Open Access Article. Published on 20 September 2023. Downloaded on 12/6/2025 10:54:15 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

PCCP

¥® ROYAL SOCIETY
PP OF CHEMISTRY

View Article Online

View Journal | View Issue

’ '.) Check for updates ‘

Cite this: Phys. Chem. Chem. Phys.,
2023, 25, 27204

Received 25th May 2023,
Accepted 19th September 2023

DOI: 10.1039/d3cp02411c

rsc.li/pccp

Introduction

Why do polyarginines adsorb at neutral
phospholipid bilayers and polylysines do not? An
insight from density functional theory calculations
and molecular dynamics simulationst

Carmelo Tempra, (22 Zlatko Brkljaca:® and Mario Vazdar {2 *©

Adsorption of cell-penetrating peptides (CPPs) at cellular membranes is the first and necessary step for
their subsequent translocation across cellular membranes into the cytosol. It has been experimentally
shown that CPPs rich in arginine (Arg) amino acid penetrate across phospholipid bilayers more
effectively than their lysine (Lys) rich counterparts. In this work, we aim to understand the differences in
the first translocation step, adsorption of Argg and Lyss peptides at fully hydrated neutral
phosphatidylcholine (PC) and phosphatidylethanolamine (PE) lipid bilayers and evaluate in detail the
energetics of the process using molecular dynamics (MD) simulations and free energy calculations of
adsorption of the single peptide. We show that the adsorption of Argg is energetically feasible, with the
free energy of adsorption being ~—5.0 kcal mol™ at PC and ~—5.5 kcal mol™* at PE bilayers. In
contrast, adsorption of Lysg is not observed at PC bilayers, and their adsorption at PE bilayers is very
weak, being ~—0.5 kcal mol™t. We show by energy decomposition and analysis of peptide hydration
along the membrane that significantly stronger electrostatic interactions of Argg with lipid phosphate
groups, together with the greater loss of peptide hydration (and in turn stronger hydrophobic
interactions) along the membrane translocation path, are the main driving factors governing the
adsorption of Arg-rich peptides at neutral lipid bilayers in contrast to Lys-rich peptides. Finally, we also
compare the energetics in lipid/bilayer systems with the density functional theory (DFT) calculations of
the corresponding model systems in the continuum water model and reveal the energetic differences in
different environments.

an optimal environment and scaffold needed for proteins to act
properly, precisely controlling the transmembrane transport.”

Cells are the smallest key building blocks of all living matter
surrounded by a few nanometers thin cell membrane ubiqui-
tous for cell integrity, transport across the cell, and its
function. Lipids and various membrane proteins are integral
building blocks of the membrane - while membrane proteins
perform vital cellular functions, the surrounding lipids provide
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Due to the semipermeable character of phospholipid
bilayers, the spontaneous passive translocation of charged
species across protein-free membranes is very slow, since the
charged species must transfer across the strongly hydrophobic
interior around phospholipid hydrocarbon tails, which is ener-
getically very costly.®* However, the transport of ions, such as
ATP,” Na*, or K',° is vital for many cellular functions and is,
therefore, actively facilitated by the control of embedded
membrane proteins whose function is driven by the energy
released by ATP hydrolysis. Additionally, other active transloca-
tion processes, such as endocytosis or exocytosis, are also
fueled by ATP and regulated by the sophisticated membrane
protein machinery.”*

However, it has been shown in the last few decades that
some of the charged species can easily passively translocate
phospholipid bilayers without endocytosis and energy provided
by ATP hydrolysis.’ In particular, Arg-rich peptides, containing
more than 5 Arg units, have been shown to translocate across
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cellular membranes in contrast to equally charged Lys-rich
peptides,'®™* which is often referred to as the “arginine magic”
in the literature.” This unique behavior of polyarginines can
possibly be ascribed to the unique properties of the main
component of the Arg side chain, the guanidinium (Gdm")
cation. It has been shown previously that Gdm" cations tend to
make like-charge ion pairs in water, despite their positive
charge and Coulomb repulsion between them.'®'” Moreover,
it has been shown that deca-arginines also tend to make
aggregates in water, in contrast to deca-lysines.'® In addition,
it has also been shown that nona- and deca-arginines tend to
aggregate and adsorb to the neutral phospholipid bilayers in
contrast to nona- and deca-lysines.’®?° Recent experiments
have also shown that octa-arginines can spontaneously trans-
locate across giant PC unilamellar vesicles, but the mechanism
of translocation is very vaguely described at the molecular
level .2

