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ABSTRACT: Protein association in lipid membranes is fundamental to
membrane protein function and of great biomedical relevance. All-atom and
coarse-grained models have been extensively used to understand the
protein—protein interactions in the membrane and to compute equilibrium
association constants. However, slow translational and rotational diffusion of
protein in membrane presents challenges to the effective sampling of
conformations defining the ensembles of free and bound states contributing
to the association equilibrium and the free energy of dimerization. We
revisit the homodimerization equilibrium of the TM region of glycophorin

3

Glycophorin A Ma

Potential of mean force (PMF)

Wi

5

A. Conformational sampling is performed using umbrella sampling along

previously proposed one-dimensional collective variables and compared with sampling over a two-dimensional collective variable
space using the MARTINI v2.2 force field. We demonstrate that the one-dimensional collective variables suffer from restricted
sampling of the native homodimer conformations leading to a biased free energy landscape. Conversely, simulations along the two-
dimensional collective variable effectively characterize the thermodynamically relevant native and non-native interactions
contributing to the association equilibrium. These results demonstrate the challenges associated with accurately characterizing
binding equilibria when multiple poses contribute to the bound state ensemble.

Bl INTRODUCTION

The association of transmembrane (TM) proteins plays a key
role in membrane protein structure and function,’ with G-
protein coupled receptors being one important example.” In
addition, membrane proteins are known to play an important
role in the biogenesis of amyloid proteins associated with a
variety of diseases including Alzheimer’s disease’ and
Parkinson’s disease.” Classical computer simulations have
been used to predict the structure of TM protein complexes
in membranes.”’ Additionally, umbrella sampling (US) may
be used to calculate free energy surfaces or potentials of mean
force (PMF) that may be used to quantitatively compute
equilibrium binding constants. A converged and reproducible
PMF can be compared with an experimental data for
quantitative comparison of different interactions and can be
used to calibrate the molecular dynamics models.

The slow diffusion of molecules in membranes relative to
water leads to significant challenges in effectively sampling
conformations of protein and lipids,® a challenge that grows
with the increasing complexity of the membrane model.” As
such, TM protein association is most commonly studied using
multiscale modeling approaches that rely on coarse-grained
models.'”"" To calculate the free energy surface of a TM
protein homodimer, it is important to have a proper sampling
of all thermodynamically relevant free energy basins character-
izing the membrane protein conformation ensemble, >

Enhanced sampling methods that require the effective
sampling of reaction coordinates or collective variables (CV),
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including umbrella sampling, metadynamics,'® and adap-
tive biasing force,'” have been extensively used to address the
sampling challenges in membrane protein simulation.'® These
methods have also been used to calculate protein—protein or
protein—lipid free energy surfaces in complex membrane
systems using both all-atom'® or coarse-grained models.'"*’
To calculate the PMF relevant in describing protein
homodimerization using umbrella sampling methods, we
must define a reaction coordinate connecting the relevant
bound and dissociated states. The distance between the center-
of-mass of protein helices has been commonly used in defining
the umbrella bias.”"”** In this approach, the initial config-
urations of different umbrella windows were generated by a
simple translation of TM helices along the reaction coordinate.
After a sufficiently long simulation in each window, unbiasing
can be performed by using the weighted histogram analysis
method (WHAM) tool to obtain the final PMF.>*** While the
alchemical decoupling method is effective for characterizing
receptor—ligand interactions,”” the PMF-based strategy is most
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effective in characterizing protein—protein interactions and the
associated binding constants.
The theoretical foundation for the rigorous calculation of

bindin§ free energies was developed over a period of 20
28-37

years.” °' Those studies were extended to calculations
exploring‘ binding free energies of proteins in mem-
branes."'”*~** Recent perspective articles and textbooks have

organized this collected wisdom in the form of guidance on
best practices for free energy calculation.”' ™" While careful
works were done to provide a rigorous theoretical foundation,
the application of those ideas has proven to be more complex.
There are three concerns most commonly raised. (1) When
using a computed potential of mean force (PMF) to determine
a binding constant, the binding free energy should be
determined by an integral over the PMF rather than the
surrogate minimum of the PMF. While the minimum of the
PMF is often a reasonable approximation to the free energy
difference, that is not always the case.”” (2) Symmetry factors
arising from molecular point group symmetries, or symmetry
factors involved in homodimerization as opposed to hetero-
dimerization, are straightforward in their formulation but
challenging in their application.3"_39’41 (3) The choice of
reaction coordinate or order parameter in the calculation of a
potential of mean force can facilitate or frustrate sampling in
the calculation of PMFs, The string method may be used to
create curvilinear paths.* Such paths should connect initial
and final states, which may be characterized by multiple
substates.

Glycophorin A (GpA) homodimer formation has been
extensively studied as a model of the TM protein to analyze
the homodimer interactions in membranes. The small size and
simple structure of GpA along with an abundance of available
experimental data in different conditions make this homodimer
system an appropriate choice in accessing the accuracy of the
computational models and sampling methods.

