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The light-induced proton transport in bacteriorhodopsin has been considered as a model for other light-induced
proton pumps. However, the exact nature of this process is still unclear. For example, it is not entirely clear what
the driving force of the initial proton transfer is and, in particular, whether it reflects electrostatic forces or other
effects. The present work simulates the primary proton transfer (PT) by a specialized combination of the EVB and
the QCFF/PI methods. This combination allows us to obtain sufficient sampling and a quantitative free energy
profile for the PT at different protein configurations. The calculated profiles provide new insight about energetics
of the primary PT and its coupling to the protein conformational changes. Our finding confirms the tentative
analysis of an earlier work (A. Warshel, Conversion of light energy to electrostatic energy in the proton pump of
Halobacteriumhalobium, Photochem. Photobiol. 30 (1979) 285–290) and determines that the overall PT process is
driven by the energetics of the charge separation between the Schiff base and its counterion Asp85. Apparently,
the light-induced relaxation of the steric energy of the chromophore leads to an increase in the ion-pair distance,
and this drives the PT process. Our use of the linear response approximation allows us to estimate the change in
the protein conformational energy and provides the first computational description of the coupling between the
protein structural changes and thePTprocess. It is also found that thePT isnot drivenby twist-modulated changes
of the Schiff base's pKa, changes in the hydrogen bond directionality, or other non-electrostatic effects. Overall,
based on a consistent use of structural information as the starting point for converging free energy calculations,
we conclude that the primaryevent shouldbe described as a light-induced formation of anunstable ground state,
whose relaxation leads to charge separation and to the destabilization of the ion-pair state. This provides the
driving force for the subsequent PT steps.

© 2008 Elsevier B.V. All rights reserved.
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1. Introduction

The conversion of light energy to electrostatic energy in the form of
proton transport (PTR) against a pH gradient is a problem of significant
interest in bioenergetics (e.g., [2–12]). One of the bestmodel systems that
can help in gaining molecular understanding of such processes is pro-
vided by bacteriorhodopsin. This system absorbs light and then under-
goes a sequence of relaxation and PTRprocesses,which eventually lead to
protonpumping (for reviews see [2,9–20]). The advances in structural and
kinetic studies of this system have yielded major insights about this
conversion of light energy to pH gradient [2,13,14,21]. However, the
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detailedmolecular picture of the overall process is still incomplete. What
is currently missing is a clear conversion of the available structural infor-
mation to activation energies and rate constants for the proton pumping
process, as well as detailed information on the excited state reaction.

In order to correlate the structure and function of bR, it is useful to
apply theoretical approaches capable of modeling different aspects of
the cycle of bR. In fact, this problem has been subjected to a significant
number of theoretical studies, ranging from conceptual analysis of the
pumping process or some key elements of this process [1,22–25], to
calculation of the spectral changes (e.g., [26–31]), calculations of the
excited state dynamics [28,32,33], and studies of the protonation state of
the system (e.g., [19,34,35]). The above studies have helped to advance
our understanding, but some issues are still unresolved. More speci-
fically,while different aspects of theexcited state dynamics are relatively
clear (e.g., [8,28,33]), the studies of the ground state relaxationprocesses
and thePTRprocess are at amore preliminary stage. That is, early studies
have explored the energetics of the pumping process in bR [1,22,23] and
established general concepts about PTR in proteins [1,22], and led even-
tually to actual simulations of PTR in proteins (e.g., [36,37]). However,
none of these simulation approaches was applied to the action of bR.
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Recent QM/MM studies [38,39] have examined the delocalization of
the proton charge near Glu204 and Glu194, but they have not explored
the barriers for the PTR process. Other recent QM/MM studies [18,40]
have explored the primary PT step and provided instructive insight, but
the calculations have not provided the relevant activation free energies
(instead they estimated activation energies). Furthermore, these calcu-
lations have not demonstrated their consistency by reproducing the
observed pKa of the system and, probably, have not provided the ex-
tensive sampling for quantitative conclusions about the relevant ener-
getics (see below). Macroscopic studies that consider the pKa changes of
the system (e.g., ([19,20,34,35]) have provided an important insight, but
have not evaluated the activation barrier for the PT steps or the effect of
possible distortions of the chromophore.

In exploring the energetics of the primary PT it is important to take
advantage of the available experimental information. Fortunately, we
nowhave information about the changes in structure after absorption of
light and the corresponding change in protonation states [2,13,21,41]. It
is generally agreed that the chromophore is protonated in bR and that,
following absorption of light, it isomerizes around the 13–14 bond from
the trans to the cis configuration and then relaxes through a series of
intermediates (K, L, M1 and M2), where at M1, the proton is transferred
from the Schiff Base (SB) to Asp85 (the relevant system is depicted in
Fig.1)). Subsequently relaxationprocesses lead toproton transport (PTR)
to the extracellular side, followedbyprotonuptake fromthe cytoplasmic
side.

Current high resolution studies (e.g., [21,42–50]) as well as earlier
studies [13,51] provide structural information about key intermediates,
although some structural features are still controversial [18,41,52–54].
Using these structures as starting points for the simulation can help in
examining the landscape for the PT process.

The present work is aimed at quantifying the energetics of the
primary PT in the landscape of key protein configurations by converting
the structural information to free energy barriers. This is done by taking
the structures of different protein intermediates and evaluating the PT
profile in each of them. Our treatment provides detailed insight about
Fig. 1. Showing the structures of bacteriorhodopsin, the bound protonated Schiff base
(PSB) and some key groups.
the coupling between the protein conformational changes and the PT
process. This offers instructive clues about the overall energy relaxation
in the free energy landscape in bacteriorhodopsin. Furthermore, it is
demonstrated that theoverall process still involves light-induced charge
separation, as suggested long ago [1,3], but the corresponding con-
version of strain to electrostatic energy is rather slow.

2. Methods

Insofar as the simulationmethod is concerned, ourmainproblem is to select a reliable
procedure for the evaluation of the free energy for PT in proteins. Such a method should
take into account the chromophore conformations and the protein electrostatic potential.
In principle one can try to use an ab initio QM/MM approach, but at present such appro-
aches are unable to provide reliable free energy surfaces for reactions in solutions or in
proteins, since they require an extensive configurational averaging and thus extremely
long simulation times (e.g., see discussion in [55–57]). In principle, it is possible to use a
special approach that uses the EVB as the reference potential for ab initio free energy
calculations [57]. However, even such simulation approaches may not lead to convergent
results. The same problem seems to exist at present with alternative simulation appro-
aches (see discussion in Section IV). Thus, we introduce here an effective yet reliable
combination of the QCFF/PI method (e.g. [58]) and the EVB approach [59] in a unified QM/
MMtreatment. Aswill bedemonstratedhere, this combinationprovides a powerfulwayof
obtaining reliable results for thePTreaction (by the EVB) and for the effect of delocalization
on the chromophore pKa (by the QCFF/PI) while allowing for sufficient sampling.

Formally, we describe the reacting system in terms of two resonance structures of
the form:
(1)
where and are the SBH+ and SB,
respectively, and AH is the protonated acceptor (i.e., Asp85). The charge sets for the
EVB approach are taken from either DFT calculations [34] or the QCFF/PI charge set.

