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ABSTRACT

Two representative topics are examined in this dissertation: (I) properties of liquid molecules
confined between mesoporous silica surfaces. (II) structural and dynamic actions of perfluo-
rinated polyphilic molecules restricted to the lipid bilayer of dipalmitoylphosphatidylcholine
(DPPC). The impact of nanoscale confinements on structural and dynamic properties of liquid
water and ethanol-water mixture has been investigated for the first project within the scope
of this doctoral research using molecular dynamics simulations based on density functional
theory and atomic force field. The main focus here is on the structure’s dependency and the
hydrogen-bonding-network of the solvent near the confinement interface at atomistic resolution.
In the case of a binary ethanol-water mixture, the results indicate that, due to the presence
of the planar silanol interfaces, there is a major restructuring of the hydrogen bond network
between water and ethanol, as well as adjustment in the water-water hydrogen bonds. A par-
tial demixing of ethanol and water occurs in the vicinity of the silanols. Water is more likely
to form stable clusters, while ethanol, on the other hand, is more flexible and has a greater
possibility to form a hydrogen bond with a silanol group. Compared to the unconfined case, the
hydrophobic environment created by a layer structure of ethanol alkyl groups further supports
the stabilization of those water clusters.

Using classical molecular dynamics simulation, the behavior of perfluorinated polyphilic
molecules (type B16/10) in a membrane environment is investigated in the second part of
this doctoral study. The main focus here is to examine the initial stages of polyphilic addi-
tive molecules forming clusters when they are solved in a DPPC lipid bilayer. The polyphilic
molecules contain a central aromatic (trans-bilayer) domain with (out-of-bilayer) glycerol ter-
minations, complemented by a fluorophilic and an alkyl side chain, both contained within the
bilayer’s aliphatic segments. Large-scale molecular dynamics simulations of six such additive
polyphilic molecules as a cluster reveal the initial steps towards supramolecular aggregation
caused by the unique philicity properties of the molecules. The transient yet repeated de-
velopment of a trimer is observed on a characteristic the time-scale of about 100 ns for our
intermediate system size of six polyphiles. Thanks to their separate philicity, the alkane /
perfluoroalkane side chains show a very distinct conformational distribution within the bilayer,
given their similar anchoring in the polyphile transbilayer section. The polyphilic additives’
diffusive mobility is about the same as that of the surrounding lipids, although it crosses all
bilayer leaflets and appears to be self-associated. The findings provide important insight for
understanding polyphilic molecules’ intramembrane structure with specifically designed side
chains of different philicity. These molecules are capable of allowing a controlled modification

of membrane properties such as water and ion permeability.
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INTRODUCTION

Molecules under confinement at the nanoscale are known to have properties noticeable different
from those in the bulk. Computational modeling and simulation of those molecular assemblies
can provide insight at the atomic level of the structural and dynamic aspects and predict the

behavior of complex systems at a level of detail beyond the experimental limitation.

0.1 LIiQuIDS UNDER SILICA CONFINEMENT

Mesoporous silica has attached much attention due to its hierarchical structure, which is ob-
served to be composed of orderly arranged pores with uniform size.»?> MCM-41, as one of the
most studied type, is characterized by pores, less than 40 A in diameter, within which liquids
are restricted. Experimental studies regarding MCM-41 and the properties of liquids confined
within it has been performed at length. Techniques such as quasi-elastic and deep elastic neu-

6

tron scattering,>® neutron diffraction with isotopic substitution ,° x-ray spectroscopy ,” sum

frequency vibration spectroscopy ,® adsorption calorimetry ,? and NMR spectroscopy °12 have
generated much experimental data which may be compared to simulation data.
The silanol groups on the silica surface play a special role in its ability to supplying hydrogen

13 Concerning their density on the MCM-41 silica

2

bonding sites for the confined solutions.
surface,'? 111 the consensus seems to be about 2 to 3 nm~2, meaning these groups cannot form
hydrogen bonds with each other as they are too far apart. Since the average distance between
them is about 5.8 A, one water molecule cannot be simultaneously hydrogen bonded to two
silanol groups.! Up to three water molecules, however, may be hydrogen-bonded to a single
silanol group.'® The nature of water differed from bulk water when it’s hydrogen-bonded to
the hydroxyl groups on the silica surface. Recent neutron scattering evidence suggests that
the hydrogen bond formed between a water molecule and a silanol in mesoporous silica is
stronger than the hydrogen bonds between water molecules.® Understanding the properties of
ethanol and water at interfaces on the molecular level is very important for many chemical and
physical processes .!6:17 Water molecules can interact with the surface through hydrophobic
or hydrophilic interactions and hydrogen-bonding. This leads to the partial ordering of water
molecules in the vicinity of the confining surface.!® To date, numerous studies focusing on
water confined in porous frameworks have been carried out via simulations and experiments.
B. Ratajska-Gadomska and W. Gadomski'® reported the solvation of ethanol in water confined
by gelatin gel studied by Raman spectroscopy. Their work indicates that when an ethanol-
rich solution confined in gelatin gel, so-called ethanol sandwich clusters exist with a layer of
water molecules inside. As mentioned before, the silanol groups on the silica surface have a
hydrophilic character. This yields a certain competition of hydrogen bonds between silanol-
solvent and solvent-solvent. Therefore, the conformation and the donor-acceptor preferences
in the ethanol-water mixture are even more complicated than water/silica and ethanol-water

bulk mixture.



Figure 1: Picture of the silanol wall model normal to the wall surface (left) and a snapshot
of an equilibrated ethanol—water/silanol system during a simulation at 338 K (right). Two
silanol walls contain 24 Si(OH)4, with 87 ethanol molecules and 148 water molecules confined

in between.

To provide further atomistic insight into these confined liquids, in the first part of this
doctoral research, the impact of nanoscale silica confinements on structural and dynamical
properties of liquid water and binary aqueous mixtures is investigated using molecular dynamics
simulations. A simplified planar model that has the advantage of containing the same density

of silanol groups as MCM-41 was constructed.

0.2 PoLYPHILIC MOLECULES INCORPORATED INTO DPPC BILAYER

Molecules with the capability of self-assembling are of great interest for biochemical (lipid
bilayers) and nanosized materials.?? Understanding such behavior is essential for the logical
design of the model and advanced (bio)molecule systems. In both experimental and simulation
approaches, a variety of molecules have been inserted into lipid bilayers. It ranges from early
attempts to inject alkanes into a lipid bilayer system to find out where they are situated inside
the system,?! up to the current investigations of fluorinated alkanes and alcohols.?? Based
on these studies, the second part of this thesis investigates a very complex compound that
combines multiple philicities in one molecule. As the name suggests, these so-called polyphilic
molecules are compounds composed of fragments of varying philicities. Polyphils containing
a rigid rod-shaped aromatic center with opposing end-groups and lateral groups with specific
philicities are given special attention here. Usually, the two end groups are highly polar, allow-
ing the formation of multiple hydrogen bonds, which is possible only in the bilayer headgroup
region and the aqueous phase, whereas the lateral groups are alkyl, partially fluorinated or

23-25

perfluorinated chains. In recent year, considerable attention has been paid to this novel

class of molecules.?*?® Polyphilic molecules can be used in a lipid bilayer to change the bi-

layer’s phase transitions temperature.’® Furthermore, as lately evinced, they induce effects like

31-35

compression or stretching of bilayer systems. Fluorocarbon compounds are also studied

36,37

to affect the metabolism of rats and for in vitro synthesis of lipid bilayer proteins.>® To

allow a complete understanding of the reason why this type of molecules influences the bilayer



properties, the polyphilic molecules themselves must be studied on a molecular scale. In this
thesis, the molecule (B16/10) being investigated has three philicities, namely fluorophilic, hy-
drophilic and lipophilic parts.?>2? The rigid aromatic phenylene — ethynylene-backbone forms
its frame structure, and this backbone chain is terminated by two hydrophilic groups. Two
side chains are connected in the center of the backbone, one of which is a perfluoro-n-alkane,
and the other a regular n-alkane (see Figure 2). The length of the side chains may be derived
from the name (16 carbon atoms for the alkyl chain and 10 carbon atoms for the perfluori-
nated alkyl groups). This molecular structure guarantees a trans-bilayer the orientation of the
backbone, providing an anchor point at the middle of the bilayer for the alkyl/perfluoroalkyl
chains. Mobile aliphatic side chains and polar end groups give several functionalization possi-
bilities for tailoring the bilayer interactions. Phospholipid bilayers play a decisive role in many
of their biological functions, as the fundamental building blocks of cellular membranes. The
alteration of lipid bilayer functions by biomolecular interactions such as proteins or peptides
has been extensively investigated.3»4? Because of experimental investigations into the effect

31,32 it serves well as a model system for

of purely synthetic molecules on the DPPC bilayers,
a thorough investigation into the impact of our polyphilic molecules on the bilayer properties.
Also recently, the idea of polyphilicity was used to alter the lipid bilayer itself directly by

perfluorinating the lipid tail ends.*!
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Figure 2: Molecular structure of the polyphilic molecule B16/10 and DPPC molecule studied

in this thesis

The available experimental results show that the development of large bolapolyphile (BP)
molecules domains within the bilayer and separation into different lamellar species can be
observed®*3? when BP molecules are introduced into the bilayer gel phase lipid (DPPC). The
lipid bilayers’ thermal behavior was drastically altered after incorporation of BP molecules and
several endothermic transitions above T,, of pure DPPC bilayer occurred.’® The BPs were
distributed homogenously in the lipid bilayer plane during the liquid phase.3?:33

Dipalmitoylphosphatidylcholine (DPPC) is a phospholipid compose of two palmitic acids
bound to a phosphatidylcholine head-group and it is the main component of pulmonary sur-
factants.®> DPPC lipid bilayer is well characterized and has been extensively studied as bi-
ological membrane modeling systems.*>4* MD simulations of lipid bilayer have reached an
exciting stage, where the time and length scales of simulations are approaching experimental
resolutions and can be used to construe experiments on an increasingly complex model bilay-

ers.*> Within the MD of hybrid-bilayer systems, one can get an insight into the dynamical



behavior on a molecular scale. These simulations, therefore, provide additional information
to experiments.*64® Besides, they can also provide a spatial resolution and time scale with
molecular-level insight into the structure and dynamics of these structures which may not be
experimentally feasible. These function, summarized, as rich sources of quantitative data on
molecular versatility, lipid diffusion, ordering, and atomic interactions. To fully understand
their important biophysical characteristics, a detailed understanding of the lipid bilayer prop-

erties is needed.

Figure 3: A snapshot of the simulated system containing six B16/10 molecules, 288 dipalmi-
toylphosphatidylcholines (DPPC) molecules, and 8756 water molecules. Periodic boundary
conditions were used in all directions. Solid spheres are used to represent the atoms of B16/10
and phosphorus atoms of DPPC head groups. The green ones are phosphorus atoms, fluorine
atoms of B16/10 side chains are pink, and carbon atoms are cyan. The DPPC lipid tails are

illustrated by cyan lines.

This partial project aims to conduct the simulation and the computational characterization
of B16/10 after solvated into a DPPC bilayer membrane (see Figure 3). The MD simula-
tions help to gain an understanding of the structural driving forces that control the process of
supramolecular self-organization in these systems, but also to elucidate how B16/10 (particu-
larly the fluorinated segments) modifies the membrane’s properties as such. On the one hand,
this is related to the interaction of the fluorophilic components with the polar membrane-water
interface and, on the other hand, it addresses the properties of the membrane as an individual,
provided the mobility and diffusion properties of the lipid molecules and the permeability of
the membrane concerning water molecules. The results of the MD simulations are compared
with NMR and microscopy experimental data to check the performance of the simulations but

also to interpret the experimental findings on a molecular level.



0.3 THESIS CONTENT

This thesis is organized as follows: after this introduction, the first chapter is dedicated to a
discussion of the theoretical background of the methods used in this work. A summary of the
molecular dynamics theory is presented. The second chapter gives a full reproduction of the
four published papers which represents the scientific content of this cumulative dissertation.

The third chapter gives a summary of the conclusion derived from this doctoral research.



CHAPTER 1

THEORY

This chapter aims to provide a brief introduction of the theoretical framework to carry out a
molecular dynamics simulation. For further description, please refer to other literatur on this
specific topic, for example, Statistical Mechanics: Theory and Molecular Simulation by Mark
Tuckerman (PP:53-275).49

1.1 FUNDAMENTALS OF MOLECULAR DYNAMICS

Molecular dynamics (MD) simulation is an effective technique to compute the thermodynamic
and dynamical properties of the molecules assemblies based on statistical mechanics. Nowadays,
it has become one of the most important instruments for theoretical chemists and physicists
to study the microscopic interactions of molecules in polymers, biomolecules, soft matters and
other fluid systems at the atomic level.®*®® In MD simulations, the positions and velocities of
particles are propagated according to Newton’s equation.’®® The output that describes the
positions and velocities of the particles as they evolve with time is the so-called trajectory. It can
capture the motion of particles and enable the calculation of the ensemble averages of physical
quantities from the simulation results. This serves as a complement to conventional experiments
and it plays a fundamental role in comprehending physical and dynamical quantities which are
inaccessible to experiments. Fundamental to such simulations is the numerical integration the
(classical) equations of motion and the representation of the system energy as a function of its

atomic coordinates.

1.1.1 THE VERLET ALGORITHM

In MD simulations, the interactions among particles are governed by the potential energy of
the system U. Force acting the i-th particle is determined as the gradient of U with respect

to the atomic displacements.

Fy ==V, U(f, ..., Px). (1.1.1)
The interacting particles evolve with time step according to Newton’s equations. The force
and the position vectors of i-th particle are related via Eq. 1.1.2:

o=, 1.1.2
i g (1.1.2)

where F’Z is the force acting upon the particle i at time ¢, m; and r; = (x;,v;, 2;) are the

mass, and the position vector of the particle i, respectively.



