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ABSTRACT We consider a model lipid plasma membrane, one that describes the outer leaf as consisting of sphingomyelin,
phosphatidylcholine, and cholesterol and the inner leaf of phosphatidylethanolamine, phosphatidylserine, phosphatidylcholine,
and cholesterol. Their relative compositions are taken from experiment; the cholesterol freely interchanges between leaves.
Fluctuations in local composition are coupled to fluctuations in the local membrane curvature, as in the Leibler-Andelman mech-
anism. Structure factors of components in both leaves display a peak at nonzero wavevector. This indicates that the disordered
fluid membrane is characterized by structure of the corresponding wavelength. The scale is given by membrane properties: its
bending modulus and its surface tension, which arises from the membrane’s connections to the cytoskeleton. From measure-
ments on the plasma membrane, this scale is on the order of 100 nm. We find that the membrane can be divided into two
different kinds of domains that differ not only in their composition but also in their curvature. The first domain in the outer, exo-
plasmic leaf is rich in cholesterol and sphingomyelin, whereas the inner, cytoplasmic leaf is rich in phosphatidylserine and phos-
phatidylcholine. The second kind of domain is rich in phosphatidylcholine in the outer leaf and in cholesterol and
phosphatidylethanolamine in the inner leaf. The theory provides a tenable basis for the origin of structure in the plasma mem-
brane and an illuminating picture of the organization of lipids therein.
SIGNIFICANCE The hypothesis that the plasma membrane is heterogeneous, with domains of one composition floating
in a sea of another, has overturned conventional views of this membrane. Proteins prefer one kind of domain or the other
and so are not uniformly distributed. Hence, they perform more efficiently. From experiment, the characteristic size of the
domains is thought to be �100 nm. However, there is no realistic model of these domains that explains their existence in
both leaves of the membrane, their composition, or their size. We provide such a model. In contrast to other theories, the
two kinds of domains are distinguished not only by differences in composition but also by a difference in curvature.
INTRODUCTION

The ‘‘raft’’ hypothesis of the mammalian plasma membrane
(1,2) has had an enormous impact on the way in which we
think about this membrane. The idea posits that both of
the leaves of the membrane, rather than being composition-
ally uniform, are inhomogeneous; that they are organized
into domains that are relatively enriched in some phospho-
lipids and/or cholesterol and other regions that are relatively
depleted of those lipids; that in the exoplasmic leaf, one kind
of domain is enriched in sphingomyelin and cholesterol,
whereas in the cytoplasmic leaf, it is not yet clear in which
lipids the corresponding domain is enriched; that there is a
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characteristic length scale of the domains on the order of
100 nm (3–6); and that proteins prefer one domain to the
other and, therefore, rather than being uniformly distributed
across the membrane, are concentrated in one kind of region
or the other, thus performing more efficiently. This encom-
passes the appealing idea that physical organization leads to
functional organization.

There are several theories of the physical origins of het-
erogeneous domains; they have been nicely reviewed by
Schmid (7). The idea that is probably most often cited is
that the two kinds of domains arise simply from liquid-
liquid phase separation in the two leaves (8,9). This view
is bolstered by the experimental observation of liquid-liquid
phase separation in many model membranes consisting of at
least two phospholipids and cholesterol (10). This theory,
however, must contend with at least two major problems.
First, the idea that domains originate from phase separation
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provides no explanation for a domain size on the order of
100 nm. To address this, it has been argued that domains
arise not from phase separation that actually occurs, but
rather from phase separation that would occur at a temper-
ature lower than physiological ones: that domains are the
fluctuations associated with an unseen critical point (11).
This view requires that the composition of the plasma mem-
brane be regulated in just such a way that the system is near
the critical point at such a distance that the critical fluctua-
tions are on the order of 100 nm.

Second, and most difficult for this idea, is how to account
for heterogeneous regions in the cytoplasmic leaf (12), a leaf
whose composition shows no tendency to undergo phase
separation (13). Recall that the mechanism that drives
liquid-liquid phase separation in ternary lipid mixtures is
that the acyl chains of one component, such as sphingomye-
lin, are well ordered, whereas those of a second component
with an unsaturated chain are relatively disordered. These
two components do not pack well together and can lower
their free energy by undergoing phase separation. The tran-
sition is often to coexisting liquid and gel phases. The effect
of adding to this mixture a third component, cholesterol, that
interacts more favorably with the sphingomyelin than with
the other is to increase the transition temperature (14) and
also to cause both coexisting phases to be liquid (15).
Because there is a large fraction of sphingomyelin in the
exoplasmic leaf of the plasma membrane (16), it is not sur-
prising that a symmetric bilayer whose leaves mimic the
composition of that exoplasmic leaf undergoes phase sepa-
ration (17). On the other hand, there is very little sphingo-
myelin in the cytoplasmic leaf of the plasma membrane.
Symmetric bilayers whose leaves mimic the composition
of that cytoplasmic leaf do not phase separate (13).
Although phase separation in an outer leaf can induce
such separation in the inner leaf if that leaf be sufficiently
close to separation on its own (18,19), the cytoplasmic
leaf does not seem to be near phase separation (13). Indeed,
a recent simulation showed that phase separation in the exo-
plasmic leaf had little effect on the properties of a model
cytoplasmic leaf (20).

An alternative theory for the origin of heterogeneous do-
mains posits that the system is a microemulsion. It is useful,
therefore, to remind the reader of the simplest microemul-
sion in a bulk three-dimensional system (21). One begins
with a mixture of oil and water. Assume that there is some-
what more water than oil. The system, over a large range of
temperatures, will separate into oil-rich and water-rich
phases with one interface between them. One then adds a
surfactant that reduces the interfacial tension. If enough sur-
factant is added, the interfacial tension is driven to zero, and
a new phase arises consisting of droplets of oil, coated by
surfactant, surrounded by water. In this microemulsion
phase, there is an extensive amount of interface between
oil and water. The droplets are characterized by a well-
defined length that is given simply by the relative volume
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fractions of oil, water, and surfactant. In addition, modu-
lated phases such as lamellar and hexagonal can also be
brought about by the addition of surfactant.

In the model plasma membrane, we begin with a system
of sphingomyelin, phosphatidylcholine, and cholesterol in
the outer leaf, which has a tendency to separate into two
phases with a single interface between them. Instead of add-
ing an additional component analogous to a surfactant, we
invoke the seminal work of Leibler and Andelman
(22,23). They posited that spatial variations of curvature
in the membrane would couple to the different spontaneous
curvatures of the various lipids. Lipids with positive sponta-
neous curvature would tend toward membrane regions of
positive curvature, and lipids with negative spontaneous cur-
vature would tend toward membrane regions of negative
curvature. This would tend to reduce the line tension be-
tween coexisting phases. If the coupling were sufficiently
strong, new phases would arise with extensive amounts of
interface between the two regions. Soon after, Andelman
and co-workers (24,25) showed that this coupling could
indeed bring about modulated phases, an effect that has
now been well studied (26,27). These phases exhibit a
spatial modulation of the composition with a wavelength
that is dictated not only by the membrane composition but
also by the properties of the membrane. With sb the mem-
brane surface tension and kb its bending modulus, the char-
acteristic length is on the order of (kb/sb)

1/2. It was noted by
one of us (28) that a modulated phase melts into a microe-
mulsion, a fluid with structure. Like all fluids, it is character-
ized by a correlation length, x, but it is also characterized by
a second length. This length is again the wavelength of the
modulated phase. One problem that must be addressed,
however, is how a microemulsion produced in the outer
leaf can propagate to the inner leaf.