Since the first step of the translocation process of any
species across the cellular membrane is adsorption to the
outer leaflet of the phospholipid bilayer, mostly composed of
neutral zwitterionic lipids such as PC,** in this work we decided
to quantitatively assess the adsorption of nona-arginines (Ro)
and nona-lysines (Kg) at the 1-palmitoyl-2-oleoyl-sn-glycero-3-
phosphocholine (POPC) and 1-palmitoyl-2-oleoyl-phospha-
tidylethanolamine (POPE) lipid bilayers using molecular
dynamics (MD) simulations and accompanying free energy
calculations. In the previous work, we have shown a qualitative
difference between the adsorption of poly-Arg and poly-
Lys,">2%%> where Arg-rich peptides adsorb more favorably than
Lys-rich peptides. We report here for the first time the adsorp-
tion energetics obtained by PMF calculations of the adsorption
of a single peptide, in contrast to free energies obtained from
unbiased calculations, where we have shown that peptide
concentration and ionic strength play an important role in
peptide adsorption energetics.>®> Moreover, since Arg-rich pep-
tides are predicted to aggregate in water'® as well as at the
membranes,'®?® it is important to calculate the adsorption
energy of a single peptide at infinite dilution to eliminate both
the aggregation and ionic strength effect. Similar work has
been reported in the literature for single Rg at PC, PE, and PG
membranes,”® but with a different, pore-forming coordinate
instead of a z-axis which does not necessarily predict the
adsorption energetics of Arg-rich peptides at membranes.

Using the described methods, in combination with energy
decomposition analysis of key energy interactions between
lipids and peptides in the membrane interior, we try to answer
the simple question - why do polyarginines adsorb to neutral
membranes and polylysines do not? One of the first logical
assumptions is that positively charged Arg residues interact
more strongly with the negatively charged phospholipid phos-
phate groups than Lys residues, simply due to the different
geometry as the Gdm" cation present in the Arg side chain can
make both monodentate and bidentate bonding to phosphates
via one or two hydrogen bonds, whereas the ammonium
(-NH3") group in Lys can interact with phosphates only with a
single hydrogen bond. However, this hypothesis has not been
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confirmed by NMR experiments and accompanying MD
simulations, and it has been shown that Arg interacts with
aspartate differently than with glutamate amino acid (+1.9 vs.
+0.5 kecal mol %) in water, whereas the binding of Lys is almost
identical (+1.0 and +0.9 kcal mol™") for both amino acids,
respectively, and all the interactions between the compounds
were destabilizing.?” This surprising behavior where Arg inter-
acts with Glu in a qualitatively different fashion, being much
more destabilizing than in the interaction with Asp, has been
explained by the entropic factors arising from one methylene
group less in Glu compared to Asp, thus reducing the ability of
Glu to adapt to a larger number of favorable double hydrogen
bonded salt bridge conformations and in turn more stable
interaction, compared to Asp. Interestingly, a similar effect
has not been observed for Lys, where these subtle entropic
effects do not play a decisive role due to only entropically more
favored single hydrogen bonded salt bridge interactions, in
turn resulting in similar destabilization of the studied com-
plexes. However, we should mention here that the overall
destabilization of salt bridge interactions in experiments (as
well as MD simulations) occurs due to completely hydrated salt
bridges at the peptide concentrations used in the work, which
is usually not favorable for the stabilization of the complexes.*’
Therefore, a simple premise that Arg containing the -Gdm"
group interacts more strongly (or less destabilizing) than
Lys containing the -NH;" group with negatively charged phos-
phates in phospholipid bilayers (which is a more hetero-
geneous and less hydrated medium than water), remains to
be quantitatively verified, which is one of the goals of the
present study.

A complementary set of density functional theory (DFT)
calculations of stabilization of POPC and POPE proxy models
(1 and 2, Scheme 1) with Gdm" and NH," in continuum water
models was performed to elucidate the general interaction
patterns and the effect of the environment, serving as a guide
for the analysis of peptide-membrane interactions in MD
simulations.
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Scheme 1 Proxy systems representing POPC lipid (1) and POPE lipid (2).
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Computational methods
Density functional theory (DFT) calculations

DFT calculations of total electronic energies of interactions of
POPC and POPE proxy systems (1 and 2, Scheme 1), with Gdm"
and NH," ions (Fig. 1 and 2) were performed using the PCM
continuum water model with SMD Coulombic atomic radii
using a dielectric constant of 78.4.>® Geometry optimization
was conducted at the M062X/aug-cc-pVDZ level of theory with
subsequent single point calculations using the aug-cc-pVTZ
basis set.”® M062X functionals were applied as they were
initially benchmarked against arginine-halide clusters, show-
ing excellent performance compared to the MP2 method.*
Complex formation with Gdm" and NH," ions, using proxy
models 1 and 2, was performed for a set of specific configura-
tions, reflecting the interactions between the ions and proxy
lipid headgroups, i.e. choline (POPC) and ammonium (POPE)
group. The complexes resembling separately the interaction of
Gdm™ and NH," with the choline group and with the phosphate
group (in both monodentate and bidentate forms) of POPC and
POPE proxy systems 1 and 2, respectively, were manually
generated by arranging ions and proxy systems in the corres-
ponding binding-like initial configurations (Fig. 1 and 2), and
the energy stabilization of the resulting complexes was calcu-
lated as the total energy difference between the energy of the
complex and the sum of the corresponding energy of partici-
pating molecules. All DFT calculations were performed using
the Gaussian 16 set of codes.*

