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ABSTRACT: DNA-base lesions cause cancer and propagate
into the genome. We use in-protein QM/MM calculations to
study the repair of etheno-bridged adenine (¢A) by the
iron(IV)-oxo species of AlkB enzymes. Recent experimental
investigations, using mass-spectrometry and in crystallo
isolation, suggested that €A was repaired by formation of an
epoxide (eA-ep) that further transforms to a glycol (eA-gl),
ending finally in adenine and glyoxal. Theory reproduces the
experimentally observed barrier for the rate-determining step
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and its pH dependence. However, as we show, the mass-spectrometrically identified species are side-byproducts unassociated with the
repair mechanism. The repair is mediated by a zwitterionic species, of the same molecular mass as the epoxide, which transforms
to an intermediate that matches the in crystallo trapped species in structure and mass, but is NOT the assumed £A-gl iron-glycol
complex. Verifiable/falsifiable predictions, regarding the key protein residues, follow. The paper underscores the indispensable
role of theory by providing atomistic descriptions of this vital mechanism, and guiding further experimental investigations.

1. INTRODUCTION

DNA bases are subject to a variety of modifications, which, on
the one hand, are required to “control” DNA, and, on the other,
may cause DNA damage.'™'® Much like the two-faced Roman
god, Janus, these reactions are both “bad and good”. For
example, methylation of cytosine (C) in the fifth position acts
as a vital signal for gene silencing, while the methylation at the
third position (the sp* N-site) is a lesion that requires repair.

The damaging lesions have dire consequences, leading to
diseases like cancer, and to the propagation of the damaged
bases into the genome. Therefore, it is hugely important to
elucidate the mechanisms by which enzymes repair these lesions.
One of these harmful lesions is the exocyclic etheno bridge,
which occurs in cytosine and adenine, presumably by
peroxidized lipids, formed by oxidative stress. The so formed
lesion in adenine (A) is shown in Scheme 1, and labeled £A. In
a series of beautiful exyerlments, it was shown by He et al.'"'?
and Delaney et al'> that the family of enzymes called
generically AIkB are responsible for the repair. AIkB belongs
to the superfamily of nonheme iron-a-ketoglutarate-dependent
enzymes, which activate O, and generate the high-valent
iron(IV)-oxo intermediate that performs a variety of oxidative
processes.'* >

On the basis of detectable intermediates, which were
characterized by mass spectrometric techniques and in crystallo
isolation, He et al.""'? and Delaney et al."* proposed tentatively
the general mechanism shown in Scheme 1. In this mechanism,
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Scheme 1. Proposed DNA Repair of the Etheno-Bridged
Adenine (eA)“
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“The lesion is marked in red. The active species of the enzyme AIkB is
labeled Fe'Y=0. The atom numbering on the glycol intermediate
(eA-gl) follows ref 12.

an initial epoxidation of the etheno-bridge lesion of €A by the
iron(IV)-oxo species creates the epoxide intermediate (&‘A—ep),
which was identified mass-spectrometrically based on its m/e
values. Subsequently, eA-ep opens up by nucleophilic attack of
a water molecule to yield the glycol (¢A-gl) intermediate, also
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identified by m/e values in mass spectrometry. The latter then
breaks down by acid/base catalysis to yield the repaired adenine
(A) and glyoxal (G). The beautiful in crystallo experiment of He
et al,'* further enabled trapping the glycol intermediate (A-gl)
ligated to the iron center of the AlkB enzyme.

We were drawn to investigate this repair mechanism because
of the following reasons: (a) While mass spectrometry provides
information on the atomic constitution and stoichiometry of
the species, the mass-spectral data do not provide precise
structures, and hence both the “epoxide and glycol
intermediates” may not be the ones actually detected in the
experiment. (b) X-ray crystallography does not assign hydrogen
atoms, and the in crystallo trapped intermediate may not be €A-
gl, but an isomer of it. (c) Epoxides require boiling water to
open up to glycols.>> (d) None of the experiments gave a clear
clue as to the identity of the crucial acidic/basic residues that
are involved in the catalysis and the breakdown of the epoxide
(eA-ep). Thus, the true identity of the intermediates and the
mechanistic pathways require direct scrutiny and validation,
which is the focus of the present paper.

