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An essential structural component in the membranes of 
most eukaryotic cells is cholesterol. Cholesterol levels are 
vital for cellular function, from controlling membrane flu-
idity and rigidity to directly influencing signal transduction 
and protein interactions (1). However, cholesterol distri-
bution is very uneven throughout the cell: 60–70% is localized 
in the plasma membrane (PM), while only 0.01–0.5% is 
found in the endoplasmic reticulum (2). Although transport 
of cholesterol between cellular membranes is mostly main-
tained via vesicular transport and nonvesicular molecular 
transporters (3), cholesterol’s distribution in the different 
cellular membranes is thought to heavily depend on the 
difference in its affinity for various lipid environments. 
For example, the PM, being rich in saturated lipids is, not 
surprisingly, where the abundance of cholesterol is high-
est. Further, cholesterol’s affinity for these membranes will 
in turn modulate its kinetics in and out of the membranes 
as well as its movement within the membranes. Indeed, the 
energetic toll cells have to bear to keep membranes in eu-
karyotic cells with their unique lipid compositions for spe-
cialized functions depends on these affinities and failure 
to achieve such distributions leads to disease (3–5).

Abstract  Cholesterol, an essential component in biological 
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with most localized in the plasma membrane while only a 
small fraction is found in the endoplasmic reticulum, where 
it is synthesized. Cellular membranes differ in lipid composi-
tion and protein content, and these differences can exist 
across their leaflets too. This thermodynamic landscape that 
cellular membranes impose on cholesterol is expected to 
modulate its transport. To uncover the role the membrane 
environment has on cholesterol inter- and intra-membrane 
movement, we used time-resolved small angle neutron scat-
tering to study the passive movement of cholesterol between 
and within membranes with varying degrees of saturation 
content. We found that cholesterol moves systematically 
slower as the degree of saturation in the membranes in-
creases, from a palmitoyl oleyl phosphotidylcholine membrane, 
which is unsaturated, to a dipalmitoylphosphatidylcholine 
(DPPC) membrane, which is fully saturated. Additionally, we 
found that the energetic barrier to move cholesterol in these 
phosphatidylcholine membranes is independent of their 
relative lipid composition and remains constant for both flip-
flop and exchange at 100 kJ/mol.  Further, by replacing 
DPPC with the saturated lipid palmitoylsphingomyelin, an 
abundant saturated lipid of the outer leaflet of the plasma 
membrane, we found the rates decreased by a factor of 
two. This finding is in stark contrast with recent molecular 
dynamic simulations that predict a dramatic slow-down of 
seven orders of magnitude for cholesterol flipping in mem-
branes with a similar phosphocholine and SM lipid composi-
tion.—Breidigan, J. M., N. Krzyzanowski, Y. Liu, L. Porcar, 
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The idea that cholesterol-lipid interactions, which vary 
according to lipid type, affect cholesterol’s affinity for  
certain membrane environments has incited numerous 
studies using model lipid systems. These studies have 
found that cholesterol interacts preferentially with satu-
rated lipids (6, 7). This finding supports the case of lipid 
rafts, thought to be nanoscale membrane domains enriched 
with saturated lipids and cholesterol, and likely implicated 
as a transduction platform for signaling between mem-
brane proteins (8, 9). However, even if the lipid raft hy-
pothesis has not been demonstrated in cell membranes at 
physiological temperatures (10), the finding of a greater 
affinity of cholesterol and saturated lipids explains, in large 
part, its asymmetrical distribution in the PM. There most 
cholesterol is found in the saturated lipid-rich outer leaflet 
of the PM (11) while it is nearly depleted in the cytoplasmic 
leaflet, being mostly enriched with unsaturated lipids (12). 
Therefore, even though cholesterol is thought of as highly 
mobile, flipping quickly between the membrane’s bilay-
ered leaflets (13, 14), this higher affinity for saturated lip-
ids or an environment enriched in saturated lipids could, 
in fact, slow down cholesterol flipping and, thus, help keep 
cholesterol asymmetrically distributed across the PM, as re-
cently reported by Liu et al. (11).

Computational studies looking at the behavior of cho-
lesterol in different membrane environments predict a 
high mobility of cholesterol within the membranes, with 
flip-flop half-times of tens of nanoseconds to milliseconds 
(15, 16). However, a dramatic slowdown in the flip-flop 
rate of cholesterol is predicted when the membrane con-
tains both saturated [palmitoylsphingomyelin (PSM)] and 
unsaturated lipids (POPC) mimicking a lipid raft; in this 
case cholesterol takes several minutes (30 min) to flip-
flop, even though the temperature is well above the mis-
cibility temperature for this lipid mixture (17). Bennett 
and Tieleman (17), in their all-atom simulations, find that 
the flip-flop process of cholesterol is hampered by, on 
the one hand, lesser conformational flexibility imposed 
by the membrane, and on the other hand, a drop in the 
number of hydrogen bonds near the membrane center. 
These two effects contribute to a higher energetic barrier 
to flip-flop.

Using time-resolved small angle neutron scattering 
(TR-SANS), we probed the affinity of cholesterol to phos
phatidylcholine (PC) membranes, including mixtures 
of saturated and unsaturated lipids at temperatures well 
above the melting temperature (Tm) of all lipids and the 
miscibility temperature of the lipid mixtures (18, 19) in 
order to validate or invalidate the molecular dynamic 
(MD) predictions. Cholesterol’s affinity with the mem-
brane was investigated in terms of the transfer rates of cho-
lesterol between lipid vesicles (cholesterol exchange) and 
the transfer rates of cholesterol within the same membrane 
(cholesterol flip-flop). From these rates, we extracted 
thermodynamic information for cholesterol transfer, which 
can also be compared to MD simulation results. In general, 
we found that the simulations and experiments agree 
quasi quantitatively in the energy barrier that cholesterol 
has to overcome to desorb from the bilayer (15–17). However, 

the energy barrier to cross through the bilayer is found to be 
much greater in the experiments than in the MD simula-
tions. As a result, MD simulations predict incredibly fast 
flip-flop rates, in the range of milliseconds or less, while the 
experiments capture a much slower movement of choles-
terol across the bilayer, taking several tens to hundreds of 
minutes. However, MD simulations have also predicted a 
seven to eight orders of magnitude slowdown in choles-
terol flip-flop in raft-like membrane mixtures containing 
PSM and POPC (17). When we replaced the saturated lipid 
dipalmitoylphosphatidylcholine (DPPC) with PSM, we found 
that there was a slowdown of the cholesterol flipping and 
exchange by a factor of about two, which is clearly not as 
dramatic as the simulations suggest (17).

