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Predicting and interpreting EPR spectra of POPC
lipid bilayers with transmembrane a-helical
peptides from all-atom molecular dynamics
simulationsf

Andrea Catte @ £ and Vasily S. Oganesyan 2 *

This study reports a large-scale all-atom MD simulation of POPC lipid bilayers in the presence of
different concentrations of the transmembrane peptide acetyl-K,(LA)1,K>-amide ((LA);,) and doped with
5-PC paramagnetic spin probes used in EPR studies. We apply a combined MD-EPR simulation
methodology for the prediction of EPR spectra directly and completely from MD trajectories. This
approach serves three major purposes. Firstly, comparing predicted EPR spectra with experimental ones,
which are highly sensitive to motions, provides an ultimate test bed for the force fields currently
employed for modeling lipid bilayer systems with embedded proteins or peptides. Secondly, simulations
of EPR spectra directly from the atomistic MD models simplify the interpretation of the EPR line shapes
and their changes induced by the presence of peptides in the lipid bilayer. These changes are directly
linked to the dynamics and order of spin probes and POPC host molecules. Lastly and importantly, we
demonstrate how the MD-EPR methodology can be employed to test the validity and limitations of the
widely used approach for the estimation of the order parameter of lipids directly from the EPR

rsc.li/pccp experimental line shapes.

Introduction

Transmembrane peptides are integral components of cell
membranes which contribute to the physical structure of the lipid
bilayer, affecting membrane thickness, fluidity, and curvature,
which are important for the membrane’s integrity and the for-
mation of lipid rafts."” These peptides play an important role in
various cellular functions such as signalling, transport of mole-
cules and ions across membranes, and cell-cell communication.*>
Peptide-lipid structures are not static and change on different
timescales depending on the bilayer composition and the concen-
tration of peptides.®® However, the behaviour of transmembrane
peptides in cell membranes and their impact on membrane
functionality is still poorly understood.

Phospholipid bilayers composed of different types of lipids
and with various lipid compositions have been extensively used
as models for biological membranes including their complexes
with transmembrane proteins and peptides.”™® A range of
spectroscopic techniques have been employed to study the
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structural organisation and dynamics of such systems.'*™*°

Among them continuous wave (CW) electron paramagnetic reso-
nance (EPR) with paramagnetic spin probes was the first to
provide information about mobility and ordering in lipid
membranes.”” " EPR can resolve molecular re-orientational
dynamics of the introduced paramagnetic spin probes on a
sub-nanosecond timescale.”®*' Hubbell and McConnell first
used nitroxide spin probes such as 1-palmitoyl-2-stearoyl-(n-
doxyl)-sn-glycero-3-phosphocholines (n-PC spin probes) with EPR
to study fatty acid chains in bilayers."® Subczynski and co-workers
studied the organization and dynamics in 1-palmitoyl-2-oleoyl-sn-
glycero-3-phosphatidylcholine (POPC) membranes with the pep-
tide acetyl-K,L,,K,-amide (L,,) and different n-PC spin probes.*?
They also investigated the effects of the peptide acetyl-K,(LA);,K,-
amide ((LA);;) on POPC membranes.® In particular, EPR mea-
surements detected a homogeneous membrane environment for
these peptides, suggesting their good dispersion in the bilayer.
The effects of (LA),, on the phase transition in 1,2-dimyristoyl-sn-
glycero-3-phosphatidylcholine (DMPC) membranes at different
pH values were also monitored using EPR.** The location of
transmembrane peptides and proteins forming water channels
was investigated by EPR with different nitroxide spin probes.>**®
Freed and co-workers used both multi-frequency CW EPR and
2D-ELDOR spectroscopies to study lipid-protein interactions in
lipid bilayers.>®® Recently, Steinhoff and co-workers used EPR
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with different spin probes to study the dynamics in lipid nano-
particles encased by maleic copolymers.>® EPR techniques com-
bined with spin labelling are also employed in assessment of ion
channel conformation and oligomerisation.*

By fitting of spectra using a rigid rod model for the rotation
motions of the spin probes and careful line shape analysis,
detailed information about ordering and motions of the lipids
in the membrane can be obtained.*! Such an approach however
relies on the use of simplified models for molecular movements
(e.g. particle in an anisotropic potential) and does not reflect
the complexity of the actual molecular environment of the spin
probe and its impact on the motions of the probe. Moreover,
with the use of multiple adjustable parameters the fitting and,
therefore, interpretation of EPR line shapes in many cases
might not be unique.*®