The structure of GpA has been derived from solution NMR
in detergent micelles,*® solid-state NMR in dimyristoylphos-
phocholine (DMPC),"” and an X-ray crystallographic structure
obtained in the lipidic cubic phase (LCP),** providing a
consistent picture of GpA dimer. Key interactions stabilizing
the GpA homodimer are mediated by steric and C, hydrogen
bonding mediated by the GXXXG TM domain sequence
motif. Mutagenesis experiments have been performed in which
destabilizing the GXXXG motif*° or mutating the T87
residue®*” has been reported to decrease the homodimeriza-
tion propensity.

Several experimental studies have been performed to analyze
the free energy of dimerization of the GpA dimer. Fleming et
al. reported the free energy of dissociation of the GpA dimer to
be 9.0 kcal/mol in pentaoxyethylene octyl ether (C4Es).>> The
mole fraction standard state free energy change for GpA
dimerization was measured to be 7.0 kcal/mol in C4E; and 5.5
to 4.5 kcal/mol in SDS at 25 °C.>* The free energy of
dissociation of the GpA in the Escherichia coli inner membrane
was found to be 7.5 kcal/mol.”> Hong et al. has reported the
free energy of dissociation of the GpA dimer to be 12.1 kcal/
mol using the steric trap method in a POPC bilayer.*
Experiments on the plasma membrane reported the dimeriza-
tion free energy between 3.4 and 4.0 kcal/mol. 5758 Theoretical
studies have been used to calculate the dissociation kinetics of
the GpA dimer in different conditions. Sengupta et al. reported
the free energy of dissociation to be 9.1 kcal/mol in a DPPC
bilayer.”" Janosi et al. reported the dimerization free energy of
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the GpA homodimer to be 6.6 and 6.7 kcal/mol in a DOPC
and DLPC bilayer and 7.5 kcal/mol in a DPPC bilayer.””
Using the CHARMM27 force field, Hénin et al. reported the
free energy of dimerization to be 11.5 kcal/mol.*® This data is
summarized in the Supporting Information, Table 1. We note
that the measurement of binding constants characterizing the
reversible lateral association/dissociation defining the equili-
brium state of proteins in a membrane is extremely challenging.
As such, there is substantial hidden uncertainty reflected in the
range of measured values.

The coarse-grained MARTINI force field*®" is a widely
used model capable of representing a wide variety of materials
and biomolecular systems. It has been used in many studies
characterizing complex membrane bilayer systems.*”*> How-
ever, previous studies have shown that in umbrella sampling
simulations of protein homodimer formation in the membrane,
the conformational sampling was restricted to the native
contact region.”””> All possible conformations of the dimer
were not &Properly sampled along a particular radial
distance.””

In this work, we discuss the difficulties of calculating binding
free energies in the context of the homodimerization of the
GpA protein in a lipid bilayer. While the issues of the
relationship between the PMF and the binding constant have
been clarified,"'”**~*° the issue of the impact of the choice of
reaction coordinate on the sampling of the free energy surface
remains challenging. We find that recent studies employing
reaction coordinates based on center-of-mass or native dimer
contacts can fail to sample critical regions of the homodimer
ensemble, leading to errors in the computed binding constants.
We performed umbrella sampling over the plane defined by the
x-projection and y-projection of the COM—COM distance
between GpA monomers using the MARTINI force field to
characterize the ensemble of conformations informing the GpA
homodimer binding constant. We further elucidate this point
by exploring the calculation of binding constants for two
simple model systems, one having a single binding pose and
one having multiple binding poses (Supporting Information,
Appendix B). The results obtained using exhaustive sampling
achieved through Brownian dynamics demonstrate that the
time scale for sampling the multiple binding poses places a
lower bound on the time scale required to determine accurate
binding constants.

B METHODS

The dimerization equilibrium of GpAg._o; (PDB entry
1AFO*) was simulated in this study. The GpAg, o, dimer
ensemble was found to include contributions from multiple
conformation substates. In addition, a simple model was
constructed in order to gain insight into the dimerization
equilibrium of GpA and the time scale required for complete
sampling (Supporting Information, Appendix B).
Coarse-Grained Simulation of GpA Dimerization
Equilibrium. The GpA dimer was placed in a POPC bilayer
consisting of 408 lipid molecules using insane.py program.“
The N-terminus of the protein was placed in the upper leaflet.
The lipid bilayer was solvated by 25 nonpolarizable water
beads per two lipid molecules with 10% being antifreeze water
beads and a salt concentration of 0.15 mol. The MARTINI
v2.2 force field®”®' was used, and the simulation parameters
were set according to the “common” parameter file referred to
on the MARTINI Web site.” The leapfrog integration method
was used with 20 fs time steps. A velocity rescaling thermostat
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was used to maintain the temperature of the simulation at 310
K. A 200 ns simulation was performed to equilibrate the lipid
bilayer system. A semi-isotropic Berendsen barostat with a
compressibility of 3 X 107* bar™' was used during the
equilibration steps, and a semi-isotropic Parrinello—Rahman
barostat was used during the production run to maintain a
pressure of 1 bar.