Beginning with a Taylor expansion of the position in time t 4+ At, one obtains :

1
ri(t 4+ At) ~ ri(t) + Ati;(t) + iAtzi’i(t)
) (1.1.3)

P

~r;(t) + Atv;(t —
r(1) + At (1) + 5

One can eliminate the velocity term in Eq. 1.1.3 by writing a similar expansion for r;(t—At):

ri(t — At) & ri(t) — Atvi(t) + ——F,(t), (1.1.4)

2m;
after combining Eq. 1.1.3 and Eq. 1.1.4:

2

ri(t + At) & 2r,(t) — ri(t — At) + QAt Fi(t) (1.1.5)

i
The position vector is updated at a finite time interval. Eq. 1.1.5 is the classical Verlet

algorithm.>®

Given a starting point in the phase space, one can use Eq. 1.1.3 to generate a
set of coordinates at time At, which can then be propagated using Eq. 1.1.5 to a trajectory of
arbitrary length. The velocities can be obtained as a centered difference:

_ri(t 4 At) —ri(t — At)

vi(t) = AL (1.1.6)

Repeating calculation of forces, positions and velocities, the motion of particle can be ob-
tained and saved in MD trajectory. Interestingly, when adding Eq. 1.1.3 and Eq. 1.1.4, all the
odd-order terms are eliminated, thus the local error in the Verlet algorithm is O(At*), even

though Eq. 1.1.5 contains no explicit third-order term.?’

THE VELOCITY VERLET ALGORITHM

The Verlet algorithm has been proved to have excellent stability for relatively large time

steps.?9 61

However, it also has the disadvantage of not generating the complete phase space
trajectory on the fly, as it does not propagate the velocities. The velocity Verlet algorithm?®
was then introduced. Swope, Andersen, Berens, and Wilson®® proposed the velocity version of

Verlet algorithm which takes the form

Flt+ ML) = () + At - 5(t) + ;<At)2dz(f> (1.1.7)
Bt + At) = () + ; A t[d;@ + C;(i(’fﬁ;)] (1.1.8)

The velocity version of Verlet is simple, compact, stable and more commonly used compared
to the original Verlet algorithm.



1.1.2 SHAKE AND RATTLE

Shake®!52 and Rattle®? are two methods that deal with Verlet integration and used for many
body (polyatomic) system having internal constraints. Verlet formulation regarding position is
done by Shake. The Rattle is based on the velocity version of Verlet algorithm,? it is like a
new version of Shake. It computes the positions and velocities at the time (t + At) from the
positions and velocities at the time (t), without earlier information. Molecules can be described

with the help of Cartesian coordinates, by describing each atom with internal constraints.

1.1.3 THE SHAKE AND RATTLE ALGORITHMS

One of the most crucial issues with all numerical integration algorithms is that the time step At
must be smaller than the speediest modes in the given molecular system. Typically, such modes
oscillate on the range of just a few femtoseconds e.g. bond stretches involving hydrogen atoms.
However, this time step size is very short compared to many important reactions happening
in large biological systems. For example, folding or conformational changes of proteins occur
of the order of nanoseconds to microseconds. In order to reduce the computational effort of
simulating such large scale molecular systems, it is necessary to use a time step as large as
possible. The most common approach to increase the time step is to apply constraints (or fix)
to the fastest degrees of freedom in the system and to solve the classical equations of motion
for the slower degrees of freedom. The SHAKE and RATTLE algorithms are widely used
constraint schemes in large scale molecular simulations.®!:526263
The SHAKE algorithm is mostly used together with the Verlet algorithm.

In reference to the Eqgs. 1.1.4, 1.1.5 and 1.1.6, the Verlet algorithm within the presence of
constraints is expressed as:

. . . At A

mi(t + At) = 273(t) — 7i(t — At) + TmlFZ(t) + 2migs[r(t),v(t)], (1.1.9)

where gg includes the forces associated with the constraints. The velocities are then recal-

culated based on the the coordinates, which are constrained throughout. On the other hand,
the RATTLE algorithm is particular to the velocity Verlet algorithm. Again, referring to the
Eqgs. 1.1.7, 1.1.8:

At? - At?
7i(t) = 7 (t + At) — Atw;(t + At) + TFZ-(t + At) + ST

(2 (2

grrlr(t)], (1.1.10)

where grr again the force associated with the constraints. The velocities 0;(t+ At) are then

generated as

At
Qmi

Uit + At & Gi(t) + 5— [F + Fi(t+ At) + grr(t) + gvr(t)] (1.1.11)

where gy g is the constrained forces.



1.2 MD SIMULATIONS IN THE CANONICAL ENSEMBLE

Standard MD simulation can only produce a micro-canonical ensemble (NVE), in which the
total number of particles (N), the volume (V) and energy (E) of the system are maintained,
rather than a canonical ensemble (constant NVT) such as those often found in experiments,
where temperature (T) instead of energy (E) is conserved. Extended MD algorithms have been
proposed extensively for performing MD simulation in a canonical ensemble or at constant
temperature. In the year 1984, a more rigorous NVT MD method is introduced by Nosé,
and subsequently developed by Hoover (1985),% now kown as the standard Nosé-Hoover (NH)
thermostat method.®® A thermal reservoir represented by an additional, virtual variable s and
effective mass Q) is specified in this approach, which works on the physical system as an external
one. It results in the development of an expanded Lagrangian particle system and the vector s.
The heat exchange between the internal and external systems is capable of controlling system
temperature. The successful mass controls these two systems ’ coupling, thereby influencing the
system temperature oscillation. In essence, the method allows fluctuation in the total energy
of the physical system. However, the results made by the NH thermostat are not guaranteed
to cover all of the available phase space. This shortage is resolved by Martyna et al. (1992),
who introduced a chain of Nosé-Hoover-type thermostat, alternatively called the NH chain
(NHC) thermostat method. In addition, Tuckerman et al. (1999)%" have provided a more
rigorous statistical foundation for general non-Hamiltonian systems. With this foundation,
the standard NH and NHC thermostat methods have been proved that through the use of a
particular thermal reservoir, including potential and kinetic energies, the calculated partition
function of these methods are equivalent to the partition function in a canonical ensemble,

which means the calculated quantities are equal to those in a canonical ensemble.

THE NOSE-HOOVER THERMOSTAT

Follwing the representation by Tuckerman.* The Hamiltonian for a system of N particles

contains an additional degree of freedom s and its conjugate momentum p;:

Y p; P’
HiNose = ! U(ry,..., 5 kT1 1.2.1
Nowe = g T UL mn) 55 kT s (12.1)
where U(ry,...,ry) is the potential energy, k and T are the Boltzmann constant and the

target temperature respectively, and g is equal to 3N 4 1. s acts as an "agent” that scales the
velocities to shift the instantaneous kinetic energy towards the target level. @) is a parameter,
with units of energy x time?, that determines the time scale on which the "thermosta” acts,
and also can be viewed as an effective mass for s. In the extended system described by 1.2.1,
Hose is conserved, and therefore we have a microcanonical ensemble. However, the "potential”
term for s, gkT' In s, was chosen such that the microcanonical distribution of the total 6 /N + 2-
dimensional phase space of Hyose gives a canonical distribution in the physical 6 N-dimensional
phase space, which can indeed be shown to be the case by integrating the partition function of

the 6N + 2-dimensional phase space over s and p,[pp.180-181].4°

9



The equations of motion generated by Hyose are:

F; = 87;;’“ - mlj; (1.2.2)
.=~ (1.2.3)
§= m;pN:“ - gg (1.2.4)
N 2 N 2
b _mg;ose -y 72;3 B glzT _ i [2; WI:SQ _ ng] (1.2.5)

Following the reformulation by Hoover® (with slight modification from Martyna®), 1.2.2

can be put in a more convenient form by introducing the following change of variables:

p, = % (1.2.6)
dt
dt’ = - (1.2.7)
1ds dn
-— == 1.2.
sdt’ dt’ (128)
Ps = Dy (129)

and redefining ¢ in 1.2.1 to become 6N, we end up with a new set of equations of motion:

N 2
. Pi. Py . Dy . Z P;
m; Q Q" = my ( )

One can see that the equation for momentum has a friction term that depends on p,,, and that
the evolution of this p, is driven by the difference between the instantaneous kinetic energy
and its canonical average gkt (the last equation). The friction term thus mimics the behavior
of a heat bath by controlling the fluctuations in the kinetic energy.

The Nose-Hoover equations 1.2.10 have an associated conserved quantity:

2

H'(r,n,p.py) = H(r,p) + 522 + gkTn, (1.2.11)

which can be used to monitor the numerical stability of the simulation.

1.3 MD SIMULATIONS WITH FORCE FIELD

Accurate determination of the energy of the molecules and forces acting on each particle highly
relies on the quality of the potential energy functions used in the MD simulation. Potential
energy functions are simplified mathematical functions that are utilized to describe the inter-
actions between interacting particles. The collection of all the potential energy functions and
their coefficients for different types of particles is called "Force Field” (FF).55:%70 They nor-

mally use the same or similar forms of potential energy functions to describe the bonded and

10



non-bonded interactions. In the framework of this dissertation, the CHARMM Force Field was
chosen which is very widely used in simulations of biological systems (proteins, nucleic acids,
biological membranes).”™ For information on other frequent applied FFs, please refer to lit-
erature, such as AMBER,™ OPLS™ etc. The potential energy function of CHARMM Force

Field has the following mathematical form:

E=> Kb-b)+ > K0—0)+ >  Kup(riz—rizo) (1.3.1)
bonds angles Urey—Bradley
+ > Ky(l+cosng—0)+ > Ky — 1) (1.3.2)
dihedrals improper
+ ) — =+ ey <J> - <J> (1.3.3)
z;z 4me |rij| J Tij Tij

The intramolecular component of the obove potential energy function includes terms account
for "bonded” interactions, where by, 6y, 1o, and r; 3 respectively are the bond, angle, improper,
and Urey-Bradley equilibrium values, the K’s are the corresponding force constants, and n
and § are the dihedral (¢) multiplicity and phase. The last two terms are "non-bonded”
interactions, represented by a Coulomb-type pairwise interaction between atoms based on their
partial charges (¢;) (bonded atoms are excluded up to the third or fourth bonded neighbor), and
a van der Waals term represented by the Lennard-Jones (LJ) 6-12 potential and the electrostatic
energy, a mathematically simple model that apporximates the interaction between a pair of
neutral atoms, where ¢;; is the depth of the potential wall and o;; is the finite distance at
which the inter-particle potential is zero.”® "7 These parameters are normally derived from

experimental data or ab initio QM alculation on small model molecules.”
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We investigate the anomalous structure and hydrogen bond network of water molecules confined
inside a silica nanopore (MCM-41 type). In addition to geometric data, we use proton NMR
chemical shifts as a measure for the strength of the H-bonding network. We compute the '"H NMR
shifts of confined water based on a first principle approach in the framework of density functional
perturbation theory under periodic boundary conditions. The hydrophilic character of the silica is
well manifested in the water density profile. Our calculations illustrate both the modifications of
the '"H NMR chemical shifts of the water with respect to bulk water and a considerable slowing
down of water diffusion. In the vicinity of silanols, weakly hydrogen bonded liquid water is
observed, while at the center region of the pore, the hydrogen bonding network is enhanced with
respect to bulk water.

1. Introduction

Periodically structured porous materials have evoked wide interest for various appli-
cations in recent years. Their micro-structure is observed to be composed of orderly
arranged pores with uniform size [1]. MCM-41, as one of the most studied type, is
characterized by pores less than 40 A in diameter, within which liquids can be con-
fined. Experimental studies regarding MCM-41 and the properties of liquids confined
within it have been performed at length. Techniques such as quasi-elastic and deep elas-
tic neutron scattering [2—4], neutron diffraction with isotopic substitution [5], x-ray
spectroscopy [6], sum frequency vibration spectroscopy [7], adsorption calorimetry [8],

* Corresponding author. E-mail: daniel.sebastiani @fu-berlin.de
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and NMR spectroscopy [9—11] have provided a lot of experimental data which may be
compared to simulation data.

The silanol groups on the silica surface play a special role for its ability of supply-
ing hydrogen bonding sites for the confined solvent [14]. With respect to their density
on the MCM-41 silica surface [9,10,13], the consensus seems to be about 2 to 3 nm 2,
meaning these groups cannot form hydrogen bonds with each other as they are too far
apart. Since the average distance between them is about 5.8 A, one water molecule can-
not be simultaneously hydrogen bonded to two silanol groups [1]. Up to three water
molecules, however, may be hydrogen bonded to a single silanol group [14]. The nature
of water differed from bulk water when it is hydrogen bonded to the hydroxyl groups on
the silica surface. Recent neutron scattering evidence suggests that the hydrogen bond
formed between a water molecule and a silanol in mesoporous silica is stronger than the
hydrogen bonds between water molecules [4].

Many simulations have been conducted focusing on the water silica interface. Since
the structure of MCM-41 is not fully known, many varying models have been pro-
posed to simulate its surface. For example, Shirono et al. [15] and Kleestorfer et al. [16]
used a block of alpha-quartz out of which they cut circular pores of various sizes.
In cases where there remained oxygens attached to only one silicon atom, hydrogen
atoms were added to create the silanol groups characteristic of the surface of MCM-41.
Gallo et al. [12] used beta-cristobalite which was melted and equilibrated at 1000 K. It
was then quenched and a cylindrical pore 15 A in diameter was carved into it. Again,
oxygens left attached to only one silicon atom were capped with hydrogen atoms.
Sherendovich er al. [9] use different experimentally derived criteria to recommend
a model of MCM-41 based on the structure of tridymite. The model they proposed was
not in fact tridymite, but a fictitious structure created from pieces of it stuck together
in different configurations. With respect to the silica-water interface, Sulpizi et al. [29]
conducted ab initio Molecular Dynamics (AIMD) on the hydroxilated (0001) «-quartz
surface system. Two types of silanol groups were addressed in their results, so called
out-of-plane silanols with a strong acidic character and in-plane silanols with weaker
acidity.