At the same time, the last decade has seen radical improve-
ment in the modelling of complex molecular and bio-molecular
systems, including lipid bilayers, using molecular dynamics
(MD) simulations performed at the fully atomistic level.*>"*
MD simulation models are becoming more accurate allowing
researchers to predict complex molecular phenomena using
explicit atomistic structures. For example, MD at both all-atom
and coarse-grained levels have been employed to model the
action of antimicrobial peptides such as alamethicin, melittin,
magainin-2, and crysophsin-3 in lipid membranes.**® Ppara-
metrisation of the force-field parameters for modelling the
behaviour of phospholipids in model membranes is currently
an area of considerable interest and development.>®*°

Furthermore, novel theoretical and computational approaches
have also been developed that allow prediction of motional EPR
spectra from the generated MD trajectories by their direct
propagation.?®*'™* The advantage of such approaches is twofold.
Firstly, they allow detailed analysis of the motions of atoms (at
picosecond snapshot resolution) and can greatly simplify the
interpretation of experimental spectra, leading to unambiguous
conclusions about molecular order and motions. Secondly, the
MD-EPR simulation methodology serves as an ideal test bed for
MD computational models thus facilitating their improvement.
MD-EPR simulations have been successfully applied to various
complex partially ordered systems such as spin labelled
proteins,**>*°* thermotropic®"**>* and lyotropic® liquid crys-
tals, DNA fragments®® and also lipid bilayers.>**”

Here, we apply a combined MD-EPR simulation methodology
to lipid bilayers containing transmembrane peptides. In particu-
lar, we report large scale all-atom MD simulations performed for
different compositions of POPC with an a-helical peptide (LA);,
and doped with 5-PC spin probes. The resulting MD trajectories
are used to predict EPR spectra and to compare structural
organisation and dynamics of POPC host molecules and 5-PC
probes in the absence and presence of (LA),,. Predictions from
MD EPR spectra are compared with experimental ones available
from the literature.

In this report we address the following points. Firstly,
through a direct link with experiment, our MD-EPR approach
serves as a test bed for the accuracy of the force fields currently
employed in the MD modelling of such systems. Secondly,
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simulations of EPR directly from the atomistic MD model
simplify interpretation of the changes observed in the EPR line
shapes upon insertion of the peptides into the lipid bilayer.
Thirdly, we use MD-EPR spectral predictions to test the validity
and the limits of the widely used equation introduced by
Hubbell and McConnell'® for the estimation of the order
parameter from the EPR line shape. Given the structural and
dynamical complexity of the lipid—peptide complexes formed in
membranes, this kind of knowledge would be of particular
importance in guiding future EPR applications with biological
membranes and model lipid bilayers. Finally, by performing
the MD analysis on the host POPC molecules, the relationship
between the motions of the host and the probe is explored.

Computational methods
MD simulations

Initial structures of POPC lipid bilayers were generated with the
CHARMM-GUI membrane builder,”®®" to create input files for
all-atom MD simulations of lipid bilayers with different compo-
sitions. Significant system sizes allowed us to use multiple spin
probes for enhanced sampling of their motions. Concatenated
MD trajectories of relatively long lengths were used for predic-
tion of the EPR line shapes. Both peptide free and bilayers with
low concentrations of peptides were modelled with ca. 600 lipids
and 6 spin probe molecules in each leaflet with simulation times
of ca. 200 ns. The system with a high concentration of peptides,
namely 10% mol, was modelled with the lower numbers of lipid
(ca. 200) and spin probe molecules (three 5-PC in each leaflet)
but simulated for a significantly longer time (525 ns). The
Stockholm lipids (Slipids) and CHARMMS36 force fields were
used for lipids and peptides, respectively, and Gromacs version
4.5.5°% was used for all simulations.

The structure of the 5-PC spin probe is shown in Fig. 1g.
Parametrisation of 5-PC has been described by us previously®®
and details are provided in the ESI.{ 5-PC spin probe molecules
were inserted into each lipid bilayer in the presence and
absence of transmembrane peptides by replacing an equivalent
number of lipid molecules per leaflet in non-overlapping posi-
tions. All simulations had the concentration of the spin probe
of 2% mol, corresponding to the common experimental
condition.®*® The insertion of (LA);, peptides in each lipid
bilayer involved the replacement of two lipid molecules (one
per leaflet) per peptide. Each lipid bilayer was further solvated
with 30 water molecules per lipid with an appropriate amount of
Na' and Cl~ ions to reach a physiological ionic strength of
150 mM. The total number of atoms, including water and ions,
was approximately 57000 and 135000 atoms for systems with
and without transmembrane peptides (LA),,, respectively.
Non-bonded van der Waals and electrostatics interactions were
truncated using a cut-off distance of 12 A. The PME treatment of
long-range electrostatic interactions was employed. Temperature
and pressure for all simulated lipid bilayers were stabilised
at different temperatures and 1 atm using a Nosé-Hoover
thermostat®® and a Parrinello-Rahman barostat,** respectively.
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Fig. 1 (a) Amino acid sequence of the (LA);» peptide. (b)—-(e) Side views of
the 100 ns structure of POPC lipid bilayers with 0% mol, 1% mol, 5% mol
and 10% mol presence of LA;,, respectively, containing 5-PC spin probes
simulated at 293 K. POPC phosphorus atoms are shown in yellow space
filling representation. Water, ions and lipids acyl chains are not shown for
clarity. The structures of POPC (f) and the 5-PC probe (g) are shown with
their associated molecular and magnetic axes indicated.