That a heterogeneous plasma membrane might be a mani-
festation of this mechanism coupling membrane curvature
and compositional variations had been previously consid-
ered by Liu et al. (29). However, with the values of the mem-
brane parameters they employed, they concluded that the
characteristic length was much too large to describe do-
mains of the order of 100 nm. Schick (28), however, noted
that if one utilized values from Dai and Sheetz (30) for a
membrane with cytoskeleton sb ¼ 2 � 10�5 N/m ¼ 4.7 �
10�3kBT/nm

2 and kb ¼ 66kBT, then one obtains a character-
istic length of 119 nm. This was cited as a reason that this
mechanism could, indeed, account for the origin of hetero-
geneous domains. Since then, microemulsions have been
observed in model membranes as well as in cell-derived
ones (31–33). They have not always been identified as
such, however (31,32). The experiments of (33) are particu-
larly illuminating because they show that for large surface
tensions, the characteristic length of domains increased
with increasing surface tension. This is quite consistent
with predictions of the theory for the behavior of domain
size at large tensions (34). To observe a microemulsion in



A Foundation for Rafts
the plasma membrane with a characteristic size of 100 nm
would require a neutron scattering experiment. The struc-
ture factor would have a peak at a wavevector on the order
of (sb/kb)

1/2.
There has also been much theoretical progress, including

simulations of Landau modes, simulations that show what
the microemulsion domain-phase might be expected to
look like (7,35,36). The description of the plasma mem-
brane by these models is quite simplified, utilizing only
one or two order parameters. In this work, we employ a
more detailed model recently used to estimate the choles-
terol distribution between leaves (37). The model, described
more fully in the next section, considers the exoplasmic leaf
to consist of sphingomyelin (SM), palmitoyloleoylphospha-
tidylcholine (POPC), and cholesterol and the cytoplasmic
leaf to consist of palmitoyloleoylphosphatidylethanolamine
(POPE), palmitoyloleoylphosphatidylserine (POPS), POPC,
and cholesterol (see Fig. 1).

We calculate the free energy of the system up to and
including Gaussian fluctuations. From this, we find that
the structure factors of all seven components, three in the
outer and four in the inner leaf, display a peak at a nonzero
wavevector, indicating a microemulsion in both leaves. This
wavevector, approximately (s/k)1/2, provides the character-
istic length scale for the domains. In the plasma membrane,
this length scale is on the order of 100 nm. From the other 21
cross-component structure factors, a picture of the lipid
plasma domains emerges as consisting of one kind of region
enriched in the outer leaf with SM and cholesterol and en-
riched in the inner leaf with POPS and POPC. The other
kind of region is POPC rich in the outer leaf and rich in
SM POPC PO

FIGURE 1 Schematic of the
POPE and cholesterol in the inner leaf. The two kinds of re-
gion are distinguished in both leaves not only by differences
in composition but also by a difference in curvature.
THEORETICAL MODEL

We begin with a model of the plasma membrane utilized
recently (37). The exoplasmic leaf consists of NO

SM mole-
cules of SM, NO

PC molecules of POPC, and NO
C molecules

of cholesterol; the cytoplasmic leaf consists of NI
PE, N

I
PS,

NI
PC, and N

I
C molecules of POPE, POPS, POPC, and choles-

terol, respectively. It is convenient to define the mole frac-
tions in each leaf

ySMh
NO

SM

NO
tot

; yPCoh
NO

PC

NO
tot

; yCoh
NO

C

NO
tot

NO
tothNO

SM þ NO
PC þ NO

C ;

(1)

and

yPEh
NI

PE

NI
tot

; yPSh
NI

PS

NI
tot

; yPCih
NI

PC

NI
tot

; yCih
NI

C

NI
tot

NI
tothNI

PE þ NI
PS þ NI

PC þ NI
C

:

(2)

We work in an ensemble in which the areas of the leaves
are fixed and take these areas to be equal. Given that the
fractional difference in areas of the two leaves is on the or-
der of the ratio of the thickness of the plasma membrane/the
PE POPS CHOL

model plasma membrane.
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size of the cell, about 10�3, this assumption is reasonable.
We further assume that the leaves are incompressible so
that the area, A, of the leaves is determined by their compo-
sition. Denoting the area per phospholipid by a ¼ 0.7 nm2

(38) and that per cholesterol by r � a ¼ 0.42 nm2 (39),
with r ¼ 0.6, we can write the area of each leaf in terms
of the number of molecules in the outer leaf

A ¼ NO
tota½1�ð1� rÞyCo� (3)

or the inner leaf

A ¼ NI
tota½1�ð1� rÞyCi�: (4)

Thus, the number densities of particles in the outer and in-
ner leaves are

rðyCoÞ ¼ 1

a½1� ð1� rÞyCo� (5)

and

rðyCiÞ ¼ 1

a½1� ð1� rÞyCi�; (6)

respectively.
We assume that the components in the different leaves do

not interact explicitly with one another. As a consequence,
the free energy can be written

Fbi ¼
Z

d2rrðyCoÞf OðT; ySM; yPCo; yCoÞ

þ
Z

d2rrðyCiÞf IðT; yPE; yPS; yPCi; yCiÞ;
(7)

where fO and fI are free energies per particle, and T is the
temperature.

The components within each leaf interact pairwise. In the
simplest approximation, mean field, or regular solution the-
ory, the free energies per particle are given simply by inter-
action and entropy terms

f Ors ¼ f Oint þ f Oent
f Oint ¼ 6eSM;PCySMyPCo þ 6eSM;CySMyCo þ 6ePC;CyPCoyCo;

(8)

f O ¼ k T½y lnðy Þþ y lnðy Þþ y lnðy Þ�; (9)
ent B SM SM PCo PCo Co Co

and

f Irs ¼ f Iint þ f Ient
f Iint ¼ 6ePE;PCyPEyPCi þ 6ePE;CyPEyCi þ 6ePE;PSyPEyPS

þ6ePS;PCyPSyPCi þ 6ePS;CyPSyCi þ 6ePC;CyPCiyCi;

(10)
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f I ¼ kBT
�
yPElnðyPEÞ þ yPCilnðyPCiÞ
ent

þyPSlnðyPSÞ þ yCi
lnðyCiÞ

� (11)

Terms in the free energy that are linear in the component
mole fractions, such as the free energy of translation (40),
have been ignored because they affect only the absolute
values of the component chemical potentials. The e in the
above are interaction energies whose values will be assigned
later.

We now consider the contribution to the free energy from
the bending of the bilayer. On length scales that are large
compared to the bilayer thickness, this energy can be writ-
ten, in the Monge representation, as

Fbend

�
hm;HO

0 ;H
I
0

� ¼ 1

2
kOm

Z
d2r
�
V2hmðrÞ � HO

0

�2

þ1

2
kIm

Z
d2r
�
V2hmðrÞ � HI

0

�2
;

(12)

where kOm and kIm are the bending modulii of the monolayers,
HO

0 andHI
0 are their spontaneous curvatures, and h

m(r) is the
height of the bilayer midplane measured from each point r
in some external plane. We first assume that the bilayer is
flat so that V2hm ¼ 0. The bending free energy reduces to

Fbend ¼ kOm
2

Z
d2r
�
HO

0

�2 þ kIm
2

Z
d2r
�
HI

0

�2
: (13)

Thus, the total free energy is now

Fbi ¼
Z

d2r
�
rðyCoÞf OrsðT; ySM; yPCo; yCoÞ

þkOm
2

�
HO

0 ðySM; yPCo; yCoÞ
�2�

þ
Z

d2r
�
rðyCiÞf IrsðT; yPE; yPS; yPCi; yCiÞ

þkIm
2

�
HI

0ðyPE; yPS; yPCi; yCiÞ
�2�

: (14)

We must still specify the interaction energies and the
spontaneous curvatures of the two leaves. The interaction
energies can be obtained by solving exactly, via simulation,
multicomponent Ising-like lattice-gas models (41). The bi-
nary interactions within the model are adjusted until the
model reproduces experimental data, such as temperatures
of phase transitions, or specific heats. Many results from
this procedure have been collected by Almeida (42). For a
mixture of two components A and B, he denoted the inter-
action energy obtained in this manner as uAB.

