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Introduction

Can the isonitrile biosynthesis enzyme ScoE assist
with the biosynthesis of isonitrile groups in drug
molecules? A computational studyf

@ and Sam P. de Visser (2 *@°

Henrik P. H. Wong, (2 2° Thirakorn Mokkawes
Many drug molecules contain isonitrile substituents; however, synthesizing these compounds remains
challenging in organic chemistry. The isonitrile synthesizing enzyme ScokE utilizes a substrate with the
v-Gly substituent, and using two molecules of dioxygen and a-ketoglutarate converts it to an isonitrile
group through an oxidative decarboxylation reaction. To explore its substrate scope and whether this
process could be used for the biosynthesis of isonitrile-containing drug molecules, we performed a
predictive computational study. We started with the recent crystal structure coordinates of ScokE,
removed the substrate and inserted two potential precursor molecules of the drug molecules
axisonitrile-1 and xanthocillin into the structure, whereby both molecules have their isonitrile groups
replaced by y-Gly. Both substrates fit into the substrate binding pocket of the enzyme well and position
them in the correct orientation for catalysis on the iron center. Based on a molecular dynamics
simulation, we created a quantum chemical cluster model of the enzyme active site with y-Gly-
substituted axisonitrile-1 and studied the oxidative decarboxylation reaction to form axisonitrile-1
products. The calculations give similar barriers to wildtype substrate for either the initial C-H or N-H
hydrogen atom abstraction, which leads to a radical intermediate and form desaturated reactants. We
then took the desaturated substrate and created another iron(iv)—oxo model complex to study the sub-
sequent hydrogen atom abstraction and decarboxylation and found this to be feasible as well although
we predict to see by-products for hydroxylation in the second cycle. Nevertheless, we believe that the
ScoE enzyme can be utilized for the biosynthesis of isonitrile substituents in substrates with y-Gly
components as an environmentally benign alternative to organic chemistry approaches for the synthesis
of isonitrile groups. We hope that experimental studies will be able to confirm our hypothesis.

important. However, since most of these reaction processes
happen fast, a computational analysis is needed to establish

Isonitrile is an important chemical compound in organic
chemistry and can react as a nucleophile or electrophile.”?
It is isoelectronic to CO and as a result coordinates to metal
complexes really well. Over the years, hundreds of natural
products containing isonitrile groups have been discovered
and as a consequence, isonitrile-containing compounds have
become popular as drug targets.>* Some of these compounds
have interesting medicinal properties and act as antifungal,
antimalarial and antibacterial entities.”” Understanding
how nature synthesizes these natural products, therefore, is
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details of the reaction mechanism and the oxidants involved in
the process.

There are several enzymes in nature responsible for the
biosynthesis of isonitrile groups in natural compounds.'™”
One of those is a nonheme iron enzyme called ScoE, which
uses dioxygen and o-ketoglutarate (¢KG) as the co-substrate on
an iron centre and converts a y-glycine subunit in a peptide
chain to isonitrile through initial desaturation followed by
decarboxylation.™ Several crystal structures of ScoE have been
reported and the active site structure of the most recent one as
reported in the 6XN6 protein databank (pdb) file is shown in
Fig. 1."0"®

ScoE has a nonheme iron(u) active site that has the metal
connected to the protein through interactions with the side
chains of Hisyz,, Aspis, and Hisygs (see Fig. 1). In octahedral
symmetry that leaves three metal binding sites open for the
co-substrate (¢KG binds as a bidentate ligand) and dioxygen.
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Fig. 1 Extract of the active site of ScoE as taken from the 6XN6 pdb file and the overall reaction catalysed by the enzyme. Also shown are two typical

drug molecules A and B with isonitrile substituents.

Substrate CABA ((R)-3-carboxyaminobutanoic acid) was used in
the work of Ref 16 to characterize a structure of ScoE. It is
highlighted in pink in Fig. 1 and bound in the active site near
the side chain of Args;o, which forms a salt bridge with the
carboxylate group of the substrate. Several aromatic amino
acids, e.g. Phe;;o and Phe,;q, line the substrate binding pocket
and position the substrate and the oxidant in a specific
orientation. The substrate binding is further stabilized by an
active site Lys residue (Lys;93), which pointed to the surface in
an earlier crystal structure™® but is directed to the active site in
the structure shown in Fig. 1. It has been implicated that Lys;o;
has a role related to substrate positioning and catalysis but
details remain unknown.

