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Background: The number of high-resolution structures of pharmacologically relevant membrane proteins has
been strongly increasing. This makes computing relative affinities of chemically similar compounds binding to
a membrane protein possible in order to guide decision making in drug design. However, the preparation step
of such calculations is time-consuming and complex.
Methods:We extended the free energy workflow tool FEW, available in AMBER, towards facilitating the setup of
molecular dynamics simulations with explicit membrane, and the setup and execution of effective binding
energy calculations according to a 1-trajectory implicit solvent/implicit membrane MM-PBSA approach for
multiple ligands binding to the same membrane protein.
Results:We validated the implemented protocol initially on two model systems, a sodium ion in the presence of
an implicitmembrane slab and a proton traversing theM2 proton-channel of the influenza A virus. For the latter,
we found a good agreement for several important events along the proton pathway with those obtained in a re-

cent computational study. Finally, we performed a case study on effective binding energy calculations for a set of
inhibitors binding to the M2 proton-channel.
Conclusions: From the case study,we estimate a considerable speed up in the setup and analysis times for implicit
solvent/implicit membrane MM-PBSA calculations by the extended version of FEW compared to a manual
preparation.
General significance: Together with the overall runtime and the analysis results, this suggests that such type of
calculations can be valuable in later stages of drug design projects on membrane proteins. This article is part of
a Special Issue entitled Recent developments of molecular dynamics.
© 2014 Elsevier B.V. All rights reserved.
1. Introduction

Membrane proteins constitute a large fraction of the human
proteome and participate in pivotal cellular processes. It was estimated
that 27% of the human proteins are α-helical transmembrane proteins
[1]. Because of their central role in a vast variety of important physiolog-
ical processes, the disfunction of membrane proteins can result in
severe diseases [2]. Membrane proteins have thus evolved as primary
drug targets, providing approximately 60% of the targets of approved
drugs [3]. Predicting the binding affinity of potential ligands for
membrane proteins is highly beneficial in drug design. One obstacle in
thepast, the lack of high-resolution structural information ofmembrane
proteins, which is desirable for such predictions, is currently being
overcome by large efforts for solving three-dimensional structures of
t developments of molecular
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membrane proteins [4]. This has already led to a plethora of new struc-
tures for, e.g., G-protein coupled receptors [5] and ion channels [6,7].
Another obstacle results from the fact that setting up such computations
usually requires many separate, but repetitive, steps, which
becomes tedious for even medium-sized compound sets. Here, we
address this second obstacle by extending our Workflow tool for Free
Energy calculations of ligand binding, FEW [8], towards MM-PBSA
calculations in an implicit solvent/implicit membrane environment.

Several approaches for computing the free energy of binding of
ligands to a biomolecular target have been developed [9,10]. At the
lower end with respect to computational demand are docking/scoring
function-based approaches that allow a fast but only approximate
estimation of binding affinities [10–12]. At the other end are computa-
tionally expensive, rigorous, pathway-based free energy calculations
such as free energy perturbation or thermodynamic integration that
allow, in ideal cases, predictionswithin ~1 kcal/mol [13,14]. In between
these two extremes, there are the so-called end-point approaches that
consider only the initial (unbound) and final (bound) states of the bind-
ing process [10,15–18]. The continuum solvent approaches, in which
the end-states are described using an implicit model for the solvent, be-
long to this category. Among these, the molecular mechanics Poisson–
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Boltzmann surface area (MM-PBSA) method [17] is likely the most
widely used one. This method has proven capable to accurately predict
the relative binding affinity of similar ligand compounds [19–22] while
requiring only a moderate computational effort.

In the last years, a number of tools for semi-automated binding free
energy calculations have been developed [8,23–31]. Among these are
also tools for semi-automated MM-PBSA calculations such as the BEAR
workflow [31], PyMOL plugins intended as a drug design platform
[24], and our workflow tool FEW [8]. However, none of these tools has
been specifically developed for binding free energy calculations on
membrane protein–ligand systems.

In conventional MM-PBSA calculations, the polar part of the solva-
tion free energy is computed by solving the Poisson–Boltzmann equa-
tion for the molecular system embedded in a continuum with a high
dielectric constant, representing water. Such a setup is not appropriate
for ligand binding to a membrane protein, however, because it does
not account for the influence of themembrane on the protein–ligand in-
teractions. This influence can be particularly large if the binding site is
located close to the membrane lipids or within the transmembrane re-
gion of an integral membrane protein. Therefore, themembrane should
be taken into account in the continuum solvent free energy calculations.
For generating conformational ensembles of the membrane protein by
molecular dynamics (MD) simulations this is done explicitly in order
to account for the complex properties of the membrane. Retaining the
explicit membrane representation also in the subsequent continuum
solvent calculations would considerably increase the computational
cost of the binding free energy calculations, not least because of the
slow relaxation times observed within membranes [32], which would
require long sampling times to generate appropriate thermodynamic
ensembles to average over. One of the approaches to overcome this is
to consider the membrane influence by an implicit membrane repre-
sentation in the binding free energy calculations instead. Several implic-
it membrane models for continuum solvent calculations have been
developed [33–35], and implicit solvent/implicit membrane calcula-
tions were successfully used to study peptide–membrane association
thermodynamics and peptide–membrane interactions [33,35]. Never-
theless, implicit membrane models have not been used routinely so
far in the context of free energy calculations of protein–ligand binding,
although programs exist that provide the required functionality. These
include the Poisson–Boltzmann solvers Delphi [36], PBSA [37], PBEQ
[38,39] and the Adaptive Poisson–Boltzmann Solver (APBS) [40], all of
which allow one to consider the membrane as a slab with a low dielec-
tric constant embedded in a medium with the dielectric constant of
water in Poisson-Boltzmann calculations. Tools that facilitate the setup
of such calculations have recently become available [41–44]. Among
these, the APBSmem [41] program is especially easy to use, because it al-
lows to model and graphically inspect the membrane and to perform
Poisson–Boltzmann calculations. That way, the setup for individual
structures of the respective membrane protein can be directly tested.
In our view, this makes APBSmem the ideal basis for a graphics-based
setup of implicit solvent/implicit membrane Poisson–Boltzmann
calculations.