MATERIALS AND METHODS

Materials
The 1-palmitoyl(d31)-2-oleoyl-sn-glycero-3-phosphocholine 

(POPC with one of the two tail chains deuterated), 1,2-dipalmitoyl- 
d62-sn-glycero-3-phosphocholine (DPPC with both tail chains 
deuterated), 1,2-dioleoyl-sn-glycero-3-phospho-dioleoylphospha-
tidylcholine (DOPC), egg sphingomyelin (PSM), and cholesterol 
were obtained in powder form from Avanti Polar Lipids (Alabaster, 
AL) and used without further purification. The lipids were used 
as received. A mini-extruder from Avanti Polar Lipids was used 
with 1 ml Hamilton syringes for the extrusion of 100 nm unilamel-
lar vesicles (20).

Preparation of unilamellar lipid vesicles
Initially, lipids and cholesterol were combined with the desired 

molar ratios. All lipids and cholesterol were used in powder form 
and dissolved in chloroform once combined. Chloroform was 
used to ensure the proper mixing of all components. Chloroform 
was removed by applying a constant stream of nitrogen to the chlo-
roform solution. Vials with dry films were placed in a vacuum oven 
overnight at 60°C to ensure the complete removal of chloroform. 
The fully dried mixtures were hydrated with solvents made of  
appropriate ratios of D2O and H2O for the particular contrast 
desired (see the Contrast matching section below). Small unila-
mellar vesicles were formed by extruding these aqueous solutions 
through 100 nm polycarbonate filters 41 times at 45°C, which is 
above the Tm of DPPC, resulting in vesicles with nominal 50 nm 
radii. Two types of vesicles were prepared, one containing only 
lipids varying in composition containing DPPC or SM and POPC 
or DOPC (acceptor vesicles) and the other containing cholesterol, 
at a ratio of 2:1 lipids to cholesterol (donor vesicles) with the lipids 
being the corresponding lipid combination used in the acceptor 
vesicles. The stability of the vesicles was verified over time by com-
paring their small angle neutron scattering (SANS) patterns.

SANS
SANS measurements were performed on the D22 SANS instru-

ment at the Institut Laue Langevin (ILL) in Grenoble, France, and 
on the NG7 30 m SANS instrument at the National Institute of Stan-
dards and Technology Center for Neutron Research (NIST-CNR) 
in Gaithersburg, MD. Vesicle characterization was obtained by tak-
ing data over a broad Q-range: 0.003 Å1 < Q < 0.6 Å1. For ki-
netic measurements, a single instrument configuration covering 
only one order in magnitude in Q (range between 0.005 Å1 < Q < 
0.05 Å1) is used. Here Q is the magnitude of the momentum 
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transfer vector, given by Q = 4 sin(/2)/, where  is the scatter-
ing angle and  is the neutron wavelength. The wavelength used 
was 6 Å. To increase the neutron flux, the wavelength spread was 
set to / = 0.22 and the collimation length was increased to 10 m 
to reach 0.005 Å1 with a higher beam intensity on the NG7 SANS 
instrument. Data was collected on a 2D detector and the data was 
reduced using the reduction packages provided by NIST-CNR 
and ILL.

Contrast matching
In these experiments, we were interested in only tracing the 

movement of cholesterol in different lipid environments; hence, 
we imposed that the lipid component in the vesicles be invisible to 
neutrons. This meant that the scattering length density (SLD) of 
the lipids had to match that of the solvent. The solvents’ SLD was 
controlled by proper ratios of D2O and water (because D2O and 
water have very different SLDs). Each contrast match condition 
was determined by measuring the intensity patterns from pure 
lipid vesicles devoid of cholesterol (acceptor vesicles) in various 
mixtures of D2O and water.

For noninteracting vesicles the scattering intensity is given by:

( ) ( ) ( )22
0  v vesicle solvent incoherentI Q n SLD SLD P Q I= − +

where P(Q) is, in this case, the form factor for a vesicle, n is the 
number density of vesicles, v0 the volume of one vesicle, and 
incoherentI  is the incoherent background scattering. The contrast 

match point is obtained by plotting the square root of the back-
ground-subtracted scattering intensity as a function of D2O vol-
ume fraction in the solvent. When the intensity is zero, the SLD 
of the solvent and the lipids in the vesicles becomes equal (21).

Cholesterol transfer measurements and modeling
When two populations of vesicles of the same size, one contain-

ing cholesterol (donor population) and the other having no cho-
lesterol (acceptor population), are mixed, they will begin to 
exchange cholesterol and over time the two populations will have 
vesicles with identical cholesterol compositions. The scattered in-
tensity, which has contributions from the donor and acceptor 
populations, changes over time as cholesterol moves between the 
two populations. The captured time evolution of the scattered in-
tensity quantitatively tracks the redistribution of cholesterol be-
tween the two populations. Because the shape and size of the 
vesicles does not change during this process, it is possible to inte-
grate the scattered intensity over all Q from which we obtain the 
total normalized intensity, given by:

	
( ) ( )( )χ χ

22( )
 /  1

(0)
d d a d

I t
I t n n

I
= = + −ɶ

	
(Eq. 1)

where I t I Q t I dQincoherent( )= ( )−



∫ ,  and where ( ),  I Q t is the scat-

tered intensity at time t. Experimentally, we are able to follow 
changes in ( ),  I Q t  by using a single instrument configuration cov-
ering a Q range between 0.005 Å1 < Q < 0.05 Å1 with data acqui-
sition steps as short as 30 s. A broad wavelength spread, /, of 
22% on NG7 SANS at NIST-CNR instrument was used, while a 
10% wavelength distribution was used at D22 at ILL.