In contrast to an exact numerical solution for the free en-
ergy, the regular solution free energy we employ does not



A Foundation for Rafts
contain any effect of local compositional fluctuations.
Hence, were we to employ uAB in our calculation, it would
produce a much higher transition temperature than observed
in the Ising simulation and experiment. Therefore, our bi-
nary interaction must be smaller than uAB. To obtain the cor-
rect transition temperature in our model, we must take (43)
eAB ¼ (2/3ln3)uAB z 0.6uAB. By this means, we can obtain
from Almeida (42) the interactions eSM,C/kBT ¼ �0.58 and
ePC,C/kBT ¼ 0.18. The interactions between cholesterol
and POPE or cholesterol and POPS are not in this table,
so we proceed as follows.

The interaction between cholesterol and PE is clearly quite
attractive. This is seen in the large solubility of cholesterol in
PE (0.51mole fraction) (44), and in other experiments, both in
monolayers (45–47) and bilayers (47). Further, a table of
dimensionless interactions between cholesterol and DOPE
is given in Savva andAcheampong (45). These can be directly
related to our ePE,C/kBT. From these observations, we choose
ePE,C/kBT ¼ �0.15. The interaction between cholesterol and
PS is not very attractive and is probably repulsive. This is
seen from the fact that POPS does not induce phase separation
in a ternary mixture of equal mole fractions of DOPC, POPS,
and cholesterol (48). Further, the solubility of cholesterol in
POPS is only 0.36 mole fraction (49). On this basis, we take
ePS,C/kBT ¼ 0.2.

As for the interactions between phospholipids, we assume
that unsaturated ones, being rather disordered, mix well with
one another. Hence, we set ePC,PE/kBT ¼ ePC,PS/kBT ¼
ePE,PS/kBT¼ 0. SM, on the other hand, is rather well ordered
even at 37�C, so the interaction between it and POPC is
taken to be repulsive: eSM,PC/kBT ¼ 0.3.

As to the spontaneous curvatures, a word must be said
about the sign convention. As noted earlier, the displace-
ments of the bilayer above a position r on an external plane
are denoted hm(r). If hm is arbitrarily taken to increase in the
direction from the exoplasm to the cytoplasm, then a lipid
with small headgroup and wide tails has a spontaneous cur-
vature that is negative if it is on the exoplasmic leaf. The
curvature of the same lipid is positive if it is on the cyto-
plasmic leaf. The product of the leaflets’ spontaneous curva-
tures and their bending moduli was obtained from
simulation in (37). They were found to depend on the
mole fraction of cholesterol in the leaf. In the relevant range
of cholesterol fraction, it was determined that in the exo-
plasmic leaf, the product of monolayer bending modulus
and spontaneous curvature was well fitted by the form-
kOmH
O
0

kBT
¼ ySM

ySM þ yPCo
ðaSM � bSMyCoÞ

0:25%yCo%0:6;
where, in units of nm�1, aSM ¼ 6.438, bSM ¼ 18.58,
aPOPC ¼ 1.341, and bPOPC ¼ 9.267. Note that this is simply
a mole-fraction-weighted average of the spontaneous curva-
tures of the phospholipids but with those curvatures being
dependent on the amount of cholesterol present. The contri-
bution of cholesterol to the leaflet’s spontaneous curvature is
only through its effect on the phospholipids (50); it tends to
enlarge the area taken up by their acyl chains (37).

A similar fit to the product of the monolayer bending
modulus and spontaneous curvature of the cytoplasmic
leaf was found to be

kImH
I
0

kBT
¼ �

�
yPE

yPE þ yPS þ yPCi
ðaPOPE � bPOPEyCiÞ

þ yPS
yPE þ yPS þ yPCi

ðaPOPS � bPOPSyCiÞ

þ yPCi
yPE þ yPS þ yPCi

ðaPOPC � bPOPCyCiÞ
�

0:25%yCi%0:6;

(16)
with aPOPE ¼ �3.156, bPOPE ¼ 2.71, and aPOPS ¼ �1.223,
and bPOPS ¼ 3.35, again all in nm�1.

The description of the free energy of a nonfluctuating
model membrane is now complete, but the mole fractions
of the various components that describe the mammalian
plasma membrane have not yet been specified. To do so,
we begin by noting that the free energy per particle, fO, of
the outer leaf is a function of the mole fractions ySM, yPCo,
yCo, and the free energy per particle of the inner leaf, fI, is
a function of yPE, yPS, yPCi, and yCi. However, because

1 ¼ ySM þ yPCo þ yCo (17)
and

1 ¼ yPE þ yPS þ yPCi þ yCi; (18)
only five of the seven mole fractions are independent.
Furthermore, because cholesterol can flip-flop between
leaves rapidly (51–53), the chemical potentials of the
cholesterol in the two leaves should be equal:
þ yPCo
ySM þ yPCo

ðaPOPC � bPOPCyCoÞ
(15)
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mCoðT; ySM; yPCo; yCoÞ ¼ vFðT; fNagÞ
vNO

C

¼ vFðT; fNagÞ
vNI

C

¼ mCiðT; yPE; yPS; yPCi; yCiÞ
(19)

We further restrict the state of the system to be such that
the mole fraction of the cholesterol in the bilayer, xc, be
equal to 0.4 (54). Utilizing the equality of the areas of the
two leaves as expressed in Eqs. 3 and 4, we can write

0:4 ¼ xch
NI

C þ NO
C

NI
tot þ NO

tot

¼ yCi þ yCo � 2ð1� rÞyCiyCo
2� ð1� rÞðyCi þ yCoÞ : (20)

Specification of the system is completed by requiring that
the mole fractions of SM/PC in the outer leaf be in the ratio
1:1 and the ratios of the mole fractions of PE/PS/PC be 5:3:1
(16).

Given these requirements, we find that the equilibrium
mole fractions of the various components, denoted here by
an overbar, are in the outer leaf

ySM ¼ 0:273; yPC ¼ 0:273; yCo ¼ 0:454 (21)

and in the inner leaf

yPE ¼ 0:365; yPS ¼ 0:219; yPCi ¼ 0:073; yCi ¼ 0:343:

(22)

The amount of the total cholesterol that is in the inner leaf
is 42%.