In order to enable a fast setup and execution of free energy calcula-
tions for multiple ligands binding to the same membrane protein, we
extended the functionality of FEW [8] towards facilitating implicit sol-
vent/implicit membrane MM-PBSA calculations. In this extended FEW
version, calculations of the polar part of the solvation free energy are
prepared and conducted with APBS [40] allowing easy parameter selec-
tion with APBSmem [41]. The validity of the implemented calculation
protocol is shown I) by solvation free energy calculations for a sodium
ion in the presence of an implicit membrane slab, II) by the calculation
of the profile of the polar interaction energy of a proton traversing the
transmembrane domain of the M2 protein (M2TM) of the influenza A
virus, and III) by effective binding energy calculations according to the
implicit solvent/implicit membrane MM-PBSA approach implemented
in FEW for a test set of ligands binding to M2TM.
2. Materials and methods

2.1. Computation of the solvation free energy of a sodium ion in the
presence of an implicit membrane slab

A sodium ion with a radius of 1 Å and a charge of +1 was placed in
2 Å intervals from -30 Å to 30Å along the z-axis. For each position of the
sodium ion the polar part of the solvation free energy was calculated
according to the following protocol:

Dielectric, charge, and ion-accessibility κ maps of the system were
generated with APBS [40,45,46]. A grid of 80 Å × 80 Å × 80 Å, centered
at the sodium ion, with 161 grid points in each directionwas generated.
A cubic B-spline charge discretization with default parameters was ap-
plied, and the dielectric coefficient as well as the ion-accessibility
were defined according to the “mol” option using a sphere density of
10.0 points per Å2 for themolecular surface definition. The bulk concen-
tration of mobile ion species was set to 0 M. A dielectric constant of 80
was used for the solvent, and εsolute was set to 1, 2, 4, and 5 in different
calculations.

In the generated maps a membrane slab with εmembrane = 2was de-
fined employing the draw_membrane2 [47] program. The membrane
slab was created in the x–y plane of the coordinate system such that
the sodium ion crosses the membrane in an orthogonal direction. A
lower boundary of −19 Å and a thickness of 34 Å were defined for
the membrane. This resulted in a planar slab reaching from −19 Å
to +15 Å in z-axis direction.

For each position of the sodium ion the polar part of the solvation
free energy at T = 298.15 K was computed with APBS [40,45,46]
using the generated maps and employing the linearized Poisson–
Boltzmann equation and Dirichlet boundary conditions. The polar part
of the solvation free energy was obtained by substracting the charging
free energy in vacuum, obtained from a calculation in a medium with
a dielectric constant corresponding to εsolute, from the charging free en-
ergy computed for the implicit solvent/implicit membrane state based
on the generated maps.

The computed polar solvation free energies of the sodium ion were
compared to the electrostatic transfer free energy that can be calculated
by the Born equation (Eq. (1); in kcal mol−1) [48] for a charge q located
at the center of a spherewith radius a possessing a dielectric constant of
εsolute and being surrounded by a medium with εexternal

ΔG0 ¼ 166 q2=a
� �

� 1=εexternal– 1=εsoluteð Þ ð1Þ

with a = 1 Å and q = +1.

2.2. Computation of the polar interaction energy of a proton along the pore
of the M2TM ion channel

Calculations were conducted using a crystal structure of the trans-
membrane part of the influenza AM2 proton-channel (M2TM, residues
22–46) (PDB ID: 3C9J) [49,50]. This structure was solved at pH 5.3 and
can therefore be assumed to represent the proton-conducting, “open”
state of the M2TM channel. The presence of the drug amantadine
bound to the channel in the crystal structure is unlikely to considerably
effect the conformation of the proton-conducting state, because only
marginal differences were found in the N-terminal drug binding site
region between this structure and a structure of the apo state solved
at pH 7.3 (PDB ID: 3BKD) [50]. For the computations, the bound aman-
tadine was removed, the present G34Amutation was reversed, and the
amino acid Ser22 was deleted from all four chains of the tetrameric
channel. The latter was necessary to avoid van der Waals clashes
between atoms of Ser22 and the proton inserted later. As the region
of the M2TM channel is part of a longer protein chain, acetyl- and N-
methyl-amino blocking groups were attached to the terminal amino
acids of the M2TM structure. Then, in total 61 structures were created
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in which a proton with charge +1 and a radius of 1.4 Å was positioned
in 1 Å intervals from 30 Å to−30 Å along the axis through the channel
pore (z-axis). The His37 tetrad was modeled either in the (+2) or the
(+3) state, corresponding to 2 or 3 charged histidines. In the (+2)
state, two oppositely positioned histidines were positively charged. All
neutral histidines were modeled in the Nε2-protonated state.

Electrostatic interaction energies (Eele, interaction H+ in channel) between
the proton in different positions along the pore axis and the M2TM
channel were computed from Coulomb energies for the apo channel
(Eele, M2TM) and the channel in the presence of H+ (Eele, M2TM+H+) by
Eq. (2).

Eele; interaction Hþ in channel ¼ Eele; M2TMþHþ−Eele; M2TM ð2Þ

Coulomb energies for the individual structures were computed by
single-point molecular mechanics calculations with the mm_pbsa.pl
script of AMBER [51,52] employing the ff10 force field [53,54] and
using a dielectric constant equal to εsolute applied in the APBS calcula-
tions (see next paragraph).

The polar part of the solvation free energies were computed with
APBS [40,45,46] using the same parameter settings described for the so-
dium ion above, except that now a bulk salt concentration of 0.15Mwas
applied to model physiological conditions. For the bulk ions radii of 2 Å
and charges of +1 and −1 were used. The polar part of the solvation
free energies were computed for apo M2TM (GPB, M2TM) and M2TM
with H+ (GPB, M2TM+H+) in an implicit solvent/implicit membrane envi-
ronment with εmembrane= 2. Maps for an implicit membrane were pre-
pared as for the sodium ion. However, a lower boundary of 14.7 Å and a
membrane thickness of 29.4 Å were specified, which correspond to the
region of the membrane for the 3C9J entry in the OPM database [55].
Furthermore, to ensure that the central pore of the channel was filled
with implicit water with εsolvent = 80, exclusion radii were provided
to the draw_membrane2 [47] program: An upper exclusion radius of
11 Å and a lower exclusion radius of 15 Å were used (see Ref. [41] for
a detailed explanation of the exclusion radius definition). In addition,
the polar solvation energy of H+ (GPB, H+) in implicit water (εsolvent =
80)was computed using a grid of the same size andwith the same spac-
ing as for the implicit solvent/implicit membrane calculations. Finally,
the change in the polar part of the solvation free energy of the proton
in the presence of the channel was calculated according to Eq. (3).

