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Calculating Partition Coefficients of Chain Anchors in Liquid-Ordered
and Liquid-Disordered Phases
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ABSTRACT We calculate partition coefficients of various chain anchors in liquid-ordered and liquid-disordered phases utilizing
a theoretical model of a bilayer membrane containing cholesterol, dipalmitoyl phosphatidylcholine, and dioleoylphosphatidylcho-
line. The partition coefficients are calculated as a function of chain length, degree of saturation, and temperature. Partitioning
depends on the difference between the lipid environments of the coexisting phases in which the anchors are embedded. Conse-
quently, the partition coefficient depends on the nature of the anchor, and on the relative compositions of the coexisting phases.
We find that saturated anchors prefer the denser liquid-ordered phase, and that the fraction of anchors in the liquid-ordered
phase increases with increasing degree of saturation of the anchors. The partition coefficient also depends upon the location
of the double bonds. Anchors with double bonds closer to the middle of the chain have a greater effect on partitioning than those
near the end. Doubling the number of saturated chains increases the partitioning into the liquid-ordered phase for tails that are
nearly as long or longer than those comprising the bilayer. Partitioning of such chains increases with decreasing temperature,
indicating that energy considerations dominate entropic ones. In contrast, partitioning of shorter chains increases with increasing
temperature, indicating that entropic considerations dominate.

INTRODUCTION

One of the most interesting, and controversial, models of
biological membranes posits that they are not composition-
ally homogeneous, but that aggregates of saturated lipids
and cholesterol float, like rafts, in a sea of unsaturated lipids
(1-6). A further hypothesis is that the rafts and the sea are in
fact domains of two coexisting phases denoted liquid-
ordered (lo) and liquid-disordered (Id), respectively (7).
Coexistence of two liquid phases is, indeed, commonly
observed in model membranes that consist of a ternary
mixture of saturated and unsaturated lipids and cholesterol
(8). One reason for the great interest in this picture is that
an inhomogeneous membrane would provide a substrate
within which different proteins would be enriched, either
in the rafts or in the sea, thereby increasing their efficacy.
This enrichment follows from the different hydrocarbon
chains that anchor many membrane proteins: extracellular
anchors attached to the membrane via a glycophosphatidyli-
nositol anchor that bury two such chains into the noncyto-
plasmic monolayer, intracellular anchors attached to the
cytoplasmic monolayer by means of a single chain often
derived from saturated myristic or palmitic acid, or from a
bulky and unsaturated prenyl group. Presumably saturated
anchors prefer the environment of the raft (i.e., liquid-
ordered phase), rich as it is in saturated lipids, whereas
unsaturated and/or otherwise bulky anchors prefer the envi-
ronment of the sea of unsaturated lipids (i.e., liquid-disor-
dered phase). To test this hypothesis, systems of lipids and
lipidated peptides have been studied to determine the effect
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of lipid chain length, degree of unsaturation, etc., on the
peptides’ partition coefficient, i.e., the ratio of their concen-
tration in the lo phase to that in the coexisting Id phase
(9-15). These studies have found that the partitioning into
the lo phase is greatest for saturated multichain anchors.
The partitioning increases with increasing degree of satura-
tion and/or number of saturated chains. The results also
indicate that temperature has a greater effect on the partition-
ing of longer carbon chain anchors (16).

As intriguing as the phase-separation hypothesis is for
understanding the heterogeneity of biological membranes,
there are several competing theories. (Two excellent reviews
on this topic can be found in Hancock (17) and Semrau and
Schmidt (18) and their cited references.) One suggestion is
that rafts be identified with the fluctuations that arise in a
ternary fluid mixture that contains an interfacially active
agent, as in a microemulsion (17,19,20). Another arises
from a recent experiment (21), which suggests that mem-
branes could be close to a miscibility critical point. This
would imply the existence of strong composition fluctuations
within the system: fluctuations that could be identified as
rafts. The existence of a critical point suggests another possi-
bility. Suppose that the system were in a one-phase region,
say the 1d phase, but not far from Id-lo coexistence. If an
array of proteins that favored the lo phase were introduced
into the system, then it is likely that they would induce a
wetting transition at coexistence. In fact, before the misci-
bility critical point is reached along coexistence, such a
transition has to occur according to Cahn’s well-known argu-
ment (22,23). Off of coexistence, there would be a region of
lo-like fluid surrounding any such protein. This is a region in
which the radius would be finite, because the system is off of
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coexistence (so that the lo phase is not thermodynamically
stable), and because the proteins are not in an array (24)
(i.e., they occur as monomers or in small clusters). There
are also dynamic models of raft formation (25) that, biolog-
ically, take recycling and diffusion into account.