Two different reaction coordinates were used to calculate
the one-dimensional potential of mean force (PMF) between
two GpA helices. The (1) center-of-mass (COM) distance
between two helices (D) and (2) distance root-mean-square
displacement (D,,,,q) were used as reaction coordinates in the
umbrella sampling simulations. In each case, data obtained
while sampling over D, or D,y were used to determine the
PMF as a function of D, and integration over D,,,,, was used
to determine the binding constant. A harmonic restraint of
1000 k] mol™" nm™ was placed at a separation of 0.15 nm
along D, to ensure proper overlap between adjacent
umbrella windows. A 2 ps production run was performed for
each umbrella window. For the umbrella sampling simulation
with D, the experimental structure obtained from PDB
entry 1AFO was used as a reference structure (X™). The
collective variable D,  is defined as

E [d(xﬂ xj) - d(ximr; “"}'mf)]Z

Dpa(X, X™) = \/m
i

(1)

where d(x, xj) is the distance between atoms i and j in
configuration X. Residues Glu72 to Ile95 were used in
calculating the D4, where a lower cutoff of 0.1 nm and
upper cutoff of 0.6 nm was used.'’ A harmonic potential with a
force constant of 100 k] mol ™' nm™ was placed at a separation
of 0.15 nm along the D_ 4 coordinate. A S us production run
was performed for each umbrella window.

Two-dimensional umbrella sampling was performed over the
plane defined by the x-projection and y-projection of the
COM~—COM distance between the two helices. To restrict the
rotational motion of one of the helices, an angular harmonic
restraint of 2000 kJ mol™' rad ™ was used on the angle between
the origin(COM) to Gly79 vector of the helix and the positive
x-axis. A harmonic restraint of 1000 k] mol™ nm™2 was placed
at a separation of 0.2 nm along both dimensions. A 2 us
production run was performed for each umbrella window. The
WHAM tool developed in the Grosfield lab%” was used to
unbias the umbrella sampling simulations. All simulations were
performed using the GROMACS 2018.3 program,*® and the
simulations with D, were performed using the PLUMED
version 2.6.3%° patched with the GROMACS 2018.3 program.

Computing Equilibrium Binding Constants from a
PMF. The equilibrium probability distribution function, p.,,
was determined as a function of radial distance p," " "(r) and
a function of position in the xy-plane pequ(x,y . From those
probability distribution functions, the associated potentials of
mean force and equilibrium binding constants were deter-
mined.

The 1D potential of mean force as a function of distance r is
defined by W(r) = —kgTIng(r), where g(r) is a radial
distribution function. The 1D equilibrium probability dis-
tribution obtained from WHAM is related to g(r) such that
Peg " M(r) ~ 27rg(r), as the umbrella sampling was performed
over the 2D xy-plane. As such, we find that AW(r) = W(r) —
Wi can be expressed as AW(r) = —kpT In p """ (r) + kT
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In(r). The term kT In(r), sometimes referred to as an entropic
factor, is included to account for the increasing area accessible
to dimers with increasing r. When this factor is included,
AW(r) converges to a plateau value at large r. Certain prior
studies have explicitly included this factor."”*7°~7*> The
corresponding binding constant K, ,p, is defined as

1 2 [ _awter
1D=—X—‘/'r¢: AW)/IT g,
27 A,

K

” ©)
where AW(r) is the potential of mean force at a distance r
along D_,,,. The value of K, ;p was also determined, using US
simulation data along the Dy, coordinate. In that case, the
calculation was performed using a 1D PMF as a function of
Dy where the 1D PMF was derived from the 2D PMF along
D, and D,y (Supporting Information, Figure 1).

The 2D potential of mean force is defined AW(x;y) = —k, T
In peqm(x,y). In this case, no explicit entropic correction is
required. The corresponding binding constant K, ,, is defined
as

K,op = 1 X L /]‘e_’““"Y("°’J')’(’c"T dxdy
2 A (3)

In each expression above, A, is the standard reference area set
to 1 nm’. The factor of % appearing in each expression is

included to account for the symmetry of the homodimer.*'
Prior studies have”"** and have not'® included this factor. In
the case of exhaustive sampling, the exact calculation of
AW(r), resulting in the binding constant K_,, should agree
with the value of K,,,, derived from AW(x, y). The
equilibrium binding constant may be reported using a standard
concentration, expressed in terms of the number of molecules
per unit area, or the number of proteins per lipid. The latter
accounts for variations in the average area per lipid.”

The free energy of association can be obtained from K, as
AG = —kgTInK,. 1t is useful to consider the approximate
formula for the binding constant using the area of binding

states (A%€) as*®

site

K, =~ AW/l T
AU
Asite
AW, — AG = kyT In —
Ag (4)

If binding occurs at a specific site, A" <« A, then the
difference between AG and AW, can be large.”

