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ABSTRACT: Cholesterol is a major component of many lipid-
based drug delivery systems, including cationic lipid nanoparticles.
Despite its critical role in the drug release stage, the underlying
molecular mechanism by which cholesterol assists in endosomal
escape remains unclear. An efficient drug release from the
endosome requires endosomal disruption. This disruption is
believed to involve a lamellar-to-inverted hexagonal (Lα−HII)
phase transition upon fusion of the lipid nanoparticle with the
endosomal membrane. We used molecular dynamics simulations to
study the structural properties of HII systems composed of an
anionic lipid distearoyl phosphatidylserine (DSPS), an ionizable
cationic lipid (KC2H), and cholesterol for several hydration levels
and molar ratios. This system corresponds to the lipid mixtures in
the hypothesized HII structure formed upon fusion and is of interest
for the rational design of ionizable cationic lipids, including KC2, for an optimal drug release. Simulations suggest a geometry- and
symmetry-driven lipid sorting and cholesterol−DSPS co-location around the water cores. Cholesterol preferentially co-locates with
negatively charged saturated DSPS lipids at interstitial angles. The observed cholesterol−DSPS co-location results in an overall
increase in the DSPS acyl chains’ order parameters, which we propose to assist in stabilizing the HII phase by stretching the DSPS
acyl chains for filling the voids formed by three adjacent lipid tubules. Furthermore, a systematic increase in the cholesterol
concentration increased the lattice plane spacing and the water core radius but decreased the undulations along the lipid tubule axis.
We propose that cholesterol and the degree of saturation/polyunsaturation of the lipid acyl chains, and not the lipid charge, are the
main contributors in facilitating the Lα−HII phase transition and stabilizing/destabilizing the formed HII phase, whereas the positive
charge of the ionizable cationic lipid promotes the LNP−endosomal membrane adhesion and assists in initiating the fusion process
at the local contact area. We also propose that the effect of cholesterol on the HII structure and curvature is the main underlying
reason for the well-documented HII stabilization and destabilization at low and high molar concentrations of cholesterol, respectively.

■ INTRODUCTION

Lipid nanoparticles (LNPs) containing ionizable cationic lipids
(ICLs) are among the leading systems for small interfering RNA
(siRNA) delivery in liver diseases, including cancer.1 The first
siRNA-based formulation (ONPATTRO) of this type
developed by Alnylam Pharmaceuticals, Inc.has been recently
approved by the Food and Drug Administration (FDA).2 More
recently, LNPs of this class were used in the development of
messenger RNA (mRNA)-based COVID-19 vaccines by
Moderna, Inc3,4 and Pfizer/BioNTech5,6 while many further
applications are in development.
The gene release efficacy of LNPs containing ICLs (referred

to as LNP from now on), however, has been reported to be,
generally, quite low.5,7−9 Only a small fraction of the delivered
therapeutics to the target cells are successfully released into the
cytoplasm, and the rest are degraded inside endosomes.10−12

This is of a great importance, in particular, for mRNA
formulations, mainly because the large size of mRNA molecules

results in a relatively small number of mRNA molecules to be
encapsulated inside the LNPs.
Assuming the LNP has successfully reached the target tissue,

the polyethylene glycol (PEG)−lipid conjugates are removed
from the LNPs’ surface, triggering its subsequent uptake by the
target cell and eventually be trapped inside the endosome where
its contents need to be released into the cytoplasm for its
therapeutic effect. For instance, in hepatocytes, the LNP uptake
is mediated by the adsorption of apolipoprotein E (ApoE) on
the LNP’s surface and utilization of the ApoE-dependent
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endocytosis mechanism, without causing the LNP lipid
composition to change.2,13,14

The drug release level is expected to be significantly improved
by using design strategies that can facilitate and accelerate the
disruption process of endosomes. Before the LNP is attached to
the inner (luminal) side of the endosomal membrane, the
endosomal membrane is in a lamellar phase. Upon fusion of the
LNP with the endosome, interactions between the components
of the LNP and the endosomal membrane will result in local
transient phases, for example, the HII phase, which is thought to
destabilize the lipid mixture at the fusion site.15−17 According to
this mechanism, one obvious strategy to enhance the drug
release profile is to optimize the molecular components of the
LNPs to promote and facilitate this lamellar-to-inverted
hexagonal (Lα−HII) phase transition and to stabilize the formed
HII complexes in the lipid mixture upon LNP−endosome
fusion.18 Optimizing the LNP’s molecular constituents could
also affect the internal structure of the LNP19 and, therefore,
enhance its drug release profile from endosomes.20 This could
be a result of different molecular packing and interactions inside
the LNP or due to different interactions between the LNP and
the endosomal membrane. In a study by Koltover et al.,20