Several computational studies investigated the mechanism
of isonitrile formation by ScoE enzymes.'””'**® The modelling
predicted the enzyme to operate in two consecutive catalytic
cycles that use both one molecule of O, and aKG and on the
iron centre react to form an iron(iv)-oxo species, succinate and
CO,. In nonheme iron/aKG-dependent dioxygenases, the iron(i)
centre binds «KG and subsequently dioxygen to form an iron(ur)-
superoxo species.” ' The superoxo is expected to attack the
a-keto position of oKG and form an iron-persuccinate and CO,
prior to heterolytic cleavage of the O-O bond to give an iron(iv)-
oxo species and succinate. The iron(iv)-oxo species in nonheme
iron dioxygenases typically reacts through aliphatic hydroxylation
of a C-H bond of the substrate although there are also examples,
e.g- in the flavonol biosynthesis enzyme, of desaturation reactions
to form a C=C bond.**** The iron(iv)-oxo species in ScoE,
however, is predicted to be involved in the subsequent oxidative
decarboxylation of the substrate to give the isonitrile product
through two cycles that use one molecule of O, and aKG each.
The various computational studies, however, had conflicting
results on whether a rate-determining C-H or N-H abstraction
from the substrate takes place initially. A second hydrogen

This journal is © the Owner Societies 2022

atom abstraction from the substrate then gives an iron(u)-water
complex and a desaturated substrate with N—C double bonds.
All computational studies agree that the second cycle with
another dioxygen molecule and oKG gives another iron(iv)-oxo
species that then reacts with the desaturated substrate and
abstracts the final hydrogen atom from the N—C bond of the
substrate followed by decarboxylation to give isonitrile products
and CO,.

As ScoE appears to convert substrates with y-glycine substitu-
ents to isonitrile efficiently, we were wondering whether the ScoE
template could be used for drug synthesis reactions instead.
In particular, there are many drug molecules with isonitrile
substituents and two of those are shown in Fig. 1, namely
axisonitrile-1 (designated A) and xanthocillin (designated B). In
this work, we explored the isonitrile biosynthesis of axisonitrile-1
and xanthocyllin by using a precursor complex with a y-Gly group
in the position of the isonitrile group, designated as y-Gly-A and
v-Gly-B. To this end, we docked y-Gly-A and y-Gly-B into the crystal
structure coordinates of ScoE and created a QM cluster model,
whereby we attempted to follow a similar reaction mechanism as
previously described for the wildtype system. The work shows that
v-Gly-A fits neatly into the substrate binding pocket and in a
position for oxidative decarboxylation to form isonitrile, whereas
v-Gly-B due to its longer shape binds weaker and may not reside
in the substrate binding pocket long enough to be activated on
the y-Gly group. As such, ScoE may have potential in biotechno-
logy for the synthesis of isonitrile groups in compounds.

Computational methods
Docking and molecular dynamics simulations

We started the work with a detailed docking and molecular
dynamics study on the ScoE enzymatic structure with y-Gly-A
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and y-Gly-B bound. To this end, we took the 6XN6 pdb file,"*"®
which is an enzyme monomer with iron(u), acetate and CABA
substrate bound. We replaced the iron(u)-water group with
iron(iv)-oxo with the atoms at a distance of 1.61 A and manually
inserted bound succinate to iron in the position of acetate.
Substrate CABA, acetate and CI™ ions were removed from the
pdb. Hydrogen atoms were added in Chimera under pH 7
conditions,®” whereby all basic amino acids (Glu/Asp) were in
their deprotonated state, while the Lys/Arg residues were all
protonated. The active sites His,3, and His,o5 were in the singly
protonated form, while all other His residues are surface bound
and hence were taken as doubly protonated.

After a UB3LYP/6-31+G***® geometry optimization in
Gaussian-09*° of y-Gly-A and y-Gly-B, the two substrates were
docked into the ScoE protein using the Autodock Vina software
as implemented in Chimera (see the ESIT for details).>**° The
best substrate-bound conformations were then selected and the
system was prepared for a molecular dynamics simulation.
First, the system was solvated by TIP3P-based water molecules
in a box with a minimum distance of 10 A to the side of the
box."" Thereafter, a molecular dynamics (MD) simulation was
run on the lowest energy conformers in the Amber software
package®® using the ff14SB4 force field.*® After an initial
equilibration and heating stage, an MD simulation was run
using the system minimized by 2000 steps of steepest descent
with all heavy atoms fixed. In the second stage, the system was
heated to 310 K in 100 ps intervals under NPT conditions. A
production MD run for 100 ns was performed in the Amber 16
software package for the structures with y-Gly-A and y-Gly-B
bound.*?

After analysing the structures from the MD runs, we used
umbrella sampling approaches to investigate the tightness of
binding of the substrate in the binding pocket by adding a
potential to the distance separating the centre-of-mass of the
substrate with the oxo group of the iron-oxo complex.***>

Model set-up

Our previous work on the ScoE enzyme utilized a density
functional theory (DFT) cluster model of the first- and
second-coordination sphere of the enzyme with the substrate
and aKG bound.?® Details on the procedures of the set-up and
validation of cluster models can be found in review papers of
our group and others.**™*° In particular, a recent comparison of
experimentally obtained rates and selectivities compared to
DFT cluster models gave correct regioselectivity prediction
using cluster models of >200 atoms and a free energy of
activation within 2 kcal mol " from the experiment.>® For the
best comparison with the wildtype structure, we included the
same protein residues in our model here as those that were
used in calculations were reported in ref. 20 but here we use
substrate y-Gly-A instead of CABA. The optimized geometry of
the y-Gly-A bound iron(iv)-oxo model of ScoE (Re) is similar to
the one obtained after the MD simulation and has a structure
that can be compared well with the original pdb and the wild-
type optimized reactant geometry. Details of the residues and
atoms included in the model are shown in Scheme 1.
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Scheme 1 Cluster model of ScoE with substrate y-Gly-A as investigated
in this work. The wiggly lines identify where the protein chain was cut and a
hydrogen link-atom was added.