To elucidate the nature of this vital repair mechanism, we
used quantum mechanical/molecular mechanical (QM/MM)
calculations,”® which can provide an in silico detailed atomistic
description of the mechanism, to test its key conclusions and
make new predictions, which can be verified or falsified by
further experiment. As is reported below, the iron(IV)-oxo
species of AIKB cannot epoxidize €A, and instead it leads to a
zwitterionic species of the same molecular mass as the epoxide.
The zwitterion then undergoes consecutive protonations and
C—N bond cleavages to form the repaired adenine (A) and
glyoxal (G). The in crystallo trapped species is not the glycol
complex but rather an isomer of it.

2. COMPUTATIONAL METHODS

2.1. Setup of the System. The initial structure of the enzyme—
substrate complex was prepared on the basis of the recently
determined X-ray structure of €A-containing glycol intermediate
(PDB code'” 301U). In the double-stranded DNA, only one unit of
adenine phosphate (£A) that acts as substrate was kept, while other
base pairs were omitted. The oxygen (024) of glycol originated from
the oxo transfer of iron(IV)-oxo species according to the experi-
ments,"” while 026 of the glycol originated from the neighboring
water (Wat2). Thus, we used 024 as the oxo moiety of iron(IV)-oxo
species and 026 as Wat2. The iron(IV)-oxo species is a hexa-
coordinate complex that includes Watl, His131, His187, Asp133 and
succinate.

To add hydrogens to the protein, we inspected the protonation
states of titratable residues (His, Glu, Asp). We assigned protonation
states on the basis of pK, values from the PROPKA software” in
combination with careful visual inspections. All arginine and lysine
residues were protonated, while all glutamic acid and aspartic acid
residues were deprotonated. All histidine residues were used as singly
protonated according to the local hydrogen bond networks and pK,
values. The histidine residues namely His72, His131, His172, and
His187 were protonated at the J position, while His66, His97, and
His197 were protonated at the ¢ position. The resulting total charge of
the protein was zero.

After adding all hydrogens, the positions of the hydrogen atoms
were optimized with 200 steps of steepest descent and 200 steps of
adapted basis Newton—Raphson method using the CHARMM?27
force fields implemented in the CHARMM program.”® The resulting
protein was solvated with a 16 A layer of TIP3P water. Then, to attain
equilibrium of the inner solvent layer, we followed these four steps:
(1) optimization of inner solvent layer for 1000 steps of steepest
descent and 1000 steps of adapted basis Newton—Raphson method,
(2) heating slowly the protein from 0 to 300 K for 15 ps with a 1 fs
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time step, (3) equilibrating the solvent layer for 15 ps at 300 K with a
1 fs time step, and (4) resolvation of the protein to fill up the
interspace of solvent layer. We repeated these steps three times until
only 36 extra water molecules were being incorporated into the
interspace of the protein during the last resolvation step.

After these procedures, a productive MD run was performed for 2.5
ns. From this run we chose three snapshots in the last 1500 ps for
QM/MM calculations. During all these MD simulations, the
coordinates of the entire Fe(IV)=O unit and the metal-ligating
residues as well as the outer 8 A of the solvent layer were kept frozen.

The representative structures of the active site from the above MD
simulations are shown in Supporting Information Figure S1. For
comparison, we also run MD simulation with Asp135 protonated. As
can be seen clearly from Supporting Information Figure S1, the active
structures in both cases are quite similar to each other. The only main
difference is that Lys134 will not form a water chain with N6 when
Asp13S is protonated.