The EVB energetics of the two states are obtained by representing the chromophore
(either SBH+ or SB) by the QCFF/PI potential surface, and treating the proton acceptor by
empirical potential functions. The surrounding solvent (and/or protein) is coupled to
the QCFF/PI Hamiltonian through a standard QM/MM treatment [28,32,60–62] and, of
course, the solvent is incorporated into the EVB part of the Hamiltonian. That is, our
model is based on the following diabatic states,

e 1ð Þ ¼ eQCFF=PI SBHþ� �þ e VAsp85 þ e 1ð Þ
SS V þ e 1ð Þ

Ss þ ess þ a 1ð Þ

e 2ð Þ ¼ eQCFF=PI SBð Þ þ e VAspH85 þ e 2ð Þ
SS V þ e 2ð Þ

Ss þ ess þ a 2ð Þ ð2Þ

where the ɛQCFF/PI of the indicated form of the chromophore includes the potential from
the solvent/protein system, ɛ′ is an EVB description of the indicated form of Asp85, and
ɛSS′
(i) is the interaction between the classical (EVB) and π-electron systems, which is being

treated as in the regular EVB treatment by considering the classical electrostatic and
steric interactions between the two fragments. Finally, ɛ(i)Ss represents the interaction
between the solvent (s) and the solute (S) in the given state, while α(i) is the so-called
“gas-phase shift”, which will be considered below. This procedure couples the EVB and
the QCFF/PI methods in an effective and stable way to capture both the conjugation
effect of the chromophore and the proper treatment of the PT process. Note that the
solvent effect on the PT process is obtained here consistently by allowing the diabatic
states to interact with instantaneous solvent configurations, which are, in turn,
polarized by the ground state (mixed charges) of the solute (see discussion in [63]). This
is done in addition to the interaction of the solvent with the QCFF/PI Hamiltonian.

The actual ground state energy that reflects the mixing betweenΨ1 andΨ2 is given
by [59]

Eg ¼ 1=2 e 1ð Þ þ e 2ð Þ
� �

� e 1ð Þ � e 2ð Þ
� �2

þ4H2
12

� �1=2
" #

ð3Þ

where H12 is the off-diagonal element that couples Ψ1 and Ψ2.
The use of the EVB philosophy allows for a reliable calibration of the PT energetics

by forcing the pKa of SBH+ and AspH to reproduce the corresponding observed values in
water. This is accomplished by requiring that the free energy for PT between SBH+ and
Asp− at large separation in solution reproduces the observed pKa difference. That is, we
adjust the gas-phase shift, α(i), by requiring that

DGw
PT SBHþ þ A�YSBþ AH
� �

l¼ 1:38 DpK w
a

� �
i1:38 7:0� 4:0ð Þi4:1kcal=mol ð4Þ

where the superscript w indicates that the given value corresponds to a proton transfer
in water and the subscript ∞ indicates that the PT process occurs at a large separation
between the donor and acceptor. Here, the pK a

w values are taken as 7 for the Schiff base
[64] and 4 for aspartic acid [65]. The overall set of parameters used is summarized in



Table 1
Parameters used in the QCFF/PI/EVB modela

Morse ΔM(b)=D(1−exp{−β(b−b0)2}) Bond angle Vθ = ½ kθ(θ−θo)2

D γ bo kθ θo

OD85—H(Ψ2) 102.0 2.0 0.96 C–N–H(Ψ1) 50.0 120.0°
NSB–H (Ψ1) 99.0 2.0 1.02 C–O–H (Ψ2) 50.0 120.0°

Non-bonded Vnb=Ar−12−Br−6 Non-bonded V′nb=C exp{−μr}

A B C μ

H- - -OD85(Ψ1) 0 0 H- - -OD85(Ψ1) 21.21 2.5
H- - -NSB (Ψ2) 0 0 H- - -NSB (Ψ2) 7.75 2.5

Charges Vqq=332 QiQj / rij

Ψ1 Q(SBH+) by DFT qHN
=0.346 qN=−0.260 qO=−0.700Ψ2 Q(SB) by DFT qHO
=0.203 qNSB

=−0.474 qO85
= −0.200

Off-diagonal element Gas-phase shift, Δ
H12=A exp {−α·r1–3−β′·r2–13−γ′θ123−θo)2}b

A=480.0 α= 0.9 β' =2.0 γ' =0.5 θo=180.0 Ψ1 0
Ψ2 7.0

aSet I and set II used DFT [34] and QCFF/PI charges for the Schiff base respectively. The QCFF/PI parameters are those used in Ref. [61]. The protein/solvent system and the interaction
with the chromophore are represented by the standard ENZYMIX force field [68].
br1 – 3 is the distance between atoms 1 and 3, r2 – 13 is the distance between atom 2 and the center of atoms 1 and 3.

Ψ1 Q(SBH+) by DFT qHN
=0.346 qN=−0.260 qO=−0.700

Ψ2 Q(SB) by DFT qHO
=0.203 qNSB

=−0.474 qO85
= −0.200
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Table 1. Now, when we move to the protein simulations, we keep all parameters
unchanged and this guarantees well calibrated results.

It should be clarified that Eq. (4) reflects a thermodynamic fact, and thus presents a
consistency requirement for any theoretical methods including ab initio QM/MM
studies. In fact, our recent advanced QM/MM approach satisfies this requirement in key
test cases without any parameterization [66].

The EVB–QCFF/PI potential surfaces provide convenient analytical surfaces that
allow for efficient free energy calculations. This is done by the standard EVB Free Energy
Perturbation/Umbrella Sampling (FEP/US) approach [59]. Using this approach we
obtain the ground-state free energy surface by defining amapping potential of the form

em ¼ 1� gmð Þe1 þ gme2; 0 V gm V 1ð Þ ð5Þ

When ηm is changed from 0 to 1 in n+1 fixed increments (ηm=0/n, 1/n, 2/n,…, n/n),
potentials with one or more of the intermediate values of ηm will force the system to
fluctuate near the TS.

The free energy, ΔGm, associated with changing ηm from 0 to m/n is evaluated by
the well-known free energy perturbation (FEP) procedure, described elsewhere (see,
e.g., [59]). However, after obtaining ΔGm we still need to obtain the free energy that
corresponds to the adiabatic ground state surface (the Eg of Eq. (3)) along the reaction
coordinate, x. This free energy (referred to as a “free energy functional”) is obtained by
the FEP/US method, which can be written as

Dg x Vð Þ ¼ DGm � b�1lnhd x� x Vð Þexp �b Eg xð Þ � em xð Þ� �� 	iem ð6Þ

where ɛm is the mapping potential that keeps x in the region of x′ and 〈〉εm designates a
molecular dynamics (MD) average with the potential ɛm. If the changes in ɛm are
sufficiently gradual, the free energy functional, Δg(x′), obtained with several values of
m, overlaps over a range of x′, and patching together the full set of Δg(x′) gives the
complete free energy curve for the reaction. In choosing the general reaction
coordinate, x, we note that the regular geometrical coordinate, used in gas-phase
studies, cannot provide a practical way to model the multi-dimensional reaction
coordinate in solution and protein. In modeling such processes, it is crucial to capture
the effect of the solvent polarization and probably the best way to describe this effect
microscopically is to follow our early treatment [59] and to use the electronic energy
gap as the general reaction coordinate (x=ɛ1−ɛ2).