2D Brownian Dynamics Simulation of a Simple
System for the Isotropic and Two-Binding Site Model.
In order to explore the effects of multiple binding poses on
binding equilibria, we performed 2D Brownian dynamics
simulations on two simple binding models. The system
consists of two disk particles having either (1) orientationally
isotropic binding or (2) two specific binding sites having
different binding strengths. The latter case was designed to
mimic multiple binding poses observed for GpA trans-
membrane helices. Details of the simple model simulations
are described in Supporting Information, Appendix B. The 1D
or 2D potential of mean force for the isotropic and two-site
binding models were calculated from the equilibrium
probability distribution functions obtained from unbiased
simulations as well as the umbrella sampling simulations
using a one-dimensional reaction coordinate. The minimum in
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Figure 1. Potential of mean force for dimer association of GpA as a function of (a) distance between the COM of the TM helices (D) and (b)
D4 using the reference state defined by the interhelical distances present in the native GpA homodimer. The maximum value of the PMF curve

was used to set the zero and guide the comparison.
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Figure 2. (a) Pictorial representation of the Crick angles of the GpA homodimer. Probability density projected on to the Crick angles of the GpA
dimers obtained by analyzing the minima of the PMF along (b) D, as well as D, at (c) 0.15 nm, (d) 0.30 nm, and (e) 0.45 nm.

the PMF (AW,,,), the binding constant (K,), and the free
energy of association (AG) were calculated as described above.

B RESULTS AND DISCUSSION

Interaction of TM protein domains in membrane plays an
important role in cellular organization and sig,na]ing.7?"74
Structure and binding constituents of TM domain of GpA
homodimer have been studied both experimentally and
computationally.'"'#**?##° 75275 Wild type and mutated
GpA dimer interactions are well characterized at coarse-
grained”””" and all-atom'® resolution. The abundance of data
available for this homodimer makes it an ideal system for
studying the dimerization free energy landscape of protein—
protein interactions and testing approaches for effective
conformational sampling.
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The effectiveness of US calculations used to define the PMF
depends on a proper choice of sampling coordinates often
defined in the form of collective variables (CVs). The proper
choice of CV combined with enhanced sampling methods
should facilitate the sampling of both native and non-native
homodimer interactions and establish convergence. We
demonstrate this concept by conducting simulations of two
simple model systems for which exhaustive sampling can be
achieved. The results for the simple model systems
demonstrate that the estimation of the binding constant (K,)
and the free energy of association (AG) for a one-dimensional
CV can be significantly impacted by the existence of multiple
binding poses that contribute to the binding equilibrium. In
this work, we have studied the free energy surface of GpA
homodimer formation using the nonpolarizable MARTINI
v2.2 model. A membrane bilayer consisting of approximately
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Figure 3. Probability densities of the crossing angles of the GpA homodimer obtained by analyzing the minima of the PMF of (a) D, and (b)
D, .4 at 0.15, 0.30, and 0.45 nm represented by black, green, and magenta bars.

400 lipids was used for all simulations to avoid finite-size
effects.”

Sampling of GpA Dimer Ensemble Depends on the
Choice of Collective Variable. Three different CVs were
used to calculate the dimerization free energy of GpA
homodimer, and a comparison between these CVs was
performed to understand the ability of the particular CV to
distinguish and sample the native and non-native homodimer
structures. First, we have evaluated the PMF of the homodimer
interaction along the relative COM distance of the helices
(Deom) in order to calculate the free energy of dimerization.
Second, following Domanski and co-workers,'' we calculated
the PMF of the homodimer interaction along the collective
variable defined by the distance root-mean-square displace-
ment (Dp,) from the native GpA homodimer reference
structure (X™). The PMFs obtained from the simulations
shown in Figure 1 agree with those published previously.'"*%”'

The free energy landscape computed using D, as a
collective variable has three minima as opposed to the single
minimum observed with sampling along D,,,. The minimum
closest to the native structure on the D4 axis has the lowest
free energy of —9.3 kcal/mol. The second and third minima of
the PMF are also characterized by low free energies. The two-
dimensional projection of Dy to Doy, is shown in Supporting
Information, Figure 1. As has been observed previously,
sampling along D,y allows for the identification of local free
energy minima not resolved when sampling along D!
Determination of the binding constant from data acquired
while sampling over D, involves calculating a 2D PMF along
D, and D,y (Supporting Information, Figure 1a), projecting
this data onto D, (Supporting Information, Figure 1b), and
integrating the 1D PMF over D,