2.2. QM/MM Methodology. All QM/MM calculations were
performed using ChemShell,”® combining Turbomole®® for the QM
part and DL, POLY®' for the MM part. The electronic embedding
scheme® was used to account for the polarizing effect of the enzyme
environment on the QM region. Hydrogen link atoms with the charge-
shift model® were applied to treat the QM/MM boundary. In QM/
MM geometry optimizations, the QM region was treated by the hybrid
UB3LYP* density functional with two basis sets. For geometry
optimization: a double-{ basis set LACVP for iron and 6-31G(d,p) for
all other atoms, labeled B1. The energies are further corrected with a
larger basis set of LACV3P++** for all atoms, labeled B2. The
CHARMM?27 force field was employed throughout this study for the
MM region. All the transition states (TS) were located by relaxed
potential energy surface (PES) scans followed by full TS optimizations
using the P-RFO optimizer implemented in the HDLC code.** To
further test the TS species, we carried out frequency calculations for
TS1, using a reduced system of 66 atoms, which is the same as the one
used for the QM-only calculations in Supporting Information Figure
S10. As indicated in Supporting Information Figure S16, both QM/
MM and QM-only calculations lead to very similar structures and a
single negative mode with an imaginary frequency for each. This QM/
MM frequency calculation confirms the characterization of TSI as a
bona fide QM/MM-transition state and supports the usage of the TS
location procedure used here. Since these frequency calculations are
very time-consuming, we did not perform them for the other species in
the study.

Our QM/MM calculations are based on an amgly tested
procedure,”™* which has proven to be very reliable***** for iron-
based metalloenzymes. After the initial preparatory steps of the
enzyme using protein data bank (PDB) entry 301U, we selected from
the 2.5 ns molecular dynamics (MD) equilibration trajectory three
snapshots, Sn1—3, and subjected them to QM/MM optimization,
using the following QM-sub systems, QM;—QM]yy based on the active
site in Figure 1.

2.3. Gas Phase QM-Only Calculations. All the QM calculations
were performed in the gas phase using the Gaussian 09 package.** The
QM atoms include the iron-oxo complex and the €A substrate (see
Supporting Information Figure S10). The geometries of all transition
states, reactants and intermediates involved in the reaction were fully
optimized at the UB3LYP/B1 level, while the energies were further
corrected with UB3LYP/B2 level in gas phase. The correlation
between the stable structures and the transition states was verified by
analyzing the corresponding imaginary frequency mode, as well as by
intrinsic reaction coordinate (IRC) calculations.

3. RESULTS AND DISCUSSION

3.1. Formation of an Oxy-Zwitterion. Figure 2a shows
the key steps of the activation of the doubly bonded moiety of
the lesion of €A, and some follow-up steps. Thus, starting from
the reactant complex (RC), quite surprisingly, the O-transfer
reaction leads via TS1 to a zwitterion intermediate O™-eA*
(IC1), rather than the “normal” carbon-based radical
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Figure 1. A representative structure of the active site from the
equilibrium MD trajectory (Snl). Hydrogen atoms are omitted for
clarity. The QM regions considered in QM/MM are QM; = Fe™V(O)
complex + Substrate + Glul36 + Tyr78 + Wat2 + Wat3; QM = QM;
+ Asp13S + Wat4 + WatS5); QM = QMI + Arg210 (for more details,
see Supporting Information Figure S2).

intermediate that undergoes ring closure to the epoxide
product (¢A-ep), as generally observed during oggenation of
C=C double bonds by iron"-oxo species.*>*~* As shall be
seen, IC1 is the key species that controls this “non-natural”
mechanism.

To ascertain the nature of IC1, we show in Figure 2b key
geometric, spin and charge density features of this intermediate.
It is seen that the spin density on the £A moiety (labeled Subs)
of IC1 is virtually zero, and the substrate is in fact, a
carbocation with a charge of +0.95, while 024 is an oxy-anion.
Figure 2c shows further that the doubly occupied orbital
(HOMO-1) in the reactant complex (RC), which corresponds
to n(C,,=C,;) of the €A lesion (mixed with the 7 orbitals of
the adenine) is transformed in IC1 to a vacant orbital, which
has a major contribution of the 2p, orbital on C23 of ICI.
Clearly, by all criteria IC1 is a zwitterion O™ -eA" intermediate.