In order to keep the size and shape of the substrate and
oxidant binding models closest to the actual enzyme system, we
kept a number of protein chains and residues in the model
that determine the second-coordination sphere. In particular,
our model includes a short protein chain Phe;;o-Trp;3,-His 35—
Ala,33-Aspi34, Whereby Trp;s;; and Ala;;; were abbreviated
to Gly, and several amino acid side chains truncated at the
a-carbon atom of the protein: residues Tyrgs, Tyr191, Phesqo,
Phe s, LySi93, Pheyzo, Hisygs and Argszio. The new ScoE model
with substrate I bound is therefore 231 atoms in size and was
calculated with +1 charge. No geometric constraints were put
on the system and consequently the geometry optimizations of
local minima had real frequencies only. An overlay of our
optimized geometry with the last point of the MD simulation
shows minor structural differences, which implies that the
model is a good representation of the real system.

Procedures

The calculations utilized the Gaussian-09 software package®®
using density functional theory (DFT) methods and the unrest-
ricted B3LYP density functional theory method.***” Geometry
optimizations were followed by analytical frequency calcula-
tions to confirm the nature of the local minima, whereby all
transition states were characterized with a single imaginary
mode for the correct transition. The geometry optimizations
and analysis of frequencies for local minima and transition
states were performed using the LANL2DZ basis set on iron that
includes an electron core potential, while 6-31G* was applied
on the rest of the atoms: basis set BS1.***' Geometry scans were
performed to explore the potential energy surface and to obtain
starting structures for the transition state optimizations. These
calculations were done using a more modest basis set that had
LANL2DZ on iron (with core potential) and 6-31G on the rest of
the atoms: basis set BSO.

Energies of the optimized geometries of the local minima
and transition states were corrected for solvent effects through
single point calculations using the continuum polarized con-
ductor model (CPCM)** included with a dielectric constant

This journal is © the Owner Societies 2022
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mimicking chlorobenzene. In addition, these single points
incorporated an enlarged basis set on all atoms, namely
LANL2DZ (with electron core potential) on iron and 6-311+G*
on the rest of the atoms (basis set BS2). A second set of single
point calculations was performed, whereby the basis set was
further enlarged to cc-pVTZ on iron and 6-311+G* on the rest of
the atoms (basis set BS3).>> The methods employed here have
been extensively benchmarked and validated previously and
generally reproduce experimental structures, spectroscopic
parameters and free energies of activation of oxygen atom
transfer reactions well.>*° Free energies are reported at a
temperature of 298 K and a pressure of 1 bar and use unscaled
vibrational frequencies.

Results and discussion

The work reported in this article focuses on the 6XN6 pdb
file,"®'® where we converted iron(n)-water(acetate) in the active
site to iron(iv)-oxo(succinate). Hydrogen atoms were added to
all protein residues in Chimera.*®> Thereafter, we manually
moved the succinate position in the structure, so that it formed
a bidentate ligand bound to iron trans to the His;3, and Aspyz,4
residues. Next, we created structures of the drug-synthesis
substrates y-Gly-A and y-Gly-B (Fig. 1), which are the drug
molecules A and B with their isonitrile substituents replaced
by a y-glycine group. The geometries of y-Gly-A and y-Gly-B
were minimized at the UB3LYP/6-31+G* level of theory and
converted to pdb structures. In ScoE, a peptide chain with a
v-glycine branch is activated and with two molecules of O, and

v-Gly-A docked positions in 6XN6 pdb
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oKG on an iron(u) centre is reduced to isonitrile. Because of
their chemical structure, we reasoned that y-Gly-A and y-Gly-B
may be suitable substrates for ScoE as well and attempted
to insert them into the protein structure and investigate the
oxidative decarboxylation reaction on the iron centre using DFT
methods.

After a geometry optimization of y-Gly-A and y-Gly-B in
Gaussian,*® we docked both substrates into our wildtype ScoE
structure with iron(iv)-oxo succinate as the active site and
the original substrate removed. The docking revealed several
possible active site binding poses for the substrates as shown
in Fig. 2. Particularly, substrate y-Gly-A appears to fit the
substrate-binding pocket nicely and several low-energy orienta-
tions (shown in blue and amber colours) were located with the
substrate in close contact with the iron active site centre.
Substrate y-Gly-B has a longer shape and consequently cannot
form good interactions with its carboxylate group with active
site Arg residues, such as Argz;o. As such, the substrate binding
pocket is more open, but two low-energy binding poses of
v-Gly-B close to the iron centre are shown in purple and pink
in Fig. 2.