Given this controversy on the nature and existence of rafts,
it would be very useful to calculate the partition coefficient
within the phase separation hypothesis and a model system,
and to determine its variation with the architecture of the
anchor. To do so, of course, requires not only a reasonable
description of the anchors, but also a model that produces co-
existing liquid-ordered and liquid-disordered phases. Such
a model would be comprised of a minimum of three compo-
nents: saturated lipids, unsaturated lipids, and cholesterol.
We have carried out such a program. The partition coeffi-
cients are calculated as a function of chain length, degree
of saturation, and temperature. Perhaps our most important
observation is model-independent: that the partitioning
depends strongly on the lipid environment in which the
anchors come into contact, and therefore the partition coeffi-
cient depends not only on the nature of the anchor, but, for
a given anchor, must also depend on the overall composition
of the system. This composition determines the difference in
concentrations of the components in the coexisting lo and 1d
phases. Such differences can be infinitesimal, such as at a
critical point (21,26). In this case, the partition coefficient
must be unity, or the differences between lo and 1d phases
can be large (in which case, the partition coefficient may
differ substantially from unity).

From our theoretical model-membrane system, we report
calculated partition coefficients for single chains of various
lengths and saturation and for a few cases of double-chained
molecules. The results reproduce the observations that parti-
tion coefficients increase with chain length and degree of
saturation. They also predict that variation of the length of
the anchors, which are short compared with those making
up the bilayer, has little effect on the partition coefficient,
and that double bonds located near the ends of chains have
less effect than those near the middle.

MODEL TERNARY SYSTEM

We consider a fluid, planar, symmetric lipid bilayer of
thickness L. This is composed of a ternary system of choles-
terol, a lipid with two saturated hydrocarbon chains of 16
carbons, C16:0, such as dipalmitoylphosphatidylcholine
(DPPC), and a lipid with two monounsaturated hydrocarbon
chains of 18 carbons, C18:1, such as dioleoylphosphatidyl-
choline (DOPC). The chains are described by Flory’s Rota-
tional Isomeric States Model (27,28) in which each CH,
group is in one of three configurations: the lowest energy
trans, or the gauche-plus or the gauche-minus (both of which
are of an energy, 500 cal/mol, greater than that of the frans
configuration). These states are thermally populated. There
are N molecules of which a fraction, x., is cholesterol; x,,
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saturated lipid; and x,, unsaturated lipid. When necessary,
we indicate molecules in the inner leaflet by a subscript
(in) and those in the outer leaflet by (0). We treat separately
the contributions to the free energy arising from the lipid
hydrocarbon chains and from the polar headgroups. From
our mean-field theory, we write the total free energy per
molecule, f = F/N, in the form of a sum of the two intralayer
free energies and a coupling between them,

6f(T,a,xs,xu,xc) = Z i8ﬁ§ + 6fcoupla (1

0=1in,0

where 8 = 1/kgT. The intralayer free energies arise from the
interaction of the chains with the polar headgroups and
external water; from the entropy of mixing of the three
components; from the free energy arising simply from the
many different configurations of the single chains; and
from an interaction between chains in the same leaf. These
four contributions are written

6]% ﬂ’YOa + Z —111 xlk /a) + 6ﬁ:0nﬁg6 + ﬁfoneméa (2)

i= SUC

where v, is the water-hydrocarbon interfacial free energy,
and a is the molar area of the midplane of the bilayer, the
total volume of the bilayer divided by its thickness L:
a(xg, Xy, Xc,L)
_ 2x(ng + 1) + 2x((n

u 1)1/5 + 2I/CH) + Xcnee
L .

Here v, vcy, and v, are the volumes of a CH, unit, of half a
—CH = CH- unit, and of each carbon unit in cholesterol. The
thermal wavelength of the /™ component is denoted ;.