GPB; Hþ in channel ¼ GPB; M2TMþHþ−GPB; M2TM−GPB; Hþ ð3Þ

The calculations of the polar part of the solvation free energy were
conducted with εsolute = 2 and εsolute = 5.

The total polar interaction energy of the proton in the channel (Etotal
polar, H

+
in channel) was computed as the sum of the electrostatic interac-

tion energy and the polar part of the solvation free energy (Eq. (4)).

Etotal polar; Hþ in channel ¼ Eele; interaction Hþ in channel þ GPB; Hþ in channel ð4Þ

2.3. Extension of the free energy workflow FEW

The FEW [8] programwritten in Perlwas adapted and extended to en-
able the preparation ofMD simulationswith an explicitmembrane. In ad-
dition, the programnowallows setting up and executing effective binding
energy calculations according to a 1-trajectory implicit solvent/implicit
membraneMM-PBSA approach. For the execution of the effective energy
calculations a stand-alone Perl program called mmpbsa_FEWmem.plwas
written that handles the individual calculation steps conducted with the
external programs mm_pbsa.pl [51,52], draw_membrane2 [47], APBS
[40,45,46], and mm_pbsa_statistics.pl [51]. A detailed description of the
implemented implicit solvent/implicit membrane free energy calculation
procedure is given in the “Results and discussion” section.
2.4. Show case example for effective binding energy calculations by the
implicit solvent/implicit membrane approach implemented in FEW

The implicit solvent/implicit membrane MM-PBSA approach was
tested by computing effective binding energies for a data set of amanta-
dine derivatives binding to theM2TMchannel. Six ligandswere selected
from a set of small molecules for which binding affinities for M2TM had
been experimentally determined by measuring the inhibition of the
quenching of the fluorescence of Trp41 by protonation of His37 [56].
The selection was made such that the range of binding affinities
spanned by the compounds was as large as possible, and only com-
pounds were chosen for which the relative change in the configuration-
al entropy upon binding could be expected to be negligible. With the
latter criterion, we avoided that compoundswith, e.g., a floppy ring sys-
tem attached to the adamantane core were part of the data set. This is
important because changes in the configurational entropy of the ligand
and the M2TM channel upon complex formation are not explicitly cal-
culated by normal mode [57,58] or quasiharmonic analysis [59] in the
applied MM-PBSA procedure (entropic effects are only implicitly
accounted for in the Poisson–Boltzmann calculations): The effective
binding energy computed by the MM–PBSA approach in FEW considers
only the changes in gas phase and solvation free energy upon binding.
Hence, it is referred to as “effective binding energy” (ΔGeffective) [8,58]
to differentiate it from the binding free energy, in which changes in
the configurational entropy are taken into account.

The complex structure of the M2TM channel with amantadine
bound to the channel pore (PDB ID: 2KQT) [60] served as a model sys-
tem to generate a starting structure for the molecular dynamics (MD)
simulations of the M2TM-amantadine complex (see below). The struc-
ture was solved at pH 7.5. To model the conditions of the experimental
binding affinity measurements conducted at pH 5 [56] two His37 resi-
dues in opposing positions were positively charged. Since it was found
that the pKa of His37 drops to approximately 5.4 in the presence of
amantadine, it can be assumed that at least two out of the four histidines
are charged at pH5 [61]. All neutral histidinesweremodeled in theNε2-
protonated state because this state was reported to be more prominent
by 3:1 than the Nδ1-protonated state [62], and this constellation of two
doubly protonated and two Nε2-protonated histidines has successfully
been used tomodel the configurations of His37 that have been observed
for (+2) apoM2TM [63]. As it has been reported that water molecules
are preferably located at certain positions inside the M2TM channel,
water molecules were taken from the high resolution structure (PDB
ID: 3LBW) [64] after superpositioning the backbone atoms of residues
25 to 46. All four chains of the M2TM tetramer were blocked by
acetyl- and N-methyl-amino groups to account for the fact that each
pore-forming protomer is part of a longer protein chain. The M2TM
model system was then inserted into a 1,2-dimyristoyl-sn-glycero-3-
phosphocholine (DMPC) bilayer extending at least 25Å in x and y direc-
tions fromM2TM using the “System builder” functionality of Desmond
[26,27]. To model the experimentally used salt concentration, the sys-
tem was solvated in a 0.10 M NaCl solution [56]. Positioning of ions in-
side the channel pore was prevented by ensuring that the distance
between the channel as well as the membrane lipids and any ion was
≥6 Å using the “randomizeions” functionality of ptraj of AmberTools12
[65]. Topology and coordinate files of the generatedM2TM-amantadine
complex model system were prepared with LEaP [65].

Molecular dynamics (MD) simulations of the (+2) state M2TM-
amantadine complex were conducted using the ff10 force field [53,54]
for the protein, parameters from Joung and Cheatham [66,67] for the
ions, the GAFFlipid parameters from Dickson et al. [68] for the DMPC
lipids, and RESP charges [69] calculated with Gaussian03 [70] and ante-
chamber [65] as well as parameters from the general AMBER force field
(GAFF) [71] for the ligand amantadine. All MD simulations were per-
formed with the CPU versions of sander or pmemd of Amber12 [51].
After a thorough minimization of the system, it was heated to 303 K
and equilibrated in a sequence of MD simulations. Production
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simulations were carried out under NPTγ conditions (with T = 303 K
and γ = 10 dyn cm−1) for a total of 80 ns. A detailed description of
the complete simulation protocol is provided in the Supporting infor-
mation. The validity of this protocol for DMPC lipid bilayer systems
was tested and will be reported elsewhere (N. Homeyer & H. Gohlke,
unpublished results).

Snapshots recorded in intervals of 20 ps were analyzed using ptraj
[72] of AmberTools12 [65] and the ptraj extension routines of Hannes
Loeffler [73]. Structures were visualized with pymol [74], and data
were plotted with gnuplot [75] and Grace [76].