The FEP/US approach may also be used to obtain the free energy functional of the
isolated diabatic states. For example, the diabatic free energy, Δg1, of the reactant state
can be calculated as [59]

Dg1 x Vð Þ ¼ DGm � b�1lnhd x � x Vð Þexp �b e1 xð Þ � em xð Þð Þ½ �iem ð7Þ

The diabatic free energy profiles of the reactant and product states provide the
microscopic equivalent of the Marcus' parabolas [67].

As will be demonstrated here, it is unlikely that other QM/MMmethods can provide
sufficient sampling to address the problems explored here. Thus, it is essential to use an
approach that allows for a fully consistent sampling of PT reactions and also for efficient
examination of the chromophore delocalization. Thus, we consider EVB–QCFF/PI as the
most suitable approach for exploring the energetics of the primary PT in bR.

All the EVB calculations were done with the ENZYMIX module of the MOLARIS
program [68,69]. The calculations involved the surface constraint all atom solvent
(SCAAS) spherical boundary conditions [70] and the local reaction field (LRF) long-
range treatment [71]. The SCAAS simulations inserted as usual water molecules in all
the available protein cavities, but in some cases we kept the X-ray observed water
molecules. The free energy simulations were done with 21 windows of 10 ps each. The
simulations were done with time steps of 1 fs at 300 K. The QCFF/PI surface was
obtained by coupling MOLARIS to the QCFF/PI program [72] in its heteroatom version
[61]. The protein force field used in the EVB/QCFF/PI simulation used the polarizable
ENZYMIX force field [68].

The use of a polarizable force field may be important when one deals with ionized
groups in the protein interior [73], and it is hard to know a prioriwhether it is needed or
not (thus, its use is highly recommended to explore the polarizability effects).

In addition to the microscopic EVB calculations, it is important to explore the
stability and validity of the calculations by focusing on the electrostatic contributions
and the relevant pKa values, while using stable and reliable semi-macroscopic appro-
aches. This is important since we are dealing with heterogeneous protein interiors
where the convergence of fully microscopic approaches is quite slow and frequently
problematic [55,74]. For this purpose, we find it useful to evaluate the relevant elec-
trostatic energies by the PDLD/S-LRA method [65,68,75]. This method evaluates the
change in solvation free energies upon transfer of a given group (or groups) fromwater
to the protein by using the effective potential (see [68]).

DUwYp
sol;i ¼ �DGw

sol;i þ DGw
sol;p q ¼ qið Þ � DGw

sol;p q ¼ 0ð Þ
h i 1

ep
� 1
ew

� �
þ DUqA

1
ep

ð8Þ

where DGw
sol;i is the free energy of solvation of the ith ionizable group in water (the self-

energy in water), DGw
sol;p q ¼ qið Þ and DGw

sol;p q ¼ 0ð Þ are the free energies of solvation of
the entire protein in water with atomic charges present on the particular group
(“charged state”) and with atomic charges on the group set to zero (“uncharged state”),
respectively. The DGw

sol;p q ¼ 0ð Þ term approximates the casewhere the ionizable group is
not in the protein cavity. ΔUqμ is the vacuum interaction between the atomic charges on
the ionizable group and the permanent dipoles of the protein (represented by atomic
charges), ɛw is the dielectric constant of water, and ɛp is the dielectric constant of the
protein, which is basically a semi-macroscopic scaling factor that accounts for the
interactions that are not considered explicitly. This factor is quite different than the
actual macroscopic dielectric constant of the protein (see [76]).

To capture the physics of the reorganization of the protein dipoles in the charging
process, it is necessary to relax the protein structure in the relevant charged and
uncharged states. Moreover, for accurate free energy differences, several protein con-
figurations should be averaged. This is done here by using the LRA framework [65,68].
This approach approximates the free energy associated with a transformation between
two charged states by averaging the potential difference between the initial and final
states over trajectories propagated on these two states, respectively. Using the PDLD/S
free energy that corresponds to a single protein structure as an effective potential in the
PDLD/S-LRA method, the free energy of solvation is given by

DDGwYp
sol;i ¼ 1

2
hDUwYp

sol;i iq¼qi þ hDUwYp
sol;i iq¼0

h i
ð9Þ

where the DUwYp
sol;i is the PDLD/S effective potential of Eq. (8), the 〈〉q=q

i
and 〈〉q=0 terms

designate an average over protein configurations generated in the charged and
uncharged states of the given group, respectively. Although this approach takes into
account the reorganization of the environment explicitly, it may not fully account for
some effects such as the complete water penetration and protein reorganization. These



Fig. 2. The time-dependent fluctuations of the energy gap that controls the PT in: (a) bR
and (b) M2. The PT process occurs when the energy gap is small, although running on
the initial statemeans that one has towait for an extremely long time for the energy gap
to become zero (this is why we use a FEP approach). As seen from the figure, the energy
gap is smaller in M2 than in bR and thus, the PT is more likely to occur in M2.
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factors and the effect of induced dipoles are implicitly included in the model, which
lead to the use of ɛp in the PDLD/S model.

The basic PDLD/S-LRA calculations are performedwith all the protein groups (except
some active site residues) in their neutral form. The effect of ionizing these groups is
evaluated macroscopically by finding their ionization state in a self-consistent way [65]
and then evaluating the effect of these groups using a distance dependent dielectric
constant.

As described and justified elsewhere [65,76], with PDLD/S-LRA solvation free energies
we can evaluate the apparent pKa of any given group. This is done using [65]

pK p
app;i ¼ pK w

a;i þ pK int
a;i � pK w

a;i

� �
þ DpKcharges

a;i ¼ pK w
a;i �

P
qi

2:3RT
DDGwYp

solv;i þ DpKcharges
a;i ð10Þ

where qPi is the charge of the ionized form of the given residue, for acidic groups we have
qPi=−1 (q(AH)=0, q(A−)=−1) and for basic groupswe have qPi=+1 (q(BH)=+1, q(B)=0). pK int

a;i
is the pKa of the ith groupwhen all the other groups are neutral,whileDpKcharges

a;i reflects the
effects of all other ionized groups on the ith group. This effect is evaluated self consistently
using a distance dependent dielectric constant for charge–charge interactions (e.g., see
[76]). Since pKw

a;i can be determined experimentally, one needs to focus only on the second
and third terms in Eq. (10). Similar treatment is used for the energy of ion pairs.

As usual, the PDLD/S-LRA calculations involved two steps (e.g., [65]), first running
MD to generate protein configurations for the charged and uncharged states, and then
averaging the PDLD/S results for the generated configurations. All the PDLD/S-LRA
calculations were performed by the automated procedure of the MOLARIS program
[68], where we generated typically 20 configurations for the charged and uncharged
state, using MD simulations of 1 ps, with a 1 fs time step, for each configuration. As in
the previous studies, we used ɛp=4, which is the optimal value when the LRA approach
is used [76].

