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In cytochrome c oxidase (CcO), a redox-driven proton pump, protons are transported by the Grotthuss
shuttling via hydrogen-bonded water molecules and protonatable residues. Proton transport through the
D-pathway is a complicated process that is highly sensitive to alterations in the amino acids or the solva-
tion structure in the channel, both of which can inhibit proton pumping and enzymatic activity. Simula-
tions of proton transport in the hydrophobic cavity showed a clear redox state dependence. To study the
mechanism of proton pumping in CcO, multi-state empirical valence bond (MS-EVB) simulations have
been conducted, focusing on the proton transport through the D-pathway and the hydrophobic cavity
next to the binuclear center. The hydration structures, transport pathways, effects of residues, and free en-
ergy surfaces of proton transport were revealed in these MS-EVB simulations. The mechanistic insight
gained from them is herein reviewed and placed in context for future studies. This article is part of a Spe-
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1. Introduction

Biological proton pumps are integral membrane proteins that
drive protons across membranes against their electrochemical gradi-
ent. These pumping mechanisms have attracted great interest for
several decades because they play a critical role in controlling ener-
gy conversion in biology. Cytochrome c oxidase (CcO), the fourth
complex in the mitochondrial electron transport chain, is one of
three types of proton pumps that function in cellular respiration
[1-9]. It catalyzes the reduction of O, into H,0O and uses the released
energy to pump protons from the negative inside (N-side) of the
membrane to the positive outside (P-side). CcO transports electrons
from cytochrome c to O, at its active site through multiple metal
centers: the copper cluster (Cua), heme a, and the binuclear center
(BNC), which consists of heme as and another copper site (Cug).
Different redox states of the metal centers formed by electron trans-
fer provide the driving force for proton pumping. In each catalytic
cycle, four “chemical” protons are transported from the N-side of
the membrane to the active site (near Cug) to form H,0, and another
four “pumped” protons are transferred from the N-side to the P-side
of the membrane (Fig. 1). Two questions have been extensively
addressed and studied in the CcO catalytic cycle. One is how proton
pumping is coupled to redox state transitions, while the other is
how the two proton transport processes are regulated. Understanding
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the energetics, dynamics, and resulting kinetics of the proton trans-
port in CcO is the key to answering these questions.

The excess proton (H") possesses unique structural and dynami-
cal characteristics in aqueous systems. For a long period, it was be-
lieved that in aqueous environments the proton exists as a
hydronium cation (H30 ™), transported via both the vehicular motion
of H;0" and a hopping mechanism entitled “Grotthuss shuttling”
[10,11] via the rearrangement of covalent bonds (Fig. 2A). However,
this conception has been largely extended and modified by theoreti-
cal studies. Supported by different types of computer simulations, it
was found that the classical hydronium structure, in which the posi-
tive charge is localized, is rarely observed. Instead, the electronic
charge defect associated with the excess proton is more delocalized
and shared by the surrounding water molecules, forming more com-
plicated structures, namely (H,0),H" [12-15]. The dominant struc-
tures are usually referred to as the asymmetric Eigen cation (HoOZ),
in which the positive charge is delocalized on four water molecules,
and the more symmetric Zundel cation (Hs03 ), in which the positive
charge is delocalized on two water molecules. Nevertheless, there is
no clear boundary between these two types of structures. They can
interchange frequently in aqueous environments, and a series of con-
tinuously transitioning structures (Eigen-like or Zundel-like) can be
observed. Therefore, proton transport is significantly dependent
upon the rearrangement of the electron structure, due to the charge
defect, and is strongly correlated to the dynamics of its hydration
structure [14-16].