In equation 1, dn  and an  are the respective donor (d) and ac-
ceptor (a) vesicle number densities and, in the experiments, were 
typically equal. The χd  describes the concentration of cholesterol 
in the donor population, while − χ1 d corresponds to the concen-
tration of cholesterol in the acceptor population. It is noteworthy 
to emphasize that the intensity is, in fact, dependent on the 

square of the concentration of cholesterol in donor and acceptor 
vesicles. Vesicles, having inner and outer facing leaflets, also have 
corresponding inner and outer leaflet cholesterol concentra-
tions such that χ = +i_d o_dd C C , where i_dC  and o_dC , respec-
tively, correspond to the concentration of cholesterol in the 
inner (i) leaflet and outer (o) leaflet in the donor population.  
Indeed, these leaflet concentrations in donor (d) and acceptor (a) 
vesicles are the only parameters that change as a function of 
time. These time-dependent concentrations of cholesterol in 
each leaflet are coupled through first order differential equa-
tions given by (21):
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where fk , exk , and ′
exk  correspond to rates of cholesterol flip-flop 

and exchange. Indeed, the exchange rates, exk  and ′
exk , are re-

lated by: d
ex ex

a

n
k k

n

′ =  and are equal when d an n= .

However, when flipping rates are not limiting, then equations 
2a–2d reduce to:
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(Eq. 3a)
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(Eq. 3b)

which represent solely an exchange process.

RESULTS

The passive movement of cholesterol between and 
within membranes is recognized as key to our understand-
ing of the energetic cost of maintaining lipid composition 
gradients within the membranes of cells. However, due to 
variations in the measurement protocols and methodolo-
gies, the rates and energetics for lipid movement continue 
to be contentious after four decades of studies. We have 
shown that when monitoring chemically altered cho
lesterol, such as ergosta-5,7,9(11),22-tetraen-3-ol (DHE), 
which is considered an analog of cholesterol, or in the pres-
ence of an extraneous compound, such as cyclodextrin, 
the results are very different compared with unaltered cho-
lesterol (21). This, we have argued, has in large part con-
tributed to the reported differences in the rates. Hence 
strategies that do not compromise the chemical identity of 
cholesterol or the surrounding lipid environment have a 
clear advantage. Further, in situ measurements, which do 
not require the separate sampling of the system, can have 
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the additional advantage of capturing cholesterol composi-
tion changes in donor and acceptor populations in all stages 
of the transfer process (22, 23).

TR-SANS can straightforwardly take advantage of these 
strategies for the study of the passive movement of choles-
terol in free-standing membranes (vesicles). In the pres-
ent study, we investigated the role of the membrane’s 
environment on cholesterol movement, especially the role 
of saturation level when mixing saturated and unsaturated 
lipids. Figure 1A–C shows the scattered intensity changes 
as a result of cholesterol redistributing between donor and 
acceptor populations in 100 nm in diameter vesicles with 
membrane compositions consisting of a saturated lipid, 
DPPC (palmitoyl tails), and an unsaturated lipid, POPC 
(containing one palmitoyl tail and one oleoyl tail), in a 1:1 
ratio at three different temperatures. The temperatures 
probed were well above the Tm of DPPC. The intensities 
decrease as a result of the movement of cholesterol only, 
because all lipid contribution to the intensity has been 
removed via contrast matching of the SLD of the PC 
membrane to the solvent (SLDlipids = SLDsolvent). The calcu-
lated curves through the scattered intensity data shown in 
Fig. 1A–C were obtained from:

	 ( ) ( ) ( )β= ɶ,  I Q t Q I t 	 (Eq. 4)

where ( )β Q  is the time-independent prefactor of the nor-
malized total intensity and given by:

	
( ) ( )0V 2 2

0SLDd
n

Q v P Q
V

β = ∆
	

(Eq. 5)

Fig.  1.  Scattered intensities as a function of time, 
tracking the movement of cholesterol between donor 
and acceptor vesicles with lipid membranes composed 
of DPPC and POPC in a 1:1 ratio at 45°C (A), 55°C 
(B), and 65°C (C). D: Resulting normalized total in-
tensities as a function of time for these three tem-
peratures and corresponding fits using equation 1. 
Flipping and exchange rates ( fk  and exk , respectively) 
were extracted from the fits using equations 2a–2d. 
The dashed black curves correspond to fits in which 
flipping rates are not rate-limiting and changes in in-
tensity are only due to an exchange process (equa-
tions 3a and 3b). Inset: enlarged view of 65°C data and 
fits shown in D. In A–C, the data at t = 0 was fitted us-
ing equation 5 and a vesicle form factor and shown as 
a continuous line. For t > 0, calculated scattering 
curves were obtained using equation 4.

where 0Vd
n

V

 is the volume fraction of the donor popula-

tion. ∆SLD corresponds to the contrast between choles-
terol and the solvent (∆ = −SLD SLD SLDcholesterol solvent) 
and 0v  corresponds to the initial volume fraction of choles-
terol in the donor vesicles. ( )P Q  is the vesicle form factor. 

( )β Q  is obtained by fitting the t = 0 data. The rates fk  and 
exk  were extracted from fits to the normalized total intensity 

data using equations 2a–2d in conjunction with ( )ɶI t , given 
by equation 1 and shown in Fig. 1D. Also in the figure are 
fits (dashed black lines) to the normalized total intensity 
data using, instead, equations 3a and 3b in which only an 
exchange process is permitted. Although visually it is 
clear that a flipping and exchange process provides a bet-
ter description of the time evolution of the total intensity, 
it has been argued (24) whether the two-process model is 
adequate to model the data. In order to validate our anal-
ysis, we then performed an Akaike information criterion 
(AIC) test (25). We wish to select, from among candidate 
models, the model that minimizes the information loss. 
How much information is lost by the model in equations 
2a–2d (exchange and flipping model) compared with 
equations 3a and 3b (exchange only model) can be ob-
tained by comparing their AIC values. In all cases, we 
found lower AIC values for the exchange and flipping 
model (supplemental Table S1) indicating that there is 
less information lost in the two-process (flipping and 
exchange) model compared with the one-process (only 
exchange) model. Further, we calculated the likelihood 
that the one-process model was comparable to the two-
process model in terms of information content and 
found it to be extremely low; for the 65°C data presented 
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activation energy, are very similar because their slopes are 
nearly parallel. Further aE  for exchange and for flipping  
is very similar (between 100 and 110 kJ/mol). Thermody-
namic parameters can be extracted from aE  according to 
Eyring’s transition state theory (27, 28), as implemented 
by Homan and Pownall (29) in which entropy and en-
thalpy are related as follows:

	
κ∆ −∆=

‡ ‡

*
/ /S R H RTA

T
N h

e e
RT 	

(Eq. 6)

where , ,AN h R  are Avogadro’s number, Plank’s constant, 
and the gas constant, respectively. T is temperature in Kel-
vins and κ *T  corresponds to the rate extrapolated to 37°C 
(310 K). The enthalpy is related to the activation energy by 
∆ = −‡  aH E RT  and the difference between the enthalpy,
∆ ‡  H , and the entropy term, ∆ ‡T S , is the free energy: 

∆ ∆−= ∆‡ ‡ ‡H TG S . The corresponding thermodynamic 
parameter values obtained from the activation energies are 
reported in Table 2.