Experimental and computational studies have been con-
ducted to analyze the structure of the GpA homodimer. X-ray
crystallography*® and NMR studies*® have shown that the
GpA helices are stabilized by steric and C, hydrogen bonding
interactions facilitated by the glycine zipper (GXXXG) motif
preferentially stabilizing a right-handed helix crossing angle of
—20°. Previous computational studies have also predicted that
the GpA homodimer forms a right-handed helical struc-
ture 202!
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We have analyzed the minimum of the PMFs obtained from
sampling along both D,y and D, to characterize the
homodimer structures. The Crick angle and crossing angle
distributions for the homodimer are shown in Figures 2 and 3,
respectively. Contact maps of the GpA homodimer obtained
from the simulations are shown in Supporting Information,
Figure 2. Both the Crick angle and contact map demonstrate
that the sampling along D.,, is restricted to the Gly-in
homodimer structure. In contrast, sampling along D,y
captures the Gly-in structures but includes Gly-side structures
as well (Supporting Information, Figure 3). When sampling
along D,y or Dy, we observe that GpA homodimer forms
stable right-handed helical structures with a crossing angle of
approximately —26°.

Enhanced Sampling over Two-Dimensional Collec-
tive Variable Space. To have a deeper understanding of the
difference in sampling the ensemble along D, and D, 4, we
have projected the population density of the dimer onto the
two-dimensional xy-plane. The center-of-mass of one helix was
placed in the center of the xy-plane. In order to analyze the
relative orientation of the second helix, the COM-to-Gly79
vector of the same helix was oriented along the positive x-axis.
The result obtained from the analysis of the PMFs is shown in
Figure 4.

¥ ]

2 T T T 1 T 1 T
Sampling along Doy Sampling along D,
w1 N %% 43 08
g E /'/
5 06 5 o 0.6
= 0 — — = 0 —— —
2 042 0.4
S @ © @ '
-1 L - ] - . B
1 02 1 ' 0.2
2 | L | 0 > | | | 0
2 a1 0 1 2 2 1 0 1 2
x distance x distance
(a) (b)

Figure 4. Population density of the dimer in the two-dimensional xy-
plane (nm) obtained by analyzing the minima of the PMF of () D om
and (b) D4 The reference helix was centered on the xy-plane, and
the COM-to-Gly79 vector was oriented along the positive x-axis, as
represented by the black arrow.
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Finally, we evaluated the two-dimensional free energy
landscape by considering the x- and y-projections of the
relative COM distance of the GpA helices. The COM-to-
Gly79 vector of one helix was restrained to the positive x-axis
to sample all possible conformations of the GpA homodimer.
The PMF obtained from the simulation is shown in Figure 5
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Figure 5. Two-dimensional potential of mean force for dimer
association of GpA as a function of the xy-projection of the distance
between the COM of the TM helices. The colorbar represents the
value of PMF in kcal/mol. The COM-to-Gly79 vector of the helix,
centered on the xy-plane, is represented by the black arrow. The
maximum value of the PMF curve was used to set the zero and guide
the comparison. GpA homodimer structures obtained from the last
frame of the trajectory are shown where the restrained and free helices
are represented in red and green, respectively.

and the corresponding probability distribution is shown in
Supporting Information, Figure 4. The two-dimensional PMF
presents a more diverse ensemble of homodimer structures
including homodimers stabilized by native (glycine zipper
interactions) or non-native motif interactions. Although the
interaction with the GXXXG motif leads to the most stable
homodimer conformation, with a free energy of —9.0 kcal/mol,
other non-native structures are also thermodynamically
relevant in the MARTINI v2.2 model.

The two-dimensional projection (Figure 4) shows restricted
sampling with some advantage derived from sampling along
D, q. Comparing the distribution p(x, y) derived from the
two-dimensional PMF with the projection of the distribution
derived from the one-dimensional umbrella sampling, we see
that sampling along D, or D, suffers from insufficient
sampling of all possible native and non-native conformations of
the homodimer. The incomplete sampling of the dimeric state
ensemble leads to a biased probability distribution and biased

free energy landscape. We have also calculated the free energy
landscape of GpA homodimerization along D,y using the
replica exchange umbrella sampling (REUS) method, in which
exchange between neighboring replica windows was enabled.”®
The results obtained from the simulations are shown in
Supporting Information, Figure 5. The PMF along D, that
was computed using the REUS method also suffers from
insufficient sampling. As in the case of straightforward MD,
umbrella sampling using replica exchange is overly biased
toward the native state employed in the definition of D . As
such, it undersamples basins associated with competing
homodimer structures. As a result, similar PMFs are obtained
for sampling based on US and REUS.

Sampling obtained from the D_, or D_ is largely
restricted to regions 1 and 2 of the 2D PMF (Figure 5),
near the native structure. Complete sampling of the relevant
non-native homodimer structures was not obtained, resulting
in a biased probability distribution. This point is demonstrated
by a comparison of PMFs derived from data obtained from the
US over the D.,,, D..q or 2D collective variables,
subsequently projected onto D, (as shown in Supporting
Information, Figure 6). Substantial differences in the three
PMFs are observed, including shifts in the position and depth
of the global minimum.