Turning back to Figure 2a, it is seen that the zwitterion
intermediate, IC1 (O7-¢A"), can, in turn, undergo two
alternative subsequent transformations. One (in blue) involves
a nucleophilic attack by the crystal water molecule Wat2 that
remains bound to Tyr78 (Supporting Information Figure SS)
throughout the MD simulation. Thus, Wat2 attacks the
carbocation center C23 of O7-€A*, and coupled with the
proton abstraction through the Glul36-Tyr78 bridge, this leads
via TS2 to IC2, which is a deprotonated glycol (a glycoxide)
complex (eA-gl-H).

We tested also a variety of alternative putative intermediates,
which may lead to an epoxide.***® The corresponding radical
intermediate, the metallaoxetane, and the electron transferred
(ET) intermediates were all found to be much less stable than
the IC1 (see the Supporting Information, page S6).
Furthermore, the radical intermediate and the metallaoxetane
collapsed to IC1 upon geometry optimization; while the
electron transferred (ET) intermediate formation is endother-

mic by 117.4 kcal/mol (at UB3LYP/B2). The only alternative
path we found is the one shown by the green energy profile in
Figure 2a. In this alternative pathway (in green), O~-¢A* (IC1)
is converted to the epoxide (¢A-ep). This however does not
occur by way of a simple ring closure, because ring closure has a
much higher barrier (Supporting Information Figure S6) and
cannot compete with the hydrolysis of O™-€A* via TS2. Instead,
O7-eA* (IC1) undergoes initially a C22—N1 bond cleavage via
TS3, leading to the aldehyde species, IC3, which then
undergoes ring closure to the epoxide (¢A-ep) labeled IC4.
As can be seen from Figure 2a, the epoxide is less stable than
either the zwitterionic IC1 intermediate, O7-gA*, or its
hydrolytic product IC2, eA-gl-H. Using two other snapshots
(Sn2 and Sn3) leads to the same results as those presented in
Figure 2a for Snl. Thus, in all three snapshots, the oxygenation
of €A generated the zwitterion O7-¢A" that underwent
hydrolysis to the glycoxide complex (eA-gl-H), which is more
stable than the epoxide. All these results for the various
snapshots are summarized in Supporting Information Tables S1
and S2 and Figures S7—S89.

In a catalytic cycle, this result means that the epoxide IC4
(eA-ep) will revert back to IC2 (A-gl-H), unless the hydrolysis
of epoxide is more facile than that of the zwitterion hydrolysis
(eA-gl-H formation). As will be seen, the findings below rule out
the option that IC4 has a low hydrolytic barrier!

3.2. Epoxide Appears To Be a Dead-End Species. To
ascertain whether the instability of eA-ep (IC4) vis-d-vis the
aldehyde species (IC3) is intrinsic or due to the protein
environment, we carried out QM-only calculations in the gas
phase. These calculations showed that the epoxide could be
formed in the gas phase via a similar pathway as in Figure 2a.
However, the so formed epoxide (IC4-QM) was found to be
unstable toward C22—NI1 bond cleavage, and underwent cyclo-
reversion to yield the aldehyde species (IC3-QM) which lies 6
kecal/mol lower in energy (see Supporting Information Figure
S$10) vs 3 keal/mol in the protein than the epoxide (Figure 2a).