In this work, a simplified surface model is constructed which has the virtue of con-
taining the same density of silanol groups as MCM-41. We obtain the density and
translational mobility profiles of water confined in this model by applying first princi-
ple density functional theory based molecular dynamics (AIMD) simulation. Then we
compute ensemble averages of Nuclear Magnetic Resonance (NMR) calculations on
the confined water molecules and compare the results with bulk water. Furthermore we
analyze the distribution of the water NMR shifts along the pore axis and the impact of
the geometric confinement on the bound water NMR shifts so as to increase our un-
derstanding of the influence of spatial confinement on the structure and dynamics of
water.

2. Computional details

The water-silica interface is represented by a simplified yet realistic surface model
which demonstrates the experimentally known structure of the MCM-41 pore. Figure 1
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Fig. 1. Two silica-water unit cells from a snapshot of the MD simulation (xz side view). The three-
dimensional periodic cell contains six silicic acid groups at the walls and 59 water molecules in between.
Si, O and H atoms are represented in yellow, red and white respectively. The silica surface is represented
by three isolated Si(OH), tetrahedrons.

shows a snapshot of the model. Silicic acid Si(OH), is used to model the silanol groups
with the three outer hydroxy groups fixed.

Following the experimental results from the NMR spectroscopy [9,10] on the
structure of MCM-41, the density of the silanol groups is taken to be 3 nm™2. The
possible hydrogen bonding between Si-O-Si bridge and water is missing in this
model. We assume it is only of minor influence since the highly concentrated silanol
groups on the surface hamper sterically the formation of this type of hydrogen bonds.
In the next more sophisticated model, the actual amorphous pore will be consid-
ered.

The diffusion of water into the surface is prevented by a harmonic potential (Fig. 1).
The potential only acts on the water molecules to allow free Si—OH vibrations. The
simulation is carried out in a fully periodic box with a size of 28 x 10 x 10 A, two flat
silanol walls are placed 22 A apart, 6 A space is left at either end of the potential to re-
duce periodic effects in the x direction. 59 water molecules are placed between the two
walls. In order to employ a timestep of 1 fs, we choose heavy water instead of H,O to
double the calculation speed.

We run DFT based molecular dynamics simulations in the CP2K package [30]. The
BLYP [31] exchange-correlation functional was used, as well as the TZVP basis sets
and GTH pseudopotentials [32]. The DFT-D2 Grimme [33] dispersion correction was
also used. In total, the simulation ran for over 45 ps.

The system was first equilibrated for 10 ps using the canonical ensemble, em-
ploying a Nosé—Hoover thermostat. The temperature was set to be 320 K. The
simulation was then switched to the microcanonical ensemble for the remaining
time.

The NMR chemical shifts are computed as ensemble averages from ab initio nu-
clear shielding calculations within the CP2K package [30]. A random set of 15 snap-
shots from the NVE trajectory was sampled, and chemical shifts of all atoms were
calculated. For the referencing of the nuclear shielding tensors to chemical shifts, we
utilized the method applied in Ref. [23] The NMR simulation used a Gaussian aug-
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mented plane wave approach with GAPW plane wave cutoff 320 Ry, the BLYP-DFT
exchange-correlation functional and the TZV2PX-MOLOPT-GTH basis set were em-
ployed [34].

It should be noted that we do not compute the quantum propagation of the nuclear
spin state which occurs on a timescale of millisecond in a typical NMR experiment, but
instead we compute directly the energy difference of the 2 states. Hence the simulation
duration on a picosecond level is adequate to achieve the necessary sampling for the
averaged instantaneous chemical shifts [35-40].

3. Results and discussion
3.1 Translational dynamical properties

One of the most salient properties of water confined in MCM-41, discovered by ex-
periments and MD simulations [12,15,17,18] is a slower translational dynamics with
respect to bulk water. The translational dynamics of our system were measured by cal-
culating the diffusion coefficient of the system. The ratio of the diffusion coefficient of
water confined in MCM-41 to that of bulk water

Confined
DDzO

Bulk
DDQO

has been ascertained experimentally and via simulation. Values of g range quite widely
from 0.23 to0 0.64 [15,17,18,24], with the consensus showing a much slower diffusion of
water within MCM-41 pores. In this work, the reference self diffusion coefficient value
for bulk heavy water is taken to be 0.187 A?/ps from Ref. [28]. In order to obtain the
value of g for our system, we calculated the diffusion coefficient D for our confined
water according to Einstein’s relation

D— MSD <(RD20 (1) — RDZO(O))2>
Co2dt 2dt by0

with the numerator representing the mean-square displacement (MSD), ¢ the time, and

d the number of dimensions in which the quantity is measured. For the simulation of

confined water, only diffusion in the two periodic directions (in our case the y and

z dimensions) is taken into account in order to reduce possible distortion due to the

presence of the walls [18].

The mean-square displacement (MSD) of water molecules over time in the confined
cases is presented in Fig. 2. From this graph, the diffusion coefficient for confined wa-
ter is calculated to be 0.05 A2/ps. As 0.187 A2 /ps for bulk water, the resulting ratio ¢ is
about 0.27 which falls into the range we obtained from literature.

As pointed out in several studies [11,12], however, taking the diffusion coefficient
of the whole system all at once fails to take adequate consideration of different effects
of the confinement at different position within the pore.
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Fig. 2. Global MSD of the oxygen atoms of confined water at 7 = 320 K.
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Fig. 3. Density Profile of Water confined between two silica slabs. The origin x = 0 A corresponds to the
center of the pore.

3.2 Density profile

The water density profile can demonstrate the configuration of confined water and the
hydrophilic character of the silica surfaces. In the earlier empirical structure refinement
simulations by R. Mancinelli et al. [5,27], the density of confined water in a MCM-41
pore is found to be higher in the vicinity of the silanol walls; at 300 K in the interfacial
region the density was observed to be about 3 times as large as the density in the middle.
This phenomenon stems from a so-called cohesive failure between water molecules.
L. e. when water is confined between hydrophilic surfaces, voids occur in the middle
of the water layer which leads to cohesive failure [26]. As to the present experimental
results, Kocherbitov er al. [8] measured the apparent density of water in the MCM-41
pores at 298 K to be 0.88 g/cm? using H,O and N, sorption method.

In our simulation, the density profile of water was constructed by creating a his-
togram of the spatial locations of all atoms across the pore with bins 0.3 A wide and
averaging over the entire NVE trajectory, as shown in Fig. 3. The position represents
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Fig. 4. Calculated 'H NMR chemical shifts of water confined between silica slabs compared with bulk wa-
ter, the distribution has been symmetrized with respect to the center (x =0 A), the value of "H NMR shifts
are averaged in the x direction over the length of the model and the NVE trajectory of the system. The
graph is drawn up to where the atoms in Si(OH), start to appear.

the distance of the oxygen atoms from the center along the pore axis perpendicular to
the silica surface. At the core region of the cell (0 A to 2 A) a lower density appears in
our result, and at the outer edge (7 A to 9 A) as well, then it gradually decays to zero at
the silica wall. Notable density oscillations are observed from Fig. 3, which reveals that
the spatial layering occurred in confined water due to the hydrophilic character of the
substrate [21]. For example, we see 2 density peaks near the silica substrate, which in-
dicates that there are 2 separate layers of water in this region. However in several other
simulations, the produced density profile showed either one [5,18] or two [12,24,25]
peaks in the interfacial region and lower density in the core region. The small bump in
the density profile near the very edge of the pore is also present in other results [12,18].
One possible reason for the minimum appearing here is the presence of the silanol
groups oxygen atoms in that area taking up space.

3.3 'H NMR chemical shift calculations

Lately the ab initio calculation of nuclear chemical shifts has become one of the most
powerful methods for structure determination on the molecular level. Not merely can
the calculation interpret the spectra returned by the experiments [23], but also it can
produce instantaneous results that are beyond experimental capability. Particularly the
instantaneous 'H NMR shifts can provide significant probe for the hydrogen bonding
network of specific chemical environments [41,42].

The NMR shifts profile we obtained, as shown in Fig. 4, substantially indicates the
configuration of water confined between the 2 silica slabs. The experimental '"H NMR
chemical shift § = 4.79 ppm for bulk water is taken from the value given in Ref. [22].
Figure 4 displays that in the major part of the cell, within 7.6 A away from the center,
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stronger H-bonded water appears with § varying from 4.7 ppm to 5.4 ppm. The larg-
est § = 5.4 ppm is reached at x = 2 A. At the core of the pore (x =0 A), § = 4.86 ppm.
Due to the confining effects of silica slabs, the NMR shifts are greater than those of
bulk water. But at the core of the pore, the calculated shift approximates that of the bulk
water, reflecting the hydrogen bonding in this region resembles bulk water H-bond net-
work. While the shifts drop to upper-field as approaching the wall, in the vicinity of
silanol walls (from x = 7.6 A to x = 10 A), water molecules are found to form weaker
hydrogen bonds with each other or with silanols, the minimum value 2.1 ppm is found
at x = 10 A. As discussed before, the density profile shows layering effect took place in
our cell. According to Gallo et al. [21], the interactions of the substrate atoms and thin
water layers causes a strong distortion of the H-bond network. This explains why we see
a decline of the shifts near the wall, even though it has been experimentally proven that
the single silanol-water H-bond is stronger than the water-water H-bond [4].

We analogize the water filling process inside the pore by calculating the running
average of 'H chemical shifts up to a certain distance from the wall using equation

1 X
Sus' HW) =~ ) | §'H®)
H

I—
X =Xwall

Savg' H(x) represents the average & value of a fictitious water film with thickness x. For
each value of §,,,'H(x), we sampled from the wall to the plane at corresponding dis-
tance and calculated all the shifts of water between the 2 planes. Taking the limitation of
sampling into account, we leave out the first averaged value from x =0 A to 0.5 A. The
range of averaged NMR shifts along the x direction over the length of the cell covers
from 2 to 4.9 ppm which is in good agreement with the experimental value from 1.74
to 4.7 ppm achieved in Buntkowsky’s group [1]. Griinberg et al. obtained the chemical
shift spectra of confined water at varying hydration level using 'H solid-state NMR. In
their results for the fully hydrated pore, one single signal appears at 4.7 ppm, and with
very small water content (< 2.7%), one dominating peak locates at 1.74 ppm which is
ascribed to the shift of silanol groups.

Figure 5 shows that the behavior of water in our model resembles the water filling
process described in Ref. [1]. Comparing our data with the experimental findings, we
observe the same varying tendency in the chemical shifts. The minimum value of § in
Fig. 5 was obtained by computing the shifts of water locating within 0.5 A to the silica
substrate, so as to correspond the very low water filling factor in the experiments. In the
interfacial region,the experimental NMR shift is an approximation to the shift of silanol
groups. Therefore, it is believed that all water molecules at this region were hydrogen
bonded to the silanols. With increased water content, additional water molecules start
to form hydrogen bonds with each other which gives rise to ascending chemical shifts.
This phenomenon is also reflected in Fig. 5, but increasing distance from the wall plays
the role instead of increasing water filling factor. When the water content goes up to
3.2%, a notable peak at 2.5 ppm arises beside a weakened line at 1.74 ppm, which in-
dicates the coexistence of 2 different types of hydrogen bonds. The NMR peak shifts
consistently towards down-field upon further increasing hydration level. When there is
23% of water, the line at 2.5 ppm is broadened and shifts to 3.4 ppm. When the pore is
completely filled, a single shift appears at 4.7 ppm.
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Fig. 5. Average of the 'H NMR chemical shift values of those water molecules residing within a film of
given thickness from the wall. The film thickness axis 0 A and 11 A are corresponding to the wall and the
cell center respectively.
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Fig. 6. Calculated 'H NMR shift distribution of confined water. The ordinate is the occurence of the shifts
for various § values. § = 3.65 ppm is the averaged value for the water within 3 A proximity to the walls
(blue), § =4.94 ppm is the global average of the whole system (red), and § = 5.13 ppm is the average
shift of the water at the center of the pore (green). The dashed curve represents a gaussian centered at
8 = 4.94 ppm (black).

Our averaged NMR shifts imitate this process (as shown in Fig. 5) in such a way
that the & value continually goes up from 2 ppm to 5.5 ppm as increasing thickness of
the film which starts from the wall (0 A). This denotes that the bonding between wa-
ter and the silanols becomes less and less dominating which leads to the the growing
of the shifts until x = 5.5 A. A plateau arises at 5.5 A < x < 11 A reflecting the water
molecules at the center region are mostly bounded to each other and not influenced by
the walls.

Figure 6 illustrates the spacial distribution of the "H NMR shifts inside the cell.
Those water molecules situated within 3 A proximity to the silica wall are denoted as
wall water, and the rest are considered to be center water. In this way, the confined
water is divided into 3 layers, silanol-water interface (wall water), water-water (center
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water) and water-silanol interface (wall water). The computed global average value of
the '"H chemical shift for all the water inside this cell is 4.94 ppm, the averaged wa-
ter shift in the close region of walls is 3.65 ppm, and that for the water in the core
area is 5.13 ppm. Comparing the whole distribution with a Gaussian centered at the
global average § value 4.94 ppm, we can easily see that more water molecules fall into
the up field in the proximity of silanols. Most wall water resides at the left half of the
graph with § < 4.94 ppm. The overall average shift of the system moves towards lower
d (upper field) under the effects of silica walls. This gives further evidence that the
silanol groups play a twisting role for the water-water hydrogen bonding network in the
interfacial region [21].

4. Conclusion

In this paper, DFT based molecular dynamics simulations and first principles NMR
chemical shift calculations are applied on a simplified surface model based on the struc-
tural properties of the MCM-41 pore. Our calculations demonstrate the strong influence
of spatial confinement on the structure and dynamical properties of water.

On the structural level, we see a strong influence on the 'H chemical shifts of the
confined water. While at the center of the pore a 0.5 ppm increased chemical shift com-
pared to bulk water is found, the chemical shift gradually decreases when approaching
the wall, until it reaches a value 3 ppm below bulk water reference. This implies an en-
hanced hydrogen bonding network for the water at the center, and a strongly weakened
network close to the silica-water interface. In the density profile, distinctive peaks ap-
pear next to the wall, indicating a structuring of the water by the wall geometry. By
calculating average chemical shifts for fictitious water films at the wall, we can see
a change from low chemical shifts for thin films towards bulk water like chemical shifts
for a film thickness above 4 A. This is in good agreement with a previous experimental
model on the gradual filling of nanopores.