The configurational free energy of the chains is

13fconﬁg,65 all mls ZPHS ais)(In Pig(eus) + Be(ais)),
Q5
3)
where n““ls is the number of tails of species i; i.e.,

tails __ _ tails
ng = n,

_ tails __
=2,n" =1

Further P(e; ) is the probability of finding the chain of
molecular species j in leaf 6 in a particular conformation
specified by the index «;, s, one with a total internal energy
€(aj, 5). The internal energy arises from the gauche bonds
whose energies exceed that of the frans configuration.

The orientational interaction between chains i and j in the
same leaf is written

tdlls tdlls
ﬁfonem 0= Z Z ﬂ‘]l _l); ); 2a /<§1 o\Z <§J ) >
“

where (€; 5(2)) is the ensemble average of the local density of
bonds weighted by their relative orientation to the bilayer
normal.
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The explicit coupling of the chains from the two different
leaves is due to the interaction between chains that overlap
near the midplane. It is of the same form as the interaction
between chains within the same leaf,

6fuoup1 - _Z Zﬁ-]ij %%

tculs ldlls

/ (£10(2))Eyn(2))dlz
()

In sum, the free energy of the system is given by Egs. 1-5.

The two leaves are not only coupled explicitly by this
interaction but also implicitly by the fact that these overlap-
ping chains each contribute to the volume of the hydrophobic
region, a region whose density we constrain to be constant
(i.e., that it be incompressible). The constant density implies

adz = Z%n;a“s@m (2))dz (6)
o

S

for 0 < z < L, where (y; 4(z)) is the ensemble-averaged
contribution to the volume of the hydrophobic core at z
from the molecules of species i in the leaf 0. The constraint
is imposed by means of a local Lagrange multiplier, 7(z),
which appears in the probability functions P(«;). They
have the same form for all of the components,

Pla;) = lexp{ Be(a) /ﬂvr 2)vi( ey, z)dz

e

where g; is the conformational part of the partition function
of a single chain of component i

g = ZCXP[ﬁG(ai) */ﬁW(Z)Vi(O‘i’Z)dZ

i

The mean-fields $b;(z) act upon the orientation of a molecule
of species i at the coordinate z and result from the average
orientational interactions arising from the other molecules.
They are determined by the equations

Bha: = — P ((e,0)) +
18Jllxu(<guo( )> +

av

N 6chxc (<gCAO (Z)> +

2av,

al 3 ] ) (7)

i(ai,z } ®)

(£3i(2)))dz
(Eui(2)))dz (9
<§c.i(z)>)dz

The fields acting on saturated or unsaturated lipids are
identical,

Bbs(z)dz = Bb,(z)dz=Lb(z)dz

whereas the field acting on the cholesterol orientation is
distinct and is given by
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SBS z @) + (B

avg

B (a(e)) +
)+ Gail@))dz=

Equations 6, 9, and 10 comprise the set of self-consistent
equations whose solution yields the equilibrium values of
the fields w(z), bi(z), and b.(z) from which all densities,
and the free energy follows. Further details of the model
and its solution can be found in Appendix A.

The model produces a phase diagram that exhibits three
phases: one rich in cholesterol and saturated lipids, which
we identify with the liquid-ordered (lo) phase; one rich in
unsaturated lipids, which we identify with the liquid-
disordered (Id) phase; and one consisting almost entirely of
saturated lipids, the gel phase. The phase diagram at 290
Kelvin (K) is shown in Fig. 1. This figure, along with
Fig. 2 of Elliott et al. (29), is in good qualitative agreement
with the experimental phase diagrams for the DPPC,
DOPC, and cholesterol mixture presented in Davis et al.
(16), and with the PSM, DOPC, and cholesterol mixture
determined by de Almeida et al. (30). Marsh (6) presents
several other experimental, three-component phase diagrams
of the general form that we see in this work. Examples of
such systems presented in Marsh (6) are PSM, POPC, and