If we assume values for the bending moduli of the two
leaves, then we can obtain the spontaneous curvature of
the various molecules in the presence of the cholesterol
whose mole fractions in the two leaves are given above.
For this purpose, we assume that the bending modulus of
the two leaves are equal and equal to kb/2 ¼ 22kBT, where
the bending modulus of the bilayer, kb, is that of red blood
cells (55) Then, from Eq. 15

H0;SM ¼ kBT

km
ðaSM � bSMyCoÞ ¼ �0:091 nm�1;

and similarly; H0;PCo ¼ �0:130 nm�1

(23)

in the outer leaf. For molecules in the inner leaf, keeping in
mind the change of sign, we obtain

H0;PE ¼ 0:186 nm�1;
H0;PS ¼ 0:108 nm�1;
H0;PCi ¼ 0:083 nm�1:

(24)

With these spontaneous curvatures and the known mole
fractions of the phospholipids, their mole-fraction-weighted
contribution to the spontaneous curvatures of the two leaves,
Eqs. 15 and 16, can be calculated. For example, SM is one-
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half the phospholipid mole fraction of the outer leaf, so its
contribution to the spontaneous curvature of the outer leaf
is �0.046 nm�1. Similarly, the mole-fraction-weighted con-
tributions of the other phospholipids are PCo,�0.065 nm�1;
PE, 0.103 nm�1; PS, 0.036 nm�1; and PCi, 0.009 nm�1.
Simply adding these contributions to the outer leaf and to
the inner leaf, we obtain the spontaneous curvatures of the
leaves

HO
0 ¼ �0:111 nm�1

HI
0 ¼ 0:148 nm�1:

(25)
The total spontaneous curvature of the bilayer is then
HO

0 þ HI
0 ¼ 0.036 nm�1. This completes the review of the

model plasma membrane utilized earlier.
In this work, we extend this model free energy to include

Gaussian fluctuations about the averages calculated above
so that we can obtain the structure factors that the model
predicts. These structure factors are, of course, quite infor-
mative. We show that they provide illuminating insight
into the inhomogeneous plasma membrane.

To extend the free energy of Eq. 14, we define the devia-
tion of the mole fraction of the n component at position r
from its average value by

dynðrÞh ynðrÞ � yn: (26)
Because the mole fractions now fluctuate about their
average, we must add to the free energy the usual gradient
squared penalty for large fluctuations:

dFgs ¼
Z

d2r
b

2

X
a

ðVdyaÞ2 þ
Z

d2r
b

2

X
g

�
Vdyg

�2
; (27)
with a taking the values of the outer leaf, SM, PCo, and Co

and g the values of the inner leaf PE, PS, PCi, and Ci. We
take (56) the energy cost b ¼ 5kBT.

The contribution to the free energy, Eq. 14, from the reg-
ular solution theory is expanded to second order to give the
additional term

dFrs ¼
Z

d2r
X
a;b

1

2

v2
�
rf Ors
�

vyavyb
dyadyb

þ
Z

d2r
X
g;d

1

2

v2
�
rf Irs
�

vygvyd
dygdyd

: (28)
Similarly, the terms in Eq. 14 that are quadratic in the
spontaneous curvatures contribute
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dFbend2 ¼
Z

d2r
kOm
2

X
a;b

�
HO

0

v2HO
0

vyavyb
þ vHO

0

vya

vHO
0

vyb

�
dyadyb

þ
Z

d2r
kIm
2

X
g;d

"
HI

0

v2HI
0

vygvyd
þ vHI

0

vyg

vHI
0

vyd

#
dygdyd

:

(29)
Because the membrane’s spontaneous curvature can now
vary locally, we must permit the membrane’s local curvature
V2hm(r) to vary from being flat. Therefore, the bending en-
ergy of Eq. 12 contributes additionally

dFbend1 ¼
Z

d2r

�
kOm þ kI

2

�
V2hmðrÞ�2

�
"
kOm

X
a

vHO
0

vya
dya þ kIm

X
g

vHI
0

vyg
dyg

#
V2hmðrÞ

) : (30)
Finally, because the membrane is no longer flat, we must
include the free energy cost of the additional surface area, a
cost that arises for the most part from the membrane’s
attachment to the cytoskeleton:
exp½ � dFmemðT;A; fdyagÞ = kBT� ¼ C
Y
k

Z
dhmðkÞexp�� d~FmemðT;A; fdyag; fhmðkÞgÞ

	
kBT
�
; (36)
dFsurf ¼ sO
m þ sI

m

2

Z
d2rðVhmÞ2; (31)

where sOm and sIm are the surface tensions of the two leaves.
The total contribution of Gaussian fluctuations to the free
energy is

dFgauss2½T;A; fdyaghmðrÞ� ¼ dFgs þ dFrs þ dFbend2

þ dFbend1 þ dFsurf ; (32)

where {dya} denotes the set of the seven composition fluc-
tuations. The five terms are given in Eqs. 27, 28, 29, 30, and
31.

It is convenient at this point to express all fluctuations in
terms of the Fourier transforms

dynðrÞ ¼ A

ð2pÞ2
Z

d2kdynðkÞexpðik , rÞ

dynðkÞ ¼ 1

A

Z
d2rdynðrÞexpð�ik , rÞ;

(33)
and similarly for hm(r). We shall assume that

sO
m ¼ sI

m ¼ 1

2
sb; (34)

where we take sb ¼ 4.7 � 10�3kBT/nm
2 (30). Note that the

only terms that involve the fluctuations of the membrane
height are dFbend1 and dFsurf:

d~FmemðT;A; fdyag; fhmðkÞgÞhdFbend1 þ dFsurf

¼ A2

ð2pÞ2
Z

d2k

���
kOm þ kIm

�
2

k4 þ sb

2
k2
�
hmðkÞhmð�kÞ

þ1

2

 "
kOm

X
a

vHO
0

vya
dyað�kÞ þ kIm

X
g

vHI
0

vyg
dygð�kÞ

#
k2hmðkÞ

þcomplex conjugate

!g
;

(35)

where terms linear in the fluctuations have integrated to zero.
The contribution to the free energy from the fluctuations
in the height variable are obtained by integrating over all
values of these fluctuations:
where C is an uninteresting constant. Because the hm(k)
appear only quadratically in the free energy d~Fmem, this inte-
gration can be carried out explicitly. However, one obtains
additional insight—as well as the same result for the free en-
ergy, dFmem, up to an uninteresting constant—if we approx-
imate the integral by the method of steepest descents. This
approximates the integral by the contribution to it from
the largest value of the integrand, a value that occurs at those
hm that minimize d~Fmem. These hm(k), which dominate the
contribution of the height fluctuations to the free energy, are

hmminðk; fdyagÞ ¼ �
hP

a

vHO
0

vya
dyaðkÞ þ

P
g

vHI
0

vyg
dygðkÞ

i
½k2 þ ðsb=kbÞ� ;

(37)
where kb hkOm þ kIm. This result shows that at large wave-
vectors or short distances, ðk2 [ sb =kbÞ, the dominant
fluctuation to the local membrane curvature �k2hm(k) ap-
proaches the change in the membrane spontaneous curva-
ture resulting from the composition fluctuations. However,
at larger distances, the response of the membrane to changes
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in the spontaneous curvature is suppressed by the surface
tension. The characteristic length below which the mem-
brane can respond to changes in the spontaneous curvature
is (kb/sb)

1/2. With the values of kb ¼ 44kBT (55) and sb ¼
4.7� 10�3kBT/nm

2 (30), this length is 97 nm. This provides
an explanation for the characteristic length of domains and
is strong evidence that their origin lies in the coupling of the
local curvature of the plasma membrane to its local sponta-
neous curvature, as suggested previously (28).