With respect to the dynamical behavior, we see a decrease in the diffusion rate by
a factor of 4 when comparing to bulk water values.
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ABSTRACT: The structural and diffusive properties of an

ethanol—water mixture under hydrophilic nanoscale confinement
are investigated by means of molecular dynamics simulations based

on the CHARMM force field. The resulting density profiles
illustrate that demixing of solvents occurs at the pore wall region,

which is composed of silanol molecules in our case. Ethanol

molecules are more likely to attach to the wall via hydrogen bonds
than water molecules. A noticeable O—H bond orientation is
observed for the ethanol molecules in this region, which can be
explained by the formation of two specific hydrogen bonds

between ethanol and silanol. Water, in contrast, resides mostly

outside the interfacial region and is in favor of forming small
hydrogen bonded strings and clusters with other water molecules.

This phenomenon is corroborated by both the orientation of ethanol hydroxyl groups and the radial distribution functions of the
solvent oxygen atom to the silanol hydrogen atom. Ethanol selectively attaches to the wall and forms a layer close to the wall. The
hydrophobic headgroups of these ethanol molecules lead to an internal hydrophobic interface layer, which in turn yields cluster

structures in the adjacent water. The self-diffusion of water in the

confined ethanol—water mixture at the center of the pore is

faster than that of water in the bulk ethanol—water mixture; ethanol, on the other hand, diffuses slower when it is confined.

B INTRODUCTION

Ethanol (EtOH) as one of the simplest alcohols has a lot of
applications in laboratories and industrial processes. Consid-
erable research into the nature of ethanol—water solutions at
the molecular level gives us some insight into their properties.
Already in the bulk phase, an ethanol—water mixture as a highly
polar hydrogen-bonding liquid offers a great richness of
structural diversity and physical—chemical phenomena.'”>
Also, it has been discovered that, when ethanol is mixed with
water, the entropy of the solution increases far less than
expected. Experimental evidence indicates that the hydrophobic
part of alcohol molecules gives rise to the existence of
heterogeneous structure at the molecular level in aqueous
solutions.* '

Understanding the properties of ethanol—water at interfaces
on the molecular level is very important for many chemical and
physical processes.'' ~'* It has been proved by many studies
that surface-directed phase separation appears in confined
binary mixtures while one component is preferentially attracted
to the walls."~"® However, with regard to the interaction of
ethanol—water mixtures with silica surfaces, our atomistic
understanding is far from satisfactory. Water molecules can
interact with the surface through hydrophobic or hydrophilic
interactions and hydrogen bonding. This leads to the partial
ordering of water molecules in the vicinity of the confining
surface.”” To date, numerous studies focusing on water
confined in porous frameworks have been carried out via
simulations and experiments.** >’
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Previously, we have reported an ab initio study of pure water
under silica confinement by using a surface model that
resembles the pore structural feature of MCM-41.% We
concluded that the presence of the silica walls has a strong
effect on the structure and dynamical properties of pure water.
At the center of the pore, the calculated 'H chemical shifts of
the confined water are found to be higher than bulk water,
which implies an enhanced hydrogen bonding network in this
region. In the vicinity of the wall, a strongly weakened
hydrogen bonding and distinctive layering of the water density
appeared. Furthermore, a decrease in the diffusion coefficient of
the confined water rate by a factor of 4 was observed when
comparing to bulk water values. The recognition of the
confinement effect stimulated us to carry on the investigation to
a new aspect, namely, the simulations of liquid mixtures under
silica confinement.

Rodriguez et al.* studied equimolar mixtures of water and
acetonitrile confined between two silica walls using MD
simulations. Their result on the hydrophilic confinement
shows a net increment of water in the interplate region with
a highly inhomogeneous local distribution. This stable water
layer is found to be fully coordinated to the silanol groups due
to the optimal geometrical arrangement of the wall surfaces. B.
Ratajska-Gadomska and W. Gadomski*® reported the solvation
of ethanol in water confined by gelatin gel studied by Raman

Received: May 27, 2014
Revised:  August 7, 2014
Published: August 8, 2014

dx.doi.org/10.1021/jp505203t | J. Phys. Chem. B 2014, 118, 10207—10213



The Journal of Physical Chemistry B

spectroscopy. Their work indicates that, when an ethanol-rich
solution is confined in gelatin gel, so-called ethanol sandwich
clusters exist with a layer of water molecules inside. In order to
provide further atomistic insight into alcohol solutions under
confinement, we present here a study of ethanol—water
mixtures confined within silica surfaces. The silanol groups
on the silica surface have a hydrophilic character. This yields a
certain competition of hydrogen bonds between silanol—
solvent and solvent—solvent. Therefore, the conformation and
the donor—acceptor preferences in the ethanol—water mixture
are even more complicated than water—silica and ethanol—
water bulk mixtures. In this work, we perform classical MD
simulations on ethanol—water mixtures at the presence of two
silanol walls. We compute the density profiles and self-diffusion
coefficients for both ethanol and water, and the results are
compared with bulk solvents. The radial distribution functions
and orientations of ethanol molecules are calculated as well.
Furthermore, we analyze the hydrogen bonding in the ethanol
+ water/silanol system so as to increase our understanding of
the influence of spatial confinement on the structure and
dynamics of alcohol mixtures.

B COMPUTATIONAL DETAILS

The NAMD software package31 was used throughout this work
to perform the molecular dynamic simulations. The CHARMM
force field parameter files>> >* were applied for both solvent
molecules and silanol groups. The TIP3P water model was
used. The particle-mesh Ewald (PME) algorithm was used for
long-range electrostatics interactions, and a switching function
with a cutoff of 12 A and a switchdist of 10 A was employed for
the Lennard-Jones interactions. Diffusion simulations were
carried out at six different temperatures from 298 to 348 K. A
microcanonical (NVT) ensemble and canonical (NVE)
ensemble were used, and the Langevin dynamics has been
employed to keep the system at the desired temperature during
NVT simulations. The simulation outcomes were analyzed
through our own programs and VMD plugins.*~>’

A snapshot of the unit cell during one simulation is presented
in Figure 1. Two flat silanol walls consisting of 24 Si(OH), are

Figure 1. Picture of the silanol wall model normal to the wall surface
(left) and a snapshot of an equilibrated ethanol—water/silanol system
during a simulation at 338 K (right). Two silanol walls contain 24
Si(OH),, with 87 ethanol molecules and 148 water molecules confined
in between.

placed along the x direction on both sides of an ethanol—water
solution box with a size of 30 X 20 X 20 A% The unit cell
contains 148 water, 87 ethanol, and 24 silicic acids. The total
number of atoms is 1443. This corresponds to a molar
composition of xy o = 0.63 and xgoy = 0.37. Three hydroxyl

groups facing outside the unit cell are fixed in space. In case
molecules enter the vacuum region between the periodic boxes,

a force is applied on both sides of the wall to keep them in the
solvent region.

To permit full electrostatic calculations via PME summation,
the systems were made periodic in all directions with the
elementary cell extended to accommodate a vacuum outside
the silica surfaces along the x direction. The introduction of a
vacuum gap between the unit cells is sufficiently large that
adjacent images of the surface do not interact across the
vacuum, which enables a surface to be modeled within the
constraints of 3-D periodic boundary conditions. The resulting
dimension of a simulation cell is 65 X 20 X 20 A%, In order to
better manifest the effect of confinement, simulations of bulk
water, bulk ethanol, and bulk ethanol—water mixture under the
same conditions were carried out to enable comparisons with a
confined system. The periodic unit cell of the bulk ethanol—
water mixture is the same as the solution box between the slabs,
also with a size of 30 X 20 X 20 A,

B RESULTS AND DISCUSSION

Diffusion. Self-diffusion is the simplest yet most funda-
mental form of transport at the molecular level which describes
the translational motion of the individual component in a
mixture.*® The self-diffusion motion of molecules is charac-
terized by a self-diffusion coeflicient D,. At 298.15 K, the D, of
bulk water and bulk ethanol has been experimentally
determined to be 2299 X 10°%* and 1.09 X 10° m? s},
respectively.** The mobility of pure water in silica confinement
is known to be slower than that in the pure bulk state due to
the interactions with the hydrophilic pore walls. Experimental
and computational reports indicate that D of confined water
ranges from 23 to 64% of the value of bulk water.”>*%*~*
Nevertheless, in our system, water interacts not only with the
silanol wall but also with ethanol, and the mutual diffusion of
the two components leads to altering of individual self-
diffusion. Figure 2 displays the values of D, for water and

:‘ T T T T T
@ ® Water_confined
2.5F 0 0 Water_bulk T
@ @ EtOH_confined °
~ 2} 0 @ EtOH_bulk ]
FIE s 8
P e 8
jw’ (-] ]
a 1f e o
° 8 H 8
0.5 ® 1
0

L Il Il L L
300 310 320 330 340 350

T/K
Figure 2. Self-diffusion coefficients of water and ethanol in confined
alcohol solution at different temperatures compared with the
corresponding bulk mixture.

ethanol confined in our hydrophilic slabs, along with the values
of the corresponding unconfined (bulk) mixture under the
same conditions. The temperature of the simulations varies
from 298 to 348 K. All the diffusion coefficients D, are
determined from the time dependence of the mean squared
displacement (MSD) via the Einstein relationship

MSD _ / (R(t) — R(0))
2dt 24t

D =

S

ey
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with ¢ representing the time and d the number of dimensions in
which the diffusion is measured. For the simulations of
confined water and ethanol, only diffusion in the two directions
parallel to the surface is taken into account.*”

Our simulations show (Figure 2) that ethanol has a slower
diffusion under confinement than in the bulk mixture at all
temperatures. At 298 K, ethanol in the confined and bulk
mixture exhibits diffusion constants of D zonms = 0.53 X 10° and
0.67 X 10° m” s/, respectively. In both cases, the self-diffusion
of ethanol is slower than that in pure liquid, which corresponds
to Dgonre = 1.08 X 10° m* s~ obtained by our simulation.
Water in the confined mixture, on the other hand, behaves
differently. Surprisingly, the self-diffusion of confined water in
the alcohol water mixture has almost the same rate as in the
bulk mixture. At some temperatures, we see a slightly
accelerated diffusion for water in the confined state. This
anomalous dynamics of water under confinement is closely
related to the solvent structure between slabs, as described in
the following sections.

Intraliquid Layer Formation. The mixture density (Figure
3a) illustrates the overall spatial distribution of the water—
ethanol solution inside the cell, which is similar to that in other
hydrophilic confinement reported in the literature.’***** The
average density of the confined mixture is about p,;, = 0.84 g/
cm®. Inspection of Figure 3a reveals the presence of a well-
defined adsorption layer from x = 12.5 A to the wall. The
highest density of the mixture is reached right next to the wall
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Figure 3. Density of the water/ethanol mixture (a) and partial
densities of ethanol and water (b), all between silanol slabs at various
T as a function of the perpendicular distance to the center (yz) plane
at x = 0; the silica wall starts from 15 A. All densities are averaged over
the NVT trajectory and symmetrized to the center plane. The densities
are compared to the corresponding densities for the bulk mixture,
which is 0.48 g/ cm?® for EtOH, 0.37 g/ cm?® for water, and 0.85 g/ cm?
for the mixture.

with an amplitude of around 1.30 g/cm®. The intermediate
layer (8—12.5 A) represents the boundary between the
structured interfacial liquid and the ordinary bulk liquid, since
no further structuring is evident beyond this layer. The density
reaches a constant value around 0.92 g/ cm? at the center (x <
6.0 A).

The partial densities (Figure 3b) illustrate, in more detail, the
contributions of the individual solvents to the total density
profile. In the interfacial region, a surge in EtOH density is
observed starting from 12.0 A, which also reaches its maximum
in close vicinity to the wall at 14.0 A. The amplitude for the
highest peak at 328 K is pgoy = 0.96 g/cm®, which is around
twice as high as the EtOH density at the center region. The
high density at the first peak indicates strong hydrogen bonding
between ethanol molecules and silanol groups. Then, a diffuse
layer from 7.7 to 10.7 A follows with amplitude around 0.6 g/
cm?®. For 0 < x < 7.0 A, the density approaches a plateau with a
value of the cell average of 0.5 g/cm®. In contrast to ethanol,
the water density is found to exhibit a rapid decrease in the
proximity of the wall. After a narrow adsorption layer at 14.0 A,
the water density falls rapidly under the bulk value and reaches
a minimum at 13.0 A. Another layer of water is found located at
8—11 A. At the center of the cell (0 < x < 7), the water density
is distinctively higher than in the interfacial region with a value
around 0.4 g/ cm?®, which is also higher than the water density in
the bulk mixture. Comparing the two graphs, we note that, in
the proximity of the wall, we observe a surprisingly pronounced
demixing: ethanol is concentrated at the wall, while water
disseminates to the cell center.

The increased partial density of ethanol at the confinement
silanol groups gives rise to the formation of a hydrophobic layer
inside the liquid. This very interesting phenomenon results in
an apparent competition of the hydrophilicity of the pore walls
from the point of view of the water phase. Hence, the water
which is located toward the center of the pore effectively sees a
hydrophobic interface.

Regarding the temperature dependence of the density profile,
we observe only a small variation in position and amplitude of
the peaks. The highest EtOH density is obtained at the lowest
temperature 328 K where the lowest water density is reached.
This indicates that the demixing of ethanol and water tends to
increase upon lowering the temperature, illustrating the
reduction of entropic effects in favor of enthalpic aspects.