Molecular dynamics (MD) simulations

Atomistic molecular dynamics (MD) simulations were
employed to systematically investigate the membrane interac-
tions of Ry and Ky at POPC and POPE bilayer systems, respec-
tively. A single Ry or K, peptide is added to the water solution of
hydrated lipid bilayers, and chloride counterions were added to
neutralize the systems. The initial peptide structures were

d(C, — Ng) = 0.425 nm d(C, - P) = 0.414 nm d(C, - P) = 0.428 nm

1e
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d(N;—Ng)=0.505 nm  d(N, - P) = 0.336 nm

Fig.1 Gdm* and NH,;* complexes with POPC proxy 1 in the SMD water
model calculated at the M1 level of theory (Table 1).
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Fig. 2 Gdm™ and NH4* complexes with POPC proxy 2 in the SMD water
model calculated at the M1 level of theory (Table 1).

linear at the beginning of the simulations, but very rapidly
(after several ns) assumed different secondary structures in
water (random-coiled for Ro peptides, and mostly linear for Ko
peptides). During translocation across lipid interior, these
changes were dictated by the interactions with the lipid phos-
phate groups, and the peptides did not exhibit any particular
secondary structure. The simulation boxes of all studied sys-
tems contained ~13700 water molecules. The membrane
bilayer consisted of 100 POPC or POPE lipids in each leaflet.
Since commonly used MD force fields, such as AMBER®* or
CHARMM,*® lack the proper description of electronic polariz-
ability, we decided to use a different approach and apply so-
called ‘scaled-charge” force fields built in-house, where all
ionic charges were decreased by 25% percent, which leads to
the correct description of electrostatic energy between oppo-
sitely charged ions.>** This approach has been successfully
used in several simulations of ionic pairs in water, where ionic
interactions were benchmarked against neutron diffraction
measurements and have shown a qualitatively different and
more accurate description of the electrostatics in the studied
systems.*®*” The described approach has also been proposed
and validated for ion-lipid and peptide-lipid interactions® in
the recently available CHARMMS36-based ProsECCo force
field,*® which was used in this work.

ProsECCo models were applied for lipids and proteins, and
the chloride counterion parameters were incorporated through
the electronic continuum correction (ECC) approach. This
adjustment addresses the issue of charged molecules overbind-
ing to zwitterionic bilayers. Specifically, the partial charges in
the ProsECCo models, namely those of the phosphate and
choline groups of POPC and POPE, as well as the charged
groups of arginine and lysine (i.e., termini and side-chains)
were scaled down by 25%, resulting in the decrease of charges
from +1e to +0.75e. Similarly, the charge of chloride counter-
ions was decreased from —1e to —0.75e. The corresponding
partial charges of used peptides, lipids, and Cl~ ions are
provided in Table S1 (ESIf). No other changes were made
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to the CHARMMS36 lipid or peptide parameters, and MD
simulations were used without NBFIX correction.® All
systems were solvated using the CHARMM-specific TIP3P
(“TIPS3P”) water.*®*! Buffered Verlet lists were used to track
atomic neighbors, while a cut-off of 1.2 nm was used for
the Lennard-Jones potential. van der Waals interactions were
treated using a cut-off of 1.2 nm, with the forces smoothly
attenuated to zero between the distances of 1.0 and 1.2 nm.
The smooth particle mesh Ewald method® was used to
describe long-range electrostatic interactions. The systems
were first minimized and equilibrated for at least 20 ns. For
production runs, we used the Parrinello-Rahman barostat*’
with a semi-isotropic pressure coupling and at 1 bar in combi-
nation with the Nosé-Hoover thermostat at 310 K.** The time
constants for coupling were set at 5 ps and 1 ps for the barostat
and the thermostat, respectively. Lipid molecules, peptides,
and solvents (water and chloride counterions)
coupled separately to the thermostats. All covalent bonds in
peptides and lipids involving hydrogens were constrained using
the P-LINCS algorithm,* whereas the SETTLE algorithm*®
was used for water molecules. Production unbiased MD
simulation runs were performed for 200 ns using a time step
of 2 fs.