Bb.(z)dz =

(Eui(2)))dz  (10)
B-Iccxc (<gc X

2av,

C

U

FIGURE 1 The phase diagram of the DPPC (S), DOPC (U), and choles-
terol (C), lipid bilayer at 290 K as obtained from our model. The region
of the gel phase is denoted G, that of the liquid-ordered phase is denoted
lo, and the liquid-disordered phase, /d. Bold lines represent the phase bound-
aries. Tie lines connect points at compositions in coexistence with one
another. The stars represent the location where the calculations for the
partition coefficient took place for 7 = 290 K. The region of three-phase
coexistence is denoted 3. Parameters are J;; = 3.1 x 1072 kgT*(T* = 315 K),
Jic = 0.85 Jy, and J.. = 0.80 J;.
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FIGURE 2 Partition coefficient for various single anchor chains
embedded in a membrane consisting of model DPPC, DOPC, and choles-
terol. The mole fractions of the chain anchors in the liquid-order and

liquid-disorder phases are x' and x', respectively. The number of carbons

in the chain is n. (A) The temperature is 290 K. The concentrations of the
lo phase are x. = 0.48, x; = 0.30, and x, = 0.22, whereas those of the 1d
phase are x, = 0.27, x;, = 0.21, and x, = 0.52. (B) The temperature is
300 K. The concentrations of the lo phase are x, = 0.52, x; = 0.26, and
xy, = 0.22, whereas those of the 1d phase are x. = 0.32, x, = 0.22, and
X, = 0.46.

cholesterol along with DPPC, POPC, and cholesterol, and
DSPC, SOPC, and cholesterol.

THE PARTITION COEFFICIENT

We now add to the ternary mixture an infinitesimal amount
of a fourth component, A—an anchoring molecule whose
coefficient of partition between coexisting lo and 1d phases
we wish to compute. The partition coefficient of this mole-
cule between liquid-ordered and liquid-disordered phases
is, by definition,

%

K = T (11)
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The chemical potential of this molecule must be the same in
the coexisting phases, and from this condition, we obtain the
partition coefficient. We start by decomposing the chemical
potential of the added molecule as

Busy = Inxa + Bita,

where (i, is that part of the chemical potential that does not
depend upon the concentration of the added molecule. From
the equality of the chemical potential in the coexisting
phases, we obtain

lo

X ~ ~lo
ka = iy = exp(Bi - BEY). (12)
XA

In Appendix B the chemical potential of an anchoring mole-
cule, with a number of chain anchors,n‘jﬂs, is derived
following the potential distribution theorem (31). It is given

exactly by

2

A
Bu,y = Inxy + ln(z—A) - ln;@xp(—ﬁuA»N_l, (13)

a

where (...)n_; represents the ensemble average of the Boltz-
mann factor of the anchor molecule. The average is over all
the configurations of the three-component system in the
absence of the anchor. The sum over « is a sum over all of
the conformations of the inserted anchor molecule, u, is
the total energy of interaction experienced by the inserted
chain anchor molecule, and 4, is its de Broglie wavelength.
As the ensemble average cannot be readily evaluated, we
approximate it from our mean-field calculation. The expres-
sion for this chemical potential in our model is derived in
Appendix B and is found to be

Busn = Inxa + By, (14)
tails
2 B
ol b ln<z> ~n]a (15)

where ¢ (T, a, x5, x,, X.) is the configurational part of the
partition function of the chain anchors that excludes their
translational degrees of freedom. Because the concentration
of the anchor is infinitesimal, the partition function is inde-
pendent of its concentration. From the equality of the anchor
chemical potential in the coexisting phases, Eq. 12, we
immediately obtain

plails

A
lo lo o lo .lo
lo a HCIk(T7a axsvxu?xc)
A k=1
Ka = F - ptails ! (16)

A
1d d Ild +Id 41d
a H q/(T,a 7'xg axuaxc)
(=1

where @'® and @' are the area per molecule in the liquid-
ordered and -disordered phases, respectively. The necessary
partition functions can be calculated in a manner similar to
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those of the other three components. The configurational part
of the partition function for a chain anchor embedded in the
outer leaf of a membrane in the Id phase is

qa (Ta aldv xldv 'xllld’ xid) = Z exp{ - ﬁé(()(A,(,)
QA0 (17)

_’611[[WM(Z)VA(QAQ72)'+ bP(z)EAn(aApvz)]dZ}a

where the fields 7'Y(z) and Bb'%(z) are known from the
ternary system and do not have to be recalculated. A similar
expression obtains for a chain embedded in the coexisting lo
phase.