Internal Liquid Structure. The radial distribution
functions (RDFs) between silanol hydrogen atoms and solvent
oxygen atoms are presented in Figure 4 for water and ethanol
confined in the silica slabs. The RDF in Figure 4 gives the
probability of finding a solvent oxygen atom at distance r from a
hydrogen atom of the silanols. Only those hydrogen atoms
from the silanol hydroxyl group facing toward the center are
included. The position of the first peak on both graphs is
located at 1.97 A, which is very close to the value of a typical
H—-0 hydrogen bond length.** This means that both water and
ethanol molecules are acting as hydrogen bond acceptors for
the silanols. On the other hand, the area under the first peak in
both graphs (Figure 4) shows that the probability of finding an
ethanol oxygen is much higher than finding a water oxygen.
Besides, most of the curve for ethanol is above 1, which
corresponds to the partial demixing phenomenon observed in
the vicinity of the wall. The oxygen atoms of the ethanol are
much more likely to form hydrogen bonds with silanol.
Integrating the RDF over r, we find that, at the wall region, the
numbers of water and ethanol are almost the same, despite the
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Figure 4. RDFs of silanol hydrogen atoms to solvent oxygen atoms:
(a) H(si)—O(EtOH) and (b) H(si)—O(water) at three different

temperatures.

fact that in the system there are many more water molecules.
However, the numbers of two components start to differ from
each other with increasing r from the wall; the number of water
molecules goes up much faster when r > 6 A.

As mentioned before, the solution becomes more structured
as T decreases, and the change in temperature only affects the
amplitudes of the peaks, not the positions. By comparing
graphs in Figure 4a and b, the different impact of temperature
on ethanol and water is demonstrated. In graph a, the growth of
the height of the first peak with decreasing temperature
corresponds to the fact that more ethanols are hydrogen
bonded by the silanols at lower temperature. In comparison,
the first peak in graph b for water does not vary much with
temperature, but the height of the second peak goes up with the
rising of temperature, whereas the second peak for g(r) of H—
O (EtOH) is not influenced by T. These results indicate the
number of ethanol molecules at the wall region increases as the
temperature decreases, but this influence becomes weaker with
increasing distance from the wall. The number of water
molecules at the adsorption layer, on the other hand, is not
affected by the temperature, when the distance to the silanol
oxygen is larger than 3.5 A, the number of water molecules
grows when temperature increases.

It is worth mentioning that, even without the presence of
silanol walls, molecular segregation can still be observed in the
bulk ethanol—water mixture. From the O—O RDF obtained
form our simulation on bulk liquids at 298 K (Figure 5), the
intrawater (Ow—Ow) RDF in pure water is compared with the
Ow—Ow RDF in the bulk ethanol—water mixture. The first
peak amplitude of the Ow—Ow RDF for the ethanol—water
solution is obviously larger than that of the corresponding peak
for pure water, but their shapes and positions are very similar.
The second peaks of both Ow—Ow RDFs have close values in
height and position. The Oe—Ow RDF has a different shape

4 T T T T T T r r r
— Ow-Ow (pure water)
— Ow-Ow (bulk mixture)
3 — Ow-Oe (bulk mixture) -
S
l =
C 1
0 5 10

r (A)
Figure 5. Oxygen—oxygen RDFs of bulk pure water compared with

the bulk ethanol—water mixture. The RDFs are referenced to the
molar fraction of water.

compared with the Ow—Ow RDF; especially its second peak at
S A is more apparent than that of the Ow—Ow RDFs. On the
other hand, the first peak of the Oe—Oe RDF (Figure 6) for the

6———————F—————

— Oe-Oe (pure EtOH)
5K — Qe-Oe (bulk mixture) =

0 5a 10
r(A)
Figure 6. Oxygen—oxygen RDFs of bulk pure ethanol (black)
compared with the bulk ethanol—water mixture (red).

mixture shrinks in size compared to pure ethanol and the
second peak has a larger amplitude and radius. This is in very
good agreement with the experimental results reported by Dixit
et al* on methanol—water solutions using the neutron
diffraction method. Their research suggests that the methanol
hydroxyl group enhances tetrahedral structure in the
surrounding water; most water molecules form small clusters
and serve as a bridge between hydroxyl groups of methanol
molecules. Upon addition of water, the methanol hydroxyl
groups were pushing apart while the methyl headgroups were
getting closer. In conclusion, the partial microphase separation
which is detectable already in unconfined water—alcohol
mixtures is amplified under hydrophilic geometric confinement.
In our system, ethanol as the less hydrophilic species has a
higher possibility to form hydrogen bonds with silanol groups
compared to water. Hence, the water clustering is significantly
enhanced at the center of the cell when the ethanol hydroxyl
group attaches to the wall and the hydrophobic alkyl parts face
toward the center. Also, we notice that the decrease of
temperature strengthens this demixing behavior of confined
solvents.

Angular Distribution of Ethanol Molecules. The results
discussed above suggest that the ethanol molecules form a layer
in the wall region. It is also interesting to probe the orientation
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of these ethanol molecules and the influence of the wall on this
orientation. Conversely, the arrangement of ethanol at the
interface also reflects the dynamically fluctuating H-bonding
network between ethanol and silanol. We define @, 7, and 6 as
the angles between the normal vector of the wall surface
pointing toward the cell center, i.e., surface vector (1, 0, 0) and
O-H, CH;—CH,, and CH,—OH bonds of the ethanol
molecule.

We computed the occurrence of all possible angles over the
whole trajectory. The ethanol angular distribution recorded in
the simulation at 328 K is illustrated by Figures 7 and 8. The
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Figure 7. Angular distribution of the ethanol O—H bonds relative to
the wall surface normal at the wall region (black) and at the cell center

(red).
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Figure 8. Angular distribution of ethanol CH;—CH, bonds (blue) and
CH,—OH bonds (green) at the wall region.
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“wall” and “center” denote the ethanol located within 5 A to the
silica wall or S A cell center, respectively. The angle a is
normalized by 1/sin(at); the same normalization was applied to
y and 6.

Figure 7 shows that the occurrence of ethanol at the wall
region is generally much higher than that at the center region.
Notably, there is no apparent orientation for the ethanol at the
cell center and the OH bonds are evenly distributed in all
possible angles from 0 to 180°. In contrast, at the interfacial
region, the ethanol O—H bond is more likely to be found
pointing to the wall with & ranging from 60 to 180°. Two
maximal values are visible at around 60 and 180°, respectively,
which suggests two forms of hydrogen bonding between silanol

10211

and ethanol, namely, O(EtOH)—H(Si) and O(Si)—H(EtOH).
The CH;—CH, and CH,—OH bonds of the ethanol molecule
at the wall region tend to have a broad distribution over all
possible angles (Figure 8). A peak at 90° is observed, which
corresponds to an orientation of the bonds parallel to the silica
surfaces. This information confirms the qualitative observations
from the simulation that more ethanol can be found hydrogen
bonded to silanol groups.

Hydrogen Bonding Network. There are in total five
possible hydrogen bond (H-bond) species inside the system,
namely, ethanol—ethanol (e—e), ethanol—water (w—e), water—
water (w—w), silanol—ethanol (e—si), and silanol—water (w-si)
hydrogen bonds. The competitive interplay between those
hydrogen bonds and the combination of hydrogen bonds with
van der Waals interactions between the ethanol alkyl chains
with silanol groups are responsible for the peculiar behavior of
the confined solution.

We calculated the average hydrogen bond numbers of
ethanol and water confined between the slabs for the trajectory
at 328 and 338 K (Table 1). In a H-bond, an electropositive

Table 1. Average Numbers of Hydrogen Bonds in Our
Geometrically Confined Water—Ethanol Mixtures

Solvent—Silanol

w-si e-si
328 K 9.5 9.2
338K 9.2 8.9
Solvent—Solvent at 328 K
w-w w-e e-e
total number” 110 92.4 18.1
wall regionb 14.7 17.5 4.5
intermediate” 36.2 27.8 5.1
center regionb 36.0 27.0 4.4
Solvent—Solvent at 338 K
w-w w-e e-e
total number” 106 89.2 18.5
wall regionb 14.3 16.6 4.8
intermediate” 344 26.6 52
center regionb 35.9 26.5 44

““Total number” denotes the average overall number of H-bonds
inside the unit cell. “The solvent molecules located within 5 A to the
silanol walls and the center of the confinement are denoted as “wall
region” and “center region”, respectively, while the remaining solvent
molecules are denoted by “intermediate”.

hydrogen atom is shared between two electronegative atoms,
e.g., the oxygens in ethanol, water, and silanol molecules. A H-
bond is announced when the distance between a donor and an
acceptor is less than 3.5 A and when the angle between the
bond vector and the O—O vector is less than a threshold angle
30°.

First, we notice that the number of water—silanol H-bonds is
close to that of ethanol—silanol H-bonds. This reflects the fact
that the number of ethanol and water molecules at the wall
region is similar even though there are many more water
molecules in the mixture. We can also see that the walls have a
significant effect on the spatial distribution of all three solvent
hydrogen bond species in the mixture. Solvent molecules are
more structured in the intermediate region. At the wall region,
the solvent—solvent H-bond number reaches the smallest value
due to the hydrogen bonding capability of silanols. The number
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of e—e hydrogen bonds is significantly smaller compared with
w—w and w—e hydrogen bonds. This indicates that ethanol
molecules were not clustering together like water; hence, their
conformation can be distorted easier by silanol groups. This in
turn is directly responsible for the high ethanol density at the
wall region. We also note that this tendency does not change
with temperature.

B CONCLUSION

In this work, a binary mixture (water—ethanol) confined
between silanol slabs was investigated by MD simulations based
on the CHARMM force field. Our analysis of the trajectories
revealed that, in the vicinity of silanols, a partial demixing of
ethanol and water occurs. Water is more likely to form stable
clusters, while ethanol is in contrast more flexible and therefore
has a higher possibility to hydrogen bond with a silanol group.
This, in return, enhances the water clustering structure; thus,
demixing is most pronounced at the wall region. The molecular
separation occurs due to the phenomenon of adsorption
preference of silanol between water and ethanol. The results
could also be important for better understanding the behavior
of fluids in subsurface environments. Moreover, the self-
diffusion coeflicients of water and ethanol with and without
confinement were calculated; the enhancement of the self-
diffusion coefficients of water and the reduction of that of
ethanol and the cause of this phenomenon are well manifested.
Special attention is paid to hydrogen bonding network and
its influence on the anomalous diffusion behavior and
molecular structure. Our simulations indicate that a significant
restructuring of the hydrogen bond network between water and
ethanol occurs as well as changes in the water—water hydrogen
bonds due to the presence of the silanol walls. The
hydrophobic environment generated by a layer structure of
the ethanol alkyl groups further supports the stabilization of
these water clusters as compared to the unconfined case.
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Conformational Space of a Polyphilic Molecule with a
Fluorophilic Side Chain Integrated in a DPPC Bilayer

Guido F. von Rudorff,*® Tobias Watermann, Xiang-Yang Guo,™ and Daniel Sebastiani

We investigate the conformational space of a polyphilic mole-
cule with hydrophilic, lipophilic and fluorophilic parts inserted
as a transmembrane agent into a dipalmitoylphosphatidylcho-
line bilayer by means of all-atom molecular dynamics simula-
tions. Special focus is put on the competing structural driving
forces arising from the hydrophilic, lipophilic and fluorophilic
side chains and the aromatic backbone of the polyphile. We
observe a significant difference between the lipophilic and the
fluorophilic side chains regarding their intramembrane distri-
bution. While the lipophilic groups remain membrane-
centered, the fluorophilic parts tend to orient toward the

Introduction

Modifying the behavior of membranes formed from lipid
bilayers is of utmost importance for the development of medi-
cal applications. These modifications can range from small
changes affecting membrane flexibility to larger modifications
modifying the transport through membranes up to the forma-
tion of channels in the membrane. One way of modification is
the introduction of trans-membrane molecules into the lipid
bilayer. In our case, we use a special type of recently synthe-
sized polyphilic trans-membrane molecules.'~*

Polyphilic molecules* are compounds that consist of frag-
ments of different philicity. The molecules used here feature
many possibilities of functionalization to tailor the interactions
with the membranes toward different goals. The molecule we
use has a phenylene ring backbone which is terminated with a
glycerol group at either ends (see Fig. 1). In the middle of the
backbone, two side chains are attached—one of which is a
perfluoro-n-alkane, while the other one is a regular n-alkane.
This molecular structure ensures a transmembrane orientation
of the backbone, yielding an anchor point for the alkane/per-
fluoroalkane chains at the center of the membrane (Fig. 2).

The use of perfluoroalkanes is particularly interesting, as
they are of interest in a wide range of applications in biologi-
cal systems. Studies on fluorocarbons and fluorinated amphi-
philes included the use for in vitro protein synthesis and
protein suluabilization,""! pulminary drug delivery,'? and also
induced changes in vesicle properties such as permeability
and interaction in biological systems.!'*'4

Several variations of the hydrophilic end groups and side
chains of the polyphile have been synthesized and inserted
into phospholipid bilayers, to tune aggregation behavior and
order parameters of these additives.">>'*! In our work, we
focus on a simple yet representative molecule (see Fig. 1) to
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phosphate headgroups. This trend is important for under-
standing the influence of polyphile agents on the properties
of phospholipid membranes. From a fundamental point of
view, our computed distribution functions of the side chains
are related to the interplay of sterical, enthalpic and entropic
driving forces. Our findings illustrate the potential of rationally
designed membrane additives which can be exploited to tune
the properties of phospholipid membranes. © 2017 Wiley Peri-
odicals, Inc.
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reduce the computational cost of our simulations, and in turn
allow for an adequate equilibration of the system. The used
molecule features small hydrophilic end groups and two side
chains of similar length.

In our simulations, we want to elucidate the structural driv-
ing forces which arise from the molecular interactions between
a single polyphilic molecule (see Fig. 1) and a phospholipid
membrane. This includes the orientation of the polyphile with-
in the membrane and the conformational preferences of its
side chains of different philicities.

Experimentally, polyphilic molecules are known to integrate
inbetween a lipid bilayer membrane, even though perfluoro-n-
alkanes are not miscible with n-alkanes.'®'® As the model
membrane environment is particularly well-understood, and
offers a controlled separation of lipophilic and hydrophilic
phases while consisting of only two simple kinds of molecules,
we consider them to be an ideal candidate family for our set-
up. As dipalmitoylphosphatidylcholine (DPPC) is used in our
collaborating experimental groups™ and well-covered in force-
field support, we decided to use DPPC as a first membrane
system. Parameters for the fluorophilic parts of the polyphiles
have been developed and tested in a previous paper?”® and
will be extended to cover the full polyphilic molecule.
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Figure 1. Chemical structure of the polyphilic molecule considered in this work.