Thus, the epoxide is intrinsically unstable in the gas phase. The
reason for the intrinsic instability of the epoxide is the strong
hyperconjugative interaction, between the filled z-orbitals of
the adenine moiety of eA-ep with the lesion’s ¢*(C—0)
orbitals of the epoxide ring, which in turn results in a facile
symmetry-allowed*® cyclo-reversion of the lesion in the epoxide
ring,

To test whether the epoxide is an actual intermediate en-
route to the repair pathway, we compared the hydrolysis of
both the epoxide and the zwitterion in Figure 3. Our QM/MM
calculations show that the nucleophilic attack of the water on
the epoxide is energetically unfavorable; the energy keeps rising
without giving the hydrolytic products (either eA-gl-H or €A-
gl). We note in this regard the experimental evidence, which
shows that epoxide hydrolysis is not a facile process and it
generally requires boiling water,”> and even transition metal-
catalyzed hydrolysis®® is not facile as the hydrolysis of IC1. In
fact, as shown in Figure 3, all attempts to hydrolyze the epoxide
led to the zwitterion intermediate O™-eA* (IC1). Thus, the
epoxide complex eA-ep is a dead-end side product species and not
an intermediate along the repair pathway. This means that, if
formed, the epoxide IC4 (¢A-ep) will revert back to IC1 (O~-
€A"), which will proceed to IC2 (eA-gl-H) that continues the
repair pathway elucidated by the QM/MM results below.

3.3. Completion of the Repair Mechanism via IC2. The
remainder of the repair mechanism proceeds from the
glycoxide complex €A-gl-H intermediate (IC2 in Figure 2a).
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Figure 2. (a) UB3LYP/B2 relative QM/MM energies (kcal/mol) for the oxygenation of €A by AlkB-iron"V-oxo and the further transformation of the
zwitterion intermediate O~-¢A* (using the QM; subsystem and Snl). The IC1 has two pathways, one is hydrolysis and formation of A-gl-H
intermediate (blue), and the other is ring closure for epoxide, éA-ep (green). Key intermediates along the reaction energy profile are schematically
drawn. (b) The UB3LYP/B1 optimized geometric details (in A) of IC1(O™-¢A") along with spin and NBO charges at UB3LYP/B2. (c) The lowest
unoccupied molecular orbital (LUMO) of IC1 shown side by side with the HOMO-1 of €A in RC. The main orbital characters and their populations

(in brackets) are indicated underneath the orbital drawings.
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Figure 3. Comparison of the scanned B3LYP/B1 relative QM/MM
energy profiles (in kcal/mol) for the hydrolysis of O7-¢A* (blue
squares) and the epoxide IC4 (red squares). The key atom
numberings are shown in IC4 in right-hand structure. Note that the
nucleophilic attack of the water on the epoxide ultimately collapses to
the zwitterion intermediate O™-eA".

Note that whereas experiment suggested that the glycol
complex (A-gl) is an intermediate along the repair pathway,
the fact is that the glycol complex cannot be formed easily,
since the proton abstracted from Wat2 by Glul36 (see IC2 in
Figure 2a) has no way of being transferred to 024 to protonate
the glycoxide complex, eA-gl-H (see details later).
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Figure 4 shows the transformation of IC2 to the repaired
adenine (A) and the glyoxal (G). Initially, the water
environment around IC2 rearranges and establishes an H-
bond network from N6 to the proton in "H-Glul36. The so
formed ICS species undergoes protonation at N6, thus
generating the N6-protonated zwitterionic intermediate eA-gl-
zw (IC6), which is an isomer of the glycol complex. Subsequent
cleavage of the C22—N1 bond via TS6 yields to IC7 that has a
short C22—024 bond of 1.22 A, which is a typical value of a
C=0 double bond. At the same time, the Fe—024 bond in
IC7 undergoes lengthening to 2.32 A.

Starting from IC7, in the midpoint of Figure 4, we
investigated the cleavage of C23—N6 bond, and as expected
(when N6 is monoprotonated), this requires a very high barrier
(>30 kcal/mol in Supporting Information Figure S11). To
break the C23—N6 bond easily, the N6 position of IC7 has to
accept an additional proton and become the NH, group of the
repaired adenine. Therefore, we tested the feasibility of N6
protonation by incorporating Wat4, Wat$, and Asp13S5 into the
QM region, resulting in QMy, and the corresponding IC7’
species.