Researchers have often suggested that, in proteins, proton trans-
port also undergoes the Grotthuss shuttling through the hydrogen


http://dx.doi.org/10.1016/j.bbabio.2011.11.017
mailto:gavoth@uchicago.edu
http://dx.doi.org/10.1016/j.bbabio.2011.11.017
http://www.sciencedirect.com/science/journal/00052728

Y. Peng, G.A. Voth / Biochimica et Biophysica Acta 1817 (2012) 518-525

4
Cytochrome ¢
+ /

‘ Cytochrome c Oxidase

o

H{

519

Intermembrane Space

+ + +

Membrane

—w . - .-

4 H

chemical protons

“pumed protons

pumping
-
4

H*

Mitochonrion Matrix |

&

2 (n WM

Fig. 1. The mechanism of the redox-driven proton pumping by CcO in mitochondria, including two types of proton substrates, is shown.

bonded chains (HBC) formed by water molecules [17,18]. However,
this process differs from the proton diffusion in homogeneous sys-
tems for at least two reasons. One difference is that the water config-
urations and dynamics are restrained by the spatial confinement
and complicated electrostatic effects on the surface, or in the interior
regions of the proteins [19-21]. Another difference is that titratable
residues and other charged groups are likely to be directly involved
in proton transport and charge defect delocalization, thus potentially
behaving as proton donors/acceptors.

Over the years, X-ray crystal structures of CcO from different
sources (i.e., mitochondria from bovine heart cells [22] and bacteria
such as Paracoccus denitrificans [23] and Rhodobacter sphaeroides
[24]) have been reported. In this article, the structure and residue
indexing of CcO from R. sphaeroides is used. X-ray crystal structures
of CcO and other enzymes from the heme-copper binuclear center
oxidase superfamily show similar structures of subunits and metal
sites. Furthermore, catalytic kinetics, mutagenesis, and computer
simulation studies on these enzymes yield similar results [2]. By
combining structural analysis and site-directed mutagenesis, three
proton pathways in CcO, which are named as D, K (Fig. 3), and H,
have been located and treated as the main targets in experimental
and theoretical studies. The D-pathway starts from Asp132 of subu-
nit I near the N-side membrane surface, and ends at Glu286, which
is located below (closer to the N-side, Fig. 3) a hydrophobic cavity
near the heme a/a3 molecules (Fig. 3A). It is a proton uptake chan-
nel conducting both pumped protons and chemical protons [25,26].
The K-pathway is another proton uptake channel, from Lys362 of

subunit II to the active site, but it is only used for chemical pro-
tons and has a much lower conductance than the D-pathway [25].
Finally, the H-pathway, which is from the N-side membrane surface
to the P-side and conducts only pumped protons, was proposed
based on the structures from bovine heart oxidases [27-31]. The
location of the proton loading site (PLS), where the pumped protons
reside above (closer to the P-side, Fig. 3) the hydrophobic cavity
[32], is still uncertain. Two possible candidates are the p-propionate
of heme a3 (PRDa3, Fig. 3B) [33,34] and one of the three Cug-bound
histidines (Fig. 3C) [35-37]. Of the three proton channels, the
D-pathway has received the most attention, possibly due to its high
proton conductance and influence on both enzyme activity and
pumping. This pathway appears to be a highly solvated water channel
with crystal structures revealing approximately ten water molecules,
and simulations report 11-12 waters that are rather dynamic [38,39].

Structural characterizations from experiments have provided
valuable starting points for theoretical studies and computational
modeling. Extensive computational studies, such as electronic-
structure calculations and molecular dynamics (MD) simulations,
have been conducted on CcO and have generally extended our un-
derstanding of its mechanisms [38-61]. MD simulation is a useful
technique in biophysical and biochemical studies, since it allows re-
searchers to track and analyze the dynamics of biomolecular sys-
tems at the atomic level. Nevertheless, traditional MD simulations
are not able to study directly the Grotthuss shuttling of proton
transport dynamics, because the standard molecular mechanics
(MM) potentials used in MD do not allow changes in the covalent