cationic LNPs with HII internal structures were shown to have a
higher cell transfection efficacy than complexes with lamellar
internal structures; when in contact with anionic vesicles, the
LNPs with an HII internal structures fused rapidly to the
negatively charged vesicles and released their DNA cargoes to
the vesicles, whereas no fusion with the anionic vesicles was
observed for the LNPs with lamellar internal structures. These
observations suggest the importance of (I) the molecular
composition of the LNP and (II) a role for the HII phase in drug
release from the endosome.
DLIN-KC2-DMA (also known as KC2) is one of the most

efficacious ICLs used in LNPs for siRNA delivery.1,2 Like other
ICLs, the KC2 lipid playsmultiple functions in siRNA-LNPs and
the drug/gene delivery process, in general.21 Through
interactions with other LNPs comprising molecules, it promotes
the molecular self-assembly and drug/gene encapsulation, in
particular, for large negatively charged cargoes, such as nucleic
acids. Moreover, it improves the LNP’s circulation and
endosomal release profiles17 while reducing its toxicity.21 The
KC2 lipid has been rationally designed using a simple release
model composed of distearoyl phosphatidylserine (DSPS)
dispersions (representing the negatively charged endosomal
membranes) at low pH values of ca. 4 (corresponding to the
endosomal acidic environment). At this pH, KC2 is predom-
inantly in its protonated state and thus positively charged
(referred to as KC2H from now on). In equimolar mixtures, the
interactions between the KC2H cationic lipids and negatively
charged DSPS molecules have been proposed to result in the
formation of lipid pairs consisting of one anionic and one
cationic lipid with an effective truncated cone-shaped structure,
which, consequently, induce a Lα−HII phase transition in the
DSPS membranes and destabilize this membrane by locally
forming an HII phase.

17

Cholesterol is another major component of LNPs.1,4 The
properties of cholesterol/phospholipid mixtures depend
strongly on the cholesterol concentration. In lipid-based drug
delivery systems, cholesterol plays a critical role in the
morphology and stability of LNPs and the endosomal escape
of the LNP cargo.4,22 Although the effect of cholesterol on the
physical properties of LNPs and lipid membranes,4,23−25 in
general, have been studied, the role of cholesterol in the

endosomal drug/gene release step is less known. One possible
scenario might, however, be that cholesterol facilitates the Lα−
HII phase transition in the endosomal membrane upon fusion of
the endosomal membrane with the LNP components. This
facilitation most likely originates from cholesterol’s role in
stabilizing HII phases in lipid mixtures as observed by a decrease
of the Lα−HII phase transition temperature of the mixture,26−28

although the underlying molecular mechanism responsible for
these observations is not clear. Previous reports suggest that the
effect of cholesterol on the HII stability and Lα−HII phase
transition temperature is a function of the cholesterol
concentration in the lipid mixture.27−29 A low molar
concentration (between 0 and 30 mol %) of cholesterol in
phosphatidylethanolamine (PE) lipid membranes27,29 and
phosphatidylcholine-PE (PC−PE) lipid mixtures28 lowers the
Lα−HII phase transition temperature by increasing the relative
stability of the HII phase compared to the Lα phase in these
systems.26 However, cholesterol concentrations higher than 30
mol % increased the phase transition temperature.27−32 The
effect of adding cholesterol on the relative stability of Lα and HII
in a lipid mixture is also a function of the comprising lipids’ acyl
chain length and saturation,27 so that the same mol % of
cholesterol might favor stabilizing the Lα phase for one system
but HII for the other. Cholesterol is expected to be radially
distributed around the water cores in HII phases, uniformly
dispersed around the phospholipids in this phase,28,31 and
modify the effective shape of the phospholipids, which might
explain its role in the stabilization of the HII phase at low mol %
cholesterol concentrations. Nevertheless, although a low mol %
of cholesterol is expected to facilitate in HII formation and assist
in its stabilization, there are reports on noncholesterol lipid
mixtures which favor a stable HII phase at some experimental
conditions, for instance due to their effectively cone-shaped
structuressuch as PE lipids33−37 - or due to their interactions
with other biomoleculessuch as nucleic acidsin the
system.19,20,38

Computational microscopy, as a complementary technique to
experiments,39,40 could provide deeper insights and a high
resolution into molecular systems of interest in drug/gene
delivery,41,42 from understanding lipoplex systems19 to LNP-
endosomal membrane fusion and endosomal escape.43 In this
study, we used molecular dynamics (MD) simulations to study
the structural properties of the DSPS/KC2H/cholesterol in the
HII phase as a function of the composition and hydration level.
These systems correspond to the lipid mixtures in the proposed
HII phase formed upon LNP fusion with the endosomal
membrane, where KC2H is the LNP component, DSPS
represents the negatively charged lipid naturally found in the
endosomal membrane, and cholesterol is a major component of
both LNPs and the endosomal membrane. Both DSPS/KC2H
and DSPS/KC2H/cholesterol mixtures have been used for the
rational design and optimization of ICLs17,44 and as a simplified
release model for evaluating the efficacy of ICLs in inducing the
Lα−HII phase transition and disrupting the endosomal
membrane.45 Our results provide new molecular insights into
the cholesterol distribution in the HII phase in this specific
system and the role of cholesterol inHII stabilization at a lowmol
% and HII destabilization at a high mol % of cholesterol.

