are shown in Section 10 of the ESI;{
the ZPVE effect is generally sufficiently small that it can be
neglected, at least for E; isomer energies. The effects of entropy
were not considered in this work. For N, binding energies one
would expect a sizeable entropy penalty associated with the free
energy of binding (~10 kcal mol " based on a gas phase
estimate or ~ 4 kcal mol ' if estimated from a diffusible
position within the protein as suggested by Dance®) but in
this work our aim is not to derive realistic estimates of the free
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energy of binding. N, and H, were optimized in vacuum when
calculating binding energies and dissociation energies.

Hirshfeld®” and Mulliken®® population analysis methods
were used to derive atomic charges and spin populations. A
numerical partial Hessian approach® was used to calculate
harmonic N-N vibrational frequencies with N, and the binding
Fe as the partial Hessian. The calculated vibrational frequen-
cies of N, are shown as relative to the stretching vibration
of free N, in the vacuum using r’SCAN/ZORA-def2-TZVP
(2432 cm™).

Localized orbital analysis was performed using the Pipek-
Mezey method,”® which was used to derive FeMoco elec-
tronic configurations for the lowest-energy isomers. Approxi-
mate ligand-field diagrams of Fe-bound N, were obtained as
described in a recent study, by the combination of diamagnetic
substitution, localized orbital analysis and quasi-restricted
orbital (QRO) transformation.>°

Results and discussion

We start by introducing all models considered for the E; state
in section A. In section B we present the results of QM/MM-
calculated energies using the r*SCAN density functional and a
small QM-region (QM-A). In section C we explore the functional
dependency of the results using 3 other density functionals
(B97-D3, TPSSh and B3LYP*) while Section D compares the
previous QM-A results to results calculated with the larger
QM-C region. In section E we discuss the molecular and
electronic structure with the help of localized orbital analysis
of the 3 lowest-energy models. Finally, section F discusses N,
binding to the E; redox state and comparison is made to N,
binding in the other E, states.

A. The E; models investigated

The models for E; discussed primarily in this work can be
grouped into 3 categories as shown in Fig. 2: models with 2
hydrides with a closed belt sulfide-bridge (2-hyd-CBS, Fig. 2af),
2-hydride/H, models with an open belt sulfide-bridge (2-hyd-
OBS, Fig. 2¢g-1) and single-hydride models (1-hyd, Fig. 2m-q).
We also discuss a model containing a triple protonated carbide
(C3H, Fig. 2r) for comparison as previous studies have indi-
cated some QM protocols favouring carbide protonation in
reduced FeMoco states. All 18 models contain the same num-
ber of electrons and are on the same energy surface.

Some of the 2-hydride models can be thought of as derived
from E, models discussed in the literature (shown in Fig. 1) but
lacking an S-bound H-atom. For example, models shown in
Fig. 2a-d in the 2-hyd-CBS category are derived from E, models
discussed by e.g. Ryde, Raugei and Hoffman;’***> while
models in Fig. 2g and h in the 2-hyd-OBS category are more
related to E; models from our own work.** Ryde and coworkers
also calculated models CBS,s-2BH;(5)37 (a), OBSs-2BH,6 (g)
and OBS,-2BH, (h) in a recent study.”" The 1-hyd models (m-q)
are more similar to E, models discussed in the literature®®*” but
feature an extra S-bound proton (and electron). We note that
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models CBS;,-OBS,-BH,6 (m), 2CBS,6,37-BHy6(5) (0), and 2CBS,637-
BH,(3) (p) were included in a recent study.>

Additionally, we include models for E; suggested in the QM/
MM investigations by Ryde and coworkers:*'** CBS,4-BH,6-TH;
(), CBS,6-2TH, 5 (f), and C3H (r), shown in Fig. 2e, f and r. The
CBS,6-BH,6-TH; model contains a protonated closed belt
sulfide-bridge between Fe2 and Fe6, a bridging hydride
between Fe2 and Fe6, and a terminal hydride at Fe5. The
CBS,6-2TH, 5 also has a protonated closed sulfide-bridge but
two terminal hydrides on both Fe4 and Fe5. Three hydrogens
were added directly to the carbide in the C3H model (Fig. 2r).

We note that Dance has previously suggested OBSg-BH,6-
TH, as a model for the E; state (named 3H.2x.26.2b in the
original work).*®> For comparison we also include OBS,-BH,¢-
THs by exchanging the sulthydryl and hydrides positions
(compare Fig. 2i and j). Dance also reported on a model with
a similar hydride geometry as OBS,-BH,s-THs but with a CBS
configuration.*® Such a geometry could not be stabilized by us
but is discussed in the ESIt (see Fig. S4).

Models featuring a dihydrogen group in the E; state have
previously been speculated on°"°> and suggested by
calculations.?°" Inspired by OBSe-BH,e-TH, and OBS,-BH,¢-
TH, (Fig. 2i and j) we constructed the OBSs-DH, and OBS,-DHg¢
models (shown in Fig. 2k and 1). Dance previously suggested a
model with a protonated closed sulfide-bridge (S2B) and H, at
Fe6 as a candidate for E;,** discussed in the ESIt and shown in
Fig. S5, but such a model could either not be stabilized or
found to be very high in energy.