DISCUSSION

The membranes of cells contain a great variety of 
lipid molecules. Such variety suggests their complex and 
unique role in cell function. A first step in directed 
functionality is the establishment of lipid composition 
differences in different membranes within the cell (2). 
Lipid functionality is further specialized by the estab-
lishment of an asymmetric distribution of lipids across 
the membranes, with its most notable example being 
the PM of mammalian cells (2). The distribution of lip-
ids, from the endoplasmic reticulum and Golgi apparatus 
where they are synthesized (30) to their target mem-
branes, is maintained by mechanisms involving vesicle 
transport pathways as well as the active and passive trans-
port by lipid transporters (2, 31–33). This distribution 
of lipids across membranes is crucial for cell homeosta-
sis (2). One of the questions of interest is the energy 
cost for this distribution. This question can be addressed, 
in part, by determining the thermodynamic energy bar-
riers and kinetic characteristics of the passive movement 
of lipids between and within membranes. These define 
the energetic baseline the cell has to overcome to reach 
a homeostatic state that is then maintained via ATP and 
non-ATP processes (14).

in Fig. 1D, the likelihood was 0.05 or, equivalently, the 
two-process model is 20 times better in describing the 
data than the one-process model, which allows us to dis-
card the one-process model. In supplemental Figs. S1 
and S2, we show similar plots corresponding to mem-
branes composed of pure DPPC, as well as a mixture of 
DPPC and DOPC (1:1). For these data, the AIC test gave 
values that were lowest for the flipping and exchange 
model; but also from the comparison between the two 
models, we could discard the only exchange model for 
having low likelihoods for comparable information con-
tent, all of which were lower than 0.05. Only for DPPC 
and DOPC (1:1) membranes at 65°C was the likelihood 
0.3, which meant that the two-process model was just 
three times better than the one-process model, and 
therefore remains a reasonable model to consider. How-
ever, overwhelmingly, the flipping and exchange model 
best described the data. The corresponding exchange 
and flip-flop rates obtained in different lipid environ-
ments at 55°C are tabulated in Table 1. Data for the 
movement of cholesterol in a pure POPC bilayer was pre-
viously published (21).

Arrhenius plots of the exchange and flip-flop rates  
of cholesterol in these lipid environments as a function 
of temperature are shown in Fig. 2. We found that the 
slowest rates are for the system with no oleoyl tails: in 
the saturated DPPC membranes. Cholesterol’s transfer 
rates in DPPC:POPC (1:1) membranes lie between those 
of DPPC membranes and DPPC and DOPC membranes. 
In comparison to our work on cholesterol movement in 
POPC membranes (21), we found that cholesterol in  
DPPC:DOPC at a 1:1 ratio behaves similarly to when the 
membrane is POPC. This suggests that, at a given satura-
tion density, cholesterol’s behavior is mostly insensitive to 
whether there are two POPC neighboring molecules or a 
DPPC molecule and a DOPC molecule. Hence only the 
average density of palmitoyl tails to oleyl tails determines 
the rates of exchange and flip-flop for cholesterol and not 
the local tail organization. Indeed, and not unexpectedly, 
it is the addition of unsaturated (oleoyl) tails to the mem-
brane that adds disorder to the membrane as simulations 
have reported (26). Increased disorder, in turn, induces 
faster mobility of cholesterol, both for exchange as well as 
flipping.

From the Arrhenius fits shown in Fig. 2, we also found 
the activation energy, aE , for flipping and for exchange. 
Because the slopes of the linear fits, representing the 

TABLE  1.  Intra- and inter-membrane diffusion rates and half-lives for cholesterol transport in vesicles composed 
of phospho choline lipids as well as PC lipids and sphingomyelin at 55°C

For T = 55°C kex (min1) t1/2, ex (min) Kf (min1) t1/2, f (min)

DPPC 0.0028 ± 0.0001 (±4%) 248 ± 10 0.0016 ± 0.0004 (±25%) 433 ± 108
DPPC:POPC 0.0081 ± 0.0005 (±6%) 86 ± 5 0.0042 ± 0.0005 (±13%) 165 ± 21
DPPC:DOPC 0.023 ± 0.002 (±9%) 30 ± 3 0.014 ± 0.004 (±29%) 50 ± 15
DPPC:2 POPC 0.013 ± 0.001 (±8%) 53 ± 4 0.007 ± 0.001 (±14%) 99 ± 14
SM: 2 POPC 0.0056 ± 0.0003 (±5%) 124 ± 6 0.00368 ± 0.001 (±27%) 188 ± 51

Saturated and unsaturated phospho choline membranes (DPPC, DPPC:POPC, DPPC:2 POPC and DPPC:DOPC) 
and unsaturated phospho choline lipids and sphingomyelin membrane (SM:2 POPC). The error is also presented 
as a percentage of the estimated value.
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Cholesterol is one example for which there is consider-
able debate regarding how fast it moves between and 
within membranes, as well as its distribution, particularly 
across membrane leaflets in the PM. Because it is known 
that the outer PM leaflet is rich in saturated lipids, it was 
expected that this leaflet would also be enriched with cho-
lesterol because it shows greater affinity for saturated 
lipids than it does for unsaturated lipids (1). However, 
measuring the distribution of cholesterol across the PM 
has not been straightforward. As recently reviewed by  
Murate and Kobayashi (34), some reports suggested that 
cholesterol was, instead, enriched in the inner leaflet of 
the PM, while other reports suggested that cholesterol was 
uniformly distributed across the PM because it flip-flops 
fast. It was not until the recent work by Liu et al. (11) that 
it was confirmed that cholesterol is asymmetrically dis-
tributed across the PM and mostly localized in the outer 
PM leaflet. Still, in the view of Liu et al. (11), as well as 
others, transporter proteins control the distribution of 
cholesterol across the PM because cholesterol’s transbi-
layer motion is considered to be fast (less than a second) 
(13, 14, 35, 36).