Free energy calculations of peptide adsorption to mem-
branes are obtained for all systems by placing the Ry or Ko
center of mass at ~4.5 nm from the bilayer center in the water
phase. After the initial pulling of the peptide along the z-axis
using a rate of 0.001 nm ps ', we generated a set of ~40
different configuration windows separated by 0.1 nm between
the peptide and lipid center of mass along the z-axis. After that,
a harmonic umbrella potential of 1000 k] mol ' nm™ > was
applied between the peptide center of mass and the lipid
bilayer center of mass. Biased MD simulations were then
performed for 100 ns per umbrella window with the first
20 ns omitted from further analysis. The distance between
molecules was monitored during umbrella sampling simula-
tions, which were used to calculate the potential of mean force
(PMFs) applying the WHAM procedure, while error bars for
free energies were estimated using the bootstrap method with
200 bootstraps.””

Energy decomposition was performed using the gmx_energy
tool for each umbrella window separately, extracting corres-
ponding Coulombic and Lennard-Jones (LJ) contributions for
energy interactions between peptide vs. choline and phosphate
groups in POPC lipids, and peptide vs. ammonium and phos-
phate groups in POPE lipids, respectively. Importantly, we
chose to compare the energetic contributions at 0.5-0.8 nm
from the bilayer center (depending on the system), not at
energy minima, due to two reasons - first, the comparison of
energy deeper in the hydrophobic center reveals more pro-
nounced differences in energetics in this region. Second, it is
not possible to compare energy differences in energy minimum
directly because it either does not exist in the case of Ky-POPC
or is very broad and weakly pronounced in the case of Ko-POPE.
All MD simulations were performed using the GROMACS
2018.4 program package.*®

were
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Results and discussion
DFT calculations

DFT calculations were performed for a set of complexes
between Gdm' and NH,' with proxy systems 1 and 2
(Scheme 1, Fig. 1 and 2), representing different investigated
Arg/Lys — POPC/POPE interactions. Total electronic stabili-
zation energies were calculated as an energy difference between
separated species Gdm', NH,', and proxies 1 and 2, and their
corresponding complexes in the SMD water continuum model.
Distances were extracted considering the central carbon atom
of the Gdm" group (C), the nitrogen atom of the ammonium
group (Nz), the nitrogen atom of the choline group (N¢), and
the phosphorus atom (P) of the phosphate group in proxies 1
and 2, respectively (Fig. 1 and 2). The interaction of Gdm" with
the choline group of 1 (mimicking primarily the hydrophobic
Arg/POPC choline interaction) results in a complex, 1la
(Fig. 1, top left panel) with the electronic stabilization of
—3.1 kcal mol " at the M2 level of theory (Table 1). A relatively
short interaction between Gdm" and choline groups in 1a with
a calculated non-negligible several kcal mol™" energy stabili-
zation indicates an important hydrophobic component of the
total energetic interaction. At the observed distance between
the choline group and Gdm" cation which is anisotropically
hydrated only in-plane,'® no water molecules are expected to be
present between the hydrophobic planes of Gdm" and choline
group, therefore indicating a hydrophobic effect as a key
component in the stabilization of the complex. On the other
hand, the interactions in 2a (Fig. 1, bottom left panel) are much
weaker (although with the shorter distance between the
Gdm" cation and ammonium group), indicating a lack
of hydrophobic interaction, leading to the loss of the total
electronic stabilization of the complex, being +0.2 kcal mol ™"

Table 1 Total electronic stabilization energies (in kcal mol™) of specific
complexes of Gdm™ and NH,* with POPC proxy system 1 and POPE proxy
system 2 (Scheme 1, Fig. 1 and 2), respectively, in the SMD continuum
water model obtained by DFT calculations using M062X/aug-cc-pVDZ
(M1) and M062X/aug-cc-pVTZ//M062x/aug-cc-pVDZ (M2) levels of the-
ory. Distance between the central carbon atom of the Gdm* group (C;)
and the nitrogen atom of the ammonium group (Nz) vs. the nitrogen atom
of the choline group (N¢), and the phosphorus atom (P) of the phosphate
group in proxies 1 and 2 in the corresponding energy minima, respectively,
is given in nm

Label M1 M2 Distance

POPCi - proxy 1

Gdm'-choline 1a —4.2 -3.1 0.425
Gdm'*-phosphate” 1b -10.7 -9.5 0.414
Gdm'-phosphate” 1c —8.2 -7.5 0.428
NH,*-choline 1d -0.9 —0.6 0.505
NH,-phosphate 1e -7.5 —6.9 0.336
POPE - proxy 2

Gdm'-ammonium 2a —-0.6 0.2 0.362
Gdm'-phosphate” 2b -8.1 —6.9 0.414
Gdm"-phosphate” 2¢ —4.7 —4.2 0.428
NH,-ammonium 2d —4.4 —3.5 0.378
NH,'-phosphate 2e —3.2 —-3.0 0.337