B. Energy ranking of E; isomers using r’SCAN and the
59-atom QM-A region

The 18 E; models (a-r in Fig. 2) were optimized by QM/MM
calculations using the small QM-A region, and the r’SCAN
functional. For each structural isomer we explored three spin
states (Mg = 0, 1, 2) and 35 possible broken-symmetry state
alignments for each spin state, giving a total of 105 electronic
states calculated for each structural isomer. A comparison of
spin-state energies can be found in Fig. S18 for each isomer in
section 8 of the ESIt and we additionally show the type of BS
class that tends to be the most favorable in Table S10 (ESIf).
While here we opted to systematically study the BS-state pro-
blem rigorously, it appears that for the hydride-based isomers
in this work it may be sufficient for future studies to primarily
focus on the BS7, BS8 and BS10 classes of broken-symmetry
solutions (and to a lesser extent BS6 and BS9). Furthermore
Section 12 of the ESIT shows the energies and spin populations
of every BS-state calculated for each isomer.

Fig. 2 shows the relative QM/MM energy of the lowest state
calculated for each isomer. The C3H model (Fig. 2r) containing
a triply protonated carbide, previously discussed by Ryde and
coworkers,*’ is predicted to be much higher than other isomers
and would seemingly be ruled out at the r*SCAN level of theory
(note that Section C discusses the functional sensitivity of this
model). Comparing the 3 different categories of hydride-based
E; models, it is clear that 2-hyd-CBS models are predicted to be
in general higher in energy than models from the other
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categories, featuring both the highest-energy structural isomers
in the comparison (e.g. structures in Fig. 2a-d, > 30 kcal mol )
and the lowest-energy structures (shown in Fig. 2e and f) are
15-16 kcal mol™* higher in energy than the lowest-energy
isomer (Fig. 2k). The lowest-energy isomers in the 2-hyd-CBS
category, featuring either terminal or bridging hydrides: CBS,¢-
BH,6-TH; and CBS,6-2TH, ;s were previously suggested by Ryde
and coworkers.*! Interestingly, the E; models (a-d) inspired by
some previous E; models®?>?° are here predicted to be very
high in energy (31-39 kcal mol ™).

The single-hydride 1-hyd isomers are on average lower
in energy than the 2-hyd-CBS isomers but are still at least
10 keal mol™" above the lowest energy isomer (Fig. 2k) in the
2-hyd-OBS category. The most favorable 1-hyd isomer features a
bridging hydride between Fe3 and Fe7 and with 2 protons on S2B
and S5A.

The overall stability of the isomers in the 2-hyd-OBS category
suggests an overall improved thermodynamic preference asso-
ciated with an isomer having 2 hydrides instead of just 1, but only
if those hydrides are allowed more flexible coordination, here by
having an open belt sulfide-bridge (i.e. protonated S2B converting
to a terminal sulfhydryl group on Fe2 or Fe6). This improved
stability of hydride-based isomers upon allowing a protonated belt
sulfide to become a terminal sulfhydryl group, is consistent with
our previous work on the E, and E, states.***°

Three 2-hyd-OBS models emerge overall as the lowest in
energy: OBSe-DH, (lowest), OBSg-BH,6-TH, (+0.2 kcal mol ™)
and OBSe-2BH,¢ (+1.3 kcal mol™'). These 3 models have a
terminal sulfhydryl group on Fe6 in common but differ in
terms of the precise H-atom coordination. OBSs-DH,, further-
more differs where the H-atoms have merged to form an H,
ligand bound side-on to Fe2.

Symmetrically related versions of these 3 models are: OBS,-
DHg, OBS,-BH,6-THs and OBS,-2BH,¢; they are, however, not as
stable, due to the position of the sulthydryl group on Fe2
instead of Fe6. This causes a steric clash with the His195
residue as confirmed by comparison with simple cluster-
continuum calculations (Fig. S3 in the ESIt). We note that this
preference may also be affected by the protonation state of
His195 as e.g. discussed in recent work®® but here we chose to
model His195 as singly protonated on the N, atom (as in the E,
state).

The results in this section differs from previous computa-
tional work on the E; state by including more diverse isomers
than were previously studied or by employing considerably
different computational protocols. In previous QM/MM work
by Ryde and coworkers,®" 2-hyd-OBS type models for E; were
simply not included (as the hemilability of protonated sulfide
bridges was not known at the time). In very recent work by Jiang
and Ryde,”' the OBS-2BH,¢ model was found to be the lowest-
energy model (using TPSSh, r*SCAN, and TPSS) which is con-
sistent with our results. Dance has also previously studied
various E; isomers,*® and an OBS4-BH,s-TH, model was
found by him to be the most stable, which is also consistent
with our results. The OBS¢-2BH,¢ and OBS,-DH, isomers were
not explored in Dance’s work; he did, however, find a
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CBS,6-DH¢ model to be very stable. Dance also reported that
CBS,-BH,6-TH; is about 5 kcal mol™* higher than OBS¢-BH,6-
TH,. Attempts at reproducing calculations on CBS,s-DHg and
CBS,6-BH,6-THg models (see Fig. S4 and S5 in the ESIY),
however, were unsuccessful and we attribute these differences
to the different computational protocols employed (QM-cluster
vs. QM/MM and BLYP vs. ’'SCAN).