We have analyzed homodimer structures characteristic of
regions 1 and 2 of the 2D PMF to compare the structural
ensemble obtained from sampling along the collective variable
D, and D_ . The angular distribution of the unrestrained
helix with reference to the COM of the restrained helix is
shown in Figure 6 and Supporting Information, Figure 7. The
complementary crossing angle distribution of the GpA dimer is
shown in Supporting Information, Figure 8. The results suggest
that the unrestrained GpA helix interacts with the restrained
helix via the glycine zipper motif forming a right-handed Gly-in
helical structure in regions 1 and 2. This is also observed from
the analysis of the free energy landscapes derived from the one-
dimensional umbrella sampling simulations.

Computed Equilibrium Binding Constants Reflect the
Extent of Sampling over Collective Variables. Several
experimental and computational studies were performed to
evaluate the free energy of dissociation of the GpA
homodimer, Experimental values of dimerization free energies
vary from 3.4 to 12.1 kcal/mol, deganding on the methods and
solvents used in the experiments.”>>* Computational studies
performed on GpA in various membrane bilayers reported a
dimerization free energy varying from 3.0 to 11.5 kcal/mol.
The free energy of the stable dimeric form of GpA compared
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Figure 6. (a) Pictorial representation of the Crick angle distribution of the unrestrained GpA helix. Probability density of the Crick angle obtained
by analyzing the two-dimensional PMF along xy-projection of the COM—COM distance between two GpA helices in (b) region 1 and
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to the fully dissociated state is —9.4 kcal/mol and —9.7 kcal/
mol obtained from the PMF along D,y and Dpyg to Dy
projection (Supporting Information, Figure 1). Direct
comparison of the computational and experimental data can
be obtained by integrating the PMF up to a cutoff distance
differentiating the associated and dissociated states of the
protein dimer. The standard reference area of 1 nm* was used
to evaluate the association constant of the protein homodimer
in the membrane.”"* The cutoff distance was chosen to be 2.3
nm, above which the AW(r) reached a plateau (Figure 1 and
Supporting Information, Figure 1). The results are presented
in Table 1. From the analysis of the two-dimensional PMF, we
find that the AG value is —7.5 kcal/mol compared to the
AW, value of —9.0 kcal/mol.

Table 1. Dimerization Free Energy Obtained for the GpA
Homodimer along Different Collective Variables Using the
MARTINI v2.2 Model

PMF AW,,, (kcal/mol) K, AG (kecal/mol)
D -94 3.2 x 10° -9.1
Dou -9.7 4.3 x 10° -93
2D PMF -9.0 2.2 x 10° -75

Model System for Exploring Contributions of Multi-
ple Binding Poses to Binding Equilibrium. Results for the
two model systems provide insight into the measured
difference between AW, and AG for GpA dimerization.
Figure 7a shows the 2D PMF of the two-site binding model.
Two binding poses are depicted as red-facing and yellow-facing
disks. The red-facing configuration has a lower free energy of
—8kyT, which corresponds to the most stable native structure
for the GpA homodimer. The yellow-facing configuration of
—4kyT represents the less stable non-native GpA homodimer.
If all possible dimeric states are fully sampled during the
simulation, we obtain the well-averaged 1D PMF AW(r) along

the disk separation distance r corresponding to D, for GpA.
The binding interactions are averaged around a given r, which
contains both the local and global minima as well as the
unbound states. We also describe two different 1D PMF
curves, which are 1D radial slices through the global and local
minima, respectively, denoted AW,(r) and AW|(r) (see Figure
7b) . If sampling is incomplete am-:lg restricted to only one state,
the 1D PMF will be similar to AW,(r) or AW|(r) depending
on which dimer conformation was sampled.

Table 2 shows the value of AW, K,, and AG for the
anisotropic two-site binding model with a fixed €; = 6kT and
varying €, from 6kpT to 10kgT. As €, increases, AW,,;, in the
2D PMF decreases, which means that the affinity toward global
binding increases. In the case of the 2D PMF, where the
exhaustive sampling is achieved, we observed noticeable
differences between AG and AW,,, ranging from 1.5kpT ~
2.7ksT. This is expected from eq 4 as the absolute value of

In i;": is large when the area of binding (A;.) near the global

minimum is much smaller than the standard area (A,). The
difference between AG and AW, becomes larger as ¢,
increases. As the binding becomes more specific, the area of
the binding site is reduced as a result of the smaller thermal
fluctuations in the dimer state. This behavior is consistent with
results of GpA dimerization (Table 1) where AG and AW,
in the 2D PMF have a difference of 1.5 kcal/mol This
indicates that the existence of a preferential binding orientation
is responsible for the observed difference between AG and
AW i In the case of the isotropic binding without preferential
binding orientation, no noticeable difference between AG and
AW,,;, is observed (Supporting Information, Table 2).