sn-2

sn-1

5‘ Z
>
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Calculations employed a time step of 1 fs with production carried
out using an NPT ensemble. Analysis was performed with the
utilities of Gromacs version 4.5.5 and with TCL scripts written for
VMD versions 1.9.2 and 1.9.3.%°> Images of all simulated struc-
tures were generated with VMD version 1.9.2.

Rotational autocorrelation functions of molecular motions and
calculation of effective rotational correlation times

The autocorrelation function of a selected vector [ (e.g. z-magnetic
axis of 5-PC spin probe discussed in the text) was calculated from
MD trajectories according to the following expression:**®®

- -

Ci() = <j P, (z(f) e+ r))dr> )
0
where P,(x) is the second order Legendre polynomial:

Py(x) = %(3)(2 -1) 2)
and the triangular brackets denote the average taken over the
orientation distribution, time and the number of molecules
involved in each case. A ‘sliding time window’ approach was used
for time averaging.*' The autocorrelation functions for both POPC
and spin probe molecules in lipid bilayers are characterised by two
distinct motional contributions.>***%” The fast decay is attributed
to the local rotational motions of POPC and spin probes (e.g

This journal is © the Owner Societies 2025
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internal dynamics of the acyl chain). The slow decay is associated
with reorientation motion of the restricted local environment of
these molecules imposed by the surrounding phospholipids.
Effective rotational correlation times of the selected vectors were
obtained from the results of bi-exponential fitting of the respective
autocorrelation functions using the following equation:

Ci(t) = (1 - S¢) (wl exp(—i) + Wy exp (—é)) +5¢ (3)

where 7, and 1, are correlation times of the fast and slow motional
contributions, respectively, with associated weights w;, and S,” is
the square of the generalised order parameter S, defined as
follows:®

So = <%(3 cos® 0 — 1)> (4)

In eqn (4) 0 is the angle between the bilayer normal of the top
or bottom leaflet (director) and the chosen vector 1. Note that
Sy’ = Cf0). The effective correlation time, t.g, represents the
average of the individual motional contributions, each associated
with a specific correlation time 1; and a weight w;. The following
relationship holds between 1. and 7, and 7,:

_ Jo (Ci(1) = Ci(o0))dt
1 — Cy(00)

Teff = wiT + WiT2 (5)

Prediction of EPR spectra directly from MD trajectories

A trajectory-based method that employs the numerical solution
of the stochastic Liouville equation (SLE) in the Langevin form for
the spin density matrix has been used for simulation of the EPR
line shapes®**1+4243:46 (see the ESI). A program, developed and
described previously by one of us, was employed.*®***' This
methodology has been successfully applied to various complex
molecular systems, including proteins, liquid crystals, lyotropic
mesophases, DNA fragments and lipid membranes.?"*!”*>¢ In
the program a single substantially long concatenated MD trajec-
tory is used to calculate the variation in time of the averaged
transverse magnetisation and, eventually, the EPR line shapes
by taking one-sided Fourier transform of the transverse
magnetisation.”>*" According to the properties of the Fourier
transform to achieve a reasonable resolution in the EPR spectrum
the following two conditions should be satisfied: T > 1/6w and
ot < 1/Aw, where dw and &8¢ are resolutions in the frequency and
time domains, respectively, and Aw is the width of the spectrum
in the frequency domain. To achieve a desired resolution of
0B ~ 0.1 Gauss (0.28 MHz between frequency points) a dynami-
cal trajectory should be T' > 600 ns. In the current work, relatively
long concatenated MD trajectories (~1200 ns) from multiple
spin probes in the bilayer allowed the simulation of EPR spectra
directly by propagation of the spin density matrix along the
sampling time T without further approximations. At each time
increment the propagation of the spin density matrix is achieved
numerically in the Hilbert space using eigenvalues and eigenvec-
tors of the spin-Hamiltonian®""**> (see the ESIf for details). A
sufficient number of propagations from randomly selected initial
points in the MD trajectory are generated and used for statistical
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averaging. Additional angular averaging is carried out in order to
account for even distribution of lipid bilayers in the sample.
The EPR spectral line shapes of nitroxide spin probes are
determined entirely by the variation in time of two angles that
define the orientation of the applied magnetic field to the
principal axis of the nitroxide group. Therefore, the orienta-
tional history of the magnetic axes in the fixed frame of the
simulation box is calculated and processed. The z axis of the
nitroxide ring (coincident with the direction of the p,-orbital of
N) is calculated from the cross-product of the unit vectors of the
two N-C bonds of the ring (see Fig. 1).*" The x axis is calculated
as a projection vector of the N-O bond on the nitroxide plane
(defined by the C-N-C atoms) and the y axis is taken as a cross-
product of the z and x vectors. The following principal values of
the g and A hyperfine coupling tensors for the 5-PC spin probe
have been employed: gy, = 2.0081; g, = 2.0061; g,, = 2.0029;
Ay =5.9G; 4y, =5.9 G; A;; = 32.0 G, which are in agreement with
the ones reported previously for this spin probe in bilayer
systems.*»*® As reported by Subczynski and co-workers, for
the 5-PC probe the hydrophobicity correction of the principal
values of the hyperfine coupling tensor A due to the presence of
(LA), in the bilayer is negligible (~ 0.5 Gauss).® Therefore, the
same set of magnetic parameters was used in all simulations of
the EPR spectra. The homogeneous line broadening parameter
was 0.07 ps, corresponding to 0.8 Gauss, in all simulations.