The energy of evolving H, from the E;-OBSes-DH, model, i.e.
the reaction E;-OBSe-DH, — E;-S2B + H, has an energy of
—15.2 keal mol ™" using the QM-A region (—9.9 kcal mol " using
the QM-C region), meaning there is a reasonable driving force
for E; — E, relaxation (this can be compared to a calculated E,
— E, relaxation energy of —19.4 kcal mol™" using a QM-C
region reported in ref. 36). The enzyme would have to prevent
this favorable H, relaxation process by utilizing a high electron
flux rate in order to reach the E, state (or alternatively N,
binding) faster than the rate for H, evolution. Barriers for H,
evolution were not calculated in this work but may be lower
than that previously calculated for E, — Eq (~21 kcal mol *3°),
It is also possible that the initial E; state formed, right after e/
H' transfer (the details of which are unknown), is not one of the
favorable 2-hyd-OBS isomers but perhaps a state closer in
nature to an E,-like isomer, perhaps one of the 1-hyd isomers
shown e.g. in Fig. 2n or q. The relevant rate for H, evolution
may then involve complex proton and/or hydride reorganiza-
tion (with unknown barriers), perhaps going from 1-hyd —
2-hyd-OBS or some other pathway that leads to H, evolution.

C. The functional dependency of the energy ranking

A critical part of an electronic structure study of FeMoco is the
choice of methodology to describe the electronic structure. In this
work we utilize a scalar relativistic (using the ZORA Hamiltonian)
all-electron approach with polarized triple-zeta basis sets on all
FeMoco atoms, that should result in very small basis-set incom-
pleteness errors and no errors due to effective core potential
approximations (that can be large for FeS systems as discussed
in our previous benchmarking study®®). This means that the
primary error in the electronic structure comes from the use of
broken-symmetry density functional theory and in particular the
choice of functional. The choice of functional is critical for
FeMoco chemistry as is well demonstrated for FeMoco E, isomer
energies in the work by Ryde and coworkers® where different
non-hybrid and hybrid functionals gave completely different
results for E, isomer energies, in particular regarding the stability
of hydride vs. protonated carbide formation.

In recent work from our group®® we benchmarked different
functionals on their ability to describe the geometries of spin-
coupled Fe-Fe and Mo-Fe dimers (mostly with bridging sul-
fides) as well as FeMoco itself. Four functionals emerged as the
most accurate: r>SCAN, B97-D3, TPSSh, B3LYP*, having con-
siderably lower errors than other non-hybrid functionals (that
have a tendency to underestimate metal-metal distances) and
other hybrid functionals (that have a tendency to overestimate
metal-metal distances).>® The trends in metal-metal distances
were found to correlate with covalency parameters of the Fe-S
bridging bonds, suggesting that the geometric errors are
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reflecting directly errors made in the covalency of the metal-
ligand bonds that are responsible for spin-coupling interac-
tions in this complex spin-coupled cofactor. r*'SCAN was found
to have a slight edge in the study and being a non-hybrid
functional (lower computational cost) we used it to generate the
results in section B. We note that other FeMoco studies from
our group previously used TPSSh'®?830:34:36:32,35 while other
researchers have utilized functionals such as TPSS, BP86, BLYP,
PBE, B3LYP, B3LYP* and M06-2X.%31733:35:37719,58,93-99

Here, we test whether density functionals that predict simi-
lar geometric structures of spin-coupled FeS systems (including
E, FeMoco), predict similar energies of FeMoco E; isomers or
not. We use the same QM/MM setup and same QM-region as in
section B and every isomer was optimized with each functional
to allow a fair comparison and to prevent bias. The five lowest-
energy BS-states for each structural isomer (from the r?SCAN
comparison in Section B) were used in this comparison (see
Section 9 in the ESIt for more information).

The results in Fig. 3 reveal overall a highly similar trend for 3
of the functionals: r*SCAN, B97-D3 and TPSSh. The 3 func-
tionals are in good agreement about the 2-hyd-OBS isomers
being more favorable than 2-hyd-CBS as well as 1-hyd isomers.
Furthermore, these 3 functionals agree on the 3 most stable
isomers: OBSg-DH,, OBS¢-BH,6-TH, and OBS4-2BH 6.
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While the results for B3LYP* are somewhat similar, they
differ in an important way: the carbide-protonated model C3H
is found to be the lowest energy isomer (4.5 keal mol~" lower
than OBS-DH,), in sharp contrast to r*'SCAN (where C3H is the
least favorable model) and TPSSh and B97-D3 (unfavorable by
25.1 and 29.8 kcal mol™'). This mild preference for carbide-
protonation with B3LYP* follows the well-established prefer-
ence of carbide-protonation in the E, state by the regular 20%
B3LYP hybrid. As shown in the ESI,# B3LYP favors the carbide-
protonation in E; by ~20 kcal mol™". The B3LYP* result is
hence not entirely unexpected (differing by 15% instead of 20%
HF exchange). The B3LYP*/B3LYP results are also consistent
with the recent study by Jiang and Ryde®' where B3LYP predicts
C3H to be the lowest energy model. Their work, however, also
show TPSSh predicting the C3H model to be almost isoener-
getic with OBS-2BH,6 (0.9 kecal mol™'). Our TPSSh results in
contrast show C3H to be unfavorable by 25.1 kcal mol™". The
reason for the difference is likely rooted in the larger basis sets
(ZORA-def2-TZVP) together with a ZORA relativistic treatment
used in our work, while a small def2-SV(P) basis set was used by
Ryde and coworkers.