Because the partition functions depend upon the concen-
trations in the coexisting phases, it is clear from Eq. 16 that
the partition coefficient must also depend upon these concen-
trations. In fact, there are some limiting behaviors that one
can determine without further calculation. The most simple
behavior obtains when the system approaches a critical point.
Because the difference in the lipid compositions of the coex-
isting phases vanishes as the critical point is approached, the
partition coefficient must approach unity there.

As a second example, suppose that the ternary system
phase separates into lo and 1d phases with saturated lipid
concentrations x'°, and x!9. If one were to add an identical
two-tailed saturated lipid to this system, its partition coeffi-
cient would obviously be given by k = x°/xld. If we
consider an anchor with these same two tails, then to the
extent that its partition coefficient is dominated by the hydro-
carbon tails, we expect its partition coefficient to be the
same. Further, in a homologous series of saturated, two-
tailed anchors (di C,,:0) with the two-tailed saturated lipids
of the membrane being characterized by the integer mem,
we not only expect the partition coefficient k5(m) to take
the value xi° /x;d for m = mpyen, but also to approach this
value smoothly as m approaches m,.,. Because the coexist-
ing concentrations of lipids depend upon the overall concen-
tration of the system, the partition coefficient of this anchor
must also depend upon the overall composition of the
system, and not just on the components of which it is
comprised.

A further result, valid within mean-field theory, can be
derived concerning the effectiveness of multiple anchors
compared to a single anchor; that is, the relation between
the partition coefficient of an anchor with multiple chains
as compared to an anchor with a single chain. From Eq. 16,
one finds easily that

chains

[ka (D (18)

P

chains71
(290 H (%=1)
A I’lA ) -

which shows how much more effective a multichain anchor
can be in effecting a large partition of protein.

Lastly, within the same mean-field approach, one also
finds that the partition coefficient of an anchor with two
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different chains, say a saturated one and an unsaturated
one, Ky, is related to the partition coefficients of anchors
with two of the saturated chains, kg and two of the unsatu-
rated chains, k,,, according to

Ksu = [KssKuu]l/z- (19)

We treat the anchors on the same level of approximation as
the lipids in the lipid bilayer. The exact chemical architecture
of the linkers in the anchor is not taken into account explic-
itly, just as the glycerol carbon backbone is not taken into
account explicitly within our models of DPPC and DOPC.
The lipid bilayer and the anchor chains are ultimately taken
to be independent, and the field variables are solved for in
a mean-field manner so that everything is treated within
the same level of approximation. It is also important to
note that we assume that the partitioning of molecules that
have these lipid anchors is dominated by the partitioning
of the lipid anchors themselves. We only treat the chains
of the lipids explicitly, and we treat the absorbing molecules
at the exact same level of approximation. We could consider
the entire adsorbing molecule along with the headgroups of
the lipids explicitly in this theory; however, that is currently
beyond the scope of this work.

As can be seen from our derivation of the partition coeffi-
cient in Appendix B, we perform these calculations in the
infinite-dilution limit, and therefore the chains of the anchor
have no effect on the structure of the equilibrium lipid
bilayer. Were one interested in the effects of a large concen-
tration of anchors, one would have to consider a mixture of
four components by means of a straightforward, but tedious,
extension of the calculation presented here. Given the
agreement found with experiments, we believe that infinite
dilution is a good approximation.