Subsequently, we took the most favourable binding poses of
ScoE with y-Gly-A and y-Gly-B bound as shown in Fig. 2 and ran
a 100 ns MD simulation for each of them. In both 100 ns MD
runs, the root-mean-square-deviation of the protein, oxidant
and substrate geometric features converges well within the time
frame of the simulation (Fig. S3, ESI{). With both substrates,
the MD simulations reproduce the results on the wildtype
structure with a highly rigid substrate binding conformation

and little flexibility in the protein chains. In particular, the MD
i
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Fig. 2 Best docking results of y-Gly-A (amber and blue on the left) and y-Gly-B (purple and pink on the right) structures into the ScoE enzyme structure

with the iron(iv)—oxo active site and succinate bound.
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Sng, g6 from MD with substrate y-Gly-A

simulation with substrate y-Gly-A gives a very rigid system where
the substrate is locked in position by interactions with protein
residues and remains close to the iron centre throughout.
A representative snapshot after 91.86 ns (Sng; gs) of the MD
simulation for y-Gly-A is shown in Fig. 3, which has the y-Gly-A
substrate in a similar position as CABA in the original crystal
structure coordinates and held in position with a hydrogen
bonding interaction with Args;,. The MD simulation with y-Gly-
B present gives the substrate close to the iron centre at the
beginning of the MD simulation, while it moved to a larger
distance toward the end of the MD simulation. As such an early
snapshot from the MD simulation on y-Gly-B binding to ScoE is
taken after 1.04 ns (Sn; ¢,) and is shown in Fig. 3. The structure
has the y-Gly group of substrate pointing towards the iron(wv)-
oxo group at a relatively close distance that could trigger its
desaturation.

To find out how strongly the substrate is bound inside the
protein structure, we took the last snapshot from the MD
simulations with substrate y-Gly-A and y-Gly-B bound and used
umbrella sampling methods with various force constant values
for the substrate-oxo interaction and ran another 100 ns
simulation in Amber. Details are given in Fig. S4 (ESIT).
Umbrella sampling keeps y-Gly-A into the substrate binding
pocket during the second 100 ns simulation in roughly the
same orientation and position as in the original MD simula-
tion. Therefore, the substrate is tightly bound in a closed
substrate-binding pocket with strong interactions with the
protein. On the other hand, umbrella sampling on the last
snapshot of the MD simulation for the protein with y-Gly-B
bound results in major differences. In particular, a subsequent
second 100 ns simulation of this system results in the expulsion
of y-Gly-B from the substrate binding pocket when umbrella
sampling is applied. As such our work does not establish a
strongly-bound y-Gly-B binding in the substrate-binding pocket

27254 | Phys. Chem. Chem. Phys., 2022, 24, 27250-27262

Sn, ¢4 from MD with substrate y-Gly-B

Fig. 3 Representative snapshots (Sn) of the MD simulation of ScoE with y-Gly-A and y-Gly-B bound.

and the MD simulations show that its binding and release back
into solution may be in equilibrium because of a weak-binding
interaction. This is probably due to the long and large size
of the substrate that does not fit the active site well. As a result,
v-Gly-B will be highly mobile in the protein and it may
be difficult to obtain isonitrile products from the reaction of
v-Gly-B in ScoE. Consequently, the MD simulations with y-Gly-A
and y-Gly-B bound inside the ScoE structure implicate that the
v-Gly-A substrate has its y-Gly residue close to the iron centre
and appears tightly bound in the substrate-binding pocket, and
hence we anticipate that it may be a viable substrate of ScoE.
By contrast, y-Gly-B appears much less tightly bound and more
mobile and may not reach sufficiently close to the iron centre
so that it can be activated. Therefore, we decided to proceed
with substrate y-Gly-A activation by ScoE and set up a quantum
chemical cluster model.

We created a cluster model of the ScoE active site with
v-Gly-A bound as based on the Sng; g¢ snapshot taken from the
MD simulation. In order to compare the results with those
reported previously for the wildtype system, we included the
same protein residues in the model as those described in
ref. 20. In particular, the model includes the iron(iv)-oxo
succinate active site (with succinate truncated to acetate)
with the direct ligands to iron and six active site aromatic
amino acid side chains (Tyree, Tyr101, Phey10, Phegso, Pheys; and
Phe,30). In addition, the positively charged chains of Lys,¢3; and
Argsq,o were included in the model (see Scheme 1 above).
We started the DFT calculations with a geometry optimization
in the quintet and triplet spin states of the iron(iv)-oxo species
with y-Gly-A bound (>*Re;) and the optimized geometries are
shown in Fig. 4. The substrate binds in an orientation where it
forms hydrogen-bonding interactions of its carboxylate group
with the side chains of Lys;¢; and Args4,. This substrate-bound
orientation positions the hydrogen atom from the N-H group

This journal is © the Owner Societies 2022
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Overlay °Re, with 6XN6 pdb