■ METHODS
System Construction.HII phases were constructed as described in

ref 46. Each lipid cylinder was comprised of either 352 (for systems
containing cholesterol) or 360 (for systems with no cholesterol) lipids
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with the desired molar ratio [Table 1]. In the HII phase, cholesterol is
expected to be mostly parallel to the phospholipid acyl chains, with its

hydroxyl group near the glycerol moiety.47−51 All lipids were initially
distributed randomly on the water core surface. Assuming an N-point
grid on each lipid cylinder surface, a random number generator was
used to pick the desired number of points to be occupied by each lipid
type to achieve the desired molar ratio. Lipid tubules were along the Z
direction and filled with a water tubule of the same dimension and

orientation with enough water molecules to reach the hydration level of
30 water permolecule (nw). For systems with unequal amounts of DSPS
and KC2H, water molecules were replaced by neutralizing Na+ and Cl−

ions. This structure, that is, one lipid cylinder plus solvent, was
contained in a triclinic box, and periodic boundary conditions (PBC)
were applied in X, Y, and Z directions [Figure 1]. Systems with lower
hydration levels were subsequently built from the systems with 30 nw by
gradually deleting a certain number of water molecules near the lipid−
water interface, followed by equilibration simulations.

Each system was energy-minimized using the steepest descent
algorithm. This energy-minimized structure was used for the
equilibration and production runs. Initially, a weak restraining force
of 5 kJ/(mol nm2) was applied to both the X and Y positions of each
water molecule to maintain the structure of the water core, and the
system was simulated in an NPT (constant number of particles,
pressure, and temperature) ensemble for about 2−5 ns. This allowed
the lipids to approach and contact the water core while allowing the size
of the system in the Z direction to change slightly. Next, 5−10 ns of
NPT simulations without position restraints were conducted to further
relax the system. Finally, this structure was used for the 300 ns NPT
simulation. The first 200 ns of each simulation was considered as the
third equilibration step, during which the dimensions of the cylinder
changed and equilibrated as a direct result of simulations.

Table 1 summarizes all lipid compositions, hydration levels, and
temperatures. Each system was first simulated at 345 K for 300 ns, and
its last frame was used to initiate further simulations at 313 K for 300 ns.

Molecular Dynamics Simulation.GROMACS software53 version
2016.2 was used for energy minimizations and simulations with applied
position restraints, whereas version 2016.3 was used for the rest.
CHARMM36 force field (C36 FF) version Nov. 2016,54 modified by
adding the recently developed and validated parameters for KC2H,55

was used to model the molecules in the system. Water molecules were
described using the standard TIP3P water model56,57 in C36 FF. All the
covalent bonds involving hydrogen atoms were constrained using the
LINCS58 algorithm, and a time step of 2 fs was used in simulations.
Coordinates were saved every 1 ns. The Verlet59 scheme was used for
neighbor searching. The electrostatic and van der Waals interactions
were switched at 0.0 and 0.8 nm, respectively, and both were cut off at
1.2 nm. Potential-shift and force-switch functions were used as
modifiers for electrostatic and van der Waals interactions, respectively.
No dispersion correction was used for the van der Waals interactions.
PME60,61 was used for the treatment of long-range electrostatic
interactions. Lipids and the solvent were separately coupled to a heat
bath at the desired temperature. The temperature was controlled using
the Nose−Hoover thermostat62,63 with a coupling time constant of 1.0
ps. A semi-isotropic pressure coupling with a time constant of 5.0 ps was
used. This allowed the pressure in the XY plane to be treated
independently from the Z direction. Parrinello−Rahman64,65 (for the
300 ns simulations) and the weak Berendsen66 (for other steps)
coupling algorithms were used to control the pressure. Using a triclinic
box in the simulations required six values for each compressibility and
reference pressure to be defined. To keep the box shape fixed while
allowing the box sizes to scale in Z and the XY plane independently, all
the diagonal components (i.e., XX, YY, and ZZ) of compressibility and
reference pressure matrices were set to 4.5 × 10−5 bar−1 and a reference
pressure of 1.0 bar, whereas other components (i.e., XY/YX, XZ/ZX,
and YZ/ZY) in these matrices were set to zero. Atom coordinates and
energy data were saved every 1 ns and 100 ps, respectively.

Simulation Analysis. The last 100 ns of each simulation was used
for the analyses. GROMACS modules53 and VMD52 were used for
trajectory analyses and to visualize the molecular structures,
respectively.