One of the challenges of obtaining a complete picture of the energetics of PT in
proteins involves the case when the protein conformation changes in a significant way.
In such cases, we have to assess the relative energy of the different configurational
states. In general, it is tempting to estimate these energies by the approach introduced
for this purpose in ref. [1] and used in recent studies of bR [19,34] and other systems
(e.g., [65,77]). That is, we can express the free energy of the mth state by

DGm ¼ �
X
i

1:38qmi pKint
a;i � pH

� �
þ 166

X
i N j

qmi q
m
j

Rm
ij e

m
ij

ð11Þ

where pK int
a;i is defined in Eq. (10), and the last term corresponding to the combined

effect of the last term of Eq. (10) is applied to all ionized residues. It is possible to
appreciate this equation by noting that the first term represents the free energy of
ionizing the given set of protein groups and the second term represents the interaction
between these groups. Thus, ΔGm gives the free energy of assembling the given set of
charges in the protein and provides a way of estimating the free energy difference
between different ionization states of the protein. Unfortunately, Eq. (11) involves a
significant problem when we deal with states with very different protein configura-
tions. In this case, even an LRA pKa calculation in each protein structure is likely to miss
the free energy associated with the change in the protein structure (the LRA charging
procedure only captures the local protein reorganization within each substructure).
Thus, we did not use Eq. (11) in the present work and concluded that in the case of bR
(whenwe have different protein structures) it is useful to apply the same LRA treatment
used in our study of the effect of the protein configurational changes in ATPase [78] and
in cytochrome c [79]. The LRA treatment gives relevant free energy by:

DG r1Y r2ð Þ ¼ 1=2 hDe qmY qm Vð Þr1;m i þ hDe qmY qm Vð Þr2;m V
i

h i
ð12Þ

where 〈〉ri,m indicates an average over the charge distribution, qm, where the system is
held by a weak constraint near the coordinates of the indicated states (ri). This treat-
ment will allow us to explore the change in the protein internal free energy upon
conformational change.

3. Results and discussion

In order to gain a detailed insight into the nature of the primary PT
in bR, we explored this process in a systematic way focusing on the
following issues.

3.1. Energetics and dynamics of the PT process

Our analysis of the PT process started with the working hypothesis
that the proton stays on the Schiff base after the light excitation that
transforms the system from bR to K (based on extensive spectroscopic
studies [2,8,27,80]). The first step of this analysis started by following
the time-dependent energy gap (Δε(t)=ε(2)−ε(1)) between the reac-
tant and product state in different protein configurations in the struc-
tural models 1C3W [42], 1M0K [43], 1O0A [44], 1P8H [45], 1CWQ [46],
1F4Z [50] and 1C8S [47], which correspond, respectively, to the bR, K,
L, M1, M2, M2' and M22 protein configurations. Other structures (e.g.,
1IW9 [41], 1UCQ [54], 1X0S [81] and 2NTW [82] etc.) have emerged
during the recent years (after we started this project) but their ana-
lysis is left to subsequent studies. Fig. 2 presents some of these results
and illustrates that the average of Δɛ is smaller in M2 than in K. Now,
according to the analyses presented in many of our early works (e.g.,
[4,83]), the proton transfer occurs when the energy fluctuations of the
energy gap reach a low value. Furthermore, the chance for a produc-
tive PT is proportional to exp{−〈Δε〉/RT}, where R is the gas constant
and T is the absolute temperature. Thus, for example, the PT is more
likely inM2 than in bR. However, instead of simulating the fluctuations
and waiting for extremely long times until Δɛ reaches its minimum
value, it is muchmore practical to use the EVBmapping procedure and
to evaluate the probability distribution (free energy functional) of ɛ(1)

and ɛ(2) by using Eq. (7), and more importantly, by using Eq. (6) to
evaluate the ground state adiabatic free energy surface and the rele-
vant activation free energies. Thus, we calculated the activation free
energies by starting from the X-ray models of bR, K, L, M1, M2, M2' and
M22, relaxing each model and then performing EVB free energy map-
ping calculations. Fig. 3 illustrates the relationship between the free
energy functional and the adiabatic free energy surface for bR, while
Fig. 4 and Table 2 summarize the calculated EVB results for all the
systems studied.

As seen from the figure, the profiles for PT change from being
endothermic (ΔGPT≈6) in bR and K, then reach ΔGPT≈4 for L, and
finally ΔGPT becomes negative in M2 and M22. The same results are
also compiled in Table 2. Before commenting on the overall picture



Fig. 3. The calculated diabatic and adiabatic free energy surfaces for the PT process in bR. The figure defines the key parameters that control the PT process (as discussed in the text).
The inset shows the adiabatic surface in detail.
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that emerges from Fig. 4 and Table 2, it is crucial to comment on the
stability of the calculations. That is, as we stated repeatedly (e.g.,
[74–76]), it is a major challenge to obtain accurate microscopic
Fig. 4. The free energy surfaces for PT in the systems studied by EVB–QCFF/PI
approaches. The results are depicted in terms of the energy gap (Δɛ=ɛ1−ɛ2) as the
reaction coordinate.
results for charge separation processes in protein interiors. The EVB
provides one of the most effective ways of doing so, but even this
requires averaging over several mapping runs. Furthermore, at least
when one compares the calculations in water and in the protein, it
is important to use a polarizable force field, as is done with the
ENZYMIX force field used here (see [73]). We also provide the PDLD/
S-LRA results for ΔGPT in Table 3, where the changes in the free
energies are smaller than those obtained by the microscopic
treatment. This is expected in view of the larger dielectric
compensation obtained in semi-microscopic treatments. Interest-
ingly, insightful macroscopic calculations [19] also gave quite
different results with different models.

The above discussion underscores the importance of “quality con-
trol” by comparing the results obtained by starting from different
initial configurations generated by perturbing the given PDB structure.
Such a treatment is rarely performed by other QM/MM approaches.
Another important issue is the possible coupling between the
chromophore structure and the pKa of the Schiff base. Here the
QCFF/PI offers a powerful way to examine the effect of the torsional
distortion which is not available in continuum studies. This issue will
be discussed further in Section III.2. At any rate, the main point is the
overall trend in Table 2. That is, despite the spread in the results
obtained by different approaches (i.e., Tables 2 and 3), the trend of
ΔGPT and ΔgPT

≠ for the structures considered is similar, and allows one
to make general assessments of the energetics of the system. In this
respect it is important to clarify that despite the extensive conforma-
tional averaging, we recognize the fact that regular MD simulation
time is simply unable to lead us from one PDB set to another. This
dependence on the structural information leaves our conclusions
aboutM1 somewhat ambiguous. That is, the calculations yieldΔGPTN0
for M1, which is problematic. This might reflect either poor
convergence or some structural inaccuracies. Since we reproduced
the overall trend in the change of ΔGPT in the other configurations, we
leave more detailed explanation of this issue to subsequent studies.

Taking the results of Fig. 4 as a reasonable estimate of the confor-
mational dependence of the PT process, we tried to generate a
landscape map for the primary PT. The problem is to get the change of
energy along the protein coordinate. In principle, we can also estimate
the energetics along the conformational coordinate by using the
electrostatic configurational energy of Eq. (11), but as stated in Section
II, this expression might not give quantitative results when it involves
charge configurations that correspond to very different protein
configurations. A more quantitative estimate can be obtained by the
linear response approximation (LRA) [68] used in our studies of
protein conformational changes in F1-ATPase [78] and cytochrome c
[79]. In particular, we apply here the trick used in our study of ATPase



Table 2
QCFF/PI-EVB proton transfer energiesa

System ΔGPT
b ΔGPT

c ΔgPT
‡ λPT

Water 6.5 6.5 8.5 46.0
bR 8.0 7.5 9.5 17.0
K 7.0 6.4 8.5 15.0
L 4.5 5.8 8.2 20.0
M1 4.5 8.5 10.5 19.0
M2 −28.0 −14.0 2.0 13.0
M2' −16.0 −15.5 2.0 17.0
M22 −20.0 −13.8 2.0 11.0

a Energies in kcal/mol.
b Nonpolarizable force field.
c Using polarizable force field.