MD simulations offer atomistic detail of cholesterol’s 
flip-flop process in membranes. In single lipid PC mem-
brane environments, the simulations show that the trans-
bilayer motion or flip-flop of cholesterol is fast, on the 
order of nano- to milliseconds (15, 16), in apparent agree-
ment with experiments (13, 14, 35, 36). However, recent 
simulations by Bennett and Tieleman (17), using a mixed 
membrane environment composed of saturated and un-
saturated lipids as a simple model for the outer leaflet  
of the PM, showed that cholesterol flip-flop slowed down 
considerably to tens of minutes, suggesting that the lipid 

environment could also provide an additional mechanism 
to maintain leaflet asymmetry as required in the PM.

Using TR-SANS, we studied the movement of choles-
terol in PC membranes. Previously, we reported that 
cholesterol moves slowly between POPC membranes (ex-
change) as well as, and surprisingly, between membrane 
leaflets (flip-flop), both taking several tens to hundreds of 
minutes for temperatures ranging between 40°C and 60°C 
(21). Slow cholesterol flip-flop in POPC, though surprising, 
was supported by the finding that cholesterol analogues, 
the presence of extraneous compounds like cyclodextrin, 
or even the presence of a supporting surface, have a huge 
impact on lipid transbilayer motion (21,37,38). Thus, to 
study lipid movement in free-standing membranes, only 
those techniques capable of following tag-free lipid mole-
cules, nonperturbatively and in situ, like TR-SANS, can ac-
curately measure the rates for exchange and flip-flop in 
membranes.

In the current study, we set about to modifying the 
membrane environment by varying the ratio of satu-
rated tails to unsaturated tails, yet not varying the 
headgroup (PC) nor the membrane thickness (39). We 
found that the rates of exchange and flip-flop of cho-
lesterol in the membranes became gradually slower as 
the ratio of saturated (palmitoyl) to unsaturated (oleoyl) 
tails increased. The rates of cholesterol in DPPC were 
found to be approximately four times slower than in 
POPC. The behavior of cholesterol in membranes com-
posed of a 1:1 mixture of DPPC and DOPC, which pre-
served POPC’s ratio of oleoyl to palmitoyl tails, was found 
to be similar to that found in POPC membranes. Mem-
branes composed of DPPC and POPC mixtures (1:1 and 
1:2, respectively) showed rates that were between the fully 

Fig.  2.  Arrhenius plots for exchange (A) and flip-
ping (B) rates of cholesterol in vesicles composed of 
saturated lipids with varying percentages of oleoyl 
tails. In DPPC vesicles, all tails are saturated, while 
DPPC:POPC vesicles, at 1:1 ratio, contain 25% oleyl 
tails. Similarly DPPC:DOPC vesicles, at a 1:1 ratio, con-
tain 50% oleyl tails. Rates at 55°C for cholesterol in 
vesicles of DPPC:POPC and PSM:POPC at a ratio of 
1:2 (containing 33% oleoyl tails) are also shown. The 
lines through the data represent least square fits. The 
slope represents the energy of activation, aE , in each 
case.

TABLE  2.  Free energy ∆ ‡
G , the entropic term ∆ ‡

T S , and enthalpy (∆ ‡
H ) for flipping and exchange of cholesterol 

in PC membranes

For T = 55°C

∆ ‡
G  (kJ/mol) ∆ ‡

T S

 (kJ/mol) ∆ ‡
H  (kJ/mol)

Flipping Exchange Flipping Exchange Flipping Exchange

DPPC 104 ± 36 97 ± 21 9 ± 26 7 ± 15 112 ± 26 95 ± 15
DPPC:POPC 102 ± 14 98 ± 4 13 ± 10 9 ± 3 115 ± 10 109 ± 3
DPPC:DOPC 98 ± 24 96 ± 6 4 ± 17 4 ± 4 95 ± 17 92 ± 4

∆ ‡G  varies minimally in the temperature range studied (45–70°C). ∆ ‡T S  is significantly smaller than ∆ ‡H  
and ∆ ‡G , suggesting a small entropic contribution. The error corresponds to the error in activation energy aE  
obtained from the Arrhenius fit, and which is propagated to the other thermodynamic quantities.
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saturated membrane (DPPC) and the unsaturated POPC 
membrane (or equivalently, DPPC:DOPC 1:1). In like man-
ner, in DPPC:POPC 1:2 membranes, cholesterol rates were 
faster than in DPPC:POPC 1:1 membranes. That the flip-
flop and exchange rates increase as the number density of 
unsaturated lipid tails increases in the membrane is not 
surprising because unsaturation in the tail region adds dis-
order to the membrane (26). It is interesting that the rate of 
flip-flop was consistently slower than the exchange rate and 
nearly constant at ~0.5, independent of the membrane en-
vironment. As a result, the energetics for both exchange 
and flip-flop are unchanged as the membranes transformed 
from a purely saturated membrane (DPPC) to an unsatu-
rated membrane (POPC or one mimicking POPC).

As shown in Table 2, we were able to obtain the free energy 
barrier from Ea via Eyring’s transition state theory (27, 28), 
as adapted by Homan and Pownall (29). Indeed, the free 
energy barriers to exchange and to flip-flop are very simi-
lar and similar to the ones found for POPC, which are of 
order ~100kJ/mol (21). This is reasonable from the perspec-
tive that the membranes’ thickness (39) and headgroup 
region (PC) remained unchanged. In lipids, the membrane 
thickness and not the saturation level has the most signifi-
cant effect on lipid desorption and flip-flop energetics, 
as reported by Sapay, Bennett, and Tieleman (40). The 
entropic term found is small with its sign unclear given the 
size of the error bars (negative being unfavorable and 
positive being favorable). We know that there is certainly a 
favorable entropy to mix of order 2 kJ/mol (RTln2), 
which is consistent with these small values. Also, an entro-
pic conformational contribution from this rigid molecule 
may be expected to be small. We find that enthalpy is there-
fore the main contribution to the free energy. In contrast, 
MD simulations by Bennett et al. (16) found that in DPPC, 
the entropic term has a more significant contribution to the 
free energy. In the case of cholesterol desorption, the entro-
pic term is unfavorable and of the order of 80kJ/mol while 
for flip-flop it is favorable and of the order of 50kJ/mol. 
On the other hand, the enthalpy for cholesterol desorption 
is favorable and of the order of 150kJ/mol while it is unfa-
vorable for flip-flop and of the order of 70 kJ/mol. This in 
turn results in a large free energy barrier to desorb (75kJ/
mol), which is consistent with our experimental results, but 
a low energy barrier to flip-flop (25kJ/mol), which is not 
consistent with our experimental findings.