Fig. 2. A. The transport of an excess proton in a chain of four water molecules via Grotthuss shuttling is shown. B. Diabatic states are used (of the system in A) in MS-EVB simulations

to describe this process and the excess proton charge defect delocalization.
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Fig. 3. Structure of R. sphaeroides CcO (PDB code: 1M56) with colored subunits (I—blue, [I—red, lll—green, and IV—orange), cellular membrane (gray), two proton transport path-
ways (D and K), and important metal sites and amino-acid residues is shown. Inset A: The pore water structure in D-pathway, which is from Asp132 to Glu286 in subunit I, and two
critical residue clusters, Ser200/Ser201 and Asn125/Asn139, are shown. Inset B: The salt-bridge formed by Arg481 and PRD,; is shown. Inset C: The catalytic center, which consists
of heme a3 and a copper atom (Cug) coordinated by three histidine residues, is shown.

bonding topology. Instead of simulating proton transport directly,
standard MD simulations have been used to reveal the hydration
structure and dynamic properties of water molecules along the pro-
ton transport pathways. Another useful tool, the quantum-
mechanics/molecular-mechanics (QM/MM) hybrid approach, is
able to treat the chemical bond rearrangement involved in the pro-
ton transport process from electronic structure calculations, reveal-
ing certain bonding and solvation structures of the excess proton
[62-71]. However, due to its high computational cost in the QM re-
gion, it is still very expensive to run QM/MM simulations for proton
transport over large scales of length (i.e., tens of nanometers) and
time (i.e., tens to thousands of nanoseconds) at present.

Instead of directly simulating the proton transport process, the al-
ternative is to simply study the energetics of certain key titratable
residues, i.e., to calculate its pK; value or pKj shift from a bulk water
environment [54,55,61,70-73], then attempt to piece together a pro-
posed proton mechanism based on the resulting data set. Some com-
monly used approaches for pK, calculations include the Poisson-
Boltzmann (PB) model [74], the generalized Born (GB) model [75],
the multi-conformation continuum electrostatic (MCCE) model [76],
the free energy perturbation (FEP) methods [77], and the thermody-
namic integration (TI) methods [78]. These can be used to estimate
the change in free energies of important residues between their pro-
tonated and deprotonated states. These approaches cannot, however,
reveal the complete potential of mean force (PMF) for the excess pro-
ton migration, and thus lacks certain key kinetic information along
the vectorial proton transport pathways.

The Multi-State Empirical Valence Bond (MS-EVB) method,
which is a reactive MD methodology, has proven to be a successful
and much more computationally efficient alternative to electronic
structure methods for the computer simulation of excess protons
in aqueous environments and biomolecules [12,79-84]. During the
past several years, a series of MS-EVB studies on the proton trans-
port behavior of CcO have been conducted, focusing on the proton
uptake in the D-pathway and redox-coupled proton pumping in
the hydrophobic cavity. These studies have contributed to the un-
derstanding the proton pumping in CcO by directly providing a
view of the explicit proton transport dynamics [39,46,48,50,53,85].

The rest of this article is organized as follows: an introduction of
the MS-EVB methodology and its advantages are introduced in
Section 2; the results from the MS-EVB simulations are discussed
in Section 3; and conclusions are summarized in Section 4.

2. Materials and methods

MS-EVB is an efficient and validated reactive MD approach to sim-
ulating excess protons in condensed phase systems. It is a dynamic
multi-state generalization of the simple EVB approach extensively
developed by Warshel and co-workers [86,87]. In MS-EVB the molec-
ular system ¥E"%is described as a linear combination of a series of
diabatic states, {i;}, each of which indicates a different bonding topol-
ogy, as represented by molecular mechanics (Fig. 2B) [12,79-84],

tlfi>~ )

As in linear variational quantum theory, the Hamiltonian operator
is built as a matrix,