M2TM-ligand complexes for the effective binding energy calcula-
tionswere generated based on the snapshot recorded after 80 ns of pro-
duction MD simulation of the M2TM-amantadine complex system.
Ligand structures were manually drawn with SYBYL-X [77] and opti-
mized with moloc [78] using the MAB force field [79,80]. The prepared
ligand structures were then superimposed onto the amantadine mole-
cule of this snapshot using ROCS and the TanimotoCombo score [81,
82]. Mol2 files of the ligands in the position obtained from the fit to
the amantadine molecule were generated and used as ligand input
structures for FEW. The M2TM structure from the snapshot served as
input structure for the receptor. In addition, a PDB file with all lipids,
ions, and water molecules from the snapshot was prepared and used
as an input file of the membrane system for FEW.

Minimizations and MD simulations were prepared with FEW
employing the newmembrane setup functionality and using a protocol
similar to the one used for theM2TM-amantadine simulation described
above. Input structures of the M2TM-ligand complexes for the simula-
tions were automatically prepared with FEW, removing all water mole-
cules that were within a distance of 1.5 Å of the ligands to avoid clashes.
Charges for the ligands were computed according to the RESP proce-
dure [69]withGaussian09 [83] and antechamber [65]. Details of the sim-
ulation protocol are provided in the Supporting information. Production
simulations of 5 ns lengthwere generated, and snapshots of the systems
were recorded in intervals of 20 ps along the trajectories. The MD
simulations were run with the CPU versions of sander and pmemd of
Amber12 [51] on a compute cluster employing 16 cores per system
and were completed within ~2 days.

Effective binding energies for the ligands were computed by the 1-
trajectory implicit solvent/implicit membrane MM-PBSA approach im-
plemented in FEW. The calculations were conducted based on the 250
snapshots recorded during theMD simulations of theM2TM-ligand sys-
tems. For the implicit membrane slab a lower boundary of −19.95 Å
and a thickness of 33.4 Å were specified. These values correspond to
the average membrane position found in the last 30 ns of the MD
simulation of the M2TM-amantadine complex based on electron densi-
ty profiles (Fig. S1). Upper and lower exclusion radii of 12 Å and 15 Å
were selected based on visual inspection using APBSmem [41]. MM-
PBSA calculationswere conductedwithmmpbsa_FEWmem.plwith stan-
dard settings, using εmembrane = 2 and εsolute = 1 or 5, respectively. Sol-
vation free energy computations with APBS [40,45,46] were carried out
with the same grid definitions and parameter settings described for the
sodium ion calculations above except that a bulk salt concentration of
0.15 M was employed.

The correlation between the computed binding free energies and
experimental binding affinities was plotted and statistically analyzed
with R [84].

3. Results and discussion

3.1. Profile of the polar part of the solvation free energy of a sodium ion in
the presence of a membrane slab

For effective binding energy calculations of membrane protein–
ligand systems by the MM-PBSA approach a protocol for computing
the polar part of the solvation free energy in an implicit solvent/implicit
membrane environment with the Adaptive Poisson–Boltzmann Solver
(APBS) [40] was established (see “Materials and methods” section).
In order to validate this protocol on a simple model system, the
polar part of solvation free energies for a sodium ion with a radius
of 1 Å placed in 2 Å intervals along the normal of an implicit mem-
brane slab were computed (Fig. 1); for the solvent and the mem-
brane εsolvent = 80 and εmembrane = 2 were used, respectively.
Using εsolute = 1, values computed that way for the sodium ion either
placed at a large distance from the membrane (~±30 Å) or being
centered in the membrane (~−2.0 Å) are in very good agreement
(difference b 0.45 kcal mol−1) with electrostatic transfer free energies
calculated analytically by the Born equation (Eq. (1)) [48] using
εexternal = 80 or εexternal = 2, respectively (horizontal gray lines in
Fig. 1). Furthermore, consistent with expectations, the polar part of
the solvation free energy decreases in the solvent region nearly inverse-
ly proportional with increasing εsolute. In the center of the membrane,
the polar part of the solvation free energy approaches zero when
εsolute = 2, and becomes positive for εsolute N εmembrane. Finally, to test
whether the solvation free energy is correctly computed even if the
membrane slab is not symmetrically arranged relative to the origin
(which may occur in membrane protein–ligand systems if the mem-
brane protein is used to define the origin; see below), the membrane
slab was positioned asymmetrically along the z-axis. The asymmetrical
arrangement is clearly reflected in the computed solvation free ener-
gies, which increase considerably at −18 Å and +14 Å where the ion
enters the implicit membrane slab (vertical gray lines in Fig. 1). In sum-
mary, our protocol for computing the polar part of the solvation free en-
ergy in an implicit solvent/implicit membrane environment with APBS
correctly reproduces absolute and relative values for a model system,
even for an asymmetrically arranged implicit membrane slab.

3.2. Profile of the polar interaction energy of a proton passing through the
M2TM channel

Next, we validated the protocol on amore complex system including
a transmembrane protein. For this we computed the polar interaction
energy (Eq. (4)) of a proton positioned in 1 Å intervals along the axis
through the transmembrane domain of the M2 channel (M2TM) of
the influenza A virus. Free energy profiles of a proton passing through
differently charged states of this channel have recently been deter-
mined by Liang et al. using a computationally expensive, multi-scale
simulation approach including quantum, classical, and reactivemolecu-
lar dynamics methods (see Ref. [85] and Fig. 3 therein). Here, we tested
whether the energy profiles can overall be reproduced by comparative-
ly simple computations of the electrostatic interaction energy (Eq. (2))
plus the polar part of the solvation free energy (Eq. (3)).

Wemodeled the proton as a spherewith a+1 charge and a radius of
water (1.4 Å) to reflect that the proton is solvated in aqueous solution.
Note that the choice of the radius is somewhat ad hoc because H3O+,
often used to represent the nature of a proton in water, has an effective
ionic radius of 1.0 Å, i.e., smaller than themolecular radius of water [86],
whereas in reality the proton is bound to several molecules of water,
resulting in ionic species with larger effective radii. M2TM was repre-
sented by a single conformation taken from the crystal structure (PDB
ID: 3C9J) [50], which is assumed to represent the proton-conducting,
“open” state of the M2 channel [50,85,87]. Two charge states of M2TM
were considered, the (+2) and the (+3) state, in which two or three
of the four His37 residues are protonated and positively charged.
These two charge states are considered the most relevant ones when
proton conduction takes place if an additional (excess) proton is present
[85,88,89].