Methodology
System

In our simulations, we use the molecule shown in Figure 1, a
triphilic molecule in a DPPC bilayer environment. This mole-
cule has been used in recent investigations within and outside
of membranes. It offers a phenyl backbone with a length that
allows for a transmembrane arrangement of the hydrophilic
headgroups. In this transmembrane orientation, the two side

Figure 2. Single polyphile (all-atom representation) in a DPPC environment.
The phosphorus atoms of the lipid head groups are denoted by orange
spheres, the green layer is the volume occupied by the hydrocarbon tails
of the lipids and the gray blocks show the volume occupied by the water
layer. In simulations, the system was treated with periodic boundary condi-
tions, effectively representing an infinite stack of infinite layers. [Color fig-
ure can be viewed at wileyonlinelibrary.com]

Wiley Online Library

chains, one alkyle and one perfluoroalkyle are fixed in the
membrane center by their connection to the central phenyl
ring. We perform simulations starting from two different start-
ing conformations in two different orientations. We chose the
two low energy conformations of the side chains that offer a
strong change in the overall conformation of the molecule: all-
trans (x-shaped) and all-trans with the first dihedral at the cen-
tral phenyl ring turned by 180 degree (cross). Additionally, we
started from two different orientations of the phenyl back-
bone: either directly perpendicular to the membrane plane or
tilted by an angle of about 15 degrees. This is a typical angle
found in experiments. As the polyphilic molecule is slightly
longer than the membrane thickness, this angle also allows for
the hydrophilic headgroups to arrange next to the DPPC head-
groups. A more detailed description of the four starting points
of our simulations can be found in the Supporting
Information.

Computational details

All calculations are performed at atmospheric pressure, while
the temperature has been set to 330 K. This temperature is
just above the transition temperature of the membrane lipids
from the gel state to the liquid state,”?'?? which is reproduced
by the classical force field.”® Simulations below this transition
temperature are expected to be less insightful, as the mobility
of the lipids is highly reduced, which means that very little to
no movement is to be seen on the timescales accessible with
our setup. With 330 K, we have chosen a temperature that is
as near to room temperature as possible, that is also still in
the experimentally relevant temperature range for pattern for-
mation of the polyphilic molecules within the membranes.

We perform NPT calculations with a timestep of 1 fs in all
cases, the trajectories have been equilibrated for 5 ns and run
for a total of 50 ns each or 200 ns total. Additionally, one sim-
ulation with rigid bonds and a timestep of 2 fs for 400 ns is
performed to assess the diffusion. Mean square displacements
show a diffusion in good agreement with experimental
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values® for the DPPC molecules. The diffusion constant of
the polyphile slower than the DPPC molecules by roughly a
factor of 2. The vdW cutoff follows the force field specifica-
tions®® for lipid membranes, the electrostatics are treated
with PME. The simulation setup consists of a pre-equilibrat-
ed®® DPPC bilayer of 288 lipids enclosed by a water layer of
roughly 10A which sums up to a simulation box of
95x95%68A’. For our calculations, we chose the CHARMM
force field,*>?%! which comes with both an extensively tested
support?® for a broad range of lipids and a clear parametriza-
tion procedure. For the glycerol end groups there are parame-
ters available.””?® Recently, we have presented parameters for
perfluoroalkanes.”® As these parameters already cover the
side chains of the polyphilic molecule in Figure 1, only some
additional parameters were needed for proper coverage of the
molecule. For them, we strictly followed the CHARMM parame-
trization procedure,?® as discussed in the Supporting Informa-
tion, where the resulting parameters as well as technical
details™™" are listed. For all calculations, SHAKE constraints
have been used for the water molecules only. While Lennard-
Jones radii of 1.47 A®*?* and well above 3 A" are common
in literature, we have used the Lennard-Jones radius of 1.37 A
from our previous work. This value, along with the matching
dihedral and angular potentials, has been shown to reproduce
the helical structure of long perfluoro-n-alkanes as well as lig-
uid densities over a wide pressure and temperature range.

The quantum chemical reference data (geometries, Hessians,
charges) required for parametrization has been calculated by
Gaussian 09."°" All classical simulations were done by namd
2.9.%% For analysis, we used VMD™”! and its Force Field Tool-
kit together with MDAnalysis™® and its RMSD alignment
code.* For simulation preparation, a few tools from the GRO-
MACS suite” have been used, as well.

Membrane insertion protocol

Simulating any molecules within membrane environments
requires a “soft” procedure to embed the (smaller) molecules
into these membrane snapshots. There are several established
methods®'*? to achieve a smooth insertion. A frequently
applied protocol consists of shrinking the molecule drastically,
then put it into the membrane at the desired location and
scale it back to its original size. Simultaneously, energy minimi-
zations are performed and all those molecules are removed
which overlap with the inserted molecule. It turns out that in
our context, the removal of lipids eventually leads to large
holes in the membrane bilayer.

Therefore, we have somewhat modified this approach.
Instead of removing any lipids, we create a repulsive force
between them and the atomic centers of the molecule to be
inserted. The size of the area where these forces are applied is
slowly increased during a thermostatted molecular dynamics
simulation, until the lipids have moved apart, creating suffi-
cient space for the new molecule with the conventional force
field interactions. Finally, the membrane and the new molecule
can be added together without any clashs or collisions.
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Intramolecular bending

The overlap of the intramolecular conformational space of the
polyphile between the four independent trajectories repre-
sents an indicator of the convergence of our conformational
sampling. To this end and also to characterize the conforma-
tional behavior of the polyphile in the membrane, we analyze
two representative angles which characterize the orientation if
the polyphile within the DPPC membrane.

The first angle is the smallest angle between the backbone
of the polyphilic molecule and the normal vector of the mem-
brane. This means that if the backbone is perpendicular to a
single membrane layer, the angle o is zero, otherwise it is the
minimum angle regardless of the rotation of the polyphilic
molecule around the normal vector of the membrane layer. As
there are two lipid layers in the bilayer membrane, we have
two angles, a; and o, which are the angle o for the top and
for the bottom layer of the membrane. Technically, this angle
is calculated from the vector between the center of mass of
the middle phenylene ring of the backbone and the center of
mass of the last one and the membrane normal vector.

The second angle f is the bending angle of the phenylene
ring backbone of the polyphilic molecule. A straight polyphile
corresponds to an angle of f=180°. The specific angle defini-
tion is visualized in Figure 3 (top).

Figure 3 shows that the distribution of the angles ¢; is quite
similar for the trajectories and that the initial configurations
have only little influence on the actual distribution. This means
that the overlap between the conformations of the backbone
is very high, hinting toward correct sampling of the system.

Figure 3 also shows that the reorganization of the lipid
head groups on insertion of the polyphilic molecule into the
membrane happens very fast. This can be deduced from the
fact that none of the four trajectories has a hot spot around
the angles the respective setup has been initialized with. As
stated in the methods section, the initial conformations were
perpendicular to the membrane plane (z; =0) or tilted by 15
degrees (o; = 15). For no trajectory, there is a hot spot at that
position. The highest density in the histogram is around
oy = 35 o, =45 which is considerably off the initial value. Fig-
ure 3 clearly shows that there is practically no probability of
finding the polyphilic molecule somewhere near to the fifteen
degrees. This means that the local ordering of the head group
lipids should be observable within the timescale of 50 ns.

From the data in Figure 3, it is also clearly visible, that those
orientations are preferred where the two angles «; are not
equal. This means that the backbone is bent most of the time.
This bending can be further investigated by having a look at
the angle f which is defined in Figure 3 and the distributions
of which are shown in Figure 4.

Figure 4 shows the distribution functions of the backbone
bending angle f§ of the polyphilic molecule for each of the four
independent trajectories. The distribution maxima vary between
150° and 165°, the tails extend up to 130° and 145°. The variance
observed for the different trajectories shows that full phase
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Figure 3. Top, centered: Definition of the membrane surface contact angles o4, o, of the polyphile (only the phenylene ring backbone is shown). Red dots
denote the center of mass of the carbons of the respective ring. Bottom: Twodimensional histograms of (x;, «,) for each independent trajectory. [Color fig-

ure can be viewed at wileyonlinelibrary.com]

space convergence has not yet been reached. Nevertheless, the
similarity between the distribution functions indicates that the
characteristics of the distribution functions are most probably
realistic. A feature common to all trajectories is the absence of
conformations with angles /3 close to 180° (despite the normali-
zation with 1/sinf. This indicates that the polyphiles are always
bent when inserted in the lipid membrane. This bending is
indicative of a slight mismatch between the length of the lipo-
philic core of the polyphile and the thickness of the DPPC mem-
brane. This result might have implications on experiments
where the backbone is assumed to be straight in the analysis
and interpretation of measurement results.>*!

Side chain localization within the membrane

The most important yet open question regarding the side
chains of the polyphilic molecule is about their orientation
within the membrane. As they are connected to the same
phenylene ring in the middle of the backbone of the poly-
philic molecule which happens to be in the middle of the
membrane layer at all times in the simulation setup, the posi-
tion of the terminal CH3 or CF5; groups of the side chains is a
simple yet effective measure for describing the alignment of
the side chains. If these terminal groups are near to the mid-
dle of the membrane, the side chains are located between the
two lipid layers, making use of the low density at that part of

Wiley Online Library
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Figure 4. Top: Definition of the backbone bending angle f. Bottom: Distri-
bution functions (histogram renormalized with 1/sinf8 for each of the four
trajectories. [Color figure can be viewed at wileyonlinelibrary.com]

the system. If the terminal groups are far away from the mid-
dle of the membrane, that is, near to the head group region
of the lipids, then they have to be aligned parallel to the alkyl
strands of the lipid molecules due to the geometric con-
straints. For the rest of the analysis, we have considered the
middle 10 A of the membrane layer to qualify for a orientation
of the side chains in the middle of the membrane, that is the
first case described above. Therefore, if the distance of the ter-
minal group of each side chain from the middle of the lipid
bilayer is more than 5 A, then the side chain is considered to
be aligned along the alkyl strands of the lipids. While we
exspect the alkyle side chain to be very compatible with the
lipid chains of the DPPC, the prevalent interaction of the per-
fluorinated parts can be influenced by both, the stiffness of
the side chain and the low miscibility of alkane and perfluor-
oalkane chains.

Using namd2, we calculated the interaction energies for the
following pairs along 550 equidistant snapshots over the
whole trajectory.

e DPPC lipid—all other DPPC lipids

e polyphile—all other DPPC lipids

e DPPC headgroups—non-fluorinated side chain of the
polyphile

e DPPC headgroups—fluorinated
polyphile

side chain of the

From the calculations, it is clearly visible that the single
polyphile is well-stabilized in the membrane by the interaction
with the other DPPC lipids, with the largest contribution com-
ing from the van der Waals interactions. For the two side
chains, we observe a stabilizing electrostatic interaction with
the lipid headgroups only for the fluorinated side chain. This is
not observed for the non-fluorinated side chain.
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During the molecular dynamics simulation, the instanta-
neous interaction energy between the DPPC lipids and the
polyphile varies both for the van der Waals and for the Cou-
lomb contribution. Insight into the flip-flop dynamics could be
gained in future work by evaluating this difference in the
intermediate state, but is at this time unfeasable due to the
limited sampling caused by both, the rarity and speed of the
flip-flop events. Histograms and further analysis of the interac-
tion energies can be found in the Supporting Information.

However, over the course of the trajectory, a distribution of
energies is sampled. This distribution has a large variance for
either components. During flip-flop events, one would expect
the distribution to be different, as the intermediate states are
not energetically stable. In theory, knowing the difference in
distribution of the interaction energies for flip-flop events as
compared to the stable side-chain orientation would allow to
assess the energetics of the flip-flop process. However, this
process is seen very rarely in the trajectory and—due to its
unstable intermediate states—completes fast, which drastically
affects sampling to an extend that the distribution of interac-
tion energies does not seem to be converged even for the
length of our trajectories. Obtaining the interaction energy
during such flip-flop events would require even longer trajec-
tories or biasing methods confining the system to consecutive
snapshots along a reaction coordinate.

Figure 5 shows that both cases can be observed with com-
parable probability. Switching between these two states is fast
and typically takes less than 1 ns. This feature makes this sam-
ple system even more interesting, because the energy barrier
between the three possible metastable conformations of any
side chain seems to be rather small. Still, is is more likely to
observe the side chains parallel to the alkyl strands than in the
middle of the membrane (see Table 1).

For the case where the side chains of the polyphilic mole-
cule are oriented along the alkyl strands of the lipids, there
are two sides of the membrane the side chains can point to.
This side does not necessarily stay the same in our simulations,
as in total, there are some 15 changes in total. Again, this
whole side chain layer switch process happens very fast (typi-
cally, between 5 ns and 10 ns for the alkyl side chain and
about 15 ns for the perfluorinated side chain). This flip flop,
that is, a full transition from pointing to one lipid layer to
pointing to the other lipid layer without any stable intermedi-
ate third state is very fast compared to the times expected for
a flip flop of a complete molecule—for model membranes,
fast flip flops happen within seconds and slow ones are to be
observed within minutes.”* Most likely, this is a result of the
chemical compatibility between the fluorinated side chains
and the fatty environment within the membrane. This assump-
tion is supported by higher flip flop durations for the chemi-
cally less compatible semifluorinated side chain.