In the ESIf we have included data with the non-hybrid
functional TPSS for comparison (see Fig. S19 in section 9 of
the ESIT). TPSS gives a slightly different picture from r*SCAN,

50 1
—e— B3LYP*
= —@— TPSSh
g 40_ B97-D3
= —e— ’SCAN
<
=
Z 30 1
2
5)
a 201
D)
)
N
E 10 -
)
R~
0

OBS,-2BH, OBS,-BH,,-TH,

OBS,-DH, C3H

Fig. 3 A comparison of the relative energies of Ez isomers with different density functionals using QM-A region. The x-axis indicates the structural
isomer from Fig. 2. r’.SCAN, B97-D3, TPSSh consistently predict that the 3 most stable isomers are OBSg-2BH,6,0BSg-BH,6-TH, and OBSg-DH, while
B3LYP* favours the r isomer. Note that all functionals include either D3 or D4 dispersion correction (see Computational details). Information about spin
states and BS solutions of each model are available in Tables S12-S29 of the ESI.}
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B97-D3, and TPSSh. The functional is overall in agreement
about isomers OBSs-2BH,¢ and OBSg-BH,6-TH, being low-
energy but predicts isomer OBSg-DH, as being considerably
less stable. TPSS (like most other non-hybrid functionals) has a
tendency to systematically underestimate Fe-Fe distances in
spin-coupled Fe-S dimers and to give worse structures for
FeMoco overall, apparently due to overestimating Fe-S bond
covalency.

Overall, the results of this functional comparison show that
’SCAN, B97-D3 and TPSSh functionals predict very similar
energetics for E; isomers. These 3 functionals have previously
been found to describe well the metal-metal distances of spin-
coupled iron-sulfur dimers as well as E, FeMoco itself. This is
despite the fairly large variability in hydride isomers (1 vs.
2 hydrides or Fe-bound H,), terminal vs. bridging hydrides
and open vs. closed terminal sulfide bridges. In contrast,
the B3LYP* functional, which was previously’® found to
behave similarly to r’SCAN, B97-D3 and TPSSh, favours the
triply protonated carbide model (similar to its parent B3LYP
functional).

There is no experimental evidence to suggest that the
interstitial carbide ion of FeMoco can be protonated. In fact,
a recent >C ENDOR study on several reduced E, and ligand-
bound FeMoco states shows that the carbide hyperfine cou-
pling remains unchanged, suggesting that the carbide coordi-
nation environment remains intact, consistent with a
stabilizing role of the carbide. In view of this, the prediction
of protonated carbide isomers by B3LYP* (and B3LYP) likely
represent artifacts from these functionals. We suggest OBSg-
2BH,¢ and OBSg-BH,6-TH, and OBSe-DH, models as the most
likely models for the E; state.

D. The QM-region size dependency of the energy ranking

Another critical aspect of modelling metalloenzymes is the
treatment of the protein environment. In the QM/MM model
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used, the whole solvated protein is included in the calculation,
however, only a small part is described by quantum mechanics
(DFT) and the rest of the system is described by an MM
forcefield (CHARMMS36). The QM and MM subsystems interact
via electrostatic embedding and Lennard-Jones potentials (and
bonded interactions at the interface). There are always
potential errors made by the definition of the QM-region, in
particular residues strongly interacting with the cofactor
should ideally be present in the QM-region (to avoid imperfect
quantum-classical interactions). By increasing the size of the
QM-region one can reduce the magnitude of such effects.

In Fig. 4 we compare the effect of using a small 59-atom QM-
A region (used in Sections B and C) and using the larger 191-
atom QM-C region (single-point calculations performed on the
145-atom QM-B optimized geometries). This comparison was
only performed using the r*SCAN functional and only for
isomers e to q (see Fig. 2) as multiple functionals consistently
found isomers a-d and r to be much higher in energy than
other isomers in energy. The results in Fig. 4 reassuringly reveal
that the energy landscape does not change very much overall
and the stability of 2-hyd-OBS isomers holds and both QM-
regions predict the same 3 isomers (models OBSg-2BH,¢ (g),
OBS¢-BH,-TH, (i) and OBSe-DH, (k)) as the most favourable.
However, the larger QM-C region slightly increases the energy
gap between these 3 isomers, further stabilizing OBSe-DH,
(3.1 and 3.3 kcal mol™' more stable than OBSe-2BH,s and
OBS¢-BH,6-TH, at the r’SCAN level).

Considering both the functional and the QM-region depen-
dency we conclude that the OBSs-DH,, OBSe-BH,6-TH, and
OBS¢-2BH,¢ are consistently predicted to be the most stable
E; isomers. The dihydrogen isomer (OBS¢-DH,) is predicted to
be the most stable, with the energy gap differing depending on
precisely which functional and QM-region are used. However,
there is certainly uncertainty associated with these energies and
we suggest any of these 3 isomers is likely to be encountered
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Fig. 4 The comparison of relative QM/MM energies using r’SCAN for models (e—q) between using the QM-A and QM-C regions. The labels of the x-axis
indicate the models defined in Fig. 2. QM-A region contains 59 atoms while QM-C contains 191 atoms. The spin states and BS solutions are the same as

Fig. 2.
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experimentally. In order to check whether these 3 isomers
might be distinguished by other factors we performed addi-
tional calculations for these 3 isomers (see Section 10 in the
ESIt) where we checked how much the D4 dispersion correc-
tion plays a role (a very small effect of 0.1-0.3 kcal mol™') and
whether inclusion of a zero-point vibrational energy (ZPVE)
correction would affect the energy ordering. The ZPVE correc-
tion was also found to be relatively small in magnitude,
~0.7 kecal mol " (see Section 10 in the ESI{).