Recently, Nielsen et al. reported that a solute dielectric constant in
the range 2–5 is optimal to reproduce the electric field in protein sys-
tems by Poisson–Boltzmann calculations on fixed conformations [90].
Furthermore, the proton has to pass through a highly charged, narrow
region of the channel where the applied implicit solvation model can
be expected to underestimate the charge screening by (explicit)



Fig. 1. Polar part of the solvation free energy of a sodium ion depending on its position relative to an implicit membrane slab. The solvation free energy was computed by the Poisson–
Boltzmann approach applying εsolvent = 80, εmembrane = 2, and values in the range 1–5 for εsolute, i.e., the dielectric constant of the sodium ion. The boundaries of the implicit membrane
are indicated by long dashed, vertical gray lines. For εsolute= 1 electrostatic transfer free energies computed by the Born equation (Eq. (1)) for a sodium ion inwater (εexternal = 80) and in
an environment with εexternal = 2 are marked by short dashed and dotted, horizonal gray lines, respectively.
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solvent. This situation is reminiscent of effective binding energy compu-
tations by the MM-PBSA approach for systems with polar protein bind-
ing site-ligand interactions, where using a dielectric constant above
unity for the solute has been found to be beneficial [20,91]. Taken to-
gether, this led us to compute theprofiles of the polar interaction energy
of the proton in M2TM applying εsolute = 2 and εsolute = 5.

The profiles of the polar interaction energy for the (+2) and (+3)
charge states and εsolute = 5 are shown in Fig. 2. Regarding several im-
portant events along the pathway of the proton through the pore,
these profiles are remarkably similar to the free energy profiles found
by Liang et al. [85]. First, we find aminimum in the polar interaction en-
ergy of −6.9 kcal mol−1 for the (+2) state (−5.9 kcal mol−1 for the
(+3) state) when the proton reaches the interface between bulk
water and the pore entrance flanked by Asp24 from the extracellular
side (top side in Fig. 2) at a distance of ~16 Å from the origin. Liang
et al. [85] find a similar minimum (~−2.5 kcal mol−1) located at
~14 Å from the origin. The authors attributed its location close to
Val27 to the anisotropic solvation structure of the hydrated proton,
which, according to the authors, makes the proton somewhat
Fig. 2. Profile of the polar interaction energy of a protonmoved in 1 Å steps along the axis of the
to the channel visualized with Pymol [74]. The M2TM channel is shown in cartoon representa
represented as a red sphere. B: Total polar interaction energy (Eq. (4)) computed as the su
(Eq. (3)) and normalized relative to the energy of the proton position most distant to the ext
energies were computed with εsolute = 5. The origin in the structure 3C9J is taken as the origin
et al. in the vicinity of the His37 tetrad.
amphiphilic in nature. In our case, in the absence of explicit water, we
find a disfavorable contribution from the polar part of the solvation
free energy as the proton approaches the narrow entrance of M2TM,
which is overcompensated by a favorable Coulomb energy likely
resulting from interactions between the proton and Asp24 (Fig. S2).
Note that the M2TM structure used by Liang et al. [85] is shorter by
two amino acids at the N-terminal end than ours, i.e. it lacks Ser23
and Asp24, which may explain the subtle difference in the location of
the minima and the difference in the explanations as to the structural
causes for the minima.

Second, the polar interaction energy steeply increaseswhen the pro-
ton approaches Val27 and reaches a maximum of 14.8 kcal mol−1 for
the (+2) state (16.6 kcal mol−1 for the (+3) state) in the region of
Val27 (Fig. 2). The height of the maximum is comparable to the large
free energy barrier observed by Liang et al. (~10 kcal mol−1) between
Val27 and His37 and confirms the important role of Val27 for the func-
tion of M2TM [87]. For the (+2) state, Liang et al. attributed this barrier
in part to the ice-like character of water in the channel [85], which in-
hibits a proton transfer due to the slow water dynamics [85,92,93]. In
pore of theM2TM channel in the (+2) or (+3) state, respectively. A: Ion positions relative
tion, amino acids of one protomer lining the pore are depicted as sticks, and the proton is
m of the electrostatic energy (Eq. (2)) and the polar part of the solvation free energy
racellular (“top”) surface of the membrane at +30 Å. The polar part of the solvation free
here [50]. The gray dotted line schematically depicts the deep minimum found by Liang
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our case, the maximum is mainly caused by the desolvation cost for
transferring the proton from the solvent to the nonpolar channel interi-
or (Fig. S2B) and the lack of a favorable Coulomb energy (Fig. S2A).

Third, considering a proton location beyond the His37 tetrad, we
find another barrier in the polar interaction energy in the region of
Trp41 (~12 Å from the origin) of 13.0 kcal mol−1 for M2TM in the
(+2) state (17.7 kcal mol−1 in the (+3) state). Liang et al. [85]
observed a similar barrier of ~10 kcal mol−1 (at ~11 Å from the origin
for the (+2) state), which they attributed to the deprotonation of a
histidine. Our barrier is caused by unfavorable Coulomb interactions of
the proton in the region between His37 and Trp41 (Fig. S2A) that
are not compensated by the polar part of the solvation free energy
(Fig. S2B).

Regarding our profile and the free energy profile by Liang et al., there
is one major difference around the His37 tetrad (~6 Å from the origin),
however. In the work of Liang et al. the proton protonates histidine,
which results in a free energy decrease by ~13 kcal mol−1 that culmi-
nates in a deepminimum (depicted as a gray dotted line in Fig. 2B). Ob-
viously, using classical electrostatics, we cannot observe the histidine
protonation and, hence, our profile of the polar interaction energy
does not show aminimum there. Yet, we find it noteworthy to mention
that estimates of the free energy of protonation of a solvated histidine
obtained in two different ways (see Figs. S4 and S5) yield values
between ~−20 kcal mol−1 and ~−10 kcal mol−1. These values are in
surprisingly good agreement with the free energy decrease observed
by Liang et al. [85], although in our case the presence of charged histi-
dines of the His37 tetrad and any effect due to charge delocalization is
either not (Fig. S4) or only implicitly (Fig. S5) taken into account.