“ Bidentate complex. b Monodentate complex.
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(Table 1, M2). The lack of hydrophobic interaction between
NH," and the choline group is not unexpected, since the NH,"
ion is spherically hydrated and water molecules are likely
present in the explicit water environment between NH," and
choline group, similar to the reported ab initio MD simulations
of NH,'-NH," ions in the explicit water environment, in con-
trast to Gdm'-Gdm" ions."®

Next, we perform the analysis of the binding geometries of
NH," ions with choline and ammonium groups 1 and 2 (com-
plexes 1d and 2d, Fig. 1 and 2), representing Lys-POPC choline
and Lys-POPE ammonium interactions, respectively. The dis-
tance between the NH," group and choline in complex 1d is
0.13 nm longer compared to complex 2d between the NH, " and
the ammonium group. Accordingly, the stabilization of 1d is
much weaker than that of 2d (—0.6 vs. —3.5 kcal mol %, Table 1,
method M2). This is quite surprising, because the interaction
between Gdm" and the ammonium group in complex 1d is very
weak, whereas pure hydrophilic interaction between NH," ions
and ammonium group in system 2d is more energetically
favored (which is expected to be strictly repulsive in explicit
water'®). Conspicuously, the interaction between the NH," ions
and ammonium group in 2d shows a quite short distance
between ammonium groups (Fig. 2, bottom left panel) in
contrast to the Gdm" ion and ammonium group in 1d. This
suggests an unexpected (and quite unrealistic) possibility of
the stabilizing contact ion pair between ammonium cations
in the continuum water model in this specific geometry
configuration.

Another possible interaction of Gdm" ions with 1 and 2 is
with their phosphate groups (Fig. 1 and 2), simulating Arg/
POPC phosphate and Arg/POPE phosphate interactions. The
complexation can occur in two ways - via a bidentate binding
mode simultaneously interacting with two oxygen phosphates
(complexes 1b and 2b) and a monodentate binding mode with a
single oxygen phosphate (complexes 1c and 2c). Importantly,
complexes 1e and 2e which mimic Lys/POPC and Lys/POPE
interactions with phosphate group proxies 1 and 2 result in
monodentate complexes only, due to the small size of the NH,"
cation. The geometric analysis reveals that the bidentate bind-
ing mode of Gdm" in 1b and 2b, results in shorter Gdm" carbon
distance vs. monodentate binding (1c and 2c) by 0.14 nm.
Interestingly, the distances between Gdm" and phosphate ions
in systems 1b and 1c vs. 2b and 2c¢ in both binding configura-
tions, respectively, are virtually identical. However, this is not
completely reflected in their binding energetics. Specifically,
the stabilization of complex 1b is —9.5 vs. —6.9 kcal mol ' in
system 2b (Table 1, method M2), suggesting a stronger biden-
tate Gdm" binding in the POPC proxy model vs. the POPE proxy
model. This is even more pronounced for the corresponding
monodentate complexes 1c and 2c¢, where the differences in
complexation stabilization are —7.5 vs. —4.2 kcal mol*
(Table 1, method M2). Overall, the comparison of energetics
between Gdm' ions with proxies 1 and 2 suggests that
Arg/POPC interactions are stronger than the corresponding
Arg/POPE interactions in the continuum water model as evi-
denced by both stronger hydrophobic Gdm™-choline as well as
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Gdm'-phosphate interactions in systems la-l1c¢ and 2a-2c
(Table 1, method M2).

On the other hand, the energy stabilization in Lys/
POPC choline proxy complex 1d is much weaker than in the
corresponding Lys/POPE ammonium proxy complex 2d
(—0.6 vs. —3.5 kcal mol™ ", Table 1, method M2). Conversely,
Lys/POPE phosphate interactions represented by the proxy
complex 1e are significantly stronger than Lys/POPE phosphate
interactions in the proxy complex 2e (—6.9 vs. —3.0 kcal mol ).
In contrast to Arg/POPC and Arg/POPE proxy models, differ-
ences in various complex stabilities in proxy Lys/POPC and Lys/
POPE are more difficult to interpret due to the opposite
energetic stabilization trends.

In the end, we should mention that the estimation of free
energy stabilization is technically possible in SMD continuum
water models using simplified thermodynamic algorithms
based on vibrational analysis.*> However, they are not per-
formed here due to the extensive computational cost of the
vibrational analysis of the optimized complexes, especially
using the aug-cc-pVTZ basis set. Additionally, many possible
configurations present in explicit water environments are not
represented properly in the simplified continuum model, thus
questioning the validity of free energy calculations on single
structures due to incomplete evaluation of entropic contribu-
tion caused by the inability of the model to fully represent
numerous configurations represented in the solution. There-
fore, we compared only the total electronic energies of com-
plexes to obtain better qualitative insight into the interaction
patterns of the studied systems and approximate energetics of
binding, disregarding partial enthalpic and entropic contribu-
tions theoretically available by using the SMD model. A detailed
free energy study of interactions that are directly relevant for
peptide/membrane interactions, including all enthalpic and
entropic contributions in an explicit water solvent, is per-
formed using classical MD simulations and is described below.