E. The electronic structure of the 3 lowest energy isomers

Comparing the geometric features of the common [Fe,H,C]
core of these isomers reveals interesting differences (see Fig. 5)
when evaluated using the r?SCAN functional and QM-region C.
The Fe2-Fe6 distance is considerably shorter in the OBSg-2BH,¢
isomers (2.41 A) than in the OBSg-BH,6-TH, (2.68 A) and OBSe-
DH, (2.63 A), a geometric feature likely a result of the 2 bridging
hydrides. There are also considerable changes in Fe-C bond
lengths in these 3 isomers, suggesting that the carbide might
be pushing electron density to different degrees depending on
the hydride/H, coordination. The Fe-H distances of the brid-
ging hydrides are generally shorter for Fe2 than for Fe6 in OBS,-
BH,-TH, and OBS¢-2BH,6, that suggest that these hydrides are
not equally shared between Fe ions. The Fe2-H distances in
OBS4-DH, are considerably longer (1.71 A) than the Fe-hydride
distances, and with a relatively short H-H distance of 0.84 A, a
dihydrogen ligand description seems appropriate.

HI/Fe2 = 0.46/0.54
HI/Fe2 = 0.600.32
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The electronic structure of these 3 isomers is also compared
in Fig. 5 by electronic configuration diagrams derived from
localized orbital analysis of the broken-symmetry determi-
nants. The E; state has three more e /H' pairs than the E,
state, having 22 d-electrons and 19 d-electrons in the Fe, sub-
cubane and MoFe; sub-cubane, respectively. Analogous elec-
tron configuration diagrams for E, are found in Fig. S11 in the
ESIf for comparison. In OBS¢-DH,, we find that two additional
electrons are present in the form of the H, ligand while an
additional localized electron is present on Fe2 (suggesting a
high-spin ferrous ion). OBSe-BH,6-TH, and OBSs-2BH,¢ models
have interestingly very similar electronic structures which
offers a possible explanation for the very similar energies for
these isomers. This is despite the different hydride coordina-
tion and the different Fe2-Fe6 distance. Unlike the dihydrogen
isomer, 4 electrons are associated with the H-atoms, with
localized orbitals indicating considerable Fe-character. Inter-
estingly, there is an unusual electronic configuration for Fe2:
most of the Fe-character in the hydride orbitals is associated
with Fe2 rather than Fe6, which together with the asymmetric
Fe-H distances previously discussed, suggests that these
hydrides are not completely bridging (see localized orbital
visualizations in Fig. S14 of the ESIt). The use of 4 electrons
to stabilize the Fe-H bonds at first glance suggests that the
cofactor has been effectively oxidized but the strong covalency
of the Fe-H bonds in these states makes it difficult to make a
clear assignment of oxidation states.
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numbers of d-electrons: numbers of d-electrons: numbers of d-electrons:
Fe, sub-cubane (Fel, Fe2, Fe3, Fe4) : 21 Fe, sub-cubane (Fel, Fe2, Fe3, Fe4) : 21 Fe, sub-cubane (Fel, Fe2, Fe3, Fe4) : 23
MoFe, sub-cubane (Fe3, Fe6, Fe7, Mo): 19 MoFe, sub-cubane (Fe5, Fe6, Fe7, Mo): 19 MoFe, sub-cubane (Fe3, Fe6, Fe7, Mo): 19
1.68 D8
1.52
1.71

HSP(Fe2) = 2.08
HSP(Fe6) = 2.83

HSP(Fe2) = -2.01
HSP(Fe6) = 2.54

HSP(Fe2) = 2.57
HSP(Fe6) = 2.89

Fig. 5 Top: Electronic configurations of OBSg-2BHz6, OBSe-BH,¢-TH, and OBSe-DH,, derived from localized orbital analysis of the QM/MM calculation
using r’SCAN and the QM-C region. The spin states and BS solutions of these three isomers are the same as Fig. 4. The localized orbitals of these three
models are shown in Fig. S12-S14 in the ESI.t The green and purple numbers indicate localized orbital populations of Mo, Fe and H-atoms. Bottom:
Close-up of the geometries associated with the Fe—H interactions at Fe2 and Fe6. HSP(atom) indicates the Hirshfeld spin populations of Fe2 and Fe6.
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The comparison of electronic configurations and geometries
for different functionals (B3LYP*, TPSSh, B97-D3, r>SCAN, and
TPSS) is shown in Fig. S20 to S25 in the ESLY The five
functionals give similar electronic configurations and geome-
tries for OBS¢-DH,,. For OBSs-BH,-TH,, B3LYP*, TPSSh, B97-D3
give a similar description as r’SCAN, with an electron-deficient
Fe, subcubane, but TPSS in contrast predicts an electron-
deficient MoFe; sub-cubane. The electronic structure of the
OBSs-2BH,6 isomer is more complex; B3LYP* predicts similar
electronic and geometric structures to r’SCAN, and two brid-
ging hydrides share four electrons with Fe2, correlating with
shorter Fe2-hydride distances than Fe6-hydride (see Fig. S21,
ESIT), and one electron has moved from the Fe, sub-cubane to
the hydrides (compared to the E, state, see Fig. S11, ESIT). In
contrast, TPSSh predicts four electrons associated with Fe6-H
bonds which correlates with shorter Fe6-H distances than Fe2-
H distances, and an electron-deficient MoFe;-cubane. TPSS and
B97-D3 behave intermediate to the other functionals, predict-
ing four almost equally shared electrons between Fe2 and Fe6,
resulting in similar Fe2-H and Fe6-H distances and unusually
Fe2 and Fe6 share an electron.