Finally, another difference arises when comparing the profiles for
the (+2) and (+3) states. In this work and in the study by Liang et al.
both profiles are similar in shape. However, in the study by Liang et al.
the profile for the (+3) state shows lower barriers than that for the
(+2) state, whereas in our case the barriers are higher. This is a result
of the fact that in the study of Liang et al. the M2TM channel can
adapt to the charge change and does so bywidening, leading to a better
solvation and, thus, a better screening of electrostatic repulsion and a
larger water dynamics [85]. In our case of a fixed M2TM conformation,
the additional charge in the (+3) state leads to an increased electrostat-
ic repulsion around the His37 tetrad (Fig. S2A), which is not compensat-
ed by a more favorable polar part of the solvation free energy there
(Fig. S2B).

In all, we performed our calculations of a proton transfer through the
M2TM channel with no intention to condemn the highly sophisticated
study of Liang et al. Rather, we intended to use their work to validate
our protocol of computing polar interaction energies in an implicit sol-
vent/implicit membrane environment and including a transmembrane
protein. In that respect, it is encouraging to see the at least qualitative,
if not semi-quantitative, agreement for several important events along
the pathway of the proton through the pore. At the same time, the
above computations also reveal limitations of the chosen approach.
Along these lines, one not yet mentioned is the dependence of the re-
sults on the choice of εsolute: Although the shape of the profiles is very
similar for εsolute = 2 or 5, the magnitudes of the minima and maxima
increase considerably for εsolute = 2 (Fig. S3) compared to εsolute = 5
(Fig. 2B).

3.3. Extension of FEW towards implicit solvent/implicit membrane MM-
PBSA calculations

The workflow tool FEW was extended with the aim to provide the
functionality for an easy setup and execution of effective binding energy
calculations for membrane protein–ligand systems by an ensemble-
based implicit solvent/implicit membrane MM-PBSA approach.
The original FEW already comprised a module for conventional MM-
PBSA calculations (WAMM, [8]). The module can be invoked by a
command-line call of the main FEW routine together with the name
of the procedure (“MMPBSA”) and a text file with parameter specifica-
tions (“commandfile”) (Fig. 3). FEWrequires as input a PDB structure of
the protein and structures of the ligands inMol2 format. Initially, the va-
lidity of the provided files and specified parameters is checked. The
MM-PBSA workflow then starts with the preparation of protein–ligand
systems and input files for MD simulations.

In the extended version, FEW now allows setting up MD simulations
for membrane protein–ligand complexes embedded in an explicit mem-
brane bilayer. For the preparation of such simulations the user needs to
provide a PDB file containing information about the lipids, ions, and
watermolecules, in addition to the inputfiles of the protein and the ligand
structures. Such a PDB file can be prepared, e.g., with the CHARMM-GUI
Membrane Builder [94–96], the ProBLM server [43], or the “SystemBuild-
er” of Desmond [26,27]. One needs to take care in that process that the
atom and residue names of lipids, ions, and water molecules are consis-
tent with the naming scheme of the employed AMBER force fields. In
FEW, either the GAFFlipid parameters of Dickson et al. [68] provided in
the LipidBook database [97] or the Lipid14 force field [98] available in
AMBER 14 [99] can be used for the lipids. If the Lipid14 force field [98]
shall be used, we recommend to prepare the PDB file of the solvated
membrane bilayer with the CHARMM-GUI Membrane Builder [94–96]
because afterwards the script charmmlipid2amber.py distributed with
AMBER 14 [99] allows an automated conversion of CHARMM to AMBER
Lipid14 atom naming. Upon request input files for MD simulations of
membrane protein-ligand complexes embedded in an explicitmembrane
are automatically preparedby FEWfor all provided ligand structures. Dur-
ing this preparation, all water molecules located within a user-specified
distance to the ligands are removed to avoid clashes. In addition to the
files for theMD simulations, batch scripts for easy submission of MD sim-
ulation jobs on a compute cluster can be generated. Using the prepared
inputfilesMDsimulations canbe runwith the sanderor pmemdprograms
of AMBER [100].

In the second part of theworkflow,MD trajectories of protein-ligand
complex systems with an explicit membrane serve as input for the
preparation of effective binding energy computations by an implicit
solvent/implicit membrane MM-PBSA approach (Fig. 3, top red box).
Step 1: Topology files are generated with LEaP using parameter files
for the ligands prepared during the setup of the MD simulations by
FEW. The topology files contain information about the protein-ligand
system as well as Parse radii [101]. We chose Parse radii among the
sets of radii available for implicit solvent calculations [101–106] because
the Parse radii showed a good performance in a recent extensive study
by us on binding free energy calculations for protein–ligand systems
[21]. If desired, the radii in the generated files can still be changed by
the user prior to starting the calculations, thereby exploiting the gray
box character of the calculation setup by FEW. No information about
lipids, ions, orwatermolecules from theMD simulationswith an explic-
it membrane is included in the topology files. The topology files serve as
input files for the calculations of the gas phase energy and the nonpolar
part of the solvation free energy with the mm_pbsa.pl script of AMBER
[100]. Step 2: Coordinate files of the snapshots recorded in theMD sim-
ulations stripped of lipids, ions, and water molecules are created with
mm_pbsa.pl for the gas phase and nonpolar solvation free energy calcu-
lations. Prior to the snapshot generation, the membrane protein–ligand
systems are imaged to the origin, such that the coordinates of the im-
plicit membrane slab can be specified relative to the center of geometry
of the membrane protein (see next paragraph). Step 3: PQR files of the
same snapshots without lipids, ions, or water molecules are extracted
from the MD trajectories. These files are required for the computation
of the polar part of the solvation free energies with APBS. Charges for
the PQR files are taken from the topology files used for the MD
simulations, and radii are assigned according to the Parse radii set
[101]. Step 4: All other files required for the implicit solvent/implicit
membrane MM-PBSA calculations are automatically created, as are
batch files enabling a submission of the MM-PBSA jobs via a queuing
system upon request.