As mentioned earlier, Bennett and Tieleman (17), in 
their MD simulations study, showed a striking change in 
the flip-flop rates of cholesterol and the energy to flip 
when using a mixture of a saturated lipid and an unsatu-
rated lipid in their membranes consisting of PSM and 
POPC in a 1:1 ratio. Bennett and Tieleman (17) obtain a 
slowdown of several orders of magnitude compared to 
single lipid systems. As seen in Fig. 2 (and supplemental 
Fig. S3), our results show that the flip-flop and the ex-
change rates of cholesterol slow down in a PSM-containing 
membrane compared with a similar, but DPPC-containing 
membrane [the ratio being 1:2 saturated to unsaturated 
lipids, at 55°C, which is well above the miscibility tempera-
ture for these mixtures (19)]. However, the slow down is 

only by a factor of order 2. Slower exchange and flip-flop 
rates in the presence of PSM agrees with the report by San-
karam and Thompson (41) that suggests that PSM interacts 
more strongly through its amide group (dipolar in charac-
ter) with cholesterol’s amine polar group compared with 
DPPC’s ester linkage. Or as more recently investigated by 
Yasuda et al. (42) and Wang and Klauda (43) or previously 
reported by Brown (44), cholesterol also seems to be able 
to break PSM’s hydrogen bond network and interdigitate 
between PSM molecules more efficiently, while less so in 
DPPC. Hence, our experimental results can be explained 
by a molecular PSM-cholesterol interaction rather than a 
synergistic effect due to the mixture of PSM, POPC, and cho-
lesterol, as suggested by Bennett and Tieleman (15).

In closing, there is no doubt that MD simulations are  
an essential tool to understanding lipid behavior in mem-
branes, clearly complementing experimental work with  
atomistic structural detail as well as energies that can be 
verified by experiments (45). Indeed, this work not only 
shows that there is some agreement between experiments 
and simulations but also shows that there are still signifi-
cant differences and, therefore, there is need for this  
essential feedback loop between the two.

CONCLUSIONS

Using TR-SANS, a noninvasive in situ technique that is 
able to track the movement of unaltered lipids and sterols, 
we obtained the flip-flop and exchange rates and energet-
ics of cholesterol in PC membranes consisting of mixtures 
of saturated palmitoyl (16:0) and unsaturated oleolyl (18:1) 
tails. Starting from a fully saturated membrane (DPPC), 
we found that as the number of unsaturated (oleoyl) lipid 
tails increases in the membrane, both flip-flop and exchange 
rates of cholesterol increase. The maximum ratio of oleoyl 
tails to palmitoyl tails studied was 1:1 in a mixture of DPPC 
and DOPC. For cholesterol, this membrane environment 
was found to be equivalent to POPC, for which we had re-
ported earlier (21). The half-time for cholesterol flip-flop 
and exchange in all cases was found to be slow, taking sev-
eral tens to hundreds of minutes in the temperature range 
between 45°C and 70°C, which is well above the melting 
transition temperature of DPPC. The rate of flip-flop was 
consistently slower than the exchange rate and nearly con-
stant at 0.5, independent of the membrane environ-
ment. From the thermodynamic analysis of the rates, we 
found that the free energy barrier to move cholesterol 
across these PC membranes of similar thickness remains 
constant for both flip-flop and exchange, both at about 
100 kJ/mol. Because enthalpy and the free energy were 
found to be comparable, the entropic term is found to be 
small, which is not surprising given that cholesterol has a 
more rigid structure than PC lipids with long hydrocarbon 
tails.

Interestingly, we found that by exchanging the fully satu-
rated lipid DPPC with PSM, which have similar Tm values 
(18), we detected a slowdown in both flip-flop and exchange 
by a factor of order two. This comparison was made at 55°C, 
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well above the miscibility transition temperature of either 
mixture (19). This is explained by a well-established stron-
ger cholesterol/PSM interaction as compared with choles-
terol/DPPC (41–44). As a result, this makes cholesterol 
less likely to flip or desorb from PSM-containing mem-
branes than from DPPC-containing membranes.

Results from MD simulations studying cholesterol’s move-
ment in similar membrane environments, as reported here, 
find that cholesterol flip-flops fast, with half-times from  
the nano- to millisecond time scale (15, 16), except when the 
lipid environment consists of PSM and POPC, where the 
flip-flop process dramatically slows down by several orders 
of magnitude, from microseconds to tens of minutes, even 
when the membrane is well above the miscibility tempera-
ture for the mixture (17). This was clearly not observed in 
our experiments.

In terms of the energetic barriers to desorb and flip, MD 
simulations find that the energetic barrier for cholesterol 
to desorb from the membrane is very similar to what we 
have obtained experimentally here and previously (90 kJ/
mol for the simulations (15) and 100 kJ/mol for the experi-
ments) (21). However, the energetic barrier to flip-flop is 
significantly shallower in the simulations than what we find 
in the experiments (20 kJ/mol for the simulations and 
100 kJ/mol for the experiments) resulting in fast flip-
flop in the simulations and slow flipping in the experi-
ments (15, 21).