Results and discussion

Impact of (LA),, peptides on the structural organisation and
motions of POPC and 5-PC molecules

The snapshots from all-atom MD simulations of POPC lipid
bilayers at 293 K doped with 5-PC spin probes and having (LA);,
concentrations ranging from 0% mol to 10% mol are shown in
Fig. 1. The presence of the (LA), peptide affects the structural and
dynamical properties of POPC lipids, such as the area per mole-
cule, lateral diffusion, the order parameter profiles and the re-
orientational rotational diffusion of both carbon chains. As can be
seen in Table 1 the area per molecule of POPC and also 5-PC is
progressively increased with the increased concentration of trans-
membrane (LA);, peptides in the bilayer. In the absence of (LA);,
the POPC area per lipid is in good agreement with the previously
reported experimental and computational values of 62.7 A% and
63.2 A% respectively, at 293 K.°® Order parameter profiles of POPC
sn-1 and sn-2 acyl chains at different concentrations of (LA),, are
presented in Fig. 2. Again, the order parameters of POPC in the

Table1l Areaper molecule, A and lateral diffusional rate, D, of both POPC
and 5PC calculated at 293 K and different concentrations of (LA);, peptide.
The last column shows the effective rotational correlation times of the
carbon chain of the POPC molecule at position C5 (see Fig. 1f)

[(LA),] Aporc  Aspc  Dpopc D5 pc Thopc
[% mol]  [A%] [A2]  [10%cem®’s™'] [10%cm®s™'] [ns]
0 61.3 60.8 2.2 1.4 1.8

1 60.5 62.3 1.9 1.2 4.7

5 73.5 65.5 1.2 1.0 5.3
10 88.1 82.9 0.46 0.61 8.1
4778 | Phys. Chem. Chem. Phys., 2025, 27, 4775-4784
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absence of (LA);, peptides are in good agreement with those
reported in the literature.®® The results of MD simulations show
that the presence of (LA);, induces a decrease of the order
parameters of both acyl chains in POPC except, notably, in the
system with 1% mol of (LA);, when the opposite is observed. A
slight decrease in area per lipid is also evident at 1% mol
concentration of (LA)y,. This can be explained as follows. At
relatively low concentration the peptide tends to disarrange the
acyl chains of POPC molecules in close proximity promoting
higher packing of phospholipids in peptide free areas resulting
in an increase in the order parameters averaged among all lipids.
With the increasing concentration of (LA);, the directly affected
area is extended leading to an overall decrease in the order
parameters of both sn-1 and sn-2 chains, as observed in Fig. 2.
Notably, in the presence of transmembrane peptides the order of
C-H bonds in the double bond region of the sn-2 acyl chain
(carbons C10 and C11) is significantly increased for all concen-
trations of (LA),,. The effect of the peptides on the average order
parameter of sn-1 and sn-2 POPC acyl for 1% and 10% mol of
(LA),, is illustrated in Fig. 3 with the help of a two-dimensional
plot that also highlights the positions of both (LA);, and 5-PC
molecules in the system. The increased concentration of (LA);,
also leads to on average progressive reduction in the lateral
diffusion rates of both POPC molecules and 5-PC spin probes as
shown in Table 1.
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Fig. 2 Order parameter profiles of sn-2 (top panel) and sn-1 (bottom

panel) acyl chains of POPC lipid molecules for different concentrations of

(LA)1> peptides are shown in blue, green, magenta, and red for 0%, 1%, 5%

and 10% mol of (LA)j,, respectively. Order parameter Scy is calculated

according to eqgn (4) for the vector defined by the C—H bond.
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Fig. 3 Averaged order parameters of POPC sn-1 and sn-2 acyl chains in lipid
bilayers with 1% mol (top panel) and 10% mol (bottom panel) (LA);» peptides.
Order parameters are averaged over the last 40% of each trajectory.