HY = IXJ: ‘d’i >hij(?) <llfj )

in which the diagonal elements, h;;, are the empirical potentials of
the diabatic states and the off-diagonal elements, hy, are analytic
functions of all nuclear coordinates, —r, selected to enable the tran-
sitions between states. The eigenvectors of this matrix are obtained
for each nuclear configuration via diagonalization, and the one with
the lowest eigenvalue represents the ground state of the system,
and by definition, the actual potential for the dynamics of the excess
proton. The parameters in the MS-EVB were obtained by carefully
fitting the potential energy surface calculated on ab-initio level, i.e.,
MP2/aug-cc-pVDZ. Also it was showed that the MS-EVB parameters
are able to give the binding energies and structures of small proton-
ated water clusters in a very good agreement with ab-initio calcula-
tions. The multiple diabatic states and their amplitudes {c;} are
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actual system variables that represent the effects of an evolving
electronic structure empirically, although variationally. Therefore,
MS-EVB achieves i) a smooth and reversible transition of bonding
topologies for a chemical reaction, ii) a complicated and accurate
potential energy surface constructed along the reaction coordinate
for the excess proton Grotthuss shuttling, and iii) charge defect de-
localization and its thermal fluctuations.

One of the keys to conducting a meaningful MS-EVB simulation is
the algorithm that dynamically selects diabatic states. Initially, the ex-
cess proton is considered as a classical hydronium (H30™), which is
the most favorable diabatic state (it possesses the maximum weight
in the ground-state eigenvector). Then, a breadth-first search (BFS)
is adopted on solvation shells, one at a time (for details please refer
to Ref. [84], sec. 2.2). More importantly, states in an outer shell are
searched by their hydrogen bond networks, which are the essential
pathways for proton transport [80]. At each MD step, the state-
search algorithm is conducted, which tracks the movement of the
excess proton. Therefore, the critical area containing those atoms in-
volved in the bond breaking/forming process, referred to as the
“EVB-complex”, is dynamically created for the system during the
MD simulation. Thus, the candidate diabatic states are intelligently
selected based on the hydrogen bond topology, thus reducing the
computational cost while still ensuring the key proton transfer path-
ways are collected.

Another difficulty that exists in the simulations of excess protons
is the sampling of the proton transport pathway through the water
HBC. This is because the traditional free energy, or PMF sampling
techniques, such as umbrella-sampling, use nuclear coordinates (i.e.,
atomic position, centers of mass) to define the reaction coordinate.
Proton transport, on the other hand, is actually a “charge transloca-
tion”, defined significantly by the ever-changing electronic structure.
MS-EVB simulations solve this problem by introducing the center-of-
excess-charge (CEC) as the weighted averaged charge centers of all
diabatic states,

—CEC 2-.coc
T =G, 3)
1

where TC denotes the center of charges (COC) of a classical hydro-
nium (or equivalent amino acid structure),

a7 4)
J

Since the excess proton is seldom found as a localized hydronium
cation in the system [15], the CEC is an optimal choice for monitoring
the “position” of the protonic charge defect, and can be used to calcu-
late structural and dynamical properties that can be compared to
experimental observables. Furthermore, the CEC has been success-
fully used as the reaction coordinate to study the proton transport
pathways in biomolecules, such as proton channels and enzymes
[88-92]. Utilizing the CEC, combined with umbrella-sampling
[93,94], the potential of mean force of certain proton transport seg-
ments in CcO has thus been explicitly obtained and analyzed in MS-
EVB simulations [46,48,50,53,85].

3. Results and discussion

3.1. Glu286 at subunit I: the branching site in proton transport and
its pK,

Glu286, which lies at the end of the D-pathway [95,96] and is near
to the hydrophobic cavity in subunit I, is highly conserved in different
forms of CcO. Mutations of this residue also significantly inhibit, if
not block completely, enzymatic activity [4,26,41,97]. Thus, it is