Fig. 5. A schematic description of the LRA procedure used to align the PT surfaces along
the protein coordinates, while taking the protein interaction energy into account. The
PT conformational coordinate is taken as the gap Δɛ where the proton is on the Schiff
base when Δɛ≈ -200. The protein coordinates are described by the transition from bR to
M22. The figure illustrates the use of Eq. (13), and thewaywemanage to take the change
in the protein–protein free energy into account without ever calculating this unstable
quantity.

446 S. Braun-Sand et al. / Biochimica et Biophysica Acta 1777 (2008) 441–452
and evaluate the change in the energy along the protein coordinate
using a variant of Eq. (12):

Δe 1 r1ð ÞY2 r2ð Þ½ �i1=2 hΔe1Y2i1;r1 þ hΔe1Y2i2;r2
h i

ð13Þ

where Δɛ1→2=ɛ2−ɛ1 and where 〈〉i,rj designates trajectories on state i
with a weak constraint that holds the system near the protein confi-
guration rj (see ref. [78]). This approach is illustrated schematically in
Fig. 5 and was used to generate the map described in Fig. 6. This figure
placed sections of the PT profiles along a coordinate that represents
the conformational changes of the protein–chromophore system.

Fig. 6 can be considered as a semi-quantitative estimate of the
relevant landscape, where the changes in the y direction are qualita-
tive and the changes in the x direction aremore quantitative.With this
in mind, we provide in the figure a tentative PT path. In this path the
proton is attached to the SB in states bR and K, in agreement with
experimental observations (e.g., ref. [2]). In the subsequent states, the
situation is more complicated due to uncertainty in the X-ray struc-
tures (e.g., the calculated difference between M1 and M2 may reflect
inaccuracy in the corresponding X-ray structures; see also concluding
remarks) and/or the calculations. Nevertheless, the overall trend
is very reasonable. In state L the proton can be on both the SB and
Asp85 and, in some stage of the transfer to the M2 configuration, it
moves entirely to Asp85 (probably an improved treatment or improved
structure of M1 will lead to a transfer at M1). The effective activa-
tion free energy is about 10±2 kcal/mol, and the addition of nuclear
quantum mechanical (NQM) corrections reduces the barrier by about
1–2 kcal/mol [84]. Thus, the calculated barrier is 8±2 kcal/mol. This
leads to an observed rate constant of 10−5±2 in agreement with expe-
rimental estimates [85] that assigned a rate of 105 s−1 for the L → M1

transition. Note that Fig. 6 provides, for the first time, a picture of the
Table 3
PDLD/S-LRA energiesa

System DDGwYp
sol ðIÞb pKa (SB

Water 0.0 7.0
bR +2.6 8.9
K +0.3 7.2
L +3.8 9.8
M1 +4.0 9.9
M2 +2.6 8.9
M2' +3.7 9.7
M22 +3.0 9.2

a Energies in kcal/mol, where R82 and D212 are ionized; Asp85 is designated by A in the
b DDGwYp

sol Ið Þ ¼ DDGwYp
sol SBHþ;A�YSBHnp;A

�� �
is the change in the solvation of the Schif

charged and where the “solvation” energy in the protein includes the interaction with D85
(pKa=7.0+ΔΔGsol/1.38).

c DDGwYp
sol IIð Þ ¼ DDGwYp

sol SBHþ;A�YSBHnp;Anp
� �

.
d ΔGPT is evaluated as DGp

PT ¼ DGw
PT lð Þ þ DDGwYp

sol IIð Þ þ DDGwYp
sol SBnp;AHnpYSBpo;AHpo

� ��
SB+ and A−, and the factor 20 represents the estimate of the dielectric effect for the charge–ch
phase interaction between the polar pair.
coupling between the protein conformational change and the PT
process. This issue will be further discussed in Section IV.

One of the interesting issues that can be explored by the present
approach is the nature of the barrier for the PT process. In order to
explore this question, we evaluate the electrostatic contribution to the
reorganization energy in several PT steps (Table 2). In general, as
detailed in many of our works (e.g., [74]), we can describe the barrier
for a PT process by the modified Marcus formula [59],

Dgp ¼ DG0 þ kint þ kelecð Þ2=4 kint þ kelecð Þ �H12 þ H2
12

e2 � e1ð Þ þ DG0

ð14Þ
where λ is the reorganization energy and H12 is the mixing term
that mixes states 1 and 2. The effect of the environment manifests
itself in both ΔG0 and λ. As long as the distance between the donor
and acceptor is sufficiently small and H12 is large, the barrier is
mainly determined by ΔG0. However, once the distance is larger
than 4.0 Å, the barrier starts to increase very fast due to both the
exponential decrease in H12 and the increase in the solvent
contribution to λ (that goes like 1/R [79]). This situation means
H+)b DDGwYp
sol IIð Þc ΔGPT

d

0.0 6.5
0.4 6.7

−1.0 5.7
0.5 6.2
1.2 7.1

−3.0 1.3
−3.5 1.4
−4.0 0.5

equations below; “np” and “po” designate nonpolar and polar, respectively.
f base upon transfer from water to the protein site, calculated when D85 is negatively
. The corresponding pKa of the Schiff base (when D85 is ionized) is given in pKa units

DVwYp
QQ =20þ DVpolar

QQ =4. Here, DVip
QQ is the gas-phase charge–charge interaction between

arge interaction in short distances inwater (see related cycle in [111]). DVpolar
QQ is the gas-



Fig. 6. A qualitative description of the free energy surface in the space defined by the
protein conformation and the PT coordinate. The figure describes the path for the
overall PT process. It also illustrates the coupling between the protein structural change
and the PT surfaces. Basically, uponmoving fromK toM22, the average distance between
the donor and the acceptor increases and the ion pair energy increases. This, in turn,
drives the PT process.

Table 4
QCFF/PI-EVB energetics of the ion pair states a

System DDGwYp
sol ðIÞb pKa(SBH+)b DDGwYp

sol ðIIÞc ΔGPT
d

Water 0.0 7.0 0.0 6.5
bR 13.0 16.4 2.2 7.7
K 11.0 15.0 3.0 8.2
L 9.0 13.5 1.8 6.3
M1 11.0 15.0 2.0 5.8
M2 7.0 12.1 −14.0 −4.0
M2' 4.0 9.9 −17.0 −6.0
M22 7.0 12.1 −18.0 −7.0

a Microscopic free energies in kcal/mol, where R82 and D212 are ionized, Asp85 is
designated by A in the equations below.

b DDGwYp
sol Ið Þ ¼ DDGwYp

sol SBHþ;A�YSBHnp;A
�� �

is the change in the solvation of the
Schiff base uponmoving from solution to the protein site. The corresponding absolute
pKa (when D85 is ionized) is given in pKa units.

c DDGwYp
sol IIð Þ ¼ DDGwYp

sol SBHþ;A�YSBHnp;Anp
� �

, where the ionpair is held at the same
distance in water and in the protein.

d ΔG VPT is evaluated by, ΔG
p
PT = ΔG w

PT (l) �ΔV
ip
QQ / 20 + ΔV

polar
QQ / 4 +ΔΔG wYp

sol (II) +
ΔΔG wY p

sol (III), where DDVip
QQ is the gas-phase interaction within the ion pair and

DDGwYp
sol IIIð Þ ¼ DDGwYp

sol SBnp;AHnpY
�

SBpo;AHpoÞ.
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that the PT process would usually occur at a relatively short donor–
acceptor distance, even if the initial and the final distances are
relatively large [86]. Here we have two possibilities, either a transfer
through an intervening group (as proposed in refs. [18,40]), or
reduction of the proton acceptor distance. Now, in the present work
it was found that a direct PT could be accomplished in each of the
intermediate steps at a small cost of change in the donor and
acceptor distance. Similarly, the displacement of the intermediate
water molecule(s) occurs at very low cost. It is important to clarify
that this type of protein plus solvent rearrangement might be hard
to obtain in QM/MM studies that freeze parts of the protein (see
discussion in [87]). In fact, our study indicated that it is essential to
use very extensive sampling in order to obtain the correct trend in
the calculated activation barriers.