We now substitute this result into d~Fmem, i.e.,

dFmemðT;A; fdyagÞzd~Fmem

�
T;A; fdyag; hmminðk; fdyagÞ:

(38)

Note that d~Fmem (Eq. 2) contain a term proportional to
h(k)h(�k), so dFmem will contain a term proportional to






P
avH

O
0

vya
dyaðkÞ þ

X
g

vHI
0

vyg
dygðkÞ







2

; (39)

which couples composition fluctuations in the inner and
outer leaves (34). We note that this coupling from the outer
to inner leaves is particularly strong because of the large
change in the spontaneous curvature of the outer leaf with
respect to changes in the SM and PC concentrations there.
This can be seen from Eq. 15 and the rather large value of
bSM, a value that reflects the fact that the change in the mem-
brane’s spontaneous curvature with changes of SM concen-
tration is significantly increased in the presence of the
membrane’s cholesterol. A similar statement applies to PC.

We next express all the other second-order contributions
to the free energy Eq. 32 in terms of the Fourier components
dyn(k). Lastly, we recall that only five of the seven compo-
sition fluctuations are independent, as expressed in Eqs. 17
and 18. This implies that

0 ¼ dySMðkÞ þ dyPCoðkÞ þ dyCoðkÞ;

0 ¼ dyPEðkÞ þ dyPSðkÞ þ dyPCiðkÞ þ dyCiðkÞ: (40)
FIGURE 2 Structure factor of the cholesterol in the outer leaf plotted

versus the dimensionless wavevector q h k(kb/sb)
1/2. The structure factor

at zero q is SCo,Co(0) ¼ 0.36.
We therefore eliminate dyPCo(k) and dyPCi(k) in terms of
the other fluctuations. We finally arrive at an expression for
the Gaussian fluctuation contribution to the free energy,
dFgauss(T, A, dySM, dyCi, dyPE, dyPS, dyCo). It can be written
compactly as

dFgauss

kBT
¼ A2

ð2pÞ2a2
Z

ad2k
X
i;j

fT
i ðkÞMijðkÞfjðkÞ; (41)

where fT
i is the row matrix

fT
i ðkÞ ¼ ð dySMðkÞ dyCoðkÞ dyPEðkÞ dyPSðkÞ dyCiðkÞ Þ;

(42)
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fj the corresponding column matrix, and Mij(k) is a 5 � 5
symmetric matrix. Its 15 independent elements are given
in the Supporting Materials and Methods.

The desired structure factors are now obtained from

SabðkÞhA

a

�
dyaðkÞdybð�kÞ�

¼ �
M�1

�
ab
ðkÞ;

(43)

where the brackets denote an ensemble average. The struc-
ture factors so obtained are a function only of the magni-
tude, k, of the wavevector, and not of its direction:
Sa,b(k) ¼ Sa,b(k).
RESULTS

We show in the next several figures results for some of the
28 correlation functions, of which 15 are independent.
Given the repulsion between SM and POPC in the outer
leaf, one expects the largest structure factors to be those
of the outer leaf. In Fig. 2, we show the structure factor of
the cholesterol in the outer leaf, SCo,Co(q). It is plotted in
terms of the dimensionless wavevector q h k(kb/sb)

1/2.
The key observation is that the peak in the structure factor

is at a nonzero value of the wavevector. This indicates that
there is structure in the disordered fluid phase of the outer
leaf of the plasma membrane, that is, it is a microemulsion.
That the peak occurs at a value of q z 7 implies that the
structure has a wavelength l ¼ (2p/q)(kb/sb)

1/2 z 87 nm.
The structure factors of the other two components in the

outer leaf, SSM,SM(k) and SPCo,PCo(k), are similar to that of
the cholesterol and display a peak at about the same nonzero
wavevector. The cross-structure factors between SM and
cholesterol show that their fluctuations are correlated,
whereas the structure factor between SM and PC and be-
tween cholesterol and PC indicates that these components
are strongly anticorrelated. These correlations also follow
the sign of the binary interactions. Thus, one kind of domain



FIGURE 3 Structure factor of the POPE in the inner leaf plotted versus

the dimensionless wavevector q h k(kb/sb)
1/2. The structure factor at

zero q is SPE,PE(0) ¼ 0.297.
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in the outer leaf consists of regions enriched in SM and
cholesterol, whereas the other is enriched in PC.

What about the inner leaf? There is a significant differ-
ence between the spontaneous curvature of POPE, with its
small headgroup, and those of the other phospholipids.
Hence, we expect the coupling of height and composition
fluctuations to tend to separate these phospholipids into
regions of characteristic size. That this supposition is cor-
rect is seen in Figs. 3 and 4, which show the structure fac-
tors of the POPE in the inner leaf, SPE,PE, and of the
cholesterol in the inner leaf, SCi,Ci. Both are plotted as a
function of the dimensionless wavevector q. Again, the
structure factors show a peak at a nonzero wavevector.
Those of the other two components, SPS,PS and SPCi,PCi,
are similar.

These structure factors clearly show that the inner leaflet
is a microemulsion because their peaks are at a nonzero
wavevector, indicating that the disordered fluid nevertheless
has structure. From the cross-structure factors, we infer that
there are two regions in the inner leaf: one rich in POPC and
POPS and the other rich in POPE and cholesterol. Given the
interactions between cholesterol and the other phospho-
lipids, this is not surprising.
FIGURE 4 Structure factor of the cholesterol in the inner leaf plotted

versus the dimensionless wavevector q h k(kb/sb)
1/2. The structure factor

at zero q is SCi,Ci(0) ¼ 0.302.
To obtain a measure of how large the composition fluctu-
ations are, it is instructive to consider the quantity

Dyah

(
1

A

Z
d2r

"
hyað0ÞyaðrÞi � hyai2

hyai2
#
cosðkmax , rÞ

)1=2

¼
(
Sa;aðkmaxÞ
ð<ya > Þ2

)1=2

;

(44)
where the brackets denote an ensemble average, and kmax is
the wavevector at which the maximum in the structure factor
occurs for the component a. We find that this measure varies
from DCo ¼ 1.5 to DPCo ¼ 9.3 in the outer leaf and from
DPE ¼ 1.5 to DPCi ¼ 4.8 in the inner leaf. Thus, the differ-
ences in composition between the two regions are large; that
is, the distribution of compositions is characterized by a
variance that is larger than its mean.

The question now arises as to how the domains in the in-
ner and outer leaves are correlated. This is answered by
examining the structure factor of components in different
leaves. Recall that there are no direct interactions between
components of the inner and outer leaves, so their correla-
tions are not a priori obvious. However, the chemical po-
tential of the cholesterol has been enforced to be equal in
the two leaves, reflecting its rapid flip-flop between them.
Thus, the cholesterol provides one source of correlation be-
tween leaves. Indeed, the structure factor SCo,Ci, presented
in Fig. 5, shows that these fluctuations are anticorrelated.
This makes sense because a fluctuation of cholesterol
from the inner leaf augmenting the SM region in the outer
leaf leaves behind a deficit in the leaf below. Given this
anticorrelation between cholesterol in the two leaves and
the known correlations of the phospholipids with choles-
terol in the two leaves, then, were this the only source of
interleaf correlation, that between phospholipids in the in-
ner and outer leaves could be anticipated. There are other
sources of interleaf correlation, however. In particular, we
FIGURE 5 Structure factor between the cholesterol in the inner and outer

leaves plotted versus the dimensionless wavevector q h k(kb/sb)
1/2. The

structure factor at zero wavevector is SCo,Ci(0) ¼ 0.
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FIGURE 6 Structure factor between the SM in the outer leaf and the

POPS in the inner leaf is plotted versus the dimensionless wavevector q

h k(kb/sb)
1/2. The structure factor at zero wavevector is SSM,PS(0) ¼ 0.
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have noted that the interaction between the membrane and
the composition-dependent spontaneous curvature couples
the fluctuations in both leaves. Another cross correlation,
that between SM in the outer leaf and POPS in the inner
leaf, is shown in Fig. 6.