Table 2 also shows the results for AW, and AG derived
from various 1D PMFs. For the well-averaged 1D PMF
(AW(r)), the binding free energy AG is consistent with that
observed in the 2D PMF. On the other hand, AW,(r) only
samples dimer configurations at the global minimum and
therefore overestimates the binding free energy. In contrast,

ts

2
l —
>0
1 -
-2
-2 -1 ] 1 2
X
(a)
2.5
0.04
w i
E -2.5E
-5.07
;| — BWir}
=7.54 — W) |
i — W)
SO IR LE0 1S 3007 255 i

Figure 7. (a) 2D potential of mean force for ¢, = 10ksT and ¢; =

— 50
— 200
— 00
— 3200
—— 12800
— 51200

125 150 175 2.
r

1.00

6ksT of two-site binding model. (b) 1D potential of mean force of two-site

binding model: the well-averaged 1D PMF (AW(r)) and the 1D PMF only samples configurations at the global minimum (AW,(r)) or the local
mu'umum (AM{:‘)) (c) Potential of mean force obtained using the US simulation starting from the native state with €, = 10kyT and €= 6kgT. (d)

AW,i(t) -

3967

in values are plotted as a function of the sampling time (t,).
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Table 2. Free Energies of Dimerization and Binding Constants Obtained by Analyzing the Anisotropic Two-Site Binding

Model with €; = 6kgT

2D PMF (AW(x, y))

1D PMF (AW(r))

1D PME (AW,(r))

1D PMF (AW(r))

& AW K.p AG AWoin
6 —420 12.6 -2.54 —-3.03
8 —622 43.6 -3.77 —4.41
10 -821 248.7 —5.52 —6.23

AG AW,y AG AW, AG
—-2.53 —4.20 =371 —4.19 =371
-3.76 —6.22 —5.62 —4.17 -3.70
=5.50 —821 =7.54 —4.18 -372

AW)(r) depends on the binding strength in non-native dimer
conformations and cannot accurately estimate the equilibrium
AG.

GpA dimer in the Gly-in configuration rarely dissociates
within the simulation time scale of a few microseconds, making
it challenging to achieve enhanced sampling with conventional
1D US simulations. AG’s calculated from the PMF along one-
dimensional CV (D, and D,,4) are —9.1 kcal/mol and —9.3
keal/mol, respectively (Table 1). Both differ from the accurate
AG = —7.5 kcal/mol derived from the 2D PMF (Table 1).
This indicates that sampling performed along D, or D,y is
insufficient to determine the accurate binding constant (Figure
2). The results of the 1D PMF of GpA are consistent with the
case of AW,(r) in the simple model case. The most stable
native conformation is sampled, resulting in an overestimation
of the binding free energy.

The umbrella sampling simulation of the simple model study
provides further insights into how specific binding affects the
sampling efficiency of binding equilibrium. We performed the
US simulation starting from native dimer conformations only
for a finite sampling time ;. The US simulations at a short
sampling time (£,) overestimate the binding free energy, as it
takes time to escape the free energy barrier of the native
conformations and sample the non-native and unbound
conformations (Figure 7c). Convergence to the equilibrium
PMF was observed after £, > 3200. The difference between the
minimum in the PMF at each t, (AW,;,(t,)) and AW, of the
1D PMEF is shown in Figure 7d. As expected, the time required
for the PMF to converge increases with increasing €, and the
time required for the convergence of AW, (t,) to AW, is
roughly comparable to the time required for a bound dimer to
dissociate. Similarly, US simulations at a short ¢, starting from
the unbound conformation results in an underestimation of the
binding free energy (Supporting Information, appendix B).
The average residence time for a dimeric state was found to be
78, 460, and 3000 for €, = 6kpT, 8ksT, and 10ksT, respectively.
These results demonstrate that a simulation time longer than
the lifetime of the dimer is required to achieve an accurate
estimation of the dimerization free energy. That calculation is
challenging in the case of the GpA dimer which presents
multiple stable binding poses.

Multiprotein Simulation Shows Both Native and
Non-Native Interactions. To further characterize the
contacts between GpA helices, we simulated eight GpA helices
in a POPC bilayer consisting of 1600 lipids. A protein-to-lipid
ratio of 1:200 was used to mimic the experimental conditions.
Initially, all of the proteins were separated by equivalent
distances to study the spontaneous formation of protein
aggregates. The proteins were observed to form a single
aggregate, as shown in a previous study (Figure 8).° As
observed in the 2D PMF, a variety of binding poses, in
addition to the Gly-in structure, were found to be
thermodynamically relevant. To analyze the protein—protein
interactions stabilizing the aggregates, in this unbiased
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simulation, we projected the population of the neighbor
helices in the xy-plane. The COM:-to-Gly79 vector of the
reference helix was rotated along the positive x-axis and was
placed at the center of the xy-plane. The resulting distribution
is shown in Figure 8. In addition, we have performed 15
simulations of the GpA homodimer in a POPC bilayer starting
from independent initial conformations. The proteins were
initially well separated and subsequently allowed to sponta-
neously associate. A 5 us production run was performed for
each replica without restraint. The population density
distribution obtained from the simulations is shown in
Supporting Information, Figure 9. Simulations initiated from
the dimer state explore a restricted non-native homodimer
ensemble. On the other hand, those initiated from the
monomeric state present a variety of non-native structures.
Results obtained from the xy-plane projection of the relative
COM—-COM distance show the existence of non-native
interactions along with the expected native interactions.
Protein density in the unbiased simulations also follows the
trend predicted by the 2D PMFE. As has been observed
previously, the MARTINI model lacks the specificity of
binding in the experimentally observed Gly-in native state
where the native state is stabilized by interactions facilitated by
the GXXXG motif. As a result, helices in the many protein
simulation readily form amorphous aggregates.