3.2. Validation by electrostatic and pKa calculations

In addition to the brute-force EVB calculations of the previous
section, it is useful and important to establish the nature of the energy
difference between the corresponding reactant and product states.
More specifically, the PT process involves the reaction

SBHþAsp� Y SBAspH ð15Þ
and the corresponding PT free energy plays a key role in establishing
the barrier for the PT process (see Eq. (4)). Here we evaluate ΔGPT and
its components by both the semi-macroscopic PDLD/S-LRA method
(Table 3) and the microscopic QCFF/PI-EVBmethod, but in this case by
using an electrostatic charging cycle rather than an EVB mapping
(Table 4).

As seen from the tables, the pKa of the Schiff base in the (+ −) base
pair in bR is about 9 in the PDLD/S-LRA calculation and about 16 in
themicroscopic calculations, whereas the observed value is about 13.3
[88–90]. The overestimates of the pKa in the microscopic calcula-
tions are associated with the well-known problems of insufficient
compensation of charge–charge interactions in proteins [76,91]. This
problem is likely to be more serious in QM/MM energy minimiza-
tion studies, since they do not allow sufficient protein reorganization.
Although the increase in the calculated Schiff base pKa is over-
estimated by the microscopic calculations, the error in the energy of
the ion pair (which determines the PT energy) should be significantly
smaller.

Wewould like to reemphasize at this point that obtaining different
results by different methods does not mean that our approach is less
reliable than other approaches that used a singlemodel. First, as stated
above, even macroscopic approaches obtained very different results
with different representations of the system [19]. As to the seemingly
stable results of the QM/MM studies [18,40], these studies have not
considered drastically different protein structures and drastically
different protein ionization states (see discussion on a related problem
in [87]). In fact, the QM/MM community has very recently started to
appreciate this issue [92].

3.3. What is the role of the chromophore twist in controlling the pKa

changes?

An interesting proposal that has not been explored by consistent
studies until now, is the idea that the twist of the chromophore provides
amajor driving force for the PTstep and for the overall pumping process
[14,23,93]. Obviously, it is impossible to explore this process by standard
continuum models, since such models do not consider the coupling
between the chromophore internal configuration and its pKa. Using gas-
phase calculations that evaluate the change in the chromophore pKa as a
function of the torsional angle are also not so useful, since evenwith the
current structural information, it is not clear as to what the exact
torsional angles in the proteins are. Even standard QM/MM studies are
unlikely to provide a consistent tool for analyzing the above proposal,
since the issue is not only whether the pKa can be changed by twisting
the chromophore but also whether the change in twist during the
internal protein relaxation leads to change in the PT energy. This issue
cannot be resolved without a careful sampling that focuses on the
coupling between the chromophore structural deformation and the PT
energy. In order to explore this challenging problem, we designed a
special approach that separates the protein steric effect from its
electrostatic counterpart. That is, we evaluated the pKa of the SBH+

and ΔGPT in the different protein configurations, while setting the
protein chromophore electrostatic coupling to zero.We then performed
extensive relaxation of the chromophore/protein complex allowing it to
respond to the relaxation of the chromophore but imposing on the
chromophore a Cartesian restraint that increases quadratically as a
function of the difference between the chromophore coordinates and
the correspondingX-ray values. Using thismodel,we performed a series
of systematic simulations and the corresponding results are summar-
ized in Table 5. The results for the large value of the constraints are
clearly not realistic since the X-ray structure cannot be sufficiently
accurate to define the exact torsional angles (a possible exception is the
recent work of ref. [82]). The lower values of the constraint results in a
situationwhere the chromophore structure is consistently restrained by
the protein cavity of the given configuration and these values are
probably more relevant to our analysis.

As seen from the table, the intrinsic structural changes in the K →
M1 do not lead to a significant change in ΔGPT. Furthermore, the



Table 5
The effect of the chromophore structure on ÄpKa and on the corresponding PT energya

System ΔΔGPT unrelaxed ΔΔGPT ΔpKa (SBH+)b

(K=30) (K=0.3) (K=0.3)

bR 0 0 0
K 0 1 −1
L 2 0 1
M1 10 0 2
M2 5 −19 3
M2′ 8 −10 1
M22 −2 7 0

aΔΔGPT is the change in the proton transfer energy (relative to bR). The calculations are
done after setting to zero the protein electrostatic effect and only considering the
protein strain effect. The changes in ΔΔGPT for the M2, M2′ and M22 states are due to the
changes in the intramolecular ion pair energy.
bThe ΔpKa (SBH+) is calculated when Asp85 is uncharged, so that the change in the ion-
pair distance (which does not reflect the chromophore deformation) will not be
reflected in the results.

Table 6
LRA energy contributions to the PT processa

Contribution bR K L M2 M22

ΔGQQ −73 −75 −76 −70 −69
ΔGsol −34 −43 −42 −37 −39
ΔGelec −107 −118 −118 −107 −108
aEnergies in kcal/mol. ΔGQQ and ΔGsol designate the LRA contributions from the gas-
phase charge–charge ion pair interaction (between SBH+ and Asp-), and the generalized
solvation of the ion pair by its protein environment.
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changes in the PT energy in the subsequent steps were found to be
almost entirely due to the change in the donor–acceptor distance and
not to the change in the chromophore pKa. Overall, our finding pro-
vides what is, at present, the most consistent study of the proposal
that the chromophore twist leads to a pKa change that drives the PT
process [23], concluding that the corresponding contribution is very
small.

It is useful to point out in conclusion of this section that our study
is very different from other attempts to correlate assumed twist with
pKa change. In particular, we allow the chromophore to relax in both
the protonated and deprotonated forms (within the given protein
structural constraints). The corresponding relaxation stabilizes the
system by twists of single and double bonds that tend to minimize
the conformational effects on the energy difference between the two
ionization states (and the corresponding pKa changes).

Overall, we proved that the change in ΔGPT for the K → L step is
not associated with the intrinsic effect of the chromophore twist but
with the change in the protein–chromophore electrostatic interac-
tions. The change in subsequent steps is due to the increase in the
donor–acceptor distance of the protein. These changes are induced by
the chromophore strain as proposed in our earlier studies (e.g., [94]),
but this is not due to a twist-induced pKa change of the chromophore.