These geometric differences and electronic structure analy-
sis clearly reveal a complex electronic structure which is not
easily understood at present, requiring further studies. Also,
despite similar energetics predicted by the different functionals
(see Fig. 3), the electronic structure from different functionals
is not always similar.

F. N, binding to the E; state

The original kinetic model by Thorneley and Lowe'** suggested
N, binding to the E; state, although little additional data has

HSP(Fe2) = 2.08

+1.5 kcal/mol
N,

v

+1.9 kcal/mol
OBS(-2BH, N,

3.0 kcal/mol

HSP(Fe6) = -1.79

-13.9 kcal/mol
N,

\ 4

OBS,-2BH,,
15.9 kcal/mol
Fig. 6 N, binding energies using the QM-C region and r’SCAN. Also shown are relative N=N frequencies for N (relative to free Ny: 2432 cm™),

Hirshfeld spin populations and quasi-restricted orbital (QRO)-based ligand field diagrams of binding site Fe. The N,@Fe2 and N,@Fe6 have a spin state of
Ms = 0 and BS states of BS147 and BS234, respectively. The spin states and BS solutions of (a) and (b) are BS347 (Ms = 1) and BS2356 (Ms = 0), respectively.
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since appeared to support or refute that hypothesis. The Fe2-
Fe3-Fe6-Fe7 face has long been suggested as a site for N,
binding, primarily based on mutation studies.'°>*°* Addition-
ally, crystallographic studies'®>"*°* have shown displacement of
the bridging sulfide (S2B) between Fe2 and Fe6 under certain
conditions, which further implicates Fe2 or Fe6 as a likely site
of ligand binding.'®>'®® A recent X-ray structure study'®*
appeared to show N, replacing three possible sulfur sites
(S2B, S3A and S5A) but this claim is controversial.'®” '
Regardless of the precise interpretations of recent crystal
structures, Fe2 and Fe6 are likely binding sites for N,.

In previous work from our group®®® we showed how
calculations of N, binding to Fe sites (specifically Fe2 and
Fe6) at FeMoco is almost always connected with the formation
of local low-spin states of Fe and furthermore hydrides appear
to aid in the formation of such states, offering a possible
explanation for why the E, state has an improved affinity for N,.

As the results in this work suggest OBSe-DH,, OBSg-BH,6-
TH, and OBS¢-2BH,¢ as plausible models for the E; state, and
with all 3 models featuring either 2 hydrides or an Fe-bound H,
it is interesting to consider whether N, binding might be
favored to these E; isomers or not. As OBS4-2BH,¢ has a more
obvious accessible binding site, we focused primarily on this
isomer.

We systematically investigated N, binding to Fe2 of OBSe-
2BH,¢ or Fe6 of OBS,-2BH, in three spin states (Mg = 0, 1, 2)
and 35 BS solutions using the QM-A region, and the binding
energies are shown in Fig. S15 in the ESL{ The QM-A region was
then expanded to the QM-C region, and the binding energies of
N, to Fe2 or Fe6 were found to be +1.5 and +1.9 kcal mol ™"
(relative to OBS¢-DH,), respectively, shown in Fig. 6, which is

Rel. vy =-214 cm!

HSP(Fe2) = 1.30

© e

Fe2 d:

OBS-2BH,-N,@Fe2 20

Rel. vy =-238 cm!
HSP(Fe6) = -0.02 5.5

pg-adb

OBS,-2BH,-N,@Fe6 20
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Fig. 7 The binding energies (B. E.) of N, binding to OBSg-BH26-TH, and OBSg-DH (using the QM-A region and r’SCAN), which are relative to the
lowest-energy isomer OBSg-DH,, (Fig. 2k). The BS states of (b), (d), (f), and (g) are BS156, BS147, BS156, and BS157, respectively, and all these states are in
low spin (Ms = 0). Note the energy shown in (d) differs from Fig. 6, due to different QM regions.

similar to the r*SCAN results reported by Ryde and OBSgDH,, and N, binding to OBS¢-BH,s-TH, was also

coworkers.>!

We note that Dance previously found the OBSg-2BH,¢-
N,@Fe2 isomer by binding N, to CBS,s-BH,¢TH, (unstable in
the present study; see Fig. S4 in the ESIt), and reported that
there is a barrier of 9 kcal mol™"' to making the terminal
hydride become bridging.****

The direct binding of N, via OBS,-2BH,¢ — OBS,-2BH,¢-
N,@Fe6 is much stronger (—13.9 kcal mol™ ') but the OBS,-
2BH,¢ isomer is higher in energy due to clashes of the terminal
sulfhydryl group with the His195 residue. The addition of a
translational entropy penalty would make this binding even
more unfavourable and hence unlikely to occur.