The study of the passive movement of lipids, as well as 
cholesterol, in different lipid environments is of interest to 
determine the energetic baseline that the cell has to over-
come to achieve lipid homeostasis (33). Though it is widely 
agreed that lipids flip slowly (several hours), cholesterol as 
well as other sterols are thought to move fast through  
a bilayer (<1 s) (13, 14, 35, 36). However, our TR-SANS 
measurements suggest that, in free-standing membranes, 
the transbilayer movement or flip-flop of cholesterol is 
much slower, taking several tens to hundreds of minutes. 
We have explored possible contributors to discrepancies 
in the reported rates from different experimental tech-
niques and have found that tagging or altering the envi-
ronment of the membrane with extraneous molecules, 
like cyclodextrin, suggest a behavior for cholesterol that is 
not found in untagged and unaltered environments (21). 
More recently, we found how defects in membrane pack-
ing induced by a supporting surface facilitate lipid flip-
flop too and methodologies that can potentially have this 
effect on membranes result in inaccurate measured rates 
(39). From the MD side, we have also suggested that the 
tendency of the simulations to accumulate cholesterol in 
the bilayer center suggests that the energy barrier to flip is 
too low (46, 47). Further, with TR-SANS, we have demon-
strated that although exchange and flip-flop are coupled, 
it is their interdependence in the movement of lipids 
between and within membranes that allows for their dis-
tinction, even when the most significant contribution in TR-
SANS comes from the exchange process as supported by 
the AIC test. Of course, when the flip-flop rates are faster 
than those of exchange, such a distinction cannot be made 
using TR-SANS, as we recently discussed (37).

Finally, we did not find an enhanced decrease in the 
flip-flop rate in membranes consisting of mixtures of satu-
rated and unsaturated lipids compared with the pure lipid 
systems, but instead found a systematic decrease in the 
rates with saturation content in the membranes. The in-
clusion of PSM does, however, have a stronger slowing ef-
fect than DPPC. Together these results suggest that lipid 
composition in membranes can play an important role 
and energetically assist in an asymmetric distribution of 
cholesterol in the PM, where most of the cholesterol is lo-
calized in the PSM-rich exocellular facing leaflet (11).

REFERENCES

	 1.	 Ohvo-Rekilä, H., B. Ramstedt, P. Leppimäki, and J. P. Slotte. 2002. 
Cholesterol interactions with phospholipids in membranes. Prog. 
Lipid Res. 41: 66–97.

	 2.	 van Meer, G., D. R. Voelker, and G. W. Feigenson. 2008. Membrane 
lipids: where they are and how they behave. Nat. Rev. Mol. Cell Biol. 
9: 112–124.

	 3.	 Ikonen, E. 2008. Cellular cholesterol trafficking and compartmen-
talization. Nat. Rev. Mol. Cell Biol. 9: 125–138.

	 4.	 Mesmin, B., and F. R. Maxfield. 2009. Intracellular sterol dynamics. 
Biochim. Biophys. Acta. 1791: 636–645.

	 5.	 Maxfield, F. R., and I. Tabas. 2005. Role of cholesterol and lipid 
organization in disease. Nature. 438: 612–621.

	 6.	 Róg, T., M. Pasenkiewicz-Gierula, I. Vattulainen, and M. Karttunen. 
2009. Ordering effects of cholesterol and its analogues. Biochim. 
Biophys. Acta. 1788: 97–121.

	 7.	 Mannock, D. A., R. N. Lewis, T. P. McMullen, and R. N. McElhaney. 
2010. The effect of variations in phospholipid and sterol structure 
on the nature of lipid-sterol interactions in lipid bilayer model 
membranes. Chem. Phys. Lipids. 163: 403–448.

	 8.	 Silvius, J. R. 2003. Role of cholesterol in lipid raft formation: 
lessons from lipid model systems. Biochim. Biophys. Acta. 1610: 
174–183.

	 9.	 Almeida, P. F. 2014. The many faces of lipid rafts. Biophys. J. 106: 
1841–1843.

	10.	 Levental, I., and S. L. Veatch. 2016. The continuing mystery of lipid 
rafts. J. Mol. Biol. 428: 4749–4764.

	11.	 Liu, S. L., R. Sheng, J. H. Jung, L. Wang, E. Stec, M. J. O’Connor, S. 
Song, R. K. Bikkavilli, R. A. Winn, D. Lee, et al. 2017. Orthogonal 
lipid sensors identify transbilayer asymmetry of plasma membrane 
cholesterol. Nat. Chem. Biol. 13: 268–274.

	12.	 Wang, T. Y., and J. R. Silvius. 2001. Cholesterol does not induce seg-
regation of liquid-ordered domains in bilayers modeling the inner 
leaflet of the plasma membrane. Biophys. J. 81: 2762–2773.

	13.	 Hamilton, J. A. 2003. Fast flip-flop of cholesterol and fatty acids in 
membranes: implications for membrane transport proteins. Curr. 
Opin. Lipidol. 14: 263–271.

	14.	 Sprong, H., P. van der Sluijs, and G. van Meer. 2001. How proteins 
move lipids and lipids move proteins. Nat. Rev. Mol. Cell Biol. 2: 
504–513.

	15.	 Bennett, W. F., J. L. MacCallum, M. J. Hinner, S. J. Marrink, and 
D. P. Tieleman. 2009. Molecular view of cholesterol flip-flop and 
chemical potential in different membrane environments. J. Am. 
Chem. Soc. 131: 12714–12720.

	16.	 Parisio, G., M. M. Sperotto, and A. Ferrarini. 2012. Flip-flop of ste-
roids in phospholipid bilayers: effects of the chemical structure on 
transbilayer diffusion. J. Am. Chem. Soc. 134: 12198–12208.

	17.	 Bennett, W. F., and D. P. Tieleman. 2012. Molecular simulation of 
rapid translocation of cholesterol, diacylglycerol, and ceramide in 
model raft and nonraft membranes. J. Lipid Res. 53: 421–429.

	18.	 Boggs, J. M. 1987. Lipid intermolecular hydrogen bonding: influ-
ence on structural organization and membrane function. Biochim. 
Biophys. Acta. 906: 353–404.

	19.	 Veatch, S. L., and S. L. Keller. 2003. Separation of liquid phases in 
giant vesicles of ternary mixtures of phospholipids and cholesterol. 
Biophys. J. 85: 3074–3083.

	20.	 Avanti Polar Lipids, Inc. 2017. Mini-Extruder Extrusion Technique. 
Accessed November 7, 2017, at https://avantilipids.com/divisions/
equipment/mini-extruder-extrusion-technique/.