Autocorrelation functions of the z magnetic axes of 5-PC at
different concentrations of (LA);, calculated from MD simula-
tions using eqn (1) are shown in Fig. 4. They are fitted using
eqn (3) which represents two contributions to the re-
orientational dynamics of the 5-PC probe.

The adjusted parameters associated with fast (local) and
slow (global) motional contributions of 5-PC are summed up in
Table 2 together with the values of effective correlation time
calculated using eqn (5). Similarly, rotational correlation func-
tions for the relevant molecular z-axis of POPC C atoms at
position 5 in the sn-1 chain (see Fig. 1f), defined as the cross
product between two adjacent C-H bonds, were calculated and
fitted using eqn (3) (plots are presented in the ESIt). The
effective rotational correlation times for the z axis of POPC
lipids for different concentrations of (LA),,, calculated using
eqn (5), are summarised in Table 1. Overall, the data show that
the effective correlation times for both POPC and 5-PC progres-
sively increase as the concentration of (LA),, peptides rises.

Comparison between predictions from MD and experimental
EPR spectra

Predicted MD EPR spectra corresponding to four different
concentrations of (LA);, peptides are presented in Fig. 5 as

This journal is © the Owner Societies 2025
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Fig. 4 Autocorrelation functions of the z-magnetic axis of 5-PC doped in
a POPC lipid bilayer with different concentrations of (LA);» peptides at
293 K. Subpanels (a)—(d) correspond to 0%, 1%, 5% and 10% mol concen-
trations of (LA)y,, respectively. Autocorrelation functions calculated from
MD trajectories using egn (1) and their bi-exponential fittings using egn (3)
are shown by black and red lines, respectively.

Table 2 Motional contributions to re-orientational dynamics of the
magnetic z-axis of 5-PC spin probes and order parameters generated
from all-atom MD simulations of POPC lipid bilayers with different con-
centrations of (LA);, peptides at 293 K. Sp and Sy_m are the order
parameters calculated directly from MD data and estimated from the
EPR line shapes using eqgn (6), respectively. S| and Sg are local and global
order parameters, respectively, calculated using MD data in combination
with the model-free approach (egn (10a) and (10b))

[(LA)12] 7o TG Tett

[% mol] [ns] wy [ns] wg [ns] S Suwm  Si Sa
0 0.44 0.35 12.31 0.65 8.2 0.43 0.69 0.85 0.51
1 0.34 0.25 10.40 0.75 8.0 0.49 0.74 0.90 0.55
5 0.61 0.27 20.00 0.73 14.8 0.26 0.76 0.86 0.31
10 5.90 0.48 150.3 0.52 799 0.18 0.81 0.73 0.25

red lines. They show excellent agreement with the experimental
spectra available from the literature for 0% mol and 10% mol of
(LA), in POPC,° reproducing in both cases all the characteristic
features in the line shapes, including the position of the outer
and inner peaks. A subtle but noticeable difference between 0%
mol and 10% mol cases is observed in both predicted and
experimental spectra, with the differences in positions of the
outer peaks indicated in Fig. 5 by vertical dotted lines. Generally,
the EPR spectra of 5-PC in lipid bilayers are characterised by
broad line shapes that are sensitive to the presence of transmem-
brane peptides.®*® Such characteristic line shapes are associated
with the restrained motion of the spin label in the oriented
environment of the lipids.****® As one can see from Fig. 1, the
nitroxide ring of the 5-PC probe lies approximately perpendicular
to the acyl chain. The magnetic z-axis, corresponding to the
principal value 4,, of the hyperfine coupling tensor, is oriented
perpendicular to the nitroxide ring with the averaged orientation
along the membrane normal. The outer peak positions in the
EPR spectra of the I, = £1 hyperfine coupling lines are sensitive to
both the order and the dynamics of this axis.

Phys. Chem. Chem. Phys., 2025, 27, 4775-4784 | 4779
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Fig. 5 EPR spectra predicted from MD trajectories of 5-PC in POPC
bilayers doped with different concentrations of (LA);» peptides are shown
by red lines. Predicted spectra from top to bottom correspond to 0%, 1%,
5% and 10% mol concentrations of (La);p, respectively. Experimental
spectra for POPC without and in the presence of 10% mol of (LA)ip,
available from the literature and reproduced with permission from ref. 6,
are shown by top and bottom dash-dotted black lines, respectively. All
spectra were normalised to their maximal values. Vertical lines indicate the
shifts in the positions of the outer peaks of the hyperfine coupling lines.