Starting from IC7’ in Figure 4, the Aspl35 transfers the
proton to N6 through the water chain of Wat4 and WatS (via
TS7), vielding a doubly protonated N6 in IC8. This is the rate-
determining step for the mechanism, with a barrier of 18.6 kcal/
mol. The subsequent C23—N6 bond dissociation (via TS8)
indeed requires a small barrier to generate the final products
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repaired adenine base (PC) via a zwitterionic intermediate £A-gl-zw (IC6). In IC7, we indicate also the Fe—O and C=0 bond lengths (2.32 and

1.22 A, respectively).

(PC), the repaired adenine base and the glyoxal complex. In
this latter process, the cleavage of C23—N6 bond is catalyzed
by Glul36, which can abstract the proton from the O26—H
group that is bonded to C23, and thereby facilitate the C—N
bond cleavage.

We also considered the proximal Lys134 as the proton donor
in the protonation of IC7. However, with Lys134, whose pK, is
13.8 (vis-a-vis 5.5 for Asp13S), the second protonation of N6
has a very high barrier (>50 kcal/mol in Supporting
Information Figure S12). As such, Lys134 is incapable of
causing the second protonation of N6, since it is a much weaker
proton donor compared to Aspl3S. These findings and the
crucial role of Aspl3S are consistent with experimental data.
Thus, as shown by Figure 4, the second protonation that forms
IC8 depends on Asp13S and constitutes the rate-determining step.
This is in accord with experimental findings that the efficiency
of the repair mechanism exhibits a pH dependency within the
pH range of pH = 4—7."" Furthermore, the calculated QM/
MM barrier, 18.6 kcal/mol, is in a reasonably close agreement
with the experimental value of 21.5 kcal/mol that can be
estimated from the rate constant in ref 11 using the Eyring
equation.

3.4. Is Glycol an Intermediate along the Repair Path?
Inspection of the structure of the active site of the enzyme
showed that the glycol formation could transpire only via O-
protonation of IC6 by Arg 210. To test the feasibility of this
process, we incorporated Arg210 into the QMj, resulting in
QM and carried out the protonation pathways of the
glycoxide complex, £A-gl-H (ICS/ICS’). Figure S compares the
formation of the glycol complex €A-gl (IC12) vis-d-vis the
formation of the isomeric species €A-gl-zw (IC6), starting in
both pathways from the glycoxide complex, eA-gl-H.

As is clearly evident from Figure S, the formation of eA-gl-zw
(IC6) is more favorable thermodynamically compared to the
formation of the glycol eA-gl (IC12), by 20 kcal/mol!
Furthermore, the optimized structures of €A-gl in Figure 5
reveal that the Fe—024 distance has increased to 3.68 A
compared with only 2.10 A for £A-gl-zw. Thus, the protonation
of 024 to form the glycol complex dissociates the Fe—024
bond. By contrast, Figure S shows that the Fe—O distance of
eA-gl-zw (2.10 A) is very close to the experimental values (2.02
A), which was ascribed to the “glycol” complex.'” The short
Fe—O distance of eA-gl-zw is caused by the negative charge on
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Figure 5. (a) UB3LYP/B2 relative QM/MM energies (in kcal/mol)
for the glycol formation and its N-protonated isomer formation. (b)
Optimized Fe—024 distances (in A) for the glycol and its N-
protonated isomer e€A-gl-zw. The Fe—O24 distance in the crystal
structure is shown in brackets alongside the QM/MM value for eA-gl-
zw.

the oxygen. When this oxygen gets protonated, the Fe—O bond
becomes very weak and hence very long. As such, the QM/MM
glycol-complex (IC12) has a much too long Fe—024 bond to
match the in crystallo species. On the other hand, the computed
eA-gl-zw in Figure Sb, matches the in crystallo species very well.