MD simulations

As a first step, we performed direct unbiased MD simulations of
Ry and Ky at POPC and POPE lipid bilayers, respectively, to
obtain the density profiles of the species in the system (Fig. 3).
We also calculated the corresponding radial distribution func-
tions (RDFs) between the key groups in peptides and lipids to
assess their binding geometry and affinity to the selected lipid
bilayer groups (Fig. 4).

The number density profiles of all investigated systems are
shown in Fig. 3. It is evident that Ry peptides adsorb to both
POPC and POPE, demonstrated by a larger peptide number
density at membranes vs. bulk, in contrast to Ko peptides which
show no signs of binding and depletion from the bilayer. An
enhanced number density profile of Ry at POPE (Fig. 3, top
right panel) shows a sharper maximum in the number density
peak vs. Ro/POPC interaction (Fig. 3, top left panel), thus
indicating more favorable peptide adsorption. This is addition-
ally supported by the analysis of the corresponding RDFs
shown in Fig. 4, where a higher RDF maximum is observed
for the interaction between the Ry and POPE phosphate group

This journal is © the Owner Societies 2023
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(Fig. 4, top right panel) than in the Ry and POPC phosphate
group (Fig. 4, top left panel). Importantly, the presence of two
peaks at different distances in RDF maxima in Re-POPC and
Ry-POPE indicates a certain degree of both monodentate and
bidentate binding of Gdm" to a lipid phosphate group, in
agreement with different binding geometries of Gdm" with
phosphate complexes 1b and 1c in the continuum SMD water
model (Fig. 1, top middle and top right panel). The interactions
between Ry and POPC choline group as well as Ry and POPE
ammonium group, (Fig. 5, bottom left and right panel, respec-
tively), are also qualitatively different with significantly smaller
corresponding RDF peaks and are not decisive for the overall
energy balance. Importantly, the larger stabilization of Ry at
POPE vs. POPC disagrees with DFT calculations in Arg/POPC
and Arg/POPE proxy systems in continuum SMD water models,
which predict that the interaction of Gdm® with proxy 1
(simulating POPC) is more favorable (Table 1, M2).

On the other hand, density profiles of Ky at POPC and POPE
bilayers show no peptide enhancement close to the membrane
surface (Fig. 3, bottom left and right panels) and very small or
negligible peaks in the corresponding RDFs (Fig. 4, bottom left
and right panel), suggesting no favorable interactions between
Ko peptides with either POPC and POPE phosphate group or
POPC choline and POPE ammonium group, respectively. These
results suggest that the interaction of Ko peptides with POPC
and POPE is destabilizing, in contrast to water continuum
model calculations, which predict the existence of stable com-
plexes between NH," and proxies 1 and 2 (1d-1e and 2d-2e,
Table 1, method M2).

The qualitative description of interactions by the analysis of
number density profiles and RDF calculations shown in the
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above section is further quantitatively assessed using the free
energy of binding calculations (Fig. 5). In the first example, the
Ro/POPC free binding energy is presented in Fig. 5 (top left
panel), where we observe the free energy minimum at
~0.23 nm from the membrane center, amounting to the free
energy of stabilization being ~—5.0 kcal mol ', This clearly
indicates favorable binding of Ry and POPC and is also evi-
denced by inspection of key total energy components of the
interaction (Fig. 5, top middle panel). In particular, a destabi-
lizing Coulombic interaction between positively charged Ry and
POPC choline groups is present throughout the whole
membrane, with a maximum of ~+150 kcal mol * close to
the POPC bilayer center (Fig. 5, top middle panel). However,
this energy destabilization is counteracted by stabilizing LJ
interactions of Ry and choline and phosphate POPC group
(being ~—100 and —150 kcal mol ") and strong Coulombic
electrostatic interaction of Rg with the POPC phosphate group
of ~—750 kecal mol™".