Each reported structural parameter was calculated for each selected
frame (at 1 ns intervals) and averaged over time. The standard
deviations of means were also calculated from these data sets and are
shown as the error bars in the graphs. For some structural parameters,
such as angular distribution of lipids around the cylinder axis, averaging
was done both over time and lipids.

Structural Properties of HII Systems. The methods described in ref
46 were used to calculate the SCD parameters and dhex values for each

Table 1. Simulated HII Systems and Corresponding
Calculated Structural Parameters at 313 K

DSPS/KC2H/
cholesterol
(mol %)

water per lipid
(hydration level)

(nw)
a

dhex
(±SD)b
(Å)

Rw
(±SD)b
(Å)

tubule length
along Z (±SD)b

(nm)

(50/50/0) 10 51.4
(0.3)

13.7
(0.1)

18.3 (0.2)

15c 59.2
(0.5)

18.4
(0.2)

15.1 (0.3)

20 67.2
(0.6)

23.2
(0.2)

12.7 (0.2)

25 76.7
(0.7)

28.6
(0.3)

10.6 (0.2)

30 84.1
(0.8)

33.0
(0.3)

9.5 (0.2)

(30/70/0) 10 45.7
(0.7)

12.3
(0.2)

23.1 (0.7)

20 60.6
(0.7)

21.1
(0.2)

15.7 (0.3)

30 74.9
(0.7)

29.5
(0.3)

11.9 (0.2)

(40/60/0) 10 47.8
(0.4)

12.8
(0.1)

21.1 (0.4)

20 64.9
(0.7)

22.5
(0.2)

13.7 (0.3)

30 80.2
(0.9)

31.5
(0.4)

10.4 (0.2)

(60/40/0) 10 52.9
(0.5)

14.1
(0.1)

17.2 (0.4)

20 71.1
(0.6)

24.7
(0.2)

11.4 (0.2)

30 86.5
(0.7)

34.0
(0.3)

8.9 (0.2)

(70/30/0) 10 53.6
(0.5)

14.4
(0.1)

16.8 (0.3)

20 73.5
(0.6)

25.6
(0.2)

10.7 (0.2)

30 92.0
(1.1)

36.2
(0.4)

7.9 (0.2)

(45/45/10) 10 51.9
(0.4)

14.1
(0.1)

16.9 (0.2)

20 70.0
(0.7)

24.6
(0.3)

11.1 (0.2)

30 89.5
(1.4)

35.9
(0.6)

8.0 (0.3)

(40/40/20) 10 53.8
(0.8)

15.0
(0.2)

15.0 (0.5)

20 75.5
(0.5)

27.1
(0.2)

9.2 (0.1)

30 94.9
(0.8)

38.6
(0.3)

6.9 (0.1)

(35/35/30) 10 57.3
(0.7)

16.3
(0.2)

12.7 (0.3)

20 77.9
(0.6)

28.4
(0.2)

8.4 (0.1)

30 101.3
(1.7)

41.8
(0.7)

5.9 (0.2)

aThese values are rounded to integer nw. The exact values are used in
graphs. bAll reported dhex, Rw, tubule length along Z, and
corresponding standard deviations of the mean. cThis system was
also simulated at 345 K.
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simulated HII system. The hydration level (nw) was calculated by
dividing the total number of water molecules trapped inside a cylinder
by the total number of lipids (DSPS, KC2H, and cholesterol) covering
the corresponding lipid tubule.
The water core radius (Rw) was calculated according to ref 33

R a ( 3 /2 )w solφ π= (1)

where a is the lattice spacing [Figure 1A] and is equal to( )d2
3 hex , and

φsol is the volume fraction of the solvent (i.e., water plus ions) inside the
HII cylinders. For each system, the φsol can be estimated according to
(φsol = Vsol / Vtotal), where Vsol and Vtotal are the total volume taken by
the solvent and the total volume of the simulation box, respectively. The
Vtotal can be directly calculated from the simulations. We calculated the
volume per water molecule, Na+, and Cl− ion at the desired temperature
(e.g., 313 K) from three simulations: systems composed of (I) only
15,000 water molecules, (II) 14,900 water molecules and 100 Cl- ions,
and (III) 14,900 water molecules and 100 Na+ ions. The volume per
molecule was 0.030 nm3 for water and 0.031 nm3 for each Na+ and Cl−

ions.
Angular Distribution of Lipids Around the Cylinder Axis. The

coordinates for the phosphorous (P) atoms of DSPS, the nitrogen (N)
atoms of KC2H, and the oxygen (O) atoms of cholesterol molecules
were used for this analysis. According to the cylinder length [Table 1]
and its level of undulations, a cylinder was divided into several slices
(rings) along the cylinder axis. Each ring was centered in the XY plane.
The X and Y coordinates of each atom type (P, N, and O) were then
used to calculate their polar angle αthe angle between the radial
vector and theX-axis [Figure 1A] for all frames and slices and each atom
type separately. Finally, a histogram from all the angles sampled by each
atom type was generated. To show the overall trend in histograms more
clearly, a running average over 15° was calculated.