We also investigated the putative transformation of the glycol
eA-gl complex into the repaired adenine and glyoxal complex,
and found a barrier of 33.2 kcal/mol (Supporting Information
Figure S15). All these calculations lead to the conclusion that
the glycol is not an intermediate along the repair pathway.

As we stated at the onset of this present paper, X-ray
crystallography does not assign the location of H atoms, and
hence, it cannot distinguish £A-gl from eA-gl-zw. However,
with the advent of the QM/MM results in Figure S, we can use
the computed Fe—O distance to match the in crystallo isolated
intermediate with the isomer of the glycol having N-protonated
moiety, £A-gl-zw, which is 20 kcal/mol more stable than the
glycol intermediate (Figure S). The role of theory in providing
precise atomistic information here is indispensable.
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4. CONCLUSIONS

Our QM/MM investigation of the DNA repair of adenine with
an etheno-bridge lesion (€A, in Scheme 1) by the iron'-oxo
active species of the AlkB enzyme reveals a novel mechanism.
This mechanism starts with the formation of an oxy zwitterion
O™-eA* (IC1), formed by attack of iron'V-oxo on the C=C
double bond of the lesion (Figure 2a). This is followed by IC1
hydrolysis and then protonation of the N6 position of IC2 (eA-
gl-H) to form IC6, £A-gl-zw, which is a nitrogen-protonated
isomer of glycol. Subsequently, IC6 undergoes C22—N1 bond
cleavage and a second protonation on the N6 via a proton-
shuttle path formed by the Aspl35S residue. The second
protonation is the rate-determining step of the mechanism, which
is followed by C23—N6 cleavage and a facile formation of
glyoxal and the repaired adenine. Our rate-determining step
and its respective barrier fit well with the experimental findings
of pH dependence of the repair and its rate.

The QM/MM results rule out the repair of the C=C lesion
via an epoxide formation. It is quite probable that the “epoxide”
identified tentatively by mass spectrometry’® is an aldehyde
(Ald-1 in Supporting Information Figure S17), which is formed
by rearrangement of the liberated zwitterionic intermediate
IC1. Ald-1 has the same m/e value as the epoxide and, as
shown by our calculations (Supporting Information Figure
S17), it is much more stable than the epoxide. Similarly, the
mass spectrometrically identified “glycol” intermediate appears
more likely to be another aldehyde (Ald-2 in Supporting
Information Figure S17) also formed by rearrangement of the
liberated zwitterionic intermediate eA-gl-zw (IC6). Further-
more, the results show, with certitude, that the in crystallo
entrapped species' is not a ferrous-glycol complex but rather
its isomer €A-gl-zw (IC6), which involves Fe—O(—) bond and
a nitrogen protonated glycol eA-gl-H, with an Fe—O bond
length that fits well with the in crystallo bond length. These
results underscore the role of theory as a partner to experiment
by providing atomistic descriptions of the key intermediates vis-
a-vis observed ones in this vital mechanism.

This mechanism may have general implication on repairs of
such lesion, i.e.,, 1,N%ethenoadenine (¢A), 3,N*-ethenocytosine
(¢C), and 1,N*-ethenoguanine (¢G), and perhaps also other
lesions. Furthermore, we have identified two crucial residues
that control the mechanism; one lines up with the experimental
finding of a pH dependence of the rate, and the other is new.
Thus, in accord with experiment, Asp 138 is responsible for the
rate-determining protonation. However, our calculations show
additionally that Glul36 is an extremely important residue for
the overall repair reactions. This residue is involved in two key
steps: one is the hydrolysis of O-¢A* (Figure 2a), where
Glul36 acts as base catalyst, and the second is the C23—N6
cleavage (Figure 4), where it also acts as base catalysis. On the
other hand, the proposition in the experimental work that the
Arg210 acts as base catalysis in C22—N1 cleavage is not
substantiated by our QM/MM calculations, which rule out the
participation of Arg210. These predictions of crucial residues
can be easily tested to verify or falsify the proposed novel
mechanism, and guide the further experimental mechanistic
investigations.
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