3410 3420 3430 3440

In principle, the reduction in the rotational diffusion coeffi-
cient and the increase of the order parameter of the spin probe
would both contribute to the broadening of the EPR line shape
and the increase of 2Ai|, the distance expressed in Gauss
between the outer peaks in the EPR spectrum.'®'%>*

Upon addition of 10% mol of (LA),, peptides the predicted
EPR spectrum becomes slightly broader, in full agreement with
the experimental data (see Fig. 5). In particular, our predictions
have been able to adequately reproduce an increase of 2A"| by

~ 3 Gauss upon increasing the concentration of (LA);, from 0%
to 10% mol. The predicted spectra at 1% and 5% mol of (LA);,
confirm the gradual change in the EPR line shape upon
increasing the concentration of the peptide. The bi-
exponential fitting of the autocorrelation functions for the
magnetic z-axis of 5-PC reveals that, in the presence of peptides,
there is a dramatic approximately ten-fold increase in the
correlation times for both fast and slow motional contributions
(see Table 2). The effective correlation time of the z-axis of 5-PC
increases from 8.2 ns in the peptide free bilayer to 79.9 ns in the
10% mol presence of (LA);, peptides. Such a dramatic increase
of rotational correlation time of the probe leads to the broad-
ening of the EPR line shape. The opposite, however, is observed
for the generalised order parameter of 5-PC which undergoes
significant reduction in value from S, = 0.43 in the peptide free
bilayer to S, = 0.18 at 10% mol of (LA),,, thus compensating for
the broadening effect on the line shape by the slow motion. The
predicted MD value of the order parameter of 5-PC at 10% mol
of (LA),, appears to be in strong disagreement with the pre-
viously reported estimations based on the approach by Hubbell
and McConnell.®
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MD-EPR approach as a testbed for the Hubbell-McConnell
equation used in the estimation of the order parameter

In their seminal paper Hubbell and McConnell'® have intro-

duced an equation for the estimation of the order parameter of
spin probes in lipid bilayers directly and conveniently from the
experimental EPR spectrum. This equation has been highly
successful in characterisation of the order of spin probes in the
partially ordered environments.'®'%?* The authors have shown
that the order parameter of the phospholipid spin probe,
associated with the magnetic z-axis, in the partially ordered
media can be estimated directly from the difference between
the outer and inner peak positions in the EPR line shape using
the following equation:
1AL

SHM - Az: — I/Z(A\V + A}’}’) (6)

Here A;, and A, are parallel and perpendicular components
of the axially symmetric hyperfine tensor, respectively, and Ai‘

and A’ are the effective outer and inner hyperfine splitting,
respectively, observed in the measured EPR spectrum, as indi-
cated in Fig. 6. The derivation of eqn (6) assumes that A,, and
A,y are approximately equal to each other, which is normally the
case for nitroxide based spin probes."®'® The effective hyperfine
splitting parameter 2A/H serves as a measure of nitroxide mobi-
lity with larger values corresponding to lower mobility.>"*¢”

Naturally, atomistic MD simulations in conjunction with the
MD-EPR prediction approach provide perfect grounds for test-
ing the limits of the applicability of eqn (6).

Previous analysis of the EPR spectra of POPC doped with
(LA);, peptides® using a similar approach has concluded that
the order parameter of 5-PC was S, = 0.65 and S, = 0.75 in the
cases of 0% and 10% mol concentration of (LA);,, respectively.

3350 3360 3370 3380 3390 3400 3410

Field (Gauss)

3420 3430 3440

Fig. 6 Top line: EPR spectrum predicted from MD trajectory of 5-PC
probes in POPC bilayer-doped with 1% mol of (LA);, and at T = 330 K.
Middle and bottom lines correspond to EPR spectra predicted from BD
trajectories generated from the model of rotational diffusion in the axially
symmetric potential with ic = 1nsand C =1and 7. =02 nsand C = 3,
respectively (see the text for details).
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As pointed above, these values are in clear disagreement with
the ones obtained either directly from the MD trajectories using
eqn (4) or by fitting the autocorrelation functions using eqn (3).
Table 2 provides comparison between the order parameters
estimated by eqn (6) and those calculated from MD data for all
four predicted spectral line shapes. As one can see, the results
indicate a systematic increase in the overestimation of the
order parameter by eqn (6) upon increasing the concentration
of (LA);, in the POPC bilayer. At 10% mol (LA);, the difference
between the order parameter values becomes most prominent
(0.18 from MD data vs. 0.81 obtained by using eqn (6)).