Dance suggested that an H, ligand can enhance N, binding

attempted for completeness. N, binding scenarios where N,
binds directly to Fe2 in the OBSs-BH,6-TH, and OBSg-DH,
isomers were studied in either a cis or ¢rans orientation relative
to the Fe2-carbide bond. These calculations were performed
using the QM-A region and we investigated only the low spin
state (Ms = 0) and we restricted the broken-symmetry state
comparison to the BS6 class of solutions (BS156, BS157 and
BS167) and the BS10 class of solutions (BS125, BS127, BS135,
BS136, BS146 and BS147) as these were the lowest-energy BS
states for the N,-bound isomers of OBSg-2BH,¢-N,@Fe2 and
OBS,-2BH,-N,@Fe6 (see Fig. S15 and Table S10, ESIt). The
results in Fig. 7b reveal that N, binding to Fe2 in OBSg-BH,6-
TH, in a cis orientation relative to the Fe2—-C bond results in a

to Fe.*>** Therefore, we additionally explored N, binding to stable N,-bound minimum but with an unfavourable binding
+HY e +H, e +H, e +HY e
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Fig. 8 The trend of N, binding energies in going from models of Eq to E4 states according to calculations from previous work®® and this work (using

r’SCAN). Also shown are approximate ligand-field diagrams, derived from a combination of localized-orbital analysis and QRO MO energies from a
diamagnetically substituted model (see ref. 50). The results for the Ez state were calculated using the QM-C region that is the same as the QM-VI region
in ref. 50. The N, binding energy of the E3 state is relative to the lowest-energy model OBSg-DH, (Fig. 2k). The spin states and BS solutions of these five
models from Eq to E4 states are BS147 (Ms = 1/2), BS346 (Ms = 2), BS235 (Mg = 1/2), BS147 (Ms = 0), and BS234 (Ms = 1/2), respectively.
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energy (22.6 kcal mol™'). Starting an optimization with N,
instead trans to the Fe2-C bond (Fig. 7c), however, leads to
the spontaneous formation of the OBSs-2BH,6-N,@Fe2 isomer
(see Fig. 7d and Fig. 6). Comparing the OBS¢-DH, isomer
instead we find that N, binding cis to the Fe2-C bond
(Fig. 7f) is even more unfavourable (25.6 kcal mol™') and
binding trans (Fig. 7g) is still fairly unfavourable compared to
the OBSs-2BH,6 and OBS,-2BH,6 structures. These results sug-
gest that it is rather bridging hydrides between Fe, and Feq that
enhance N, binding than a H, ligand.

Comparing N, binding energies across the FeMoco redox
series: Eq, Eq, E,, and E, states (using the models discussed in
our recent work®®), the binding energy of N, to the E; state is
found to be marginally more favorable than E, and not as
favorable as binding to the E, state (see Fig. 8), which is similar
to trends reported by Ryde and Jiang.>' The ligand-field dia-
grams of Fe2 and Fe6 with bound N, in Fig. 6 (obtained from
diamagnetic substitution and QROs) show that both Fe ions are
low-spin Fe*" in an approximate octahedral ligand-field and
two d,, and d,, orbitals overlap with n* orbitals of N, (see Fig.
S15, ESIt), which is very similar to that found for the E, state in
our previous study.’® We previously suggested that a low-spin
electronic structure on the Fe site is generally encountered in
almost all N,-bound FeMoco structures, and that such spin-
paired electronic structure is likely assisted by the strong
sigma-donor hydrides, especially when more favorable hydride
ligation is made possible by an open belt sulfide bridge.>
While the E; models OBS,-2BH,, and OBS¢-2BH,¢ models have
the same di-hydride geometric and electronic structure
features, the binding energy is predicted to be less than the
E, state, probably related to an overall less-reduced Fe environ-
ment in E; that decreases backbonding to the N, ligand.

Conclusions

In this study we have discussed the energy surface of the E;
redox state of FeMoco and attempted to shed light on the
possible forms that this complicated cofactor can take upon
addition of 3 electrons and 3 protons (relative to the E, state).
This fills an important gap in the literature in our opinion as so
little is known experimentally about this state, being EPR-silent
by traditional EPR spectroscopy and hard to isolate. In fact, no
spectroscopic data is available on this state and only indirect
kinetic data is available."** Furthermore, only a few computa-
tional studies*"***" have been devoted to the state.

Our results suggest that the most likely structure of the E;-
state cofactor involves structures with a protonated S2B sulfide
bridge in an open form, i.e. a terminal sulthydryl group on Fe6,
which allows a few different Fe-H structures to form (all of
them involving 2 hydrides or at least 2 Fe-H interactions). One
of these models includes 2 bridging hydrides between Fe2 and
Fe6 (Fig. 2g), a structure similar to an E; model previously
discussed by us and others,”>** while another model (Fig. 2i)
features 1 bridging, 1 terminal hydride instead (similar to the
lowest energy E, structure in a recent study by us®°). The third

This journal is © the Owner Societies 2023
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structure is a bit different, instead of featuring individual Fe-
hydrides, it takes a form best described as a side-on Fe-(H,)
ligand at the Fe2 site. Energetically, these 3 structures are
essentially equivalent when calculated using our QM/MM
model with a small QM-region and using the r*SCAN density
functional, being ~1 kcal mol™" of each other, with the Fe-H,
structure marginally favoured. Upon increasing the QM-region
we find a slight shift in relative energies for these 3 isomers,
favouring the Fe-H, structure, OBSs-DH, (being ~ 3 keal mol
lower in energy than the other two).