considered that Glu286 is an essential residue for proton pumping
in CcO. The first MS-EVB simulations focused on proton transport
through the D-pathway to Glu286 [46]. It was shown that an excess
proton placed in the D-pathway with ~15 A away from Glu286 travels
to Glu286 very quickly (less than 30 ps) when it is deprotonated
(negatively charged). This result suggested that Glu286 has a very
strong proton affinity, which is in agreement with the pK, estima-
tions from previous experimental and computational studies
[54,61,70,72,98]. The experimental pK, of Glu286 in the wild-type
CcO is determined to be 9.4 from the kinetics of forming the F state
[98]. Ghosh and co-workers conducted a computational TI study com-
bined with the SCC-DFTB/MM-GSBP-based model. They computed a
series of pK, values ranging from 8.1 to 21.3, based on different sets
of the systems. Their results showed that the pK, of Glu286 is very
sensitive to the electrostatic effect from the protein environment (e.g.,
the ionization states of surrounding residues), but is less affected
by the number of pore water molecules in the hydrophobic cavity
[70]. A recent study conducted by Warshel and co-workers reported
the calculation of pK, based on their EVB/FEB approach, combined
with the PDLD/S-LRA semimacroscopic model. In this work, the
authors argued that the apparent pK, of Glu286 is contributed by
the values of two different configurations, which were revealed
from the X-ray crystal structures of the wild-type and the Asn139Asp
mutant from P. denitrificans. The computed apparent pK, from the
two-configuration-based model is in a range from 9.1 to 10.3, which
is in good agreement with experimental results [61].

Glu286 has been thought to transport the proton from the
D-pathway to the hydrophobic cavity by a dihedral angle rotation of
its side chain [52,95]. From the PMF for this rotation, the reorientation
of Glu286 from the “down” state (~75°) to the “up” state (~295°)
crosses a 6 kcal/mol barrier. The “down” state is more stable because
it is about 2 kcal/mol lower in free energy than the “up” state [39].
While in almost all crystal structures the Glu286 is also observed in
the “down” state, it is reported in some simulations that it instead
prefers to stay in the “up” state with the lower free energy; this is
explained by the hydration (four or more water molecules) in the hy-
drophobic cavity [52,99]. In these simulations it was found that
Glu286 favors the “down” state only when the simulation is con-
ducted without water molecules in this cavity [52], or without the
membrane and full solvation environment [99]. Since the free energy
difference and barrier between the “up” and “down” states are very
small, the orientation of Glu286 will clearly be sensitive to its hydra-
tion and electrostatic environment. This implies that in computa-
tional studies on CcO, one should be very careful when constructing
the hydration structures in its hydrophobic cavity and D-pathways.

3.2. Proton uptake in the D-pathway: from Asp132 to Glu286

An MS-EVB study on the D-pathway proton transport was con-
ducted by tracking the CEC position time-evolution when Glu286
was deprotonated. The excess proton was first placed and equili-
brated at the bottom of the D-pathway in the hydronium form, then
was relaxed to move to Glu286. The simulation showed a two-step
mechanism, in which the proton resided for about 10 ps near a posi-
tion about 7 A lower than Glu286, which was postulated as a sort of
“proton trap” [46]. However, it is not a true thermodynamic trap for
the proton, based on the PMF computed with umbrella sampling.
The free energy profile indicates a straight downhill trend along the
proton translocation to deprotonated Glu286, and implies that the
proton uptake in the D-pathway is not a rate-limiting step. An expla-
nation for the “trapping” can be based on the two serine residues
(Ser200 and Ser201, Fig. 3A) in that region of the D-channel. Their
polar side chains can form hydrogen bonds with nearby water mole-
cules, restricting the water dynamics. Another explanation is based
on the pore radius analysis along the D-pathway. A maximum radius
of about 2.5 A is located at this region, which means the area can
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contain enough water molecules to form the most favorable structure
of hydrated protons in bulk water, the Eigen cation (HoO4 ) [46].
Another simulation was performed with the Glu286 in the neutral/
protonated state [39]. In this case, the excess proton can only reach
the region near Ser200/Ser201, and the PMF around Ser200/Ser201
becomes the minimum along the proton pathway. This implies that
this region may be a sort of proton pool, where a hydrated excess
proton can reside and wait until the deprotonation of Glu286. After
deprotonation, Glu286 is immediately re-protonated from this region.
This concept was supported to the same degree by another MS-EVB
simulation that was compared to a higher-resolution PDB entry
[50]. The comparison suggests that the positive charge defect of the
excess proton is delocalized by four water molecules to form an
Eigen-like species, which is stabilized by a hydrogen bond network
formed by the surrounding residues Phe108/Ser197/Ser200/Ser201
and a fifth water molecule [50]. However, it should be noted that
this structure is a static crystal structure and thus may only represent
a snap shot of the real functioning membrane-bound CcO.