Fig. 4 Optimized geometry of *Re, and *Re, as obtained in Gaussian at the UB3LYP/BS1 level of theory with bond lengths in A. Left-hand side: Singly
occupied and virtually low-lying orbitals of °Re,. Right-hand side: Overlay of °Re, with the 6XN6 pdb file. In the overlay protein chains of the pdb file are in
green with atoms in grey and the substrate in brown, while the DFT optimized structure of the y-Gly-A bound ScoE model is in light-blue with the

substrate in purple.

of the substrate at a distance of 5.251 A from the oxo atom of
the FeO group, while the nearest C-H distance to the oxo is
6.858 A for “Re;. These distances are relatively long and hence
may affect enzymatic turnover and barrier heights for the
abstraction of hydrogen atoms from the substrate. As CABA is
substantially smaller in size than y-Gly-A, it fits better into the
substrate-binding pocket and can move closer to the iron(wv)-
oxo species. Nevertheless, we calculate a binding energy for
v-Gly-A from the difference in energy (calculated at the UB3LYP/
BS2 level of theory) between °Re; and an isolated y-Gly-A group
and °Re; with the substrate removed. The obtained binding
energy is thus 183 kcal mol™' and consequently, the substrate
is strongly bound in the pocket particularly, thanks to a salt
bridge between the carboxylate group of the substrate and the
side chain of Arg;;, and several hydrogen-bonding interactions.

The iron-oxo bond is short, i.e. 1.619 A, which is typical for
iron(wv)-oxo complexes in enzymes and biomimetic model
complexes as observed experimentally and computationally.””*
The structure in the triplet spin state is very similar to the one in
the quintet spin state and most covalent distances are within
0.1 A. Our optimized geometry also has a three-dimensional
structure that is not too far off from the original crystal structure
coordinates. Thus, on the right-hand side of Fig. 4, we display an
overlay of the 6XN6 pdb file with the Re; optimized structure, where
we aligned the iron(iv)-oxo and its first coordination sphere atoms.
As can be seen from Fig. 4, most residues are in approximately
similar positions in the overlay of the cluster models with the crystal
structure coordinates, including Args;, and the amino acid residues
Tyroe, Tyrio; and Phe,qo. Therefore, the y-Gly-A substrate fits in
the substrate-binding pocket neatly and little geometric changes
have occurred from the crystal structure coordinates.

This journal is © the Owner Societies 2022

The metal-based molecular orbitals of *Re; are shown on the
left-hand side of Fig. 4. The lowest three of those are the n*,,,
n*y, and m*,, molecular orbitals that are built up from the
interactions of the atomic 3d,,, 3d,; and 3d,, orbitals on iron
with first-coordination sphere ligands. In particular, the n*,,
and m*,, orbitals are the antibonding interactions along the
Fe-O bond, while the n*,, orbital represents antibonding
interactions in the equatorial plane with the carboxylates of
succinate and Aspyz4. The top two orbitals shown in Fig. 4 are
the o* antibonding orbitals along the Fe-O axis (6*;2) and in
the equatorial plane with His, 35, Asp;34 and succinate (6*2_y2).
The electronic ground state of *Re; is the quintet spin state with
orbital occupation *,,'n*,,'n*)," 6*,2_,." while the 6*,2 orbital
is virtual. The triplet spin state (*Re;) with m*,°m*.'n*),"
configuration is higher in energy by 4.5 kcal mol™" than the
quintet spin state. Generally, calculations on nonheme iron
enzymes and model complexes have shown that the triplet spin
iron(v)-oxo species reacts usually with higher barriers than the
corresponding quintet spin state and hence we do not expect *Re;
to play an important role here.®**® Indeed our calculated triplet
spin transition states are >10 kcal mol~ " above those found at
the quintet spin state surface (see the ESLt Table S2). Therefore,
the reaction mechanism for the iron(iv)-oxo with the substrate
will start from °Re; and take place on a quintet spin surface only
leading to products through single-spin-state-reactivity. This con-
trasts heme systems that typically react on close-lying spin state
surfaces through multistate reactivity patterns.>*®> Nevertheless,
the quintet spin ground state matches previous calculations on
enzymatic nonheme iron(iv)-oxo complexes as well as electron
paramagnetic resonance and Mossbauer spectroscopic results on
nonheme iron enzymes."*>*>"~%
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Scheme 2 Reaction mechanism investigated in this work by labelling of the local minima and transition states.

Subsequently, we investigated the reaction mechanism for
isonitrile biosynthesis in y-Gly-A in ScoE enzymes using the
pathway as described in Scheme 2. Starting from °Re;, we
considered hydrogen atom abstraction from the N-H group of
the substrate (pathway 1) to form the iron(m)-hydroxo inter-
mediate ’IM1; via transition state ®TS1;. This local minima
abstracts another hydrogen atom but from the C-H group via
transition state °TS2; to form the desaturated intermediate
°IM2;. The latter can also be formed when the hydrogen atom
abstractions happen in reverse order via pathway 2 via *TS3;,
’IM3; and °TS4;. After the optimized geometry of *IM2; was
obtained, we replaced the iron(u)-water group by iron(iv)-oxo to
start the second cycle with *Re2;. The iron(v)-oxo species in the

*é .
Fe-O:1.709
O-H: 1.425

H-N: 1.064
Fe-N,, 2.201

O-H-N: 175°
Fe-O-N: 143°

1262 cm™"

2nd cycle abstracts the remaining hydrogen atom from the C-H
group to form an iron(m)-hydroxo complex °*IM5;, which
through decarboxylation via transition state >TS6; gives the
isonitrile products *Prod. A proton transfer will then return
the catalytic cycle to the resting state and an iron(u)-water
complex. The alternative pathway where OH rebound occurs in
IM5; was also tested via *TS7; to give the hydroxylated product
>Prod2;.