Figure 5 shows the temporal evolution and the time-
averaged spatial distribution functions of the terminal CHs/CF;
groups of the side chains of the polyphile within the mem-
brane. The four independent trajectories are shown separately.
The characteristic shape of the temporal evolution varies con-
siderably among the independent runs: The first and last
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Figure 5. Trajectory (left) and distribution (right) of the terminal CF3/CH3
groups (green/blue) of the side chains of the side chains of the x-shaped
polyphile relative to the membrane center. The shaded bar is considered
as the center region. All four trajectories are shown independently. [Color
figure can be viewed at wileyonlinelibrary.com]

trajectory show both CF; and CH3 groups at stable localiza-
tions near the hydrophilic head groups (whose phosphorous
atoms have an average coordinate of =20 A), with a single
crossover event from the “upper” to the “lower” head group
region. In contrast to this, the second and third trajectory
exhibits a less stable motional pattern of the CHs/CF3
endgroups, with a considerable probability in the center
region of the bilayer (0 = 5 A, gray shaded area). This variabili-
ty indicates that our phase space sampling cannot yet be con-
sidered as converged. Nevertheless, a clear trend is visible in

WWW.C-CHEM.ORG

Table 1. Probability (%) of the side chain integration combinations where
the perfluorinated side chain and the alkyl side chain are on the same
side, the opposite lipid layer, or neither of these two options.

Trajectory Same Opposite Undefined
Cross shaped initial geometries 38 36 27
x-shaped initial geometries 9 61 30
Overall average 23 48 28
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Figure 6. Histogram of the terminal group positions along the membrane
normal vector and the alkyl side chain (top) and the perfluorinated side
chain (bottom). The histogram from the simulation (circles) can be suitably
explained by a Poisson-Gaussian fit (thick) which consists of three contribu-
tions (thin). The histogram from the simulation has been symmetrized.
[Color figure can be viewed at wileyonlinelibrary.com]

the distribution functions toward a higher presence probability
of the side chain endgroups in the vicinity of the lipid head-
group region, that is, around *15 A. This trend is visualized
even more concisely in Figure 6, where all four trajectories are
shown in symmetrized and averaged form.

Figure 6 also shows that the tendency of localizing the CHs/
CF5 endgroups toward the lipid headgroups is stronger for the
perfluorinated chains than for the conventional alkane chains.

To formulate characteristic parameters for the distributions
(Fig. 6) extracted from our simulations, we have fitted the dis-
tribution functions to a Poisson-type function:

k
Pk(k)—x—e *

We see that this assumed probability distribution of the loca-
tion of the side chains closely fits the simulation data for both
side chain types. In the Supporting Information, we have
shown that this Poisson-Gaussian fit works equally well for
simulations at higher temperatures alongside a detailed
description of the fitting process.

From the fit in Figure 6, we can obtain a relative weight for
the terminal groups being at the center of the membrane
(modeled by the Gaussian component of the fit) and for them
being found in the outer part of which near the lipid head
groups (modeled by the Poisson component). The compo-
nents are shown in Figure 6, as well. According to them, the
alkyl side chain is found in the center of the membrane 56%
of the time, whereas the fluorinated side chain is found there
26% of the time. This clearly shows a tendency for the fluori-
nated side chain to avoid the center of the membrane.
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Conclusions

We have determined the transmembrane orientation and intra-
molecular conformational distribution of a polyphilic molecule
within a DPPC bilayer by means of all-atom molecular dynam-
ics simulations of a total duration of 0.6 us. The polyphile was
structurally designed to introduce short perfluorinated and
regular alkane chains into the center of the membrane, in
view of modifying the membrane properties by its partially flu-
orophilic character.

Our simulations show that the polyphile is indeed commen-
surate with the membrane, albeit a certain intramolecular
bending and an inclination with respect to the membrane
plane is observed, which is assigned to a slight size mismatch
between the membrane and the lipophilic backbone of the
molecule. We find an interesting difference in the orientational
preferences between the perfluorinated side chain and the
conventional alkane chain. The perflourinated side chain ori-
ents along the lipophilic chains and toward the phosphate
headgroups of the DPPC molecules, while the alkane side
chain remains mostly in the center of the bilayer.

The self-diffusion for the lipids is in good agreement with
experimental data. The diffusion constant of the polyphilic
molecule is smaller by a factor of about 2. This illustrates that
the polyphile is almost as mobile as a regular lipid, despite its
twofold anchoring at both lipid-water interfaces and its addi-
tional side chains within the membrane.

Our simulations are a first step toward the understanding of
intramembrane structure of polyphilic molecules with specifi-
cally designed side chains of different philicity. These mole-
cules have the potential to enable a controlled modification of
membrane properties such as water and ion permeability. In
this context, the conformational space of the side chains is the
key to the understanding of their structure-function
relationships.

Keywords: polyphilic molecule - transmembrane - DPPC - per-
flourinated side chain - molecular dynamics
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Abstract: We analyse the initial stages of cluster formation of polyphilic additive molecules which
are solvated in a dipalmitoylphosphatidylcholine (DPPC) lipid bilayer. Our polyphilic molecules
comprise an aromatic (trans-bilayer) core domain with (out-of-bilayer) glycerol terminations,
complemented with a fluorophilic and an alkyl side chain, both of which are confined within the
aliphatic segment of the bilayer. Large-scale molecular dynamics simulations (1 pus total duration) of
a set of six of such polyphilic additives reveal the initial steps towards supramolecular aggregation
induced by the specific philicity properties of the molecules. For our intermediate system size
of six polyphiles, the transient but recurrent formation of a trimer is observed on a characteristic
timescale of about 100 ns. The alkane/perfluoroalkane side chains show a very distinct conformational
distribution inside the bilayer thanks to their different philicity, despite their identical anchoring
in the trans-bilayer segment of the polyphile. The diffusive mobility of the polyphilic additives is
about the same as that of the surrounding lipids, although it crosses both bilayer leaflets and tends
to self-associate.

Keywords: lipid bilayer; DPPC; bolapolyphile; diffusion coefficient; perfluorinated;
molecular dynamics (MD)

1. Introduction

Molecules which have the ability of self-assembling are of huge interest for biochemical
(lipid bilayers), and nanosized materials [1]. To understand such behavior is crucial for the rational
design of model and advanced systems. Many molecule types have been inserted into lipid bilayers
in experiment and in simulations to understand their behavior. This ranges from early attempts by
inserting alkanes into a lipid bilayer system to see where they are located inside the system [2], up to
the latest investigations of fluorinated alkanes and alcohols [3]. In extend to those publications we
investigated a very complex compound combining many philicities in one molecule. These so called
polyphilic molecules, as the name suggests, are compounds consisting of fragments with different
philicities. Special attention is paid here to polyphiles that contain a rigid rod-shaped aromatic core
with opposing end groups and lateral groups with different philicities. The two end groups are
typically highly polar, allowing the formation of multiple hydrogen bonds, which is only possible
in the headgroup region of the bilayer and in the aqueous phase, whilst the lateral groups are alky]l,
partially fluorinated or perfluorinated chains [4]. This novel class of molecules have received significant
attention in recent years [5-10]. Polyphilic molecules can be used to modify the phase transitions
temperature of a lipid bilayer [11] and also serve as a drug delivery agent [12,13]. Furthermore, they
cause effects like compression or stretching of bilayer systems which was recently shown [11,14-18].

Polymers 2017, 9, 488; doi:10.3390/polym9100488 www.mdpi.com/journal/polymers
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Fluorocarbon compounds are also studied for influencing the metabolism of rats [19,20] and for in vitro
synthesis of lipid bilayer proteins [21].

To fully understand why this type of molecules influences the bilayer properties, the polyphilic
molecules themselves have to be studied on a molecular scale. The molecule (B16/10) being
investigated in this work possesses three philicities, namely fluorophilic, hydrophilic and lipophilic
parts [6-10,22]. The rigid aromatic phenylene—ethynylene-backbone forms its frame structure, and two
hydrophilic groups are terminating this backbone chain. In the middle of the backbone, two side
chains are attached, one of which is a perfluoro-n-alkane, the other is a regular n-alkane (see Figure 1).
The length of the side chains can be derived from the name (16 carbon atoms for the alkyl chain and
10 carbon atoms for the perfluorinated alkyl groups). This molecular structure ensures a trans-bilayer
orientation of the backbone, yielding an anchor point for the alkyl/perfluoroalkyl chains at the
center of the bilayer. Mobile aliphatic side chains and polar end groups offer many possibilities of
functionalization to tailor the interactions with the bilayers. As the fundamental building blocks of
cellular membranes, phospholipid bilayers play a decisive role in many of their biological functions.
The modification of lipid bilayer functions via interactions with biomolecules such as proteins or
peptides has been widely investigated [23-26]. Due to experimental investigations of the influence
of purely synthetic molecules on DPPC bilayers [14,15,27], it serves perfectly as a model system
for thorough investigation of the influence of our polyphilic molecules on the bilayer properties.
The concept of polyphilicity was even recently used for directly modifying the lipid bilayer itself by
perfluorinating the end of the lipid tails [28].

3 5 7 9 11 13 15
DPPC

Figure 1. Molecular structure of the polyphilic molecule B16/10 and dipalmitoylphosphatidylcholine
(DPPC) molecule studied in this report.

The available experimental results show that, when bolapolyphile molecules (BP) are incorporated
into gel phase lipid (DPPC) bilayers, the formation of large BP domains within the bilayer and a
separation into different lamellar species can be observed [16,17]. The thermal behavior of the lipid
bilayers was drastically altered upon BP incorporation and several endothermic transitions above Ty
of pure DPPC bilayer occurred [11]. In the liquid phase, the BPs were homogeneously distributed in
the lipid bilayer plane [11,16].

Lipid bilayer simulations have reached an exciting point, where the time and length scales of
simulations are approaching experimental resolutions and can be used to interpret experiments on
increasingly complex model bilayers. Within molecular dynamics (MD) of hybrid-bilayer systems,
one is able to get an insight into the dynamical behavior on a molecular scale. Therefore, these
simulations provide complementary information to experiments [25,29-34]. Furthermore, they
can yield molecular-level insight into the structure and dynamics of these systems with a spatial
resolution and time-scale that may not be feasible experimentally. Summarized, they serve as rich
sources of quantitative data on molecular flexibility, lipid diffusion, ordering and atomic interactions.
A detailed understanding of lipid bilayer properties is necessary to fully understand their important
biophysical characteristics.

Previously, we have reported a MD study of one single B16/10 molecule inserted as a trans-bilayer
agent into a dipalmitoylphosphatidylcholine (DPPC) bilayer [35]. The results showed that B16/10
is commensurate with the bilayer, and at the same time, a certain intramolecular bending and
an inclination with respect to the bilayer plane is observed. While the lipophilic groups remain
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bilayer-centered, the fluorophilic parts tend to orient towards the phosphate headgroups, which is due
to a slight size mismatch between the bilayer and the lipophilic backbone of the molecule.

In the present work, MD simulations with full atomic detail were carried out for a small
trans-bilayer cluster containing six B16/10 molecules embedded into a DPPC bilayer on a large
time scale. The difference of the dynamical and structural properties of the DPPC bilayer between
pure bilayer system and the mixture of the lipid bilayer with B16/10 molecules is illustrated.
The configurations and dynamics of incorporated B16/10 are studied. The results are compared
with available experimental and literature data.

2. System Setup and Computational Details

A small cluster of six B16/10 molecules was embedded into a DPPC bilayer consisting 288 lipid
molecules (144 per leaflet). The mixed molecular system was hydrated using 8756 TIP3 water molecules.
The resulting periodic box has a dimension of 98 x 98 x 68 A A snapshot of the system is shown
in Figure 2.

Figure 2. A snapshot of the simulated system containing six B16/10 molecules, 288 DPPC molecules
and 8756 water molecules. Periodic boundary conditions were used in all directions. Atoms of B16/10
molecules and Phosphorus atoms of DPPC headgroups are represented by solid spheres. Phosphorus
atoms are green, Fluorine atom of B16/10 side chains are pink, carbon atoms are cyan. All the lipid tails
of DPPC are represented by cyan lines. One can see, that the backbone of the polyphile (cyan spheres)
is bent and not straight.

The initial configurations of B16/10 molecules was selected based on the experimentally observed
phase formation of similar structured molecules. According to the experimental results, similar
structured B12 molecules spontaneously self-organize in lipid bilayers (DPPC), forming ordered
snowflake like structures with 6-fold symmetry in giant unilamellar vesicles [16,17]. Furthermore,
the initial structure completely vanished after an equilibration time of 20 ns. The first 20 ns have been
omitted in all analyses. The structure after the equilibration is shown in Figure 3 as a top view onto
the system.

All MD simulations in this work were performed by software package namd 2.9 using the
CHARMM force field [32,36,37]. The detailed parameters for B16/10 are presented in a previous work
of our group [38]. Three dimensional periodic boundary conditions were used. The system is kept at a
constant pressure of 1bar and a constant specified temperature (isobaric-isothermal NpT ensemble)
using a modified Nose-Hoover method in which Langevin dynamics is used to control fluctuations
in the barostat. The semi-isotropic pressure coupling was applied separately for the bilayer plane
and bilayer normal with a coupling constant of 1bar. Experimentally measured phase transition
temperature of a DPPC bilayer is between 313 and 315K [16,17]. It is experimentally observed that
the presence of polyphile molecules increases this phase transition temperature. In order to avoid a
simulation in a gel phase, we set the simulation temperature to 335K in this work.
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Figure 3. A snapshot of the simulated system as a top view after an equilibration time of 20 ns.
The polyphiles are colored and a clustering can be observed for some of the molecules. The simulation
cell dimensions are shown as blue rectangle.

The system was simulated for 1 ps with a time step of 2 fs. The bond lengths were constrained
using the SHAKE algorithm. The vdW cutoff follows the force field specifications for lipid bilayers.
A particle mesh Ewald summation was used to calculate the electrostatic interactions. Cutoff radius
for van der Waals interactions was set to 1.0 nm. Particle mesh Ewald (PME) summations were applied
for long-range electrostatic interactions with a grid spacing of 0.12 nm and a cutoff radius of 1.0 nm
was employed for real space summation. For the purpose of comparison, simulations of a pure DPPC
bilayer was carried out under same conditions. The TIP3P water model was used to solvate the
system. Data analysis of the trajectories were done by using VMD plugins [39], the python module
MDAnalysis [40], the freeware program package TRAVIS [41] and our own codes.

3. Results and Discussion

Statistical analysis was carried out to characterize the dynamical and structural properties of
B16/10 trans-bilayer molecules inside a DPPC bilayer. In particular, we (i) calculated the lateral
diffusion coefficients of DPPC and B16/10 molecules and (ii) investigated the axial location and
orientation of B16/10 molecules and internal structure of B16/10 cluster. The results are compared
with a pure DPPC bilayer system, available experimental data and former results of our group.