To study further the proton uptake in the D-pathway, a compre-
hensive investigation was conducted recently, combining both exper-
iments and simulations [39]. The site-directed mutants in the
D-pathway, which replace Ser200 and Ser201 with more hydropho-
bic residues, including Ser200Val/Ser201Val (VV) and Ser200Val/
Ser201Tyr (VY), were investigated and compared alongside wild-
type (WT) enzymes. Experiments showed that both VV and VY mu-
tants lower the steady-state activity of CcO to 37% and 11% of the
WT value, respectively, the proton pumping may be up to 54% less
efficient in the VV mutant, and the pumping is totally absent in
the VY mutant [39]. One possible explanation is that the mutants in-
troduce a hydrophobic region into the D-pathway, thus creating an
energy barrier for proton uptake; this effect was not seen in the
simulation. When Glu286 is deprotonated, the PMF of proton uptake
in the VY mutant showed a downhill trend similar to WT, suggest-
ing that proton transport in the D-pathway is never the rate-
limiting step for the redox transitions in wild-type and mutated
CcO. This is possible because the negatively charged Glu286 has
strong electrostatic attractive forces acting on the excess protons.
Experiments and electrostatic potential calculations both showed
that the mutants elevated the apparent pK, of Glu286. This effect
cannot be easily explained as being due to broken hydrogen bonds
after the introduction of the hydrophobic residues. In fact, in the
MD simulations the mutants cause the D-pathway to be more hy-
drated when Glu286 is protonated. The role of water molecules in
the D-pathway is therefore intricate and the mutants evidently
shift the pK, by increasing the solvation for protonated Glu286, de-
creasing the solvation for the deprotonated form. To support this
conclusion, simulations were carried out for structures having the
D-pathway filled with varying numbers of water molecules and
the results were found to be similar. From this study [39], it was
also noted that the hydrogen bond structures in the D-pathway
are strongly affected by the presence of the excess proton. This is
due to the response of the water configurations to the excess proton
and implies that using water structures alone, in the absence of ex-
cess protons, to predict the proton transport mechanism must be
interpreted with care.

Another important cluster of residues in the D-pathway is Asn121/
Asn139, located about 4 A above the entrance Asp132 (Fig. 3A). An
inter-residue hydrogen bond (- N-H~0=) crossing the D-pathway
can be observed in the crystal structure and is maintained in MD sim-
ulations with a length of about 1.8 A [22-24]. This hydrogen bond
breaks the water HBC in the D-pathway, thereby eliminating the
water density along the pathway and introducing a 5 kcal/mol energy
barrier in proton uptake from Asp132 to the Ser200/Ser201 structure
when Glu286 is in its protonated form [48]. In fact, there is an impor-
tant class of mutants for the D-pathway called “uncoupled” mutants,
which can totally block the proton pumping, yet have no effect on or

even increase the oxidase activity [98,100-102]. Asn139Asp is one
member in this class. The MS-EVB simulations of the D-pathway
with the mutant Asn139Asp were thus conducted to study the mo-
lecular mechanism of this process. In contrast to the downhill trend
of the PMF in the WT enzyme, Asn139Asp significantly changes the
proton transport free energy landscape of the D-pathway, such that
an energy barrier of about 10 kcal/mol is present [48]. Proton trans-
port from the Glu286 to the PLS in CcO is believed to require a very
precise time window (as will be discussed in Section 3.3), so the mu-
tants that affect the apparent pK, of Glu286 will affect the proton
pumping significantly [55,103]. Therefore, an interpretation of
“uncoupled” mutants may be that the re-protonation process of
Glu286 from the D-pathway is slowed and its pK, is shifted. The
free energy barrier is likely caused by the change of electrostatic
environment due to the introduced negatively charged residue. To
confirm this hypothesis, the same MS-EVB simulation was conducted
with the Asp139 in neutral/protonated form [48]. Its PMF changed
back to downhill and was very similar to the WT result. This sug-
gests that the electrostatic environment inside the channel may con-
trol the deprotonation dynamics of Glu286, even if an amino acid
residue that is very far away (further than 10 A) from it. The simula-
tion with neutral Asp139 may also suggest the reason why, in exper-
iments, the swapped double mutants Asn139Asp/Asp132Asn can
recover the proton pumping [104-106].