The electronic structures of these 3 states, analyzed via
localized orbital analysis, show considerable differences as
shown in Fig. 5. Structure OBS¢-DH, (k) in particular, with an
Fe-H, interaction, features 2 localized electrons associated with
the H,, while structures OBSg-2BH,6 (g) and OBSe-BH,6-TH, (i)
are more similar and feature 4 electrons associated with the
bridging/terminal hydride atoms. Such a distinct difference in
electronic structure might be expected to give rise to consider-
able functional dependency.

The functional dependency on isomer energies is predicted
to be fairly mild when evaluated using 3 different functionals
that we have previously found to describe the molecular and
electronic structures of spin-coupled iron-sulfur clusters well:
r*SCAN, B97-D3, TPSSh. The results of these three functionals
show that OBSg-2BH,6 (g), OBSe-BH,6-TH,, (i), and OBSe-DH,, (k)
are the 3 most favourable models. However, the B3LYP* func-
tional (previously found to behave similarly to the other 3
functionals for geometries)*® interestingly favours a triply pro-
tonated carbide.

The functional dependency of FeMoco isomers is actually
known to be extremely sensitive in general, especially with
respect to Hartree-Fock exchange, as discussed by Ryde and
coworkers for energies''® and Harvey and coworkers for elec-
tron density changes.’! Functionals such as B3LYP and other
hybrids with at least 20% HF exchange are e.g. known to predict
interstitial carbide protonation in both E; and E, redox
states®™''® and it seems that this also applies to the 15%
B3LYP* functional.

However, there is no experimental evidence for carbide
protonation occurring in any FeMoco state. In fact, according
to recent **C ENDOR studies of multiple trapped FeMoco states
with labelled interstitial carbide,"** the carbide hyperfine cou-
pling is practically unchanged. A likely interpretation is that the
carbide appears more likely to have a general stabilizing role**?
during catalysis. Together with the observation that most
hybrid functionals also predict worse FeMoco structures (over-
estimating Fe-Fe, Fe-S and Fe-C distances) our interpretation
is that only non-hybrid functionals and functionals with 0-10%
HF exchange describe FeMoco qualitatively correctly.

Uncertainty about the functional dependency nonetheless
remains that needs to be evaluated on a case-by-case basis. In
recent previous work we compared the energies of E,-hyd and
E,-nonhyd isomers that were found to be highly sensitive to the
use of r’SCAN vs TPSSh.>® That sensitivity could be explained as
the two isomers differing in the nature of the localization of
added electrons (Fe-reduction vs. forming H™). Jiang and Ryde
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have also reported different trends for the E, state comparing
TPSS, r’SCAN and TPSSh.?” The nature of the electronic
structure of reduced FeMoco isomers hence continues to
present challenges to density functional treatments, both
in terms of accuracy and interpretation of the complex
electronic structure. The electronic structure interpretation
of the E; isomers discussed in Section E is far from straight-
forward and as shown in the ESI,{ different functionals also
give slightly different electronic structures (different BS solu-
tions, different Fe-H covalency and different degrees of
localization/delocalization). A systematic assessment of den-
sity functionals for the description of Fe-hydride bonds in
open-shell Fe compounds is likely to be useful to shed
further light on these matters. Overall, our understanding
of the electronic structure of hydride-based FeMoco struc-
tures remains very much incomplete and continues to sur-
prise us. The flexibility of hydride conformers found in this
study is possibly part of a general phenomenon of dynamical
flexibility of Fe-bound hydrides as e.g. discussed in recent
temperature-dependent studies of an [Fe,H,] dimer studied
by Holland and coworkers.'*?

N, binding was explored to OBSe-2BH,s isomers and
resulted in end-on N,-bound isomers similar to those studied
in recent work.***° Conversely, N, binding to OBS¢-DH, and
OBS¢-BH,6-TH, isomers was found to be unfavourable. Analysis
of the electronic structure of the most favourable N,-bound
state reveals that a low-spin Fe(m) state is found at the N,-
binding Fe ion. However, the binding energy of N, relative to
the most stable E; isomer (OBSs-DHy), is found to be slightly
uphill, suggesting that the E; redox isomer may not be reduced
enough to favourable bind N,. Considering the overall uncer-
tainty from factors such as QM model size, the lack of thermal
contributions, as well as the functional dependency, the calcu-
lations suggest isomers OBSg-2BH,6, OBSs-BH,6-TH, and OBSg-
DH, as the most favourable and we do not attempt to distin-
guish between them at this stage. Any of these 3 states may
represent species formed under experimental conditions, how-
ever, E; has never been isolated, so very little is actually known
experimentally. Both E, and E, are known to evolve H, if the
electron-flux rate is slower than the rate for the H, formation,
and E; is likely to be similar in this respect. This means that the
E; state would be meta-stable with respect to H, formation. The
stable OBS¢-DH,, isomer found in this study, containing an H,
ligand, could actually represent a state on the path towards
evolving H, and falling back to E,. An isolable E; state may then
instead be better represented by either OBS-2BH,s Oor OBSg-
BH,¢-TH,, depending on the barriers present. Future work will
have to consider the calculation of reaction pathways and
barriers relating all E; species from the initial formation of
the state until the H, formation.
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