The DFT calculated the potential energy landscape for path-
way 1, where an initial hydrogen atom is abstracted from the
N-H group and is followed by C-H abstraction for y-Gly-A
by ScoE as compared to the wildtype results® (calculated using
the same methods and similar model) as shown in Fig. 5.

Fe-0: 1.796
O-H: 1.243
H-N: 1.246
Fe-N,.: 2.204

O-H-N: 178°
Fe-O-N: 149°

AXTH

i619 cm-!

5TS1S(:0E
-469 o7 |

— 533
5IMZScoE

Fig. 5 Potential energy landscape for y-Gly-A desaturation via pathway 1 with initial N—H abstraction followed by C—H abstraction in red, while the
wildtype landscape is in blue. Energies are UB3LYP/BS2//UB3LYP/BS1 with zero-point energy and solvent corrections in kcal mol™. The optimized
geometries of the transition states give bond lengths in A, bond angles in degrees and the imaginary frequency in cm™. The data of wildtype are taken

from ref. 20.
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For wildtype, negligible N-H abstraction led to exothermic
formation of a radical intermediate *IM1g..g With exothermicity
of AE + ZPE = —14.5 kecal mol™" (ZPE stands for zero-point
energy). A substantial hydrogen atom abstraction from the C-H
position (AE + ZPE = 9.2 kcal mol™" above the reactants’
complex) leads to a desaturated substrate. With y-Gly-A as a
substrate, the initial N-H hydrogen atom abstraction is sub-
stantially higher in energy (AE + ZPE = 8.2 kcal mol™* above
5ReI) and hence the reaction will be much slower. Nevertheless,
the barrier is sufficiently low in energy under room temperature
conditions. Similar to the wildtype system, the hydrogen atom
abstraction is overall exothermic and followed by a large barrier
for the second hydrogen atom abstraction of 10.7 kcal mol "
(via °TS2;). Therefore, replacing the wildtype substrate with
v-Gly-A does not appear to dramatically alter the first desatura-
tion mechanism, although this process may be faster for
v-Gly-A than wildtype due to a smaller rate-determining step
via *TS2;. These barriers are relatively modest and imply that
the reaction will be feasible under room temperature conditions.

The transition state for abstraction of a hydrogen atom from
the N-H bond (°TS1;) is shown in Fig. 5. It is early on the
potential energy landscape with a short N-H distance of 1.064 A,
while the O-H distance to the oxo group is still long (1.425 A).
Nevertheless, the transition state represents a hydrogen atom
transfer and has an imaginary frequency of i1262 cm™" for the
O-H-N stretch mode. The O-H-N angle is almost linear at 175°,
while the Fe-O-N angle is bent at 143°. This large angle for the
substrate versus iron-oxo orientation is often seen in nonheme
iron dioxygenases**® and implicates an electron transfer from
the substrate into the c*,. orbital to give a radical intermediate
with configuration m*,,'n*.'n*,'6*2 2'6%2 Psup' with the
substrate radical in orbital ¢s,p as down-spin, while all metal-
type unpaired electrons are up-spin. Indeed, the group spin
densities for ®TS1; give a value of —0.22 on the substrate and

View Article Online
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4.22 on the FeO group. The spin on the substrate increases to
—0.96 when the structure relaxes to the iron(m)-hydroxo radical
intermediate *IM1,.

Geometrically, the *TS1; structure is very different from the
one reported in ref. 20 for the wildtype system. Thus, *TS1g.og
has the transferring hydrogen atom almost midway between
donor and acceptor groups at distances of 1.246 and 1.243 A.
Generally, early transition states, such as *TS1;, correspond to
relatively high reaction barriers, while central transition states
have lower barriers.®””®® The difference in geometry between
>TS1; and °TS1g.. explains the rise in barrier height along
the reaction mechanism. The transition state has a large
imaginary frequency of i1262 cm™" for the N-H-O stretch
vibration, characteristic for hydrogen atom abstraction transi-
tion states.®*°