■ RESULTS AND DISCUSSION
Angular Distribution of Lipids Around the Cylinder

Axis. The angular distribution of lipids around the water core is
shown in Figure 2. Each lipid type was initially distributed
randomly. After reaching equilibrium, although each lipid type
can still be found at any given angle α, the distribution of lipid
types over α differs.
In systems with no cholesterol, no clear lipid sorting was

observed [for example, Figure S1-A]. However, in systems
containing cholesterol, the lipid sorting was clear [Figures 2 and
S1 and S2], where KC2H showed the lowest deviation and
cholesterol showed the largest deviation from a random
distribution. This is based on the number and sharpness of
extrema and the differences in frequencies between the minima
and maxima in histograms [Figure S1]. This lipid sorting was,
however, clearer for the systems with higher cholesterol
concentrations and at higher hydration levels [Figure S1]. For
instance, Figure 2 shows such lipid reorganization in DSPS/
KC2H/cholesterol (35/35/30) at 313 K and 30 nw. For this
system, cholesterol has a clear tendency to be distributed along
with (in other words, be co-located with) DSPS at interstitial
directions (±30, ±90, and ±150), whereas KC2H is more likely
to be found in the interaxial directions. For 10 nw, a similar trend
is observed [Figure S2]; that is, DSPS and cholesterol are more
likely to be found in the six interstitial directions.

Effect of the Cholesterol Concentration on the Shape
of DSPS/KC2H/Cholesterol Lipid Cylinders. Figure 3 shows
views along the cylinder axis of lipid tubules in DSPS/KC2H/
cholesterol systems with three different molar ratios simulated
with 10 nw at 313 K. Systems with 0 and 30 mol % cholesterol
experienced the most and least deviations from a perfectly

Figure 1. Lipid arrangement in the HII phase (A) HII structure (ternary mixture): lipid tubules filled with water and ions are arranged in a hexagonal
geometry. The solvent is not shown for clarity. Each lipid cylinder is perpendicular to the XY plane and parallel to the Z-axis. Lipids are initially
distributed radially and randomly around each water core. A quasi-infinite HII lattice can be simulated using a single lipid tubule confined in a triclinic
simulation box (shown in pink) and its periodic copies (six are shown). The radius of the water core (Rw), lattice plane distance (dhex), and lattice
spacing (a) parameters are illustrated. The X and Y axes point to two of the interaxial and interstitial directions, respectively. (B)Molecular view of the
central lipid tubule taken from a simulated DSPS/KC2H/cholesterol (35/35/30) system with 30 nw. The cylinder is rotated ca. 45° around the Y-axis
for visualization purposes. The solvent is represented as the cyan surface. DSPS, KC2H, and cholesterol are shown as red, green, and light blue lines.
Spheres colored in orange, tan, and dark blue represent the phosphorous atom of DSPS, nitrogen atom of KC2H, and oxygen atom of cholesterol,
respectively. Hydrogens are not shown for clarity. VMD52 was used to create the figure. (C) Chemical structure of the KC2H lipid. Oxygen, nitrogen,
and hydrogen atoms are colored in red, blue, and white, respectively, whereas the carbon atoms are colored in tan. The two unsaturated bonds in each
tail are shown explicitly.
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straight and cylindrical tubule along the cylinder axis [Figure
3A,C]. Overall, the amplitude of these deviations decreased
systematically with an increasing cholesterol concentration
[Figure 3].
Lipid Sorting and Lipid−Lipid Co-location. Considering

that lipids initially were distributed randomly around the water
core, our key results are the observation of (I) lipid sorting and
(II) co-location of cholesterol and DSPS in the DSPS/KC2H/
cholesterol HII systems.
Based on a previous study by Sample at al.17 on equimolar

DSPS/KC2H mixtures, the electrostatic interactions between
anionic DSPS and cationic KC2H were expected to result in
forming cone-shaped di-lipid ion pairs (DSPS-KC2H co-
location) in this lipid mixture.
In our simulations, at least in the presence of cholesterol and

under the simulated conditions, there is a clear lipid sorting
where cholesterol and DSPS lipids are co-located, which does
not support the DSPS−KC2H pairing scenario. However,
interestingly, the structural dimensions of the systems are close
to HII systems composed of cone-shaped PE lipids [Figure
S3]lipids which are well-known to favor highly curved
structures such as HII.