The membrane environment influence on cholesterol transfer 2263

	21.	 Garg, S., L. Porcar, A. C. Woodka, P. D. Butler, and U. Perez-Salas. 
2011. Noninvasive neutron scattering measurements reveal slower 
cholesterol transport in model lipid membranes. Biophys. J. 101: 
370–377.

	22.	 Nakano, M., M. Fukuda, T. Kudo, H. Endo, and T. Handa. 2007. 
Determination of interbilayer and transbilayer lipid transfers by 
time-resolved small-angle neutron scattering. Phys. Rev. Lett. 98: 
238101.

	23.	 Allhusen, J. S., and J. C. Conboy. 2017. The ins and outs of lipid flip-
flop. Acc. Chem. Res. 50: 58–65.

	24.	 Steck, T. L., and Y. Lange. 2012. How slow is the transbilayer diffu-
sion (flip-flop) of cholesterol? Biophys. J. 102: 945–946.

	25.	 Burnham, K. P., and D. R. Anderson. 2002. Model Selection 
and Multimodel Inference: A Practical Information-Theoretic 
Approach. Springer-Verlag, New York.

	26.	 Martinez-Seara, H., T. Rog, M. Pasenkiewicz-Gierula, I. Vattulainen, 
M. Karttunen, and R. Reigada. 2008. Interplay of unsaturated 
phospholipids and cholesterol in membranes: effect of the double-
bond position. Biophys. J. 95: 3295–3305.

	27.	 Eyring, H. 1935. The activated complex in chemical reactions. J. 
Chem. Phys. 3: 107–115.

	28.	 Laidler, K. J., and M. C. King. 1983. The development of transition-
state theory. J. Phys. Chem. 87: 2657–2664.

	29.	 Homan, R., and H. J. Pownall. 1988. Transbilayer diffusion of phos-
pholipids: dependence on headgroup structure and acyl chain 
length. Biochim. Biophys. Acta. 938: 155–166.

	30.	 Fagone, P., and S. Jackowski. 2009. Membrane phospholipid syn-
thesis and endoplasmic reticulum function. J. Lipid Res. 50 (Suppl.): 
S311–S316.

	31.	 Lev, S. 2012. Nonvesicular lipid transfer from the endoplasmic re-
ticulum. Cold Spring Harb. Perspect. Biol. 4: a013300.

	32.	 Lev, S. 2010. Non-vesicular lipid transport by lipid-transfer proteins 
and beyond. Nat. Rev. Mol. Cell Biol. 11: 739–750.

	33.	 Pomorski, T. G., and A. K. Menon. 2016. Lipid somersaults: uncov-
ering the mechanisms of protein-mediated lipid flipping. Prog. Lipid 
Res. 64: 69–84.

	35.	 Steck, T. L., J. Ye, and Y. Lange. 2002. Probing red cell mem-
brane cholesterol movement with cyclodextrin. Biophys. J. 83: 
2118–2125.

	34.	 Murate, M., and T. Kobayashi. 2016. Revisiting transbilayer distri-
bution of lipids in the plasma membrane. Chem. Phys. Lipids. 194: 
58–71.

	36.	 Backer, J. M., and E. A. Dawidowicz. 1979. The rapid transmem-
brane movement of cholesterol in small unilamellar vesicles. Biochim. 
Biophys. Acta. 551: 260–270.

	37.	 Wah, B., J. M. Breidigan, J. Adams, P. Horbal, S. Garg, L. Porcar, and 
U. Perez-Salas. 2017. Reconciling differences between lipid transfer 
in free-standing and solid supported membranes: a time-resolved 
small-angle neutron scattering study. Langmuir. 33: 3384–3394.

	38.	 Marquardt, D., F. A. Heberle, T. Miti, B. Eicher, E. London, J. 
Katsaras, and G. Pabst. 2017. 1H NMR shows slow phospholipid flip-
flop in gel and fluid bilayers. Langmuir. 33: 3731–3741.

	39.	 Kučerka, N., M. P. Nieh, and J. Katsaras. 2011. Fluid phase lipid ar-
eas and bilayer thicknesses of commonly used phosphatidylcholines 
as a function of temperature. Biochim. Biophys. Acta. 1808: 2761–2771.

	40.	 Sapay, N., W. F. D. Bennett, and D. P. Tieleman. 2009. Thermo
dynamics of flip-flop and desorption for a systematic series of phos-
phatidylcholine lipids. Soft Matter. 5: 3295–3302.

	41.	 Sankaram, M. B., and T. E. Thompson. 1990. Interaction of cho-
lesterol with various glycerophospholipids and sphingomyelin. 
Biochemistry. 29: 10670–10675.

	42.	 Yasuda, T., M. Kinoshita, M. Murata, and N. Matsumori. 2014. 
Detailed comparison of deuterium quadrupole profiles between 
sphingomyelin and phosphatidylcholine bilayers. Biophys. J. 106: 
631–638.

	43.	 Wang, E., and J. B. Klauda. 2017. Examination of mixtures contain-
ing sphingomyelin and cholesterol by molecular dynamics simula-
tions. J. Phys. Chem. B. 121: 4833–4844.

	44.	 Brown, R. E. 1998. Sphingolipid organization in biomembranes: 
what physical studies of model membranes reveal. J. Cell Sci. 111: 
1–9.

	45.	 Parisio, G., A. Ferrarini, and M. M. Sperotto. 2016. Model studies 
of lipid flip-flop in membranes. Int. J. Adv. Eng. Sci. Appl. Math. 8: 
134–146.

	46.	 Garg, S., F. Castro-Roman, L. Porcar, P. Butler, P. J. Bautista, N. 
Krzyzanowski, and U. Perez-Salas. 2014. Cholesterol solubility limit 
in lipid membranes probed by small angle neutron scattering and 
MD simulations. Soft Matter. 10: 9313–9317.

	47.	 Krzyzanowski, N., L. Porcar, S. Garg, P. Butler, F. Castro-Roman, 
P. Jesus Bautista, and U. Perez-Salas. 2015. Reply to the ‘Comment 
on “Cholesterol solubility limit in lipid membranes probed by 
small angle neutron scattering and MD simulations”’ by R. Epand, 
Soft Matter, 2015, 11, DOI: 10.1039/C4SM02819H. Soft Matter. 11: 
5582–5584.