3.4. The charge separation energy and the protein structural relaxation

The present work seems to offer, for the first time, a relatively
stable correlation between the K → M22 structural changes and the
energetics of the primary PT in bR. That is, our early work has pro-
posed that the light energy must be converted to charge separation
energy [1,3]. Other works [2,9,35,48] also implied that the light energy
is probably converted to electrostatic energy but could not establish
this point by a consistent energy based study. For example, Schobert et
al. [43] have not included the protein in the calculations and Song et al.
[19] have not considered the possible effect of the protein relaxation
energy. More significantly, none of the previous works were able to
obtain a clear relationship between the change in the protein confi-
guration and the change in the PT energetics and to identify the origin
of this change. As found here it is extremely hard to obtain a unique
trend and this cannot be done by just taking the X-ray sets and trying
to use them with a limited relaxation. Apparently, it is crucial to let
the protein and the chromophore fully relax during the simulated
PT profile in order to capture the dependence of the barrier on the
average donor–acceptor distance, or more specifically, on the energy
of the ion pair state. Now it is possible to conclude that the light
energy that leads to the isomerization process is converted to
an increase in the effective distance between the Schiff base and its
counterion (see below), which in turn drives the PT process.
Establishing that the light energy is converted to charge separation
energy is not a trivial task. That is, simple energy minimization runs
will give different energy distributions and distances, depending on
the starting point of the simulations. Only extensive simulations
with converging free energies can be used to examine the overall
trend. Thus, our conclusions are based on examining the overall
contributions to the PT process using the LRA approach, which allows
one to look for additive energy contributions (it should be noted
that this is not possible with FEP calculations). The resulting energy
contributions for bR, K, L, M2 and M22, which are given in Table 6,
indicate that the Coulombic charge–charge energy of the ion-pair
state decreases and is not fully compensated for by the increase in
the solvation energy. Thus, while charge separation in water would
lead to a very small increase in energy, it leads tomajor energy storage
in bR.

We also give in Fig. 7 typical snapshots of the structures obtained
from EVB mappings, where the simulations have been performed for
90% of the overall PT step (a similar trend emerges at the beginning of
themappings). As seen from the figure, the NSB–OD85 distance increases
on going from K to M22. The distances depicted are smaller than the X-
ray distances, since our mapping process involves the work of bringing
the donor and the acceptor together. However, the picture clearly shows
the overall trends of a charge separation process.

The conversion of the charge separation energy to a change in the
PT energy is very different from some alternative proposals. First, it is
very different from the proposal that the chromophore twist during
the PT process leads to a change in the Schiff base pKa (see Section 3.3).
Second, this process is very different from the idea that the
directionality of the hydrogen bond between the Schiff base N–H
and Asp85 is responsible for the pKa change and the PT process
[93,95]. That is, a gas-phase ab initio study of Scheiner and Hillenbrand
[93] that considers (H2CHNH ····NH3)+ as a minimal model for the SBH+

in the protein, concludes that the orientation of the hydrogen bond
relative to the acceptor lone pair plays a major role in controlling the
pKa and the PT energetics. Unfortunately, this influential study pro-
vided a physically incorrect picture of the control of pKa values by a
protein, since it overlooked the enormous compensatory effects due to
other polar interactions, which could be obtained by consistent pKa

studies even at that time (e.g., [96]). Obviously, hydrogen bonds do
contribute in a major way to pKa values in protein by solvating the
ionized form [96,97], and the same is true for bR (e.g., [98]). In other
words, the overall solvation of the protonated Schiff base involves
contributions from all polar elements in the system, viz., permanent
dipoles (due to the protein polar groups and water molecules), indu-
ced dipoles and ionized residues (including Asp85). However, the
change in pKa during the K → M22 process is not associated with the
hydrogen bond orientations but with the overall change in the ion pair
distance and its compensation by the reorientation of the protein
polar groups. It should also be clarified at this point that our conclu-
sions are based on very significant sampling that allows the hydrogen
bonds to assume their optimal orientations, and on very extensive
studies of the role of hydrogen bonds in proteins (e.g., [99]). Wewould
also like to clarify that although the problems associated with con-
clusions drawn from gas-phase calculations of electrostatic effects in
proteins are now widely appreciated, they still persist in some cases



Fig. 7. The structural changes during the K toM22 transition. As seen from the figure, the
average donor–acceptor distance increases upon moving from L to M22.
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due to the simplicity of the corresponding models. Similar problems
are associated with the overemphasizing of the role of a single water
molecule (see below).

4. Concluding remarks

This work explored the energetics of the primary PT in bacter-
iorhodopsin by combining the QCFF/PI and the EVB methods in a
unified QM/MM framework. This approach allowed us to explore the
free energy surface for the PT from the SBH+ to Asp85 in the combined
landscape of the protein conformational change and the solute proton
transfer reaction coordinate. Our study reproduced the observed acti-
vation barrier for three primary PTs and indicated that this transfer
occurs at the L→Mstep. Itwas found that the PToccurs easily between
the donor and acceptor without the need of transfer through inter-
vening water molecules or other groups. The barrier appeared to be
mainly sensitive to the energy difference between the ion pair and the
neutral state.

In general, the PT occurs through a TS with a distance of 2.5 Å
between the donor and the acceptor. However, when the protein sta-
bilizes structures with larger separation, the TS may involve a longer
distance of up to 2.9 Å. This issue has been analyzed very systematically
in a recent paper that deals with the related problem of hydride transfer
reactions [100]. At any rate, the possible assumption that the PT must
occur through water molecules (since these molecules are observed in
the X-ray structure) overlooks the fact that the water molecules can be
easily moved away. In this respect, it is useful to comment here on the
relationship between the present findings and the results of a recent
instructive semi-empirical QM/MM study of the same process [18].
Although QM/MM studies are promising, they are not involved in full
free energy calculations and are not calibrated by studies of the same
system in solution (e.g., the barrier for PT between SBH+ and Asp− in
solution was not reported). In fact, our extensive experience in eva-
luating free energies of proton transport (e.g., refs. [37,74], and in
exploring the convergence of QM/MM free energy calculations [57,101],
as well as studies of QM/MM energy minimization [87], indicated that
when one is dealingwith a PT process in condensed phase, it is essential
to use very extensive sampling, andwithout doing so the resultsmay be
quite inaccurate. This conclusion was further supported by the present
study. In fact, any assertion that the PToccurs through interveningwater
moleculesmust involve careful comparison of the free energy of transfer
with and without the PT through water molecules. Such a compari-
son cannot be accomplished by energy minimization-type treatments,
which do not consider the protein rearrangements in the different paths
(see more discussion below). Overall, we believe that at present the
QCFF/PI-EVB provides a quite robust and reliable approach in view of its
calibrations on PT processes in solutions and proteins. Furthermore, the
QCFF/PI has been shown to reproduce conformational and vibrational
properties of retinal, SB, SBH+ and other conjugated molecules in a
reliable way, and its coupling to the protein electrostatic potential,
including the protein polarizable force field, has been extensively
examined (e.g., [28,73]). Here a key point of the calculation is the ability
to combine consistently a complete treatment of the conformational
relaxation of the chromophore and avery large protein sphere, aswell as
the ability to reproduce the observed pKa values of the protein and other
groups. The QCFF/PI-EVB also allows us to explore the crucial effects of
the protein reorganization energy, which is found to play a significant
role in establishing the barrier for the PT process.