Fig. 3.Workflow of the MM-PBSA procedure (left), schematic depiction (center) of the setup (top red box; using theWAMMmodule, see Figs. 1 and 3 in Ref. [8]) and execution (bottom
red box) of implicit solvent/implicit membrane MM-PBSA calculations by the extended FEW workflow, and used external programs (right). Information required for the setup of the
calculations, which is obtained from the preparation and execution of MD simulations in a previous step, is highlighted by light blue boxes.
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In the third part of theworkflow, the implicit solvent/implicit mem-
brane MM-PBSA calculations are performed by execution of a stand-
alone program provided with FEW called mmpbsa_FEWmem.pl (Fig. 3,
bottom red box). This program handles the preparation of the input
files required for the individual calculation steps and calls the external
programs used in the calculation procedure. Step 1: The gas phase ener-
gy and the nonpolar part of the solvation free energy of the snapshots in
the conformational ensemble are calculated with themm_pbsa.pl script
of AMBER [100]. Step 2: Dielectric, charge, and ion accessibility κ maps
of the ensemble structures for the computation of the polar part of the
solvation free energy are generated with APBS [40]. Step 3: These
maps are modified by the draw_membrane2 [47] program such that an
implicit membrane representation is included. The user can specify in
the FEW command file the position of the implicit membrane in terms
of the lower boundary and the thickness of themembrane slab; if need-
ed, exclusion radii can be defined, too, which allows assigning εsolvent to
the region of the pore in case the protein is a transmembrane channel.
Step 4: While draw_membrane2 by default assigns a dielectric constant
of εmembrane = 2 to all points within the membrane region, the uniform
assignment in the dielectric maps is modified, if requested, such that a
membrane representation comprising up to five slabs with three differ-
ent dielectric constants results. Thatway, it is possible to model a mem-
branewith a low dielectric center, embraced on either side by regions of
higher dielectric permittivity, which in turn are flanked by regions with
a very high dielectric constant. Such amembrane representation is con-
sistent with reported membrane permittivity profiles [107,108]. We
note, however, that electrostatic properties of membranes and effects
of water at membrane surfaces are complex [107–110]. Consequently,
considering the membrane implicitly by a perfectly planar slab,
although advantageous with respect to computational costs and conve-
nient with respect to the calculation setup, is a substantial approxima-
tion. Step 5: The generated maps are used for computing the polar
part of the solvation free energy with APBS [40]. Parameters for the
APBS calculations such as the size and resolution of the grid, the solute
dielectric constant, and the ion concentration can be specified in the
FEW command file (see Ref. [8]). Step 6: The energies computed for
the individual snapshots are averaged with the mm_pbsa_statistics.pl
script of AMBER [100]. In the resulting output file, average values and
standard deviations for the gas phase and solvation free energies calcu-
lated for complex, receptor, and ligand are provided as are the effective
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binding energies. Average effective binding energies and their individu-
al contributions computed for all ligands of a data set can be obtained by
calling the extract_WAMMenergies.pl script providedwith FEW. The thus
obtained summary of effective binding energies can be used for a direct
comparison of the calculated effective binding energies with experi-
mentally determined binding affinities or for an analysis of the relative
binding affinities between pairs of ligands.

In summary, we extended the functionality of FEW such that it can
nowalso beused toprepare and performeffective binding energy calcu-
lations by an implicit solvent/implicit membrane MM-PBSA approach
for several ligands binding to the same membrane protein. This leads
to a considerable speed-up of the preparation step (see below). Further-
more, the mmpbsa_FEWmem.pl program now executes several calcula-
tion steps requiring different external programs, processes the
respective output, and performs a statistical analysis. This greatly re-
duces the complexity of such analyses.
3.4. Case study — application of the implemented implicit solvent/implicit
membrane MM-PBSA calculation procedure

In order to test the implicit solvent/implicit membrane MM-PBSA
approach implemented in FEWona “real-life”data set,we calculated ef-
fective binding energies for six ligands (Fig. 4A) that bind to M2TM and
thereby block the pore. Such inhibitors have recently re-gained a high
interest in drug design to overcome virus resistance against established
influenza drugs, such as amantadine (e) and rimantadine (f). Experi-
mentally measured binding affinities for these compounds have been
reported in ref. [56]. In the implemented 1-trajectory MM-PBSA ap-
proach, structural rearrangements in the ligand and/or receptor upon
binding are not explicitly accounted for, in contrast to the 3-trajectory
MM-PBSA approach [58]; furthermore, changes in the configurational
entropies of the solutes are not estimated by normal mode [57,58] or
quasiharmonic [59] analysis here because such estimates can introduce
a considerable uncertainty in the predicted binding affinities [58,91,111,
112]. Accordingly, we restricted the data set to compounds that are
structurally related to amantadine,which is bound toM2TM in the com-
plex structure that served as a template for the generation of all other
complex structures; that way, no large changes in the M2TM or ligand
conformation should be expected, and only comparable changes in the
configurational entropy upon complex formation should occur. In that
case, the computed relative effective binding energies should be a
good approximation to the experimental relative binding free energies.
Fig. 4. A: Structures of inhibitors of theM2 proton-channel used for the case study of effective b
together with experimentally measured Kd values from Ref. [56]. B: Correlation between com
experimentally measured Kd values. Experimental binding free energies were calculated acco
used as a reference. The correlation line obtained by a linear least-squares fit is shown as a sol
Effective binding energies for the selected ligand compounds were
calculated in an automated way applying the implicit solvent/implicit
membraneMM-PBSA extension of FEW. The calculationswere conduct-
ed based on ensembles of 250 snapshots sampled during 5 ns of MD
simulations of the M2TM-ligand complexes prepared with FEW. The
MD simulations were carried out with sander and pmemd of AMBER
[51] on a compute cluster using 16CPU cores perM2TM-ligand complex
simulation and consumed ~2 days (Table 1). The setup of the six MM-
PBSA calculations and the extraction of snapshots from theMD trajecto-
ries together took less than 10min on aworkstation (Table 1). TheMM-
PBSA calculations were run on workstations using one node and one
core per ligand and were completed within 1 day (Table 1). Thus, the
overall runtime of the calculations amounts to approximately 3 days,
which is much faster than rigorous free energy calculations on systems
of comparable size: For a system comprising only ~2/3 of the atoms of
theM2TM systemwith explicit membrane, thermodynamic integration
calculations consumed more than 2 weeks when 40 cores were used
per ligand transformation [8]. Furthermore, the very short setup times
for the implicit solvent/implicit membrane MM-PBSA calculations
with FEW constitute a considerable speed up of this procedure com-
pared to a manual preparation, which would consume several hours
even for an experienced person (Table 1 and Ref.[8]), and due to the au-
tomated way, the potential for introducing errors in this step is largely
diminished.