To understand the structural differences between wildtype
and y-Gly-A-bound models and particularly related to the
second hydrogen atom abstraction step, we display in Fig. 6
the two >TS2 barriers. Both structures have a large imaginary
frequency for the C-H-O stretch vibration with a magnitude of
i666 cm™' for °TS2; and 11182 ecm ™" for *TS2g.g. Structurally,
the two transition states are very similar to C-H, O-H and Fe-O
distances 0.04 A. The main difference, however, is the large
angle Fe-O-C for the wildtype system of 164°, while it is 141° in
the y-Gly-A-bound structure. As the second electron transfer
from the substrate to the metal complex leads to filling of a n*
molecular orbital, this will benefit substrate approach from the
side and give smaller angles as shown on the right-hand side of
Fig. 6. In the wildtype system, the substrate is positioned in
such a way that good first electron-transfer, but lesser good
second electron transfer takes place, whereas the situation is
reversed when y-Gly-A binds where the first electron transfer is
more difficult leading to higher barrier TS1; as compared to
>TS1gc0e. On the other hand, y-Gly-A is positioned better for the

/

N ) @)

\ (o I * 141°
> Fe

Fe-O: 1.889 A Fe-O: 1.887 n

O-H: 1.469 e A

H-C: 1.219 H-C: 1.221

Fe-N,,: 2.166 Fe-N,,: 2.054
. 4 i -1

0-H-C: 163° bokiem O-H-C: 157° 1182 om

Fe-0-C: 141° 5TS2, Fe-0-C:164°  STS2g.5¢

Fig. 6 UB3LYP/BS2//UB3LYP/BS1 optimized geometries of the second hydrogen atom abstraction transition states >T$2; and *TS2s .. The optimized
geometries of the transition states give bond lengths in A, bond angles in degrees and the imaginary frequency in cm™. The data of wildtype are taken
from ref. 20. The right-hand side shows the orbital interactions during the transition state and the Fe—O-C angle.
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second electron transfer and consequently has a lower barrier
for TS2 than that for the wildtype system.

Next, we explored the alternative hydrogen atom abstraction
mechanism where first the C-H bond is cleaved followed by
abstraction from the N-H group (pathway 2) and the compar-
ison of wildtype and y-Gly-A results is given in Fig. 7. With the
wildtype system, this reaction happens through a hydride-
transfer and the formation of an N—C double bond with a
cation on the substrate. No unpaired spin density was observed
in the intermediate °IM3g.g. By contrast, to the wildtype
results, our intermediate *IM3; is a radical with spin —0.98
located on the substrate and with the spin density of 4.48 on
the FeO group. Consequently, structure “IM3; has the same
electronic configuration as °IM1; with orbital occupation:
T ¥ %) 6% 22 6% 2 Psup - We attempted to swap mole-
cular orbitals for *IM3; but the electronic state converged
back to the configuration with a radical on the substrate, hence
this state is not feasible for the system with the y-Gly-A
substrate bound. A comparison of the °IM3g.; and °IM3;
structures shows that the protonated Lys group in the active
site forms a hydrogen bond to the nitrogen atom of the
substrate of y-Gly-A in *IM3,, thereby destabilizing a potential
cation on the substrate. With wildtype, by contrast, the protonated

Fe-O: 1.767
O-H: 1.203
H-C: 1.320
Fe-N,,: 2.234

0.0 (0.0)

O-H-C: 165°
Fe-O-C: 152°

1652 cm™"

5TS3,
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Lys residue hydrogen bonds with the carboxylate group of the
substrate and hence enables a cation on the terminal group of the
substrate.

The C-H hydrogen atom abstraction of y-Gly-A is AE + ZPE =
8.5 kcal mol™" in energy and is somewhat lower than the
analogous barrier for the wildtype structure with CABA bound:
TS3sc0p has AE + ZPE = 13.4 kecal mol . It appears, therefore,
that hydrogen atom abstraction from y-Gly-A happens relatively
fast with competing hydrogen atom abstraction barriers for the
N-H and C-H bonds of the substrate with similar energies. This
contrasts the mechanism found for the WT system with a
negligible N—H hydrogen atom abstraction and much higher
energy C-H abstraction. Nevertheless, both pathways after the
second hydrogen atom abstraction lead to the same desatu-
rated product *IM2;. Both *TS1; and °TS3; lead to a radical
intermediate with considerable exothermicity with respect to
the reactants’ complex. Therefore, the hydrogen atom abstrac-
tion will be irreversible.

For the pathway starting in *IM3;, we were unable to locate
the second hydrogen atom abstraction barrier via *TS4; but a
constraint geometry scan reveals it to be low in energy (less
than 1.5 kcal mol~" above *IM3,). It is clear that the basic N-H
bond of the substrate in *IM3; will rapidly release its proton to

Fig. 7 Potential energy landscape for y-Gly-A desaturation via pathway 2 with initial C—H abstraction followed by N-H abstraction in red, while the
wildtype landscape is in blue. Energies are UB3LYP/BS2//UB3LYP/BS1 with zero-point energy and solvent corrections in kcal mol™. The optimized
geometries of the transition states give bond lengths in A, bond angles in degrees and the imaginary frequency in cm™. The data of wildtype are taken

from ref. 20.
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SProd2,

Fig. 8 Potential energy landscape for desaturated y-Gly-A activation by an iron(iv)—oxo species of the ScoE model for the second cycle leading to
isonitrile products. The wildtype energy landscape is given in blue. Energies are UB3LYP/BS2//UB3LYP/BS1 with the zero-point energy and solvent
corrections in kcal mol™. The optimized geometries of the transition states give bond lengths in A, bond angles in degrees and the imaginary frequency

in cm™t. The data of wildtype are taken from ref. 20.

the iron-hydroxo species as a conjugated m-system is created
that stabilizes the product considerably.