33,35,67,68 The structural dimensions of
the simulated (at 313 K) DSPS/KC2H/cholesterol HII systems
with a ratio of (50/50/0) was close to DOPE (at 323 K),
whereas systems with (60/40/0) or (45/45/10) were closer to
POPE (at 323 K) [Figure S3]. Clearly, increasing the cholesterol

concentration in the system results in an increased Rw
equivalently decreased curvatureand increased dhex values at
all studied hydration levels. Moreover, in the systems with no
cholesterol, an increased mol % of polyunsaturated KC2H lipids
resulted in HII systems with a higher curvature and smaller dhex
values [Figure S3].
We propose that the HII geometry and symmetry, as well as

the chemical structure of the constituent lipid molecules, play
critical roles in the above-mentioned observations. Then, in the
next two sections, we use this rationale to (I) propose an
explanation for the known HII stability and instability as a
function of cholesterol’s concentration in the system and (II) to
present a newmodel for how cholesterol in LNPsmight facilitate
and accelerate gene release from endosomes by affecting the
structure and stability of locally formed HII phases upon fusion
of the LNP with the endosomal membrane.
Geometrically, considering the structure of the HII phase

[Figure 1], a larger Rw results in larger void volumes formed
between three adjacent cylinders,69 which are energetically
unfavorable and require lipid reorganization and sorting to
optimally fill those spaces70 [Figure 2]. The question is, which
lipid distribution would be optimal and minimize the system’s
free energy?

Figure 2. Lipid angular distribution around the cylinder axis. (A)
Snapshot at 300 ns for the DSPS/KC2H/cholesterol (35/35/30)
system with 30 nw at 313 K. α is the polar angle with respect to the +X
direction. The color code for the lipids is the same as in Figure 1B.
Water and hydrogens are not shown for clarity. (B) Angular distribution
of each lipid type. Black, red, and green lines are running averages over
histograms of DSPS, cholesterols, and KC2H. The Y-axis shows the
angular frequency for each lipid type.

Figure 3. Effect of the cholesterol concentration on the shape of DSPS/
KC2H/cholesterol lipid cylinders. The water cores in DSPS/KC2H/
cholesterol systems with DSPS/KC2H/cholesterol ratios of (A) (50/
50/0), (B) (45/45/10), and (C) (35/35/30) are shown. All systems
correspond to simulations with 10 nw at 313 K. The final frames of each
simulated system were used to create the figures. Water is shown as a
cyan surface. The orange, tan, and dark blue spheres represent the P
atoms of DSPS, N atoms of KC2H, and O atoms of cholesterols,
respectively. The lipid tails and cholesterols’ bodies are not shown for
clarity. The pink box represents the simulation box in the ZY plane.
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The DSPS saturated tails are effectively longer than
unsaturated KC2H acyl chains. The DSPS association and
interactions with cholesterol increased the DSPS order
parameters [Figure S4] and therefore increased the DSPS acyl
chain’s length. These allow DSPS acyl chains to reach the larger
void volumes.69,70 Cholesterol preferentially interacts with lipids
with saturated tails over polyunsaturated lipids.71−78 In lamellar
phases, this preference is thought to be the driving force for the
separation of ordered from disordered domains in saturated/
unsaturated/cholesterol lipid bilayers.74,75,79 Cholesterol is also
well-known to have ordering effects on phospholipids acyl
chains in lipid bilayers and to maintain its ordering effect in the
HII phase

30an ordering effect which is further a function of
lipid types in the mixture.
Furthermore, the unsaturated KC2H acyl chains are less

ordered and effectively shorter than DSPS acyl chains, making
KC2H a good candidate for filling the thinner (compared to the
ones in the interstitial directions) hydrocarbon volumes in the
interaxial directions in the HII phase. Furthermore, its
unsaturated acyl chains allow the KC2H lipid tails to splay
apart and contribute to filling the interstitial directions if needed.
If this rationalization is true, one would expect a more

pronounced lipid sorting and cholesterol−DSPS co-location in
HII systems with a larger Rw, which is indeed supported by the
simulations [Figures S1 and S2 and Figure 2]. Interestingly,
there does not seem to be a strong lipid sorting in the absence of
cholesterol [Figure S1]. Among the systems with no cholesterol,
if any lipid sorting was energetically favorable, it was expected to
be the highest for the DSPS/KC2H/cholesterol (50/50/0)
system [Figure S1A] mainly because, in this case, the DSPS
saturated and effectively longer tails would allow them to stretch
and fill in the void’s volumes, while the unsaturated and
effectively shorter tails of KC2H make them the more suitable
molecules to cover the interaxial distances. However, the
attractive electrostatic interactions between the negatively
charged DSPS and the positively charged KC2H lipids seem
to enhance their co-localization and assist in HII stabilization in
this case, probably as proposed by Sample et al.17 Considering
that cholesterol is both a major component of LNPs and
endosomal membranes, lipid mixtures containing cholesterol
are a better representative of the lipid mixtures corresponding to
the LNP−endosomal fusion step. Therefore, we believe that our
proposed cholesterol-induced lipid sorting phenomenon and
rationale for HII stabilization is probably the more likely scenario
to happen at that step. We hypothesize that the observed
cholesterol-induced lipid sorting and cholesterol co-location
with saturated lipids in the HII phase could be generalized to
other, for example, PE or PE/PC, lipid mixtures in this phase,
especially if the lipid mixture is a saturated/polyunsaturated/
cholesterol one.
Role of Cholesterol in Stabilizing the HII Phase.