In addition to Asp132, another possible candidate for a proton
donor in the D-pathway, Tyr35, was reported recently [107,108]. It
was found that this residue may become the proton donor in the
Asp132Asn mutant, and is able to provide a proton to Glu286 when
the D-pathway is blocked by the mutant. Therefore, the apparent
pK, in the Asp132Asn (>11.0) mutant may be a result of the deproto-
nation of Tyr35, but not Glu286.

3.3. Proton pumping from Glu286 to PRDas

Because the D-pathway conducts both pumped protons and
chemical protons, it is believed that the Glu286 residue plays the
role of a branching point. Four electrons will be transported to the
active site in a complete catalytic cycle and, for each transported elec-
tron, one proton is pumped and one is passed to the active site
(Fig. 1). The delicate mediation of proton translocation implies the
importance of the mechanism of Glu286 deprotonation, as proposed
in the “kinetic gating” model [37,109]. An important pathway of
proton translocation in the hydrophobic cavity is from Glu286 to
the PLS, where the proton is linked to the exit pathway. Although
there are different suggestions for the identity of the PLS, PRDas
may be a possible candidate supported by experiments [33,34].

How is the proton pumping driven by the electron translocation
through the metal centers in CcO? To answer this question, computer
simulations of the explicit proton transport process in the hydropho-
bic cavity are necessary; however, two main challenges exist in the
preparation of the simulated systems. The first challenge is that the
redox states and the partial charges on the atoms of the CcO catalytic
center need to be carefully selected in order to construct a correct
electrostatic environment along the proton pathways. These atoms
include the metal sites (Cua, Cug and heme a/a3) and surrounding
residues coordinated to them, i.e., His333 and His334 in subunit I.
The conventional approach is to calculate the electronic structures
of the atoms at the catalytic center based on their coordinates in crys-
tal structures utilizing ab-initio methods, then fit the charges by ESP
or RESP methods [47,70,110,111]. The second challenge is that, so
far, no crystal structure of CcO has revealed water molecules in the
hydrophobic cavity. Despite this, the available volume and proton
translocation in this region suggest the presence of water molecules.
Therefore, before any theoretical studies of the hydrophobic cavity
can be conducted, its hydration structure must be carefully prepared
and computed with appropriate methods [42,70,73,112].
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MS-EVB simulations of proton pumping in the CcO hydrophobic
cavity have been conducted in three different redox states, OO, RO
and OR, in which each letter here denotes the oxidized (O) or re-
duced (R) state of heme a/a3, respectively [53,85]. The free energy
profiles of proton translocation were computed when the catalytic
center was in one of these three states. The results show that the
excess proton is most likely to leave the Glu286 in the RO state,
translocating to the second or third solvation shell of Glu286. It is
then modulated by a downhill free energy landscape in the RO
state and transferred to the PLS. In the OR or OO states, the proton
pumping encounters a large free energy barrier, so it is likely to stay
at Glu286. This MS-EVB simulation has supported the idea that the
driving force for the proton pumping is due to the electron trans-
port along the metal sites [113,114].