B CONCLUSIONS

It is well appreciated that the efficiency of sampling
conformations, defining equilibrium constants for protein—
protein association in aqueous solution or membrane, using
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US simulations depends on the choice of collective
coordinates. For homodimer formation of the well-studied
TM protein GpA, we demonstrate that sampling along the
previously proposed one-dimensional collective variables D,
and D,y is less effective than sampling over a two-
dimensional collective variable space defined by the xy-
projection of the relative COM distance. Biased sampling
over two-dimensional collective variable space is shown to
effectively explore the full range of relevant orientations of the
TM helices. In contrast, one-dimensional CVs show limitations
in sampling homodimer conformations needed to accurately
characterize the dimer ensemble and accurately compute the
association equilibrium constant.

To mimic the dimerization of transmembrane helices with
multiple binding hotspots as observed for the GpA homodimer
(Figure S), we constructed a 2D binding model in which each
model protein has two distinct interaction sites (Supporting
Information, Appendix B). Our simple model study concep-
tually demonstrates how the use of a one-dimensional CV
impacts the assessment of accurate PMFs and equilibrium
constants. When the dimerization equilibrium is characterized
by multiple specific binding poses, calculation of the
association constant fails unless the complete sampling is
achieved. In that case, in the absence of biasing schemes
designed to effectively explore all relevant binding poses, the
computed PMF depends on the sampling time. Considering
results for the GpA homodimerization, sufficient time required
to explore multiple binding conformations is challenging to
achieve in high viscosity lipid membrane. Dimerization free
energies obtained from 1D PMFs derived from sampling along
Diom and D,y differ from the free energy of dimerization
derived from sampling over a two-dimensional CV space.
Sampling along 1D CVs overestimates the association free
energy due to oversampling the global minimum. In contrast,
the 2D PMF includes significant contributions of non-native
structures to the homodimer ensemble. The AG value
obtained from the 2D PMF is in line with the AG value
used in parametrizing the MARTINI v3 force field.

In previous work, we proposed one way to circumvent the
excessive aggregation of TM proteins in lipid bilayers using the
MARTINI v2.2 model by scaling the protein—lipid nonbonded
interaction. An upscaling factor of 1.04 or 1.045 was shown to
provide the best fit to experimental results for several TM
proteins studied. In the case of the GpA homodimer, a free
energy of dimerization value of 3.6 kcal/mol was used.
Experimental values of free energies of dimerization of GpA
vary from 3.4 to 12.1 kcal /mol.>>~>* A recent study of Souza et
al. has identified a best reference free energy of dimerization of
6.6 keal/mol to calibrate the MARTINI v3 protein model.”” A
study leading to a proposed reparameterization of the all-atom
CHARMM36 force field, Domanski et al. obtained a free
energy of dimerization of 3.0—3.8 kcal/mol. 19 Considering the
reference used in the MARTINI v3 model, an upscaling factor
of 1.03 can be used in the case of GpA.

An efficiency not considered in this work is the use of
restraining potentials to further reduce the range of conforma-
tional space that must be sampled to accurately characterize
the association equilibrium. Approaches effectively employed
in the past have explored the use of restraints based on Euler
anglnas?'5 or employing a set of images using the string
method.* The use of either of these methods requires a priori
knowledge of all relevant binding poses contributing to the
binding equilibrium. However, for the case of GpA
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homodimerization, those relevant binding poses were only
known once umbrella sampling over the two lateral dimensions
was performed. Nevertheless, those alternative methods could
be employed post facto to explore the relative efficiencies of
those approaches.

Although the AG value derived from the 2D PMF is in close
agreement with the recently established experimental standard
AG value for GpA homodimerization, excessive nonspecific
protein aggregation remains a shortcoming of the MARTINI
v2.2 model. Probability densities describing the relative
orientation of GpA helices obtained from the unbiased
simulations match well with the probability densities observed
in the 2D PMF. This demonstrates the thermodynamic
relevance of non-native conformations to the overall dimer
conformational ensemble. We conjecture that the uniform
parametrization of protein beads in the MARTINI v2.2 model
results in the less specific GpA homodimer interactions. The
results obtained from the 2D PMF can inform future
reparametrizations of the MARTINI model to provide the
best agreement with experimental results.
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