Previous reports on the effects of cholesterol on the HII phase,
for example, composed of PE or PE/PC, agree that adding up to
30 mol % cholesterol (depending on the lipid type and molar
ratio)27,30,31 facilitates the formation of the HII phase by
lowering the Lα−HII transition temperature. Increasing the
cholesterol mol % higher than 30%, however, destabilizes the HII
phase relative to the lamellar phase.27,29−31,69

According to our simulations, at low molar concentrations
(up to about 30 mol %), cholesterol is mostly sorted at
interstitial angles and is preferentially co-located with DSPS
lipids, which subsequently induces order in the DSPS acyl
chains. Thus, in this way, cholesterol may assist DSPS lipids in

filling the energetically unfavorable voids to effectively reduce
the free energy of the system and increase the stability of the HII
phase. However, adding a higher mol % of cholesterol to the
system increases the Rw and reduces the curvature in the HII
system systematically [Figure S3 and Table 1], and the voids in
the HII systems with a larger Rw will be larger.69 Adding more
than ∼30 mol % cholesterol reduces the curvature and increases
the Rw, and consequently the void volume, up to the level where
lipids cannot fill the interstitial voids anymore simply because
lipid’s chains must pack in an energetically unfavorable
configuration and the energetic cost for such lipid packing
would be too high.69,80−83 Moreover, for such high cholesterol
concentrations, there will be more cholesterol in the system than
what is needed to fill the voids. The spare cholesterols might
form crystalline cholesterol domains27,29−31,69,84 or accumulate
in the interaxial angles along with KC2H lipids. This is the point
where the HII phase is destabilized in favor of the lamellar phase
(HII−Lα transition). If this rationalization is true, one would
expect the HII system with about 40 mol % cholesterol or higher
to be relatively unstable. In our simulations, we used a similar
approachwhich the other systems were constructed and
simulatedto construct and simulate DSPS/KC2H/cholester-
ol HII systems with 40 mol % and 50 mol % cholesterols.
However, no stable HII phases with circular/cylindrical water
cores could form at the desired temperature and hydration level
conditions for these systems.

Role of Cholesterol and KC2H in Endosomal Drug
Release. Assuming LNP and endosomal membrane fusion
happens and the local transient HII phase forms,15−17 the
structural details of the HII complex are expected to play an
important role in the cargo release rates as well although its
effects on release rates might be small for large molecules such as
mRNA. Considering that cholesterol affects the HII structure
[Figure 2, Figure 3, and S2−S4], we propose that the mol % of
cholesterol plays a key role in the endosomal release of drugs.
While our simulations do not address the role of KC2H (a

polyunsaturated ionizable cationic lipid) in endosomal drug
release directly, it clearly suggests that neither the KC2H
positive charge nor the DSPS−KC2H (anionic−cationic) lipids
interactions are the main contributors in forming a stable HII
phase. Instead, it seems that (I) the polyunsaturated acyl chains
and molecular shape of KC2H, (II) the saturated acyl chains of
DSPS, and most importantly, (III) the preferential interactions
and effects of cholesterol on saturated and polyunsaturated
lipids in the system play the main roles in this step. Upon LNP−
endosome fusion, a local saturated/polyunsaturated/cholesterol
mixture forms. The cholesterol−lipid interactions will result in
forming local transient lipid domains where cholesterol mostly
interacts with the saturated lipids (e.g., DSPS−cholesterol), and
the polyunsaturated lipids (e.g., KC2H) form separate domains.
These domainsdue to their different effective shapes and
rigidity levelinduce local transient curvatures and the LNP−
endosomal membrane contacts, which could initiate the Lα−HII
transition process.
If the positive charge of KC2H is not critical for HII formation

and stabilization, what other role(s) might it play in the drug
release stage? Although our simulations do not provide any data
related to the adhesion and fusion parts directly, we propose that
the positive charge of KC2H lipids on the LNP’s surface is
critical in (I) promoting the LNP adhesion to the inner side of
endosomes and keeping their molecular constituents in a close
contact for enough time allowing their mixing to start, and (II)
interacting with the negatively charged lipids in both the inner
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and outer leaflets of the endosomal membrane, allowing local
transient disruptions, for example, forming pores, required for
the LNP−endosome membrane fusion process to be initiated.16