The free energy of binding between R, and POPE and
the corresponding PMF is presented in the bottom left panel
of Fig. 5. Interestingly, the free energy minimum is a bit
sharper and moves slightly away from the membrane
center at the distance of ~0.24 nm (compared to ~0.23 nm
for POPC). Moreover, the interaction is a little more stabilizing
than the Ro/POPC interaction by ~—0.5 keal mol
being ~—5.5 kecal mol~'. The Coulombic interaction between
Ry and POPE ammonium is by ca. —50 kcal mol " less desta-
bilizing compared to Ro/POPC choline interaction, being
~+100 kcal mol ™" at the distance of ~0.5 nm from the POPE
membrane center, and the LJ interactions between the Ry and
POPE ammonium group are up to ~50 kcal mol ' less
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Fig. 5 Free energy calculations and the corresponding PMFs for the Ry/POPC system (top left panel), Coulombic (Cz-phosphate and Cz-choline), and
Lennard-Jones total energy contributions (Cz-phosphate and Cz-choline, top middle panel), and the calculated number of closest water molecules
within 0.6 nm of Ry along the POPC bilayer (top right panel). Free energy calculations and the corresponding PMFs for the Ro/POPE system (bottom left
panel), Coulombic (Cz-phosphate and Cz-ammonium), and Lennard-Jones total energy contributions (Cz-phosphate and Cz-ammonium, bottom
middle panel), and the calculated number of closest water molecules within 0.6 nm of Ry along the POPE bilayer (bottom right panel). Total energetic
contributions are estimated at ~ 0.5 nm from the membrane center. All values are given as a function of peptide vs. lipid bilayer center of mass distances.
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stabilizing across the membrane compared to the Ro/POPC
choline interaction (Fig. 5, bottom middle panel). This is
intuitively expected, because the interaction between the
spherically hydrated ammonium POPE group and the aniso-
tropically hydrated Gdm" cation should not result in favorable
hydrophobic stabilization, in agreement with the corres-
ponding continuum water calculations (1a and 2a, Table 1,
M2). The L interaction between Ry and POPE phosphate group
is similar in strength to Ro/POPC phosphate interactions, but
the electrostatic interaction between Ry and POPE phosphate
group is more stabilizing by an additional ~100 kcal mol ™"
(—850 vs. —750 kecal mol™', Fig. 5 middle panels), which
compensates weaker hydrophobic stabilization between Rq
and POPE ammonium group. Additionally, we also observed
that the decrease of Ry peptide hydration in POPC and POPE
(calculated as the number of water molecules with 0.6 nm of
the peptide) is quite pronounced, ranging from ~90 water
molecules in bulk vs. ~30 water molecules close to the
membrane center (Fig. 5, top and bottom right panels). Since
the strength of electrostatic interaction is inversely propor-
tional to the dielectric constant of the environment, (which is
significantly larger in water, where & ~ 78.5 vs. membrane
interior where ¢, ~ 2), a hydrophobic effect, demonstrated as
the pronounced decrease in Ry hydration, also contributes to
the stabilization of Ry at POPC and POPE membranes. The
overall energy balance of Coulombic and Lennard-Jones inter-
actions in Ro/POPC and Ro/POPE, together with a similar
hydration loss, slightly favors the latter, contributing to its
observed greater energy stabilization at the membrane. Speci-
fically, the differences observed in the interaction of positively
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charged Gdm" cations of Ry with POPC or POPE phosphate
groups (—750 vs. —850 kcal mol~" close to membrane center)
are likely responsible for the observed slight increase of
free energy of binding of R, at POPE vs. Ry at POPC (—5.5 vs.
—5.0 keal mol ™", Fig. 5).

In the case of binding in Ky at POPC and Ky at POPE, we also
observed some small but illustrative energetic differences.
First, the free energy of binding between Ko and POPC is fully
repulsive, and no free energy minimum is found along the z-
axis of the POPC bilayer (Fig. 6, top left panel). Second, in the
case of Ko-POPE binding, a very shallow free energy minimum
of ~—0.5 kcal mol™" (which is at odds with the error bar of
calculations) is observed. Although the binding of K, to POPE is
very weak at best, it points to subtle differences in the binding
revealed in the analysis of the energetics. Coulombic interac-
tions between Ky and POPE ammonium group are destabilizing
as expected (Fig. 6, top middle panel). Here, we also see
destabilization in L] interactions between the K, and POPE
choline group (Fig. 6, bottom middle panel) by ~ 50 kcal mol "
compared to Ky and POPC choline group, similar to the
corresponding interactions in Ro/POPC and Ro/POPE (Fig. 5,
top and bottom middle panels). Interestingly, L] interactions
between Ko and POPC choline group are close in value to the
interactions of Ry and POPC choline group (~—100 kcal mol 7,
Fig. 5 and 6 top middle panels), indicating a similar hydro-
phobic stabilization of -NH;" and -Gdm" groups with the lipid
choline group, despite the different hydration of Gdm" and
NH," cations in bulk water.'® L] interactions between K, and
POPC and POPE phosphate groups are stabilizing being
~—150 kecal mol™" for both systems (Fig. 6, top and bottom
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Fig. 6 Free energy calculations and the corresponding PMFs for the Kq-POPC system (top left panel), Coulombic (Nz-phosphate and Nz-choline), and
Lennard-Jones total energy contributions (Nz-phosphate and Nz-choline, top middle panel), and the calculated number of closest water molecules
within 0.6 nm of Kq along the POPC bilayer (top right panel). Free energy calculations and the corresponding PMFs for the Ko/POPE system (bottom left
panel), Coulombic (Nz-phosphate and Nz-ammonium), and Lennard-Jones total energy contributions (Nz-phosphate and Nz-ammonium, bottom
middle panel), and the calculated number of closest water molecules within 0.6 nm of Kg along the POPE bilayer (bottom right panel). Total energetic
contributions are estimated at ~ 0.8 (for POPC) and ~ 0.6 nm (for POPE) from the membrane center. All values are given as a function of peptide vs. lipid