It is important to mention that eqn (6) was derived under the
assumption of the partial averaging of the magnetic tensor
components due to the fast motion of the spin probe (so-called
fast motional limit). At the X-band (ca. 9.5 GHz) the hyperfine
interaction dominates the time modulation of the spin-
Hamiltonian, and the fast motional regime can be approxi-
mately defined by the following characteristic time:** 7. <
h/|A;; — A, | ~ 2.2 ns. The effective correlation times for 5-PC
presented in Table 2 clearly indicate that the dynamics of the
spin probe is in the slow motional regime for all concentrations
of (LA);, and, therefore, eqn (6) is inadequate for the estimation
of the order parameter.

In order to test the limits of applicability of the equation we
have performed an additional MD simulation of the POPC
bilayer with 1% mol (LA);, at an elevated temperature of
330 K. The calculated effective correlation time of 5-PC at this
temperature is 2.95 ns which is just outside the fast motional
regime. The predicted spectrum is shown as the top line in
Fig. 6.

The order parameter values calculated from MD and esti-
mated by eqn (6) are 0.42 and 0.52, respectively. They are much
closer to each other compared to all four previous cases. In
addition, we have performed EPR spectral simulations in the fast
motional regime using the dynamical trajectories generated from
the Brownian dynamics (BD) simulation model for rotational
diffusion of the spin probe in the presence of restoring axial
potential.*>®° BD trajectories have been generated using a numer-
ical solution of the Langevin equation for a simple model of the
BD rotational diffusion of the molecule in the presence of axially
symmetric ordering potential, U(0(¢)) = kKTC(3 cos” 0(f) — 1)/2, where
0(t) is the angle between the z-axis and the main axis of the
potential using the numerical approach reported previously.**°
The results for the cases with t.=1nsand C=1 and 7. = 0.2 ns and
C = 3, both at T'= 295 K, are shown in Fig. 6 as middle and bottom
lines, respectively. The order parameter calculated from MD using
eqn (4) for the first and second cases are 0.40 and 0.79, respec-
tively. They are in perfect agreement with the ones estimated from
those predicted from BD spectra using eqn (6) which are 0.41 and
0.80, respectively. Our MD-EPR analysis thus concludes that
eqn (6) indeed provides a very accurate and efficient way of
estimating the order parameter of the nitroxide based spin probes
in the oriented media directly from the spectra in the case of a fast
motional regime. At the same time, this equation tends to
significantly overestimate the order parameter when the fast
motional condition is broken. Therefore, our results demonstrate
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that the application of eqn (6) should be made with extra care,
particularly when it is difficult or impossible to conclude a priori
whether the internal dynamics of the probe falls within the fast
motional regime.

Local and global order parameters of the 5-PC spin probe from
all-atom MD data

MD simulations provide an explicit picture of molecular motions
with atomistic resolution of contributions arising from both local
and global dynamics of host and probe molecules. Previously, for
different aggregate states of lyotropic liquid crystals, we have
demonstrated how the outputs of MD simulations can be com-
bined with the so-called model-free (MF) approach® in order to
gain insight into the global and local motions of spin probes and
their impact on the EPR line shapes.>

According to the MF approach and assuming that the global
and internal motions of the probe are independent from each
other, the total rotational correlation function C(f) can be
decomposed into the product of the correlation functions for
the overall tumbling, Cg(t), and the internal motion, Cy(?).

C(t) = CU(t)Cq(?) )

As shown previously, in the case of lamellar phases, such as
lipid bilayers, both contributions to C(¢) can be described by the
following expression:>*°°

Cr)(1) = (1 = Sie)’) exp(— ) +Si6)° (8)

TL(G)
where Sy, 71, and Sg, 7 are the order parameter and correlation
time for local and global motions, respectively. Under the
condition 7;, < tg, which is satisfied for all four concentrations
of (LA);, (see Table 2), the product in eqn (7) can be reduced to
the following bi-exponential form:

) + 517 (1 - 8¢%) exp<

C()=(1 —SLz)exp( )+SL2SG2

©)

By drawing comparison between the relevant terms in eqn (3)
and (9) one can obtain the following two relationships that
allow calculation of both Sg and S, from Sy and wy.

t t
38 TG

SL=4/1-— (1 — S()Z)WL (1021)

SG = S()/SL (10b)

The application of the latter two equations provides the values
for both global and local order parameters, as shown in Table 2
for all four concentrations of (LA);, peptides. The results
indicate that the global order parameter, Sg, is significantly
more affected by the presence of (LA),, peptides, decreasing by
a factor of 2 between 0% mol and 10% mol concentrations. In
contrast, the local order parameter, S;, exhibits only a modest
change of approximately 15%. An important observation from
the atomistic MD simulations is that at 10% mol of (LA);,
the value of the global rotational correlation time (150.3 ns) is
far off the sensitivity of the EPR time window at the X-band
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(0.1-100 ns). As such, the order parameter S associated with
the slow motional component of 5-PC cannot be experimentally
assessed by EPR. At this concentration of peptides, the spectral
lineshape is predominantly determined by S;, and 7. Therefore,
it is more feasible to compare Sy With Sy, rather than with S,
(see Table 2). However, as pointed out above, it is difficult to
have a priori knowledge about the rotational regimes of the
probe to decide on which comparison is appropriate.