By examining all interleaf structure factors, we find that
one kind of domain consists of regions enhanced in SM
and cholesterol in the outer leaf and enhanced in PS and
PC in the inner leaf. The other domain is enriched in PC
in the outer leaf and PE and cholesterol in the inner leaf.
This configuration is illustrated schematically in Fig. 7.

Because of the fluctuations in composition, dya, the spon-
taneous curvatures of the two domains will be changed, and
this will tend to change the local membrane curvature at
these domains. In particular, one would expect that the
domain in which the PE is enriched in the inner leaf will ac-
quire a positive curvature and, consequently, that the local
membrane curvature of that domain will be positive. As a
simplified illustrative example, assume that this domain is,
FIGURE 7 Schematic illustration of the correlated fluctuations of the compone

the same as in Fig. 1.
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in its inner leaf, enriched in PE by an amount dy and
depleted in PS by the same amount. In its outer leaf, let it
be enriched in PC by dy and depleted of SM by the same
amount. Then, from the mole-fraction-weighted sponta-
neous curvatures obtained earlier, we see that the change
in spontaneous curvature of this domain is (0.103 �
0.036 � 0.065 þ 0.046)dy nm�1 or 0.048dy nm�1. There-
fore, the local curvature at that domain will indeed be pos-
itive as expected and as depicted in Fig. 7. Similarly, the
other domain, rich in SM and depleted of PC in the outer
leaf and enriched in PS and depleted of PE in the inner
leaf, will have a spontaneous curvature of equal and oppo-
site sign, �0.048dy nm�1. The local membrane curvature
at that domain will tend to be negative, as depicted in the
figure. Note that nothing can be said directly about the mem-
brane thickness of the two domains because the theory does
not contain the membrane thickness explicitly. It appears
only implicitly as one obtains the compositions of the do-
mains and independently knows about the structure of these
components.

Given the structure factors obtained above, one could take
their Fourier transforms to obtain real-space correlation
functions. These are not very informative, however, because
the structure factors result from averages not only over the
directions of the wavevector but, more importantly, over
the ensemble of states. Although the microemulsion con-
tains internal structure, it still is a disordered fluid. Conse-
quently, most of the evidence of its structure in real space
is lost in the averaging. More informative about the internal
structure are ‘‘snapshots’’ from simulations that are real-
space images of a single configuration as opposed to an
average over configurations. Snapshots such as these are
found in Shlomovitz et al. (35), obtained from a Landau
model that is much simpler than that investigated here. A
large-scale simulation of the plasma membrane has been
nts of the membrane and its spatial configuration. The key to the symbols is
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carried out (57), but because it did not include height fluctu-
ations of the membrane, no microemulsion brought about by
the mechanism discussed in this work would have been
produced.
DISCUSSION

We have employed a recent model (37) of the plasma
membrane that consists of the three principle lipids in
the exoplasmic leaf and four principle lipids in the cyto-
plasmic leaf and calculated its free energy up to Gaussian
fluctuations. Composition fluctuations are coupled to
height fluctuations of the membrane. The principal result
of this work is that the structure factors of all seven of
the components in the two leaves are characterized by a
peak at a nonzero wavevector. This clearly show that
both leaves of this model membrane are in a disordered
liquid, microemulsion phase; that is, a liquid phase with
fluctuating internal structure characterized by a well-
defined length. We have shown that the model membrane
displays two kinds of domains: one rich in SM and choles-
terol in the outer leaf and PS and PC in the inner leaf, the
other rich in PC in the outer leaf and in PE and cholesterol
in the inner leaf. That PS in the inner leaf should be corre-
lated with SM in the outer leaf has been hypothesized by
the Mayor group (58,59).

That the model membrane is a microemulsion is a result
that is robust independent of the binary interactions. This is
so because the microemulsion results from the coupling of
the composition fluctuations to the fluctuations of the mem-
brane height. To verify this, we have repeated the calcula-
tion setting all binary interactions to zero. As a
consequence, the cholesterol is equally distributed between
the leaves. The structure factors of all seven components
still display a peak at a nonzero wavevector. In the absence
of interactions, the entropy anticorrelates regions that are
rich in one of the components; e.g., in the outer leaf, there
are three kinds of regions, one rich in SM, one in POPC,
and one in cholesterol. The effect of the binary interactions
is to cause the cholesterol and sphingomyelin to be enriched
in the outer leaf of one region and the PC to be enriched in
the other. Similarly, the interactions cause the cholesterol
and PE to be enriched in one region and the PC and PS to
be enriched in the other. To restate this, the appearance of
a microemulsion in both the inner and outer leaves does
not depend upon the binary interactions. However, that there
are only two different kinds of domains and that their phos-
pholipid composition is as we have found does depend upon
those interactions.

The theory employed neatly addresses the two major
problems encountered in other theories. First is the exis-
tence of a characteristic length of the internal structure,
on the order of (kb/sb)

1/2, that arises from the properties
of the membrane whose height fluctuations are coupled
to the concentration fluctuations of the components. As
noted above, with kb ¼ 44kBT (55) and sb ¼ 4.7 �
10�3kBT/nm

2 (30), this length is 97 nm, in accord with ex-
periments (3–6). This feature of the theory points to the
importance of the presence of the cytoskeleton in bringing
about rafts of this particular size. Second is the question of
how heterogeneous domains arise in both leaves of the
membrane, given that essentially all lipids in the inner
leaf are unsaturated. In this theory, however, lipids are
not distinguished and separated by their differences in de-
grees of unsaturation, but by differences in their sponta-
neous curvatures. In the plasma membrane, lipids in
both leaves have significant differences from one another
in their spontaneous curvatures.

The underlying theory is an experimentally testable
one. Indeed, some of its predictions have been confirmed,
such as the behavior of the characteristic domain size with
temperature and surface tension at large tensions. It would
be of interest in this experiment (33) or others (31) to
change at least one of the components and thus the spon-
taneous curvature. One expects that as the difference in
spontaneous curvatures of the components increases, the
characteristic domain size decreases (28). Experiments
on asymmetric membranes (60) would, of course, also
be very informative. The theory presented here has not
yet been applied explicitly to experimental symmetric
model membranes, ones without a cytoskeleton but with
a significant coupling between leaves (61,62). It would
also be of great interest to incorporate the coupling of
membrane and concentration fluctuations that are at the
heart of the Leibler-Andelman mechanism into computer
simulations.

In conclusion, we have examined a recent model of a
lipid plasma membrane, one with reasonable compositions
and elastic properties, and have shown that at biological
temperatures, it exhibits a microemulsion in both leaves
and have explicated their compositions and curvatures.
Our results thereby provide a rational basis for the concept
of an inhomogeneous plasma membrane, one exhibiting
‘‘rafts.’’
SUPPORTING MATERIAL

Supporting Material can be found online at https://doi.org/10.1016/j.bpj.