3.1. Lateral Diffusion

Investigation of DPPC and B16/10 molecules lateral mobility in a planar lipid bilayer are carried
out and the results are compared with the pure bilayer system. The averaged self-diffusion coefficients
of B16/10 and DPPC molecules are calculated from the mean squared displacement (MSD) (r?(t))
using the Einstein relation:

MSD(t) = (2(8)) = ([r(t) — r(O)]2) M
D = o lim 2 ((t)  r(O)]?), @

where d is the number of dimension which is 2 for our calculation. The MSD is calculated with respect
to the center of mass (COM) of all lipid molecules to avoid artifacts from water layer movement.
The averaged MSD for DPPC and B16/10 molecules are shown in Figure 4.
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Figure 4. Mean square displacement of lipids in a pure DPPC bilayer (red), the lipids (blue) and B16/10
molecules (green) in the mixed system (lipids/B16/10).

The calculated self-diffusion coefficient of pure DPPC at 335K as presented in Table 1 is in
very good agreement with the experimentally determined value of 14.2 4+ 1.2 x107!2 m?/s [42].
The diffusion coefficient of B16/10 molecules is slightly lower than the diffusion coefficient of the
lipids in a pure bilayer. For the mixed system, we find high diffusivity values for the lipid molecules,
which is unexpected.

Table 1. Lateral self-diffusion coefficients (D) at 335 K obtained from MD simulation (MD)
and experimental data from literature (exp) [42]. Uncertainties are given as three times the
standard deviation.

D/(10~12 m?2/s) Lipids (Pure DPPC) Lipids (mix) B16/10 (mix)

MD 139+ 03 24 £ 0.6 10.7 £ 0.3
exp 142+12

3.2. B16/10 Radial Distribution Functions

We calculated the pair correlation function, g(r), as the probability of finding a pair of B16/10
molecules at distance r apart, relative to the probability expected for a completely random distribution
at the same density [43]. The g(r) of the center of mass for each central phenylene ring of a B16/10
molecule (COR-COR) and of its terminal groups (CH3z and CF3) is shown in Figure 5.
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Figure 5. Radial distribution functions of the center of the central phenylene ring (COR), CF3 and CHj3
terminal groups of B16/10 molecules within the DPPC bilayer.

We observe a clustering effect documented by the two peak nature in the radial distribution
function. The first peak at 7 A distance shows that two B16/10 molecules are directly adjacent to
each other, as there is no space for interlaced molecules. Nevertheless the lipid molecules force the
B16/10 molecules to tilt a little away from a coplanar orientation and causing this distance of 7 A.
Due to the tilt and high distance, pi—pi stacking does not frequently occur. Nevertheless, the radial
distribution function has also non-zero values below 7 A, which at least can be interpreted as possible
pi—pi stacking. As there are only six B16/10 molecules in the system, effects of a big ensemble like
in experiment [11,17] cannot be captured and therefore a strong pi—pi stacking behavior cannot be
excluded even though it is unfavorable in our simulation. The second peak at 12 A shows that a third
B16/10 molecule is forming a little cluster with the other two. As the second peak is not double of the
first one it can be seen that they are not completely aligned but forming a triangle. The clustering can
be seen in Figure 6. Comparing Figures 3 and 6, one can see that the molecules inside the cluster are
exchanging within the simulation.

Figure 6. Snapshot of the top view onto the system showing the clustering of the B16/10 molecules.
Namely the red, yellow and black colored molecules form a cluster, whereas the green and orange
molecules are surrounding the cluster. Compared to Figure 3 (same coloring of the molecules), one can
see that the cluster exchanges the molecules within the simulation. The simulation cell dimensions are
shown as blue rectangle.
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Having this in mind it is even more surprising that the diffusion coefficient discussed in the
previous section of 11 x 10’121%2 for B16/10 (see Table 1) is rather high. This clustering behavior of
x-shaped molecules like the non-perfluorinated B12 molecule was also observed experimentally [11,17].
Therefore it can be assumed that by perfluorinating one side chain, the clustering behavior is
maintained. For the terminal groups CH; and CFj there is only one well defined peak at around 3 A
for CH3 and at 5 A for CF3. Beyond this there is a smooth decay to unity apart from residual structure
but with no recognizable pattern. All in all this shows that there is a correlation of the backbones of
the B16/10 molecules forming a little cluster whereas there is no correlation of the side chains aside
from pairwise orientation.

3.3. B16/10 Backbone Angles Distribution

We use three angels a1, ap and B to characterize the orientation of B16/10 backbone within the
bilayer as shown in Figure 7. The distributions of the three angels are displayed in Figure 8.

Figure 7. Angels between the bilayer normal and B16/10 backbone (#; and &) and backbone bending
angle B.
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Qa0 s 0 15 10 Tes 10 175
Figure 8. Probability distribution of backbone angles a1, &y and B.

The calculated angular distributions of the B16/10 backbone are in very good agreement with our
former results of a single B16/10 molecule inside a DPPC bilayer [35]. The B16/10 molecules are well
incorporated into the lipid bilayer, cross the whole bilayer with their well-matched hydrophobic core
length and adapting into the bilayer by a slight tilt.

3.4. B16/10 Terminal Group Integration and Side Chain Orientations

In Figure 9 the averaged position distribution of CF3 and CHj terminal groups of B16/10
molecules relative to the center of mass of the system is shown. For avoiding artifacts, the center of
mass movement of the whole system has been subtracted. The center of the lipid bilayer is denoted
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by z = 0 and z is the axis along the normal of the bilayer plane. The bilayer itself has a thickness
of approximately 40 4 2.5 A. As one can see in Figure 9, both side chains approach the head group
region of the bilayer. Nevertheless the CF side chain tends to stay more in the headgroup region than
the CH chain. The combination of higher solubility inside the leaflets (which was recently shown by
Brehm et al. [3]) and sterical issues force the CF; terminal group to stay in the headgroup region as
in direct comparison the CF side chain is nearly inflexible whereas the CH side is more flexible and
thinner which makes it easier for the CH chain to find its way through the lipid bilayer. Not surprising
is, that the CHj3 terminal group has a high occurrence in the middle of the bilayer, as this the most non
polar region of the bilayer which has been observed in experiment before for alkanes [2]. Of course
sterical issues are more dominant because not every polyphile can arrange like this when incorporated
into a cluster and therefore it also stays frequently inside the leaflets. On first sight the occurrence of
the CF; terminal group in the middle of the bilayer seems astonishing. It is easy explained by attempts
to flip the sides of the bilayer. As it is only ninth of the occurrence of the highest peak this rarely
happens and is never a stationary state. By closer inspection we found that the flipping of the CF side
chain happens on a nanosecond time scale.

< 30 T
~
o — CH,
L
& 20F CF,
()
o
=
2 10}t
S
2
=] of
e
S
S
g -10f
©
2
T 20}
2
>
©
M —30 . . . . . . . .
0 1000 2000 3000 4000 5000 6000 7000 8000 9000

occurance /a.u.

Figure 9. Position of the CF3 and CHj terminal groups along the z-axis relative to the center of mass of
the whole system.

The distribution of the side chain angles can be used to confirm these statements as seen in
Figure 10. The angles are defined as the angle of the vector from the terminal groups to the center of the
phenylene ring in the middle of the backbone and the bilayer normal. Therefore 90° denotes directly
aligned between the leaflets in the bilayer plane. The prominent angles around 30° and 150° for the
CF; terminal group confirms that it mostly stays in head group region of the bilayer. The very slight
occurrence around 90° also shows the behavior to flip rather than staying between the leaflets. More or
less Figure 9 and 10 resemble each other in appearance and therefore also confirm the statements for
CH terminal head group mentioned above.
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Figure 10. Probability distribution of side chains angles.

4. Conclusions

In this paper, we report a study of six polyphilic molecules embedded in a lipid bilayer/water
system. Our results give insights not only into the the conformational preference of the B16/10
molecules inside the DPPC bilayer, but also on the dynamics of the B16/10 molecules in the DPPC
bilayer environment. Within 1 ms of simulation the stability of the bilayer maintained upon insertion
of the additive B16/10 molecules. The diffusion of the lipid molecules is increased compared to the
pure lipid bilayer and B16/10 molecules move only slightly slower than the lipids in the pure bilayer.
For the intermolecular structure of the B16/10 molecules a clustering effect can be observed in the
RDFs. The difference in the side chain orientation and configuration is also in good agreement with
the simulation results we obtained before [35]. In general, the conclusions drawn from simulations
are consistent with experimentally observed effects [16,17,42]. We anticipate that these findings
will be important for understanding the role of polyphilic molecules in modulating and modifying
bilayer properties.
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CHAPTER 3

CONCLUSION

The first project under the scope of this doctoral research concentrates on the liquid dynamics
under silica confinement at the nanoscale. Using a simplified planar model based on the struc-
tural properties of the MCM-41 pore, DFT based molecular dynamics simulations and first
principles of NMR chemical shift calculations are applied as a start. Our calculations show the
strong influence of spatial confining on the structure and dynamical properties of water. On
the structural level, we see a strong influence on the confined water’s 'H chemical shifts. While
a 0.5 ppm increased chemical shift is observed in the center of the pore relative to bulk water,
the chemical shift slowly decreases when reaching the wall, until it reaches a value of 3 ppm
below the comparison of bulk water. It suggests a strengthened hydrogen bonding network for
the water at the center, and a severely weakened network near the interface between silica and
the water. Distinctive peaks in the density profile can be observed next to the wall, suggest-
ing a restructuring of the water by the wall geometry. By calculating average chemical shifts
for fictitious water films in the silanol region, a change from low chemical shifts for thin films
towards bulk water like chemical shifts for a film thickness above 4 A can be found. This is
in good agreement with an earlier experimental model on the incremental filling of nanopores.
As for the dynamic behavior, we see a decline in the rate of diffusion by a factor of 4 when
comparing to bulk water values.

Subsequently, MD simulations using CHARMM Force Field were applied to study a bi-
nary (ethanol-water) mixture confined between 2 silanol slabs. The effect of silica confinement
on structural, dynamical properties and percolation of confined fluids were investigated and
compared with the corresponding properties in bulk. The self-diffusion coefficients of ethanol
molecules are significantly reduced in contrast to water molecules. Water molecules percolated
in all mixtures and formed stable clusters while ethanol is, in contrast, more flexible and there-
fore has a higher possibility of hydrogen bonds with a silanol group. This, in return, enhances
the water clustering structure. This indicates that a significant restructuring of the hydrogen
bond network between water and ethanol occurs as well as changes in the water—water hydro-
gen bonds due to the presence of the silanol walls. The hydrophobic environment generated
by a layer structure of the ethanol alkyl groups further support the stabilization of these water
clusters as compared to the unconfined case. The ethanol-water hydrogen bond strength is
more than ethanol-ethanol hydrogen bond in bulk mixtures while it is less than its counterpart

in the confined system, which is in agreement with segregation tendency in confined systems.

3.1 PoLYPHILE MOLECULES CONSTRAINED IN DPPC BILAYER

As a start, classical molecular dynamics simulations were performed in the context of the sec-

ond project during this doctoral research to determine the transmembrane orientation and in-
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tramolecular conformational distribution of a single perfluorinated polyphilic molecule (B16/10)
within a DPPC bilayer. Obtained simulation results show clearly that the polyphile molecule
lies in aliance with the membrane conformationally. One interesting difference can be found
in the orientation preferences between the perfluorinated side chain and the traditional alkane
chain. The perflourinated side-chain orients along the lipophilic chains and towards the DPPC
molecules’ phosphate headgroups, while the alkane side-chain stays mainly in the bilayer’s mid-
dle. The polyphilic molecule’s diffusion constant is declinded by around a factor of 2. It shows
that, given its double anchoring at both lipid-water interfaces and additional side chains within
the membrane, the polyphile is almost as mobile as a normal lipid.

Consequently, MD simulations of six polyphilic molecules B16/10 as a cluster embedded
in a lipid bilayer/water system were performed. The findings provide information not only on
the conformational preference of the B16/10 molecules inside the DPPC bilayer but also on
the dynamics of the B16/10 molecules in the bilayer context of the DPPC. The stability of the
bilayer was preserved within 1 ms of the simulation when the additive B16/10 molecules were
inserted. Similar to the pure lipid bilayer, the diffusion of lipid molecules is increased, and the
molecules B16/10 travel just slightly slower than the lipids in the pure bilayer. In the RDFs,
a clustering effect may be observed for the intermolecular structure of the B16/10 molecules.
The variation in orientation and configuration of the side chain is also in good agreement with
the results of the simulation obtained above.

Such MD simulations are a first step towards understanding the structure of polyphilic
molecules in intramembrane with specifically designed side chains of different philicity. Such
molecules have the potential to allow guided modulation of membrane properties, such as per-
meability of water and ions. In general, the conclusions drawn from simulations are consistent
with the?334 effects observed experimentally. With confidence, one can predict that these re-
sults will be very important in understanding the role of polyphilic molecules in the modulation

and alteration of membrane properties.
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L1ST OF FIGURES

1 Picture of the silanol wall model normal to the wall surface (left) and a snapshot
of an equilibrated ethanol—water /silanol system during a simulation at 338 K
(right). Two silanol walls contain 24 Si(OH)4, with 87 ethanol molecules and
148 water molecules confined in between. . . . . . . . ... ..o

2 Molecular structure of the polyphilic molecule B16/10 and DPPC molecule stud-
ied in this thesis . . . . . . .

3 A snapshot of the simulated system containing six B16/10 molecules, 288 di-
palmitoylphosphatidylcholines (DPPC) molecules, and 8756 water molecules.
Periodic boundary conditions were used in all directions. Solid spheres are used
to represent the atoms of B16/10 and phosphorus atoms of DPPC head groups.
The green ones are phosphorus atoms, fluorine atoms of B16/10 side chains are

pink, and carbon atoms are cyan. The DPPC lipid tails are illustrated by cyan
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TIP3P
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