The free energy barriers found in the MS-EVB simulations indicate
a high pumping rate for this process, which is in agreement with the
“kinetic gating” theory [37,40]. Because the excess proton PMF is very
flat for proton pumping, a mechanism to prevent proton back leak
may be important. The MS-EVB simulations also revealed that after
the deprotonation in its “up” state, Glu286 could transition to its
“down” state only in the RO electron state [85]. Therefore, Glu286
can quickly reorient into the D-pathway and accept another proton
in order to prevent the proton leak [55,115]. This mechanism was
questioned recently by the study conducted by Cui and co-workers
[99]. In their standard MD simulations, the Glu286 always favors the
“down” state, and thus could be reprotonated from the D-pathway
without the re-orientation. However, their simulations did not in-
clude explicit proton transport and an excess proton in the water me-
diated pathway. MS-EVB simulations also showed that the proton
pumping PMF is not affected by the species bound to BNC (i.e., O,
OH™ or H;0) [85], which suggests that the four pumped protons in
one catalytic cycle are controlled by the same pumping mechanism.

In the MS-EVB simulations, the excess proton ultimately reaches
PRDas, which is about 8 A above Glu286. PRDaj is salt-bridged with
nearby Arg481 both in crystal structures and in MD simulations
when the excess proton is absent [53]. When the proton is present,
PRDas; becomes detached from Arg481; a structure was discovered
that showed the excess proton is solvated by two water molecules
and the charged carboxyl group (Fig. 2B). This is similar to the situa-
tion when the excess proton is near Glu286. MD simulations also re-
veal that the PRDas/Arg481 pair is in loose contact and can be easily
dissociated when the excess proton is present. The PMF calculations
show that the rotation of the PRDas dihedral away from Arg481 re-
quires only about 5 kcal/mol energy, therefore supporting the
PRDas; as a potential PLS.

4. Conclusions

The CcO protein drives transmembrane proton pumping by an
electron flux in the opposite direction. The protein achieves the
charge separation across the membrane, which is used later in ATP
synthesis or other biological processes. Understanding the mecha-
nism of the redox-coupled proton pump can give insight into biolog-
ical energy translocation and perhaps contribute to the design of
new materials, drugs, nanodevices, etc. The MS-EVB method, which
is an efficient and accurate reactive MD approach for the simulation
of proton transport processes, has been applied in computational
studies of CcO and has revealed the structural and dynamical proper-
ties of excess protons in the pumping pathway. The MS-EVB simula-
tions of CcO, which were mainly focused on the proton uptake in
the D-pathway from Asp132 to Glu286 and the gated translocation
from Glu286 to PRD,3, a potential PLS, have been discussed and sum-
marized in this article. Explicit proton transport via the Grotthuss
mechanism through the water HBC was simulated, and the free
energy profiles (PMFs) along the translocation pathways were com-
puted. It was shown that the excess protonic charge defect can be

greatly delocalized across multiple water molecules in CcO, and its
dynamics are significantly affected by Grotthuss shuttling along the
hydrogen bonded water pathways. The polar and charged residues,
and also the redox states of the metal complex, modulate the proton
transport process through the electrostatic environment, hydration
structures, and water dynamics.

In the future, more subunits in CcO and the membrane environ-
ment will be considered in the MS-EVB simulations. In most com-
puter simulations in the past, only subunit [ was used (in very few
cases subunit II was included) due to the reduced computational
cost. However, it is believed that subunit IIl also impacts the proton
uptake in the D-pathway [116-118]. Another extension of the meth-
odology in future will be to achieve greater accuracy in modeling the
protonatable groups [92,119]. These groups, such as titratable resi-
dues, p-propionate, and hydroxide, can behave as proton acceptors/
donors involved in the proton transport and charge translocation.
Furthermore, these future studies will be more focused on the proton
transport pathways in CcO that have not been simulated by MS-EVB
before: 1) the proton exits from PLS to the P-side of the membrane
and 2) the “chemical” pathway, which corresponds to the P, — F tran-
sition [37,98,120-122] in the catalytic cycle and transports a proton
from Glu286 to the active site [60]. These MS-EVB studies will further
contribute to our overall understanding of the mechanism of CcO and
ultimately to that of other redox-driven proton pumps.
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