bilayer center of mass distances.
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middle panel). The interactions of the Ko group and POPE
phosphate group are stronger by ~100 kcal mol " in the case
of Ko/POPE vs. Ko/POPC (—650 vs. —550 kcal mol '), thus
indicating why Ko adsorbs at POPE very weakly (if at all), in
contrast to fully repulsive Ko-POPC interaction (Fig. 5, bottom
left panel). Finally, overall weaker peptide stabilization in Ko/
POPC and Ko/POPE systems vs. corresponding Ro systems is
witnessed in a less pronounced hydrophobic effect, ie. the
change of peptide hydration along the membrane. In the case
of K, peptides, the loss of hydration along the membrane is 25
molecules (contrasted to 60 water molecules for Ry peptides,
Fig. 5) within 0.6 nm of the peptide (55 water molecules in bulk
vs. 30 water molecules close to the membrane center) and is
similar for both Ko/POPC and Ko/POPE systems (Fig. 6, top right
and bottom right panel). The observed overall loss of hydration
is significantly smaller in Ko/POPC and Ko/POPE systems than
in Ro/POPC and Ro/POPE systems, resulting in weaker hydro-
phobic stabilization. In addition to stronger phosphate binding
in the case of the Ry systems, the observed differences in the
hydrophobic effect strength evidence why polylysines adsorb
with less affinity than polyarginines at neutral zwitterionic
POPC and POPE membranes (Fig. 5 and 6). We should stress
here that calculated free energies of adsorption of a single
peptide do not correspond to the data obtained at finite peptide
concentrations using unbiased MD simulations,>® where we
have shown that adsorption energetics depends on the peptide
concentration and weakens with its increase. Moreover,
unbiased MD simulations for the single peptides do not allow
estimating the free energies of binding using number density
ratios, because a single peptide would be confined only to the
adsorbed state and no exchange between unadsorbed and
adsorbed state is recorded which is essential for the quantita-
tive estimate of adsorption free energy.”® In addition, when
compared to the available free energy calculations of Rg at
POPC and POPE membranes using a non-optimal pore-forming
coordinate (which is better suited for penetration energetics,
not adsorption), there is a lack of agreement, and the latter
simulations predict no binding of Rg at the POPE bilayer, in
contrast to the results shown in this work.>

Still, we should mention here that the evaluation of ener-
getic decomposition of only a few selected total energy inter-
actions and their comparison to free energies of binding is not
fully justified due to the lack of entropic effects in analyzed
total energy interactions. However, the analysis of key energetic
contributions and differences in peptide hydration in the
membrane interior helps to qualitatively assess the quantitative
free energy binding differences between polyarginines and
polylysines at neutral PC and PE membranes, respectively.

Conclusions

In summary, a combination of DFT calculations and MD
simulations in this work is used to show in detail how Rq
peptides adsorb to neutral POPC and POPE membranes in
contrast to Ko peptides, which are either fully repulsed from
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the membrane as in POPC, or at best very weakly stabilized in
the Ko/POPE system. Specifically, the binding of Ry with the
lipid phosphate groups occurs via both monodentate and
bidentate interaction modes, in contrast to Ko which does not
interact with the lipid bilayer. We rationalized in detail the
energetic differences between Ro/POPC and Ro/POPE and com-
pared them to Ko/POPC and Ko/POPE interactions and peptide
hydration along the membrane, respectively, and found that
the electrostatic interaction of Ry with the lipid phosphate
group is significantly stronger than the corresponding Ko
lipid/phosphate interaction. Together with the more pro-
nounced hydration loss of Ry peptides vs. Ko peptides, and in
turn stronger hydrophobic effect, these two factors are domi-
nant in the overall energy interaction pattern, thus answering
the title question of why polyarginines bind to neutral mem-
branes in contrast to polylysines. Subtle binding energy differ-
ences between Ro/POPC and Ro/POPE as well as Ko/POPC and
Ko/POPE systems, respectively, are also explained at the mole-
cular level, indicating why the strongest stabilization is
observed in the case of Ro/POPE interaction.
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