The fusion process has a high energetic barrier,85,86 and having a
driving force to bring two membranes together is a key step in
fusion. That is indeed what SNARE proteins in synaptic vesicles
and fusion peptides in viruses do.87−89 The lack of positively
charged KC2H on the LNP’s surfacewhich seems to be the
case for LNP formulations containing KC2(H) under
physiological pH levels55,90 will cause a delay in the LNP−
endosome adhesion and consequently, a delay in fusion,
endosomal membrane disruption, and drug release.
Model Limitations and Considerations. This study is

based on the main assumption that when an LNP adheres to the
internal side of the endosomal membrane, they fuse together, a
Lα−HII phase transition happens, and an HII phase forms in the
mixture.15−17 However, the real scenario might be more
complex, and indeed multiple transient phases might co-exist
upon fusion. Unfortunately, given the current resolution of
experimental techniques, it is impossible to detect and get a
deeper insight into the details of this critical stage during drug
release. A much more complex simulation setup could look at
the fusion of a preassembled loaded LNP with a modeled
endosomal membrane and explore the structure and dynamics
of the mixture upon fusion and the mechanism of drug release
from those complexes. However, this might be a major challenge
both in time and length scales. The recent advances in
computational hardware and algorithms have made it possible
to use simplified systems to approximate and tackle the LNP−
endosomal membrane fusion and gene release steps computa-
tionally.43

This study was based on a simple release model using DSPS as
the anionic lipid component of the endosomal membrane,
matching experiments on this system. A more realistic future
release model would include lysobisphosphatidic acids91 and
other known endosomal lipid components.92

The simulation times, level of sampling, system size, and
geometric limitations used in the simulations are also important
and may affect the results. Although the current simulations
clearly suggest a tendency for lipid sorting and cholesterol−
DSPS co-location in the HII phase, reaching a symmetric
(converged) angular distribution profile requires much longer
simulation times (probably microseconds) to allow lipids to
diffuse both laterally along the lipid cylinder and radially around
the water core. Regarding the system size, there are studies
suggesting that the system size could affect the undulations in
lipid bilayers.93 Using coarse-grained models such as MARTI-
NI94−96 allows such longer simulation times and enough
sampling, as well as simulating larger molecular systems closer
in scale to the experimental systems. However, the lower
chemical resolution is a significant approximation in interpreting
the detailed molecular interactions and confined water.
The exact hydration level for different lipid compositions

studied in the HII phase is not known, which we addressed by
simulating a range of plausible hydration levels, including more
hydrated than likely experimentally. The maximum hydration
level for only one of the systems where the experimental data are
available for45 can be estimated to be around 11.1 nw [see the SI
Methods section, Figure S7]. Moreover, the total number of
molecules is fixed over the course of simulations. Therefore, any
water exchange between the water cores and excess water, which
is possible in experimental setups, is prohibited as a direct result
of the simulation setup.46

■ CONCLUSIONS
MD simulation of DSPS/KC2H/cholesterol mixtures in the HII
phase was used to investigate the cholesterol’s roles in HII
stabilization and consequently on endosomal membrane
disruption and drug/gene release.
In the presence of cholesterol, there is a strong tendency for

lipid sorting around the water core, where cholesterol and DSPS
lipids are more likely to be co-located and point to the six
interstitial directions, whereas KC2H lipids will populate the
interaxial directions. Although the geometry is different, these
observations are in line with well-known properties of tertiary
mixtures of cholesterol, saturated and unsaturated lipids, in
which cholesterol co-locates preferentially with saturated
lipids.76−78 We propose that both this sorting and cholester-
ol−DSPS co-location in the HII phase play critical roles in HII
stabilization at low mol % (up to ∼30 mol %) of cholesterol. A
higher mol % of cholesterol, on the other hand, decreases the
curvature to such an extent that the HII phase becomes
energetically unfavorable compared to the lamellar phase,
favoring the HII−Lα phase transition (reverse Lα−HII
transition). Moreover, the presence of cholesterol rigidifies the
lipid tubules and reduces their undulations along their axis.
Finally, the structural dimensions of the DSPS/KC2H/
cholesterol HII systems were similar to those for HII systems
composed of cone-shaped PE lipids.
We proposed several models and explanations for how

cholesterol sorting and co-location with saturated lipids and the
presence of positively charged KC2H lipid with polyunsaturated
tails could assist in the endosomal membrane disruption and
drug release by promoting and stabilizing HII systems which are
formed after LNP−endosomal membrane fusion. Our model
can be used to explain howHII stability is affected as a function of
the cholesterol concentration in the mixture. Finally, we
hypothesize that the positive charge of KC2H is more likely to
play a key role in the LNP adhesion to the endosomal membrane
and in initiating their membranes fusion rather than in Lα−HII
phase transition or HII stabilization.
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phatidylethanolamine; DOPE, dioleoyl phosphatidylethanol-
amine; DSPS, distearoyl phosphatidylserine; SCD, deuterium
order parameter for the C−D bond; dhex, lattice plane distance;
a, lattice spacing; Rw, water core radius; nw, water molecules per
lipid inside the lipid cylinder (or equivalent hydration level); FF,
force field; C36 FF, CHARMM36 force field; siRNA, small
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