2020.01.004.
AUTHOR CONTRIBUTIONS

All authors contributed equally to this work.
ACKNOWLEDGMENTS

We thank A. Sodt for unpublished data concerning the effect of cholesterol

on the spontaneous curvature of phospholipid mixtures. The comments of

the anonymous referees were stimulating and useful, as was correspon-

dence with Richard Epand and Patricia Bassereau. We are indebted to
Biophysical Journal 118, 1019–1031, March 10, 2020 1029

https://doi.org/10.1016/j.bpj.2020.01.004
https://doi.org/10.1016/j.bpj.2020.01.004


Allender et al.
Michael Wortis for a very useful conversation. One of us (M.S.) acknowl-

edges rewarding interactions with S. Holcomb.
REFERENCES

1. Simons, K., and E. Ikonen. 1997. Functional rafts in cell membranes.
Nature. 387:569–572.

2. Lingwood, D., and K. Simons. 2010. Lipid rafts as a membrane-orga-
nizing principle. Science. 327:46–50.

3. Simson, R., B. Yang, ., K. A. Jacobson. 1998. Structural mosaicism
on the submicron scale in the plasma membrane. Biophys. J. 74:297–
308.

4. Pike, L. J. 2003. Lipid rafts: bringing order to chaos. J. Lipid Res.
44:655–667.

5. Lenne, P. F., L. Wawrezinieck,., D. Marguet. 2006. Dynamic molec-
ular confinement in the plasma membrane by microdomains and the
cytoskeleton meshwork. EMBO J. 25:3245–3256.

6. Pinaud, F., X. Michalet, ., S. Weiss. 2009. Dynamic partitioning of a
glycosyl-phosphatidylinositol-anchored protein in glycosphingolipid-
rich microdomains imaged by single-quantum dot tracking. Traffic.
10:691–712.

7. Schmid, F. 2017. Physical mechanisms of micro- and nanodomain for-
mation in multicomponent lipid membranes. Biochim. Biophys. Acta
Biomembr. 1859:509–528.

8. Schroeder, R., E. London, and D. Brown. 1994. Interactions between
saturated acyl chains confer detergent resistance on lipids and glycosyl-
phosphatidylinositol (GPI)-anchored proteins: GPI-anchored proteins
in liposomes and cells show similar behavior. Proc. Natl. Acad. Sci.
USA. 91:12130–12134.

9. Simons, K., and M. J. Gerl. 2010. Revitalizing membrane rafts: new
tools and insights. Nat. Rev. Mol. Cell Biol. 11:688–699.

10. Veatch, S. L., and S. L. Keller. 2005. Seeing spots: complex phase
behavior in simple membranes. Biochim. Biophys. Acta. 1746:172–
185.

11. Machta, B. B., S. Papanikolaou,., S. L. Veatch. 2011. Minimal model
of plasma membrane heterogeneity requires coupling cortical actin to
criticality. Biophys. J. 100:1668–1677.

12. Devaux, P. F., and R. Morris. 2004. Transmembrane asymmetry and
lateral domains in biological membranes. Traffic. 5:241–246.

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

14. Prigogine, I., and R. Defay. 1954. Chemical Thermodynamics, Ch. 16.
Longmans Green and Co., London, UK.

15. Veatch, S. L., and S. L. Keller. 2002. Organization in lipid membranes
containing cholesterol. Phys. Rev. Lett. 89:268101.

16. Zachowski, A. 1993. Phospholipids in animal eukaryotic membranes:
transverse asymmetry and movement. Biochem. J. 294:1–14.

17. Silvius, J. R. 2003. Fluorescence energy transfer reveals microdomain
formation at physiological temperatures in lipid mixtures modeling the
outer leaflet of the plasma membrane. Biophys. J. 85:1034–1045.

18. Collins, M. D., and S. L. Keller. 2008. Tuning lipid mixtures to induce
or suppress domain formation across leaflets of unsupported asym-
metric bilayers. Proc. Natl. Acad. Sci. USA. 105:124–128.

19. Kiessling, V., J. M. Crane, and L. K. Tamm. 2006. Transbilayer effects
of raft-like lipid domains in asymmetric planar bilayers measured by
single molecule tracking. Biophys. J. 91:3313–3326.

20. Weiner, M. D., and G. W. Feigenson. 2019. Molecular dynamics sim-
ulations reveal leaflet coupling in compositionally asymmetric phase-
separated lipid membranes. J. Phys. Chem. B. 123:3968–3975.

21. Gompper, G., and M. Schick. 1994. Self-Assembling Amphiphilic Sys-
tems. Academic Press, San Diego.

22. Leibler, S. 1986. Curvature instability in membranes. J. Phys. (Paris).
47:507–516.
1030 Biophysical Journal 118, 1019–1031, March 10, 2020
23. Leibler, S., and D. Andelman. 1987. Ordered and curved meso-struc-
tures in membranes and amphiphilic films. J. Phys. (Paris). 48:2013–
2018.

24. Kawakatsu, T., D. Andelman,., T. Taniguchi. 1993. Phase transitions
and shapes of two component membranes and vesicles i: strong segre-
gation limit. J. Phys. II France. 3:971–997.

25. Taniguchi, T., K. Kawasaki, ., T. Kawakatsu. 1994. Phase transitions
and shapes of two component membranes and vesicles ii: weak segre-
gation limit. J. Phys. II France. 4:1333–1362.

26. Sunil Kumar, P. B., G. Gompper, and R. Lipowsky. 1999. Modulated
phases in multicomponent fluid membranes. Phys. Rev. E Stat. Phys.
Plasmas Fluids Relat. Interdiscip. Topics. 60:4610–4618.

27. Hirose, Y., S. Komura, and D. Andelman. 2012. Concentration fluctu-
ations and phase transitions in coupled modulated bilayers. Phys. Rev.
E Stat. Nonlin. Soft Matter Phys. 86:021916.

28. Schick, M. 2012. Membrane heterogeneity: manifestation of a curva-
ture-induced microemulsion. Phys. Rev. E Stat. Nonlin. Soft Matter
Phys. 85:031902.

29. Liu, J., S. Qi, ., A. K. Chakraborty. 2005. Phase segregation on
different length scales in a model cell membrane system. J. Phys.
Chem. B. 109:19960–19969.

30. Dai, J., and M. P. Sheetz. 1999. Membrane tether formation from bleb-
bing cells. Biophys. J. 77:3363–3370.

31. Konyakhina, T. M., S. L. Goh,., G. W. Feigenson. 2011. Control of a
nanoscopic-to-macroscopic transition: modulated phases in four-
component DSPC/DOPC/POPC/Chol giant unilamellar vesicles. Bio-
phys. J. 101:L8–L10.

32. Goh, S. L., J. J. Amazon, and G. W. Feigenson. 2013. Toward a better
raft model: modulated phases in the four-component bilayer, DSPC/
DOPC/POPC/CHOL. Biophys. J. 104:853–862.

33. Cornell, C. E., A. D. Skinkle, ., S. L. Keller. 2018. Tuning length
scales of small domains in cell-derived membranes and synthetic
model membranes. Biophys. J. 115:690–701.

34. Schick, M. 2018. Strongly correlated rafts in both leaves of an asym-
metric bilayer. J. Phys. Chem. B. 122:3251–3258.

35. Shlomovitz, R., L. Maibaum, and M. Schick. 2014. Macroscopic phase
separation, modulated phases, and microemulsions: a unified picture of
rafts. Biophys. J. 106:1979–1985.

36. Luo, Y., and L. Maibaum. 2018. Phase diagrams of multicomponent
lipid vesicles: effects of finite size and spherical geometry. J. Chem.
Phys. 149:174901.

37. Allender, D. W., A. J. Sodt, and M. Schick. 2019. Cholesterol-depen-
dent bending energy is important in cholesterol distribution of the
plasma membrane. Biophys. J. 116:2356–2366.

38. Hung, W.-C., M.-T. Lee,., H. W. Huang. 2007. The condensing effect
of cholesterol in lipid bilayers. Biophys. J. 92:3960–3967.