It is instructive to examine how the rotational correlation
times and order parameters of the carbon chains of POPC at
position 5 in the sn-1 chain, where the nitroxide group attaches in
5-PC, and the spin probe itself, correlate with each other. Relevant
correlation functions and their fitting using eqn (3) are presented
in Fig. S1 of the ESL{ Similar to 5-PC, the effective correlation time
of the relevant molecular z-axis of POPC C atoms at position 5
increases with the concentration of (LA);,, as shown in the last
column of Table 1. Specifically, the correlation time for the z-axis of
POPC changes from 1.8 ns to 8.1 ns as the concentration of (LA);,
increases from 0% mol to 10% mol. This approximately four-fold
increase is less pronounced compared to the ca. ten-fold increase
observed for the effective correlation time of the magnetic z-axis of
5-PC, which changes from 8.2 ns to 79.9 ns (see Table 2). The order
parameters for POPC and 5-PC are affected similarly also. For
POPC at the chain position 5, the order parameter decreases from
approximately 0.22 to 0.16 for sn-1 and 0.20 to 0.15 for sn-2 (see
Fig. 2). A more dramatic change is observed for 5-PC, where the
order parameter decreases from 0.43 to 0.18 (see Table 2). This
difference is likely due to local isomeric jumps in the carbon chain
of POPC, which are responsible for the reorientation of C-H
bonds, being less affected by the disentanglement of POPC
molecules compared to the tumbling motions of the much larger
nitroxide head group of the 5PC probe.

Our MD simulation results and analyses align with recent
modelling and experimental reports on the influence of peptides
on membrane dynamics, suggesting that transmembrane peptides
can indeed slow down the dynamics of lipids in membranes,
affecting both the lateral and re-orientational mobility of lipids. In
particular, a decrease in the lateral diffusion of lipids has been
observed in DMPC lipid bilayers with transferrin receptor peptides.®
A decrease in the average order parameters Scy has been reported
for a wide range of lipid bilayers embedded with magainin anti-
microbial peptides,”® POPC bilayers with amyloid beta peptides”
and antimicrobial and cell penetrating peptides.”> An increase in
the average rotational correlation time of lipids has been observed
in POPC:POPG and POPE:POPG lipid bilayers upon insertion of
antimicrobial peptides” and in DLPC, DMPC, and DPPC bilayers
upon doping of KALP peptides.”* It has been suggested that such
effects on host dynamics can influence the formation and main-
tenance of lipid domains.®

Conclusions

In summary, this study presents the results of extensive all-
atom molecular dynamics (MD) simulations on POPC lipid
bilayers, both with and without the transmembrane peptide
(LA)1,, using Slipids force fields for POPC and CHARMM force
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fields for the peptide. We provide the first prediction of EPR
spectra of lipid bilayers with transmembrane peptides and spin
labels directly from MD simulations. Our approach had two
main objectives. First, by comparing predicted EPR spectra with
experimental data, which are highly sensitive to the structure
and dynamics of lipid bilayers, we tested the accuracy of current
simulation models and force fields for lipid bilayer systems,
including those with embedded proteins and peptides. Our
results show excellent agreement with experimental data, con-
firming the reliability of the force fields employed. Second, the
direct MD-EPR simulation approach allows for a detailed
account of both local and global motions of the probes. Our
findings indicate that the presence of the (LA);, peptide causes
significant disorder and disarrangement in the acyl chains of
nearby POPC molecules. This disorder impacts the lateral and
rotational diffusion of both phospholipids and probes. As the
concentration of peptides in the bilayer increases, these effects
become more pronounced. Concurrently, the order parameters
for both host and probe molecules decrease, in contrast to
previous interpretations of EPR data. Importantly, our MD-EPR
approach enabled us to validate and numerically assess the
limitations of the widely used eqn (6) for estimating the order
parameter from measured EPR spectra. This validation is crucial
due to the widespread use of eqn (6) in EPR studies of partially
disordered systems such as lipid membranes. We demonstrate
that eqn (6) provides accurate estimates for the order parameter
of the probe under fast motional regime conditions, aligning
perfectly with values derived from dynamical trajectories. How-
ever, when the spin probe’s dynamics fall within the slow
motional regime, which is not typically known a priori, the use
of this equation results in an expected significant overestimation
of the order parameter.
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