The relative effective binding energies computed for the six com-
pounds resulted in a very good (r2 = 0.90) and highly significant
(p b 0.005) correlation with respect to the experimental relative bind-
ing free energies (Fig. 4B). The slope in the correlation line is ~2, show-
ing that the computed effective binding energies overestimate increases
in the binding affinity, whichmay indicate the lack of accounting for en-
thalpy–entropy compensation [113] evenwithin this series of very sim-
ilar compounds due to not explicitly considering changes in the
configurational entropy upon complex formation. The slope is not con-
siderably affected by using different εsolute values (compare Figs. 4B and
S6) because the 1:2 relation between ΔΔGexperiment and ΔΔGeffective is
mainly caused by the van der Waals energy contribution to binding.
Only ΔΔGeffective of compound b, which has a fluorine substituent at
the adamantane core, is influenced by εsolute. Consequently, using a
three slab model for the membrane with εmembrane = 1 in the region
0–12 Å, εmembrane = 3 in the range 12–18 Å, and εmembrane = 160 in
the range 18–25 Å relative to the membrane center also resulted in
only marginal differences in the computed ΔGeffective (data not
shown). However, in those cases where the effective binding energy
inding energy calculations by the implicit solvent/implicit membraneMM-PBSA approach
puted relative effective binding energies and relative binding free energies derived from
rding to ΔGexperiment = −RT ln(Kd

A/Kd
B) with Kd

A = 1 M and T = 300 K. Compound f was
id line.



Table 1
Estimates of time required for conducting binding free energy calculations using the extended FEW tool versus performing a purely manual setup.

Task/calculation No. of ligands a Time with FEW b,d Time for manual setup c,d

Generation of command file for preparation of MD simulations with FEW –e 20 min –f

Setup of MD simulations including calculation of RESP charges 6 25 min 5 h
Running equilibration and production MD simulations (16 cores per simulation) g 6 2 days 2 days
Generation of command file for setup of MM-PBSA calculations with FEW –e 20 min –f

Setup of MM-PBSA calculations 6 8 min 6 h
Running MM-PBSA calculations (1 core per node and ligand) h 6 1 day i 3 days i

a Number of ligands for which the respective setup step/calculation was applied.
b Time required when using FEW for the execution of the task/calculation.
c Estimate of time needed for a purely manual execution of the task/calculation by an experienced person familiar with the calculation procedure.
d Time rounded to days, hours, and minutes.
e Number of ligands not relevant.
f Task not necessary for a manual setup.
g Calculations performed using 16 cores of a multi-node compute cluster with two quadcore Intel Xeon Nehalem 2.4 GHz processors per node.
h Calculations were run on workstations with 4 cores using 1 core and 1 workstation per ligand.
i The calculation time increases by ~1 day if a more complex representation than the default single slab with εmembrane = 2 is used for the membrane.
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of the ligands is dominated by polar contributions, changes in the di-
electric constant(s) of the membrane model are expected to have
more pronounced effects.

For the calculation with the simple membrane slab with
εmembrane = 2 and εsolute = 1 (Fig. 4B) the standard error of the
mean was b0.25 kcal mol−1 for all compounds, which indicates
that sampling structures every 20 ps during 5 ns of MD simulations
is sufficient to obtain statistically significant results in this case. It is
remarkable that even compounds of pairs with subtle structural
modifications are correctly ranked by the computed effective bind-
ing energies, e.g., the cycloheptyl (a) vs. cyclooctyl (d) derivatives,
where d shows experimentally a ~9-fold higher binding affinity
than a, amantadine (e) vs. its 2-regioisomere (c), where the latter
shows a ~7-fold decrease of the binding affinity, or amantadine
(e) vs. rimantadine (f), where the latter shows a 20-fold increase of
the binding affinity. Thus, although we show results only for one
membrane protein–ligand system and on a limited set of com-
pounds, these results indicate that the implicit solvent/implicit
membrane MM-PBSA approach implemented in FEW can yield
good estimates of relative effective binding energies that may be
helpful for, e.g., decision making in the field of rational drug design.

4. Conclusion

We extended the free energy workflow tool FEW, available in
AMBER, towards facilitating the setup ofMD simulationswith an explic-
it membrane and the setup and execution of effective binding energy
calculations according to a 1-trajectory implicit solvent/implicit mem-
brane MM-PBSA approach for multiple ligands binding to the same
membrane protein. Our work was motivated by the recent strong in-
crease in the number of high-resolution structures of pharmacologically
relevant membrane proteins, the opportunities that arise from this in
terms of structure-based drug design, and the lack of any free energy
workflow tool specifically developed for such computations. As our ex-
tension is embedded in the hierarchical and template-based design of
FEW, it requires minimal input information but is still highly adaptable.
This shouldmake it interesting for both beginners and experts aiming at
implicit solvent/implicit membrane MM-PBSA calculations.

We validated the implemented protocol in three steps. First, by com-
puting the profile of the polar part of the solvation free energy for a so-
dium ion in the presence of an implicit membrane slab and comparing
the results to analytical solutions of the Born equation. Second, by com-
puting the profile of the polar interaction energy of a proton traversing
the transmembranedomain of theM2protein of influenzaA. The results
are in good qualitative, if not semi-quantitative, agreement for several
important events along the proton pathway with those obtained in a
study applying much more sophisticated computational techniques. Fi-
nally, we performed a case study on effective binding energy
calculations according to the implemented implicit solvent/implicit
membrane MM-PBSA approach for a set of inhibitors of M2TM. We es-
timated a considerable speed up in the setup and analysis times for
the implicit solvent/implicit membrane MM-PBSA calculations by FEW
compared to a manual preparation. Together with the overall runtime
of the calculations and the results of the sample analysis, this suggests
that such type of calculations can be valuable for estimating relative ef-
fective binding energies in later stages of drug design projects onmem-
brane proteins. As the extended version of FEW reduces the effort and
complexity in setting up such calculations, we think that it will help to
pursue such studies with the AMBER package.
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