39. Phillips, M. 1971. The physical state of phospholipids and cholesterol
in monolayers, bilayers, and membranes. Prog. Surf. Membrane Sci.
5:139–222.

40. Uline, M. J., G. S. Longo, ., I. Szleifer. 2010. Calculating partition
coefficients of chain anchors in liquid-ordered and liquid-disordered
phases. Biophys. J. 98:1883–1892.

41. Almeida, P. F. 2019. How to determine lipid interactions in membranes
from experiment through the ising model. Langmuir. 35:21–40.

42. Almeida, P. F. 2009. Thermodynamics of lipid interactions in complex
bilayers. Biochim. Biophys. Acta. 1788:72–85.

43. Giang, H., and M. Schick. 2014. How cholesterol could be drawn to the
cytoplasmic leaf of the plasma membrane by phosphatidylethanol-
amine. Biophys. J. 107:2337–2344.

44. Huang, J., J. T. Buboltz, and G. W. Feigenson. 1999. Maximum solu-
bility of cholesterol in phosphatidylcholine and phosphatidylethanol-
amine bilayers. Biochim. Biophys. Acta. 1417:89–100.

45. Savva, M., and S. Acheampong. 2009. The interaction energies of
cholesterol and 1,2-dioleoyl-sn-glycero-3-phosphoethanolamine in

http://refhub.elsevier.com/S0006-3495(20)30026-6/sref1
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref1
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref2
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref2
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref3
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref3
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref3
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref4
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref4
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref5
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref5
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref5
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref6
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref6
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref6
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref6
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref7
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref7
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref7
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref8
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref8
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref8
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref8
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref8
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref9
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref9
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref10
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref10
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref10
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref11
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref11
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref11
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref12
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref12
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref13
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref13
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref13
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref14
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref14
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref15
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref15
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref16
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref16
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref17
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref17
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref17
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref18
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref18
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref18
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref19
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref19
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref19
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref20
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref20
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref20
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref21
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref21
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref22
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref22
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref23
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref23
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref23
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref24
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref24
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref24
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref25
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref25
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref25
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref26
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref26
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref26
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref27
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref27
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref27
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref28
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref28
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref28
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref29
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref29
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref29
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref30
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref30
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref31
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref31
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref31
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref31
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref32
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref32
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref32
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref33
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref33
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref33
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref34
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref34
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref35
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref35
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref35
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref36
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref36
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref36
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref37
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref37
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref37
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref38
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref38
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref39
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref39
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref39
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref40
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref40
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref40
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref41
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref41
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref42
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref42
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref43
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref43
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref43
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref44
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref44
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref44
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref45
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref45


A Foundation for Rafts
spread mixed monolayers at the air-water interface. J. Phys. Chem. B.
113:9811–9820.

46. Grzybek, M., J. Kubiak,., A. F. Sikorski. 2009. A raft-associated spe-
cies of phosphatidylethanolamine interacts with cholesterol compa-
rably to sphingomyelin. A Langmuir-Blodgett monolayer study.
PLoS One. 4:e5053.

47. Shaikh, S. R., M. R. Brzustowicz,., S. R. Wassall. 2002. Monounsat-
urated PE does not phase-separate from the lipid raft molecules sphin-
gomyelin and cholesterol: role for polyunsaturation? Biochemistry.
41:10593–10602.

48. Maekawa, M., and G. D. Fairn. 2015. Complementary probes reveal
that phosphatidylserine is required for the proper transbilayer distribu-
tion of cholesterol. J. Cell Sci. 128:1422–1433.

49. Bach, D., E. Wachtel, ., R. M. Epand. 1992. Phase behaviour of het-
eroacid phosphatidylserines and cholesterol. Chem. Phys. Lipids.
63:105–113.

50. Sodt, A. J., R. M. Venable,., R. W. Pastor. 2016. Nonadditive compo-
sitional curvature energetics of lipid bilayers. Phys. Rev. Lett.
117:138104.

51. Lange, Y., J. Dolde, and T. L. Steck. 1981. The rate of transmembrane
movement of cholesterol in the human erythrocyte. J. Biol. Chem.
256:5321–5323.

52. M€uller, P., and A. Herrmann. 2002. Rapid transbilayer movement of
spin-labeled steroids in human erythrocytes and in liposomes. Biophys.
J. 82:1418–1428.
53. Steck, T. L., J. Ye, and Y. Lange. 2002. Probing red cell membrane
cholesterol movement with cyclodextrin. Biophys. J. 83:2118–2125.

54. vanMeer, G. 2011. Dynamic transbilayer lipid asymmetry.Cold Spring
Harb. Perspect. Biol. 3:a004671.

55. Evans, E. A. 1983. Bending elastic modulus of red blood cell mem-
brane derived from buckling instability in micropipet aspiration tests.
Biophys. J. 43:27–30.

56. Dan, N., and S. A. Safran. 1998. Effect of lipid characteristics on the
structure of transmembrane proteins. Biophys. J. 75:1410–1414.

57. Ingólfsson, H. I., M. N. Melo, ., S. J. Marrink. 2014. Lipid organiza-
tion of the plasma membrane. J. Am. Chem. Soc. 136:14554–14559.

58. Raghupathy, R., A. A. Anilkumar, ., S. Mayor. 2015. Transbilayer
lipid interactions mediate nanoclustering of lipid-anchored proteins.
Cell. 161:581–594.

59. Skotland, T., and K. Sandvig. 2019. The role of PS 18:0/18:1 in mem-
brane function. Nat. Commun. 10:2752.

60. Lin, Q., and E. London. 2014. Preparation of artificial plasma mem-
brane mimicking vesicles with lipid asymmetry. PLoS One. 9:e87903.

61. Putzel, G. G., M. J. Uline, ., M. Schick. 2011. Interleaflet coupling
and domain registry in phase-separated lipid bilayers. Biophys. J.
100:996–1004.

62. Blosser, M. C., A. R. Honerkamp-Smith,., S. L. Keller. 2015. Trans-
bilayer colocalization of lipid domains explained via measurement of
strong coupling parameters. Biophys. J. 109:2317–2327.
Biophysical Journal 118, 1019–1031, March 10, 2020 1031

http://refhub.elsevier.com/S0006-3495(20)30026-6/sref45
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref45
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref46
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref46
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref46
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref46
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref47
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref47
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref47
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref47
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref48
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref48
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref48
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref49
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref49
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref49
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref50
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref50
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref50
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref51
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref51
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref51
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref52
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref52
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref52
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref52
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref53
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref53
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref54
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref54
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref55
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref55
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref55
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref56
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref56
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref57
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref57
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref58
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref58
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref58
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref59
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref59
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref60
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref60
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref61
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref61
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref61
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref62
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref62
http://refhub.elsevier.com/S0006-3495(20)30026-6/sref62

	Model Plasma Membrane Exhibits a Microemulsion in Both Leaves Providing a Foundation for “Rafts”
	Introduction
	Theoretical Model
	Results
	Discussion
	Supporting Material
	Author Contributions
	Acknowledgments
	References