The present work placed a major emphasis on the energetics of the
primary PT in bacteriorhodopsin. This issue is important, since it can
provide significant clues about the nature of light-induced processes in
bioenergetics. However, a consistent analysis of the relevant energetics
is far from simple. In addition to the convergence problems mentioned
above (that present a challenge to QM/MM studies), we have to deal
with the fact that classical MMor semi-macroscopic approaches cannot
capture the delocalization effects of the chromophore. This is another
reason as to why we believe that the QCFF/PI-EVB free energy calcu-
lations provide the optimal strategy for studying problems that were
not, until now, explored quantitatively. Thus, for example, it allows us to
explore the proposal that the twist of the chromophore leads to a change
of the Schiff base pKa and todemonstrate that the correspondingeffect is
quite small (see Section 3.3).

An example of the importance of a proper treatment is the
attempt to quantify the proposal that some of the initial light energy
is stored in the early ground state intermediates as a strain in the
chromophore [94,102]. Gas-phase ab initio calculations of the type
used by Schobert et al. [43] are not expected to provide proper
estimates of the strain in the chromophore, since such studies do not
include the effect of the protein. Even regular QM/MM energy
minimization studies cannot capture such strain effects, as was
demonstrated in our study of B12 enzymes [103]. At any rate, it is
quite obvious that the relaxation of the chromophore after the initial
surface crossing process generates a significant strain effect, as was
concluded in the related case of rhodopsin (e.g., [94,104]), and as
found in simulations of bR [32]. We like to note, however, that the
distribution of the strain energy in the K to M22 step cannot be
assessed by brute force evaluation of the change of the protein
internal energy. Thus, we look for a much more practical and reliable
approach by using the LRA approach. This allows us to evaluate the
overall change in the electrostatic energy of the chromophore/
protein system and the corresponding change of the chromophore/
protein strain energy. That is, the LRA treatment considers only the
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protein–chromophore electrostatic interactions, since the protein–
protein interactions cancel each other in the Δɛ of Eq. (13) (where
the protein structure is identical for ɛ1 and ɛ2). This allows us to
produce the overall surface of Fig. 6, which describes the coupling of
the PT energy and the protein self-energy.

It is important to clarify that the storage of strain energy cannot be
explored by taking the X-ray structure at its face value or by imposing
a very strong constraint on the X-ray structure. Part of the problem is
associated with the fact that the X-ray structure reflects limited
resolution, including the use of non-perfect energy functions in the
structure refinement. A more serious problem is due to the fact that
the system must reflect the equilibrium structure of the protein/
chromophore model. Thus, being at this minimum with a model that
does not reproduce the exact protein structure will give more reliable
strain effects than being at the exact X-ray structure but out of the
minimum of the given force field.

With the above comments in mind, we view the availability of
different X-ray structures (despite some controversy about their quan-
titative validity [18,52]) more as a guide for the overall change in the
protein structure, rather than as exact structural information. Having
this guide is the reason we feel that the overall calculated trend of the
charge separation effect is correct. Furthermore, the availability of the
X-ray structural changes allows us to explore the effect of the protein
reorganization. That is, one of the interesting findings of the present
work is the estimate of the change in the protein internal energy (the
protein reorganization energy) during the primary PT. Our use of Eq.
(13) indicated that the reorganization energy in the bR to M22 step is
∼20 kcal/mol. Thus, the overall decrease in the free energy of the
system (in the transfer from the (SBH+ A−) state in bR to the (SB HA)
state inM22) reflects a compensation of the negative PTenergy and the
positive reorganization energy of the bR → M22 step. In this way the
initial strain energy of the chromophore is still stored in the protein
reorganization energy, even at the M22 step. Our finding explains for
the first time how the initial strain energy of the chromophore is used
to drive the PT process and thus, provides the first glimpse of the
energetics of the protein conformational change.

It might be useful to expand here the discussion of the interesting
studies of Bondar et al. [18,40], who attempted to explore the
energetics of the primary PT by extensive search of the relevant path
on a semi-empirical QM/MM surface. Although these studies used a
sophisticated search approach, they did not use free energy calcula-
tions, thus suffering from the general problems of QM/MM energy
minimization approaches. Furthermore, as stated above, refs. [18,40]
evaluated energy barriers rather than activation free energies and
most probably could not take into account consistently large struc-
tural reorganization of the protein. This problem leads to overem-
phasis on transfer through bridging water, since the “work function”
(see [86]) of bringing the donor and acceptor together would be
overestimated. Furthermore, the energy of the protein conformational
changes cannot be assessed by an energy minimization procedure.
One of the main problems with the approach of ref. [18] is probably
the fact that it has not been calibrated or validated on PT reactions in
water or in protein where the PT path is known, and also, it has not
presented results obtained with significantly different starting protein
structures.

Sometimes there is a tendency to assign a special role to internal
water molecules in bR, in the overall cycle of bR, and even in the
primary PT [17,40]. Obviously, the involvement of water molecules as a
part of the overall PT path is a valid and likely mechanism, although
the energetics of such a path must be examined by considering the
energetics of the protonated H3O+ sites rather than the orientation of
the neutral water molecules (see [75] for a discussion of the overall
issue). However, the energetics of the interaction between internal
water molecules [17,40] and the ion pair state does not present any
special feature, since it is simply a part of the overall generalized
solvation by the protein polar groups and bound water molecules
[97,105]. Looking at the contribution of the bound water (e.g., the
assertion of Hayashi et al. [106] that a single water is responsible for
the ionic state) as a special contribution is extremely problematic. This
point can be realized by trying to describe the solvation of ions in
water by looking at the contributions of a single water molecule (as
was indeed done during the early days of solvation studies by some
leading groups (e.g., [107,108])). In fact, in protein simulations, it is
always recommended to insert water in all the available intraprotein
space and around the protein, rather than to be preoccupied with the
water molecules observed in the X-ray structure.

As shown in Fig. 6, the overall proton translocation occurs in the
combined protein/chromophore/proton landscape. The initial PT
changes the charge distribution of the system from an ion pair to a
neutral pair and this leads to a significant reorganization of the protein/
solvent environment. Continued relaxation of the chromophore and
further response to the change in charge distribution drive the subse-
quent protein structural reorganization and the subsequent proton
pumping. This overall process is a result of the conversion of light energy
to torsionalmotion and to a relaxation process that involves both charge
separation and some relaxation of torsional strain. Although the details
of the relaxation process have not been fully quantified in this study,
they clearly resemble themajor points envisioned in ouroriginalworkof
1979 [1]. Here it is important to recognize the following points: (a) The
main changes in effective pKa are due to changes in environment and
donor–acceptor distances, and not to the torsional distortion of the
chromophore; (b) Although the initial bR→ K transition did not involve
a significant change in the relative energyof the ionpair andneutral pair,
the subsequent transfer to K and M involved a significant change and
thus corresponds to a significant change in electrostatic energy. Perhaps
a refined picture (relative to the 1979 idea [1]) should consider an initial
relaxation of the light energy to torsional strain, which is then released
in a charge separation process. This is, in fact, the process suggested for
rhodopsin in thefirst analysis that tried to estimate the energy storage in
this systemusing a realistic yet simplified deformable cavitymodel [94].

The present approach establishes that the initial charge separation
process, which leads to the primary PT, has sufficient excess free
energy to drive the subsequent PT process. Although the energetics of
the subsequent events have been considered before [1,20,34], the
activation barriers for the PT steps were not evaluated. Thus, we
expect that a more detailed picture will emerge from future studies
that will follow our general approach for modeling the energetics and
kinetics of proton transport (PTR) in proteins (e.g., [74,109,110]). Such
studies that can use the analysis of the present work in establishing
the initial state can help in advancing our understanding of the proton
pumping in bR.
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