The optimized geometry of *TS3; is shown in Fig. 7. The
transition state has a large imaginary frequency of 11652 cm ™"
with a mode describing the O-H-C stretch vibration. This
implies that the reaction will happen with a large kinetic
isotope effect when the substrate C-H bonds are replaced by
C-D.®® The transition state is relatively central with C-H and
O-H distances of 1.320 and 1.203 A, respectively. In contrast to
the structure of >TS1;, the angle C-H-O versus N-H-O is more
bent, namely 165° versus 175°. This is probably due to the
orientation of the substrate in the substrate-binding pocket
that has stereochemical constraints due to hydrogen bonding
interactions with protein residues. The change in structure
does not appear to have affected the electronic configuration
dramatically and the spin densities are similar for *IS1; and
>TS3,. Similar to wildtype, after the formation of the inter-
mediate *IM3, a fast second hydrogen atom abstraction with
a negligible barrier leads to the saturated substrate *IM2. For
neither system, we were able to characterize the transition state
but the constraint geometry scans show it to be less than
1-2 keal mol " above *IM3.

Next, the second oxygen activation cycle was studied,
whereby we took the optimized geometry of *IM3; and replaced
the iron(u)-water(succinate) with iron(iv)-oxo(succinate) and
assumed that water and succinate would be expelled from the
active site and replaced by o-KG and dioxygen to initiate a
second catalytic cycle that forms another iron(iv)-oxo(succinate)
species. This structure, designated as *Re2;, was optimized with
DFT, and the decarboxylation of the substrate to form product A
was studied. Fig. 8 shows the obtained potential energy surface
starting from *Re2,. As can be seen, a modest barrier of AE + ZPE =
9.4 keal mol ~* for hydrogen atom abstraction from the C-H bond
of the substrate leads to *IMS5; efficiently. Interestingly, the
exothermicity of this hydrogen atom abstraction is similar for
v-Gly-A and the wildtype substrate (AE + ZPE = —6.8 versus

This journal is © the Owner Societies 2022

—6.6 kcal mol ™) and so is the formation of isonitrile products
(AE + ZPE = —43.2 versus —42.5 kcal mol ™).

The optimized geometry of the hydrogen atom abstraction
transition state for cycle 2 is shown in Fig. 8. The transition
state (°TS5;) has a relatively small imaginary frequency of
i250 ecm™"' and an animation of the mode shows hydrogen
transfer from the donor group to the oxo group. However, due
to constraints on substrate approach as a result of the protein
residues, the hydrogen atom abstraction does not takes place
under an ideal angle and orientation. In particular, the O-H-C
angle was close to 180° in structure >TS1; (see Fig. 4 above),
while it is considerably bent at 159° in ®TS5;. As a consequence,
this hydrogen transfer structure experiences geometric strain.
Nevertheless, energetically, it is only slightly higher in energy
than the corresponding barrier for the wildtype system. From
*IM5;, we ran extensive constraint geometry scans for both the
decarboxylation pathway to form isonitrile products *Prod; as
well as OH rebound to form the alcohol product complex
°Prod2,. In contrast to the wildtype results that showed a
high-energy OH rebound step and negligible decarboxylation,
for the y-Gly-A substrate, bound pathways are low in energy.
Consequently, the calculations predict a mixture of OH
rebound and decarboxylation of the substrate.

Conclusions

In this work, a series of computational studies are presented
on the formation of isonitrile substituents in several target
substrates as catalysed by ScoE. The results show that the ScoE
enzyme can accommodate various substrates with different
size and shape and specifically those with y-Gly substituents.
Particularly, we attempted to bind y-Gly-A and y-Gly-B to ScoE
as precursors for the isonitrile-containing drug molecules
axisonitrile-1 and xanthocillin. Initial molecular mechanics
and molecular dynamics studies show that both substrates
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bind to ScoE enzymes and fit the substrate-binding pocket well.
However, y-Gly-B has the target group located far from the
iron centre, while it is closer in the y-Gly-A bound structure.
Thereafter, we created a QM cluster model of the active site of
ScoE with y-Gly-A bound and studied the oxidative desaturation
and decarboxylation pathways. In general, the structure and
energetics for ScoE with y-Gly-A give low energy barriers and
an overall low-energy mechanism for isonitrile biosynthesis
with energetics at par with those found previously for the
wildtype system. The studies imply that ScoE should be able
to synthesize axisonitrile-1 from y-Gly-A efficiently although the
calculations predict by-products for substrate hydroxylation.
Interestingly, replacement of the substrate by a substrate
analogue as done here does not shift all individual barriers in
the same way and in this particular system, the TS1 barrier is
raised, while the TS2 barrier reduced due to better positioning
of y-Gly-A than the native substrate.
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