RESULTS AND DISCUSSION

We have calculated the partition coefficients of various
anchors between lo and 1d phases that are in coexistence
with one another at a temperature of 7 = 290 K and of
T = 300 K. We first focus on the results for T = 290 K.
We choose a coexistence of lo phase characterized by an
area per molecule of 46.28 A? and an Id phase characterized
by 59.20 A% The concentrations of the lo phase are
x. = 048, x; = 0.30, and x, = 0.22, whereas those of the
1d phase are x. = 0.27, x; = 0.21, and x, = 0.52. The parti-
tion coefficients for several single-chain anchors are shown
in Fig. 2 A as a function of the chain length n. The notation
Cw: k cpy, ..., pr indicates a C,, chain that contains & cis
double bonds. The positions of the double bonds in the Cy,
chain are given by p, ...px, where p; indicates that there
is a double bond between C,, and Cp, ;. Thus Cp,: 2 ¢9, 12
is a double-unsaturated chain with cis double bonds between
C9 and C10 and between C12 and C13. Examples of the
molecules with chains described in Fig. 2 are (from top to
bottom, starting on the black curve) myristic acid, C14:0,
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and stearic acid Cg:0; (on the red curve) oleic acid Ci5:1 ¢9
and palmitoleic acid C4:1 ¢9; (on the green curve) linoleic
acid Cg:2 ¢9, 12; (on the blue curve) a-linoleic acid Cig:3
9, 12, and 15; (on the magenta curve) +y-linolenic acid
Ci5:3 ¢6, 9, and 12; and (on the brown curve) arachidonic
acid Cyg:4 ¢5, 8, 11, and 14.

We note that several trends observed in experiment
(9,32,33) are reproduced here. In particular, the partition
coefficients for the saturated anchors increase with the length
of the anchor chain provided only that the chains are longer
than 11 carbons. The rate of increase is not uniform. Indeed,
we observe that saturated chains of length 18 and 20 partition
equally, just as observed in experiment (9). We find that the
partition coefficient increases with increasing degree of satu-
ration, again in agreement with experiment (9). One also
notes from a comparison of the results for C,;:3 ¢9, 12,
and 15 and C,,:3 ¢6, 9, and 12 that the location of the double
bonds affects the partition coefficient. In particular, it is
larger if the double bonds are nearer the ends of the chain.
Presumably, this is because the order parameter, even of
the saturated chains comprising much of the bilayer,
decreases toward the end of the chains. Thus, double bonds
of the anchor disturb the lo phase less when they are close to
the chain ends.

We have also calculated partition coefficients for three
classes of double-tailed anchors: those with two saturated
chains, di-C,,:0; those with one saturated and one monoun-
saturated chain, C,;:0 — Cp,:1 ¢9; and those with two mono-
unsaturated chains, di-C,,:1 ¢9. The results are shown in
Fig. 3 A. As expected, the partition coefficient of the diunsa-
turated chains is least; that of the mixed chains is larger, and
that of the disaturated chains is largest. We note, however,
that the differences are small. The value of the partition coef-
ficient of di-C:0 is 1.43 and is shown by a star in the figure.
This value corresponds to the partition coefficient of DPPC
in the equilibrium bilayer which, from the concentrations
given above, is x1°/x!4 = 0.30:0.21 = 1.43. The agreement
is to be expected, as stated earlier and shown explicitly
in Appendix B. The value of the partition coefficient of
di-C8:1 ¢9 is 0.42, also shown by a star in the figure, and
corresponds to the partition coefficient of DOPC in the
equilibrium bilayer, x°/x!4 = 0.22:0.52 = 0.42.

To study the effect of temperature on the partition
coefficient, we repeat our calculations for a temperature of
T = 300 K. We choose a coexistence at which the lo phase
has an area per molecule of 47.0 A2, and concentrations
of x, = 0.52, x;, = 0.26, and x, = 0.22, whereas the Id
phase has the larger area per molecule of 59.90 A2, and
concentrations x, = 0.32, x, = 0.22, and x, = 0.46. These
concentrations are close, but not identical, to those at the
lower temperature. The results for the single chain anchors
are presented in Fig. 2 B and those for the double tails are
presented in Fig. 3 B. The value of the partition coefficient
of DPPC at this temperature is 1.18. The fact that the parti-
tion coefficient of DPPC decreases with increasing tempera-
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FIGURE 3 Partition coefficient for various double-chain anchors
embedded in a membrane consisting of model DPPC, DOPC, and cholesterol.
The mole fractions of the chain anchors in the liquid-order and liquid-disorder
phases are x' and x', respectively. The number of carbons in the chain is 7.
The stars represent the values of the partition coefficient in the bulk lipid
bilayer. (A) The temperature is 290 K. The concentrations of the lo phase
are x, = 0.48, x; = 0.30, and x, = 0.22, whereas those of the 1d phase are
Xx.=0.27,x,=0.21, and x, = 0.52. (B) The temperature is 300 K. The concen-
trations of the lo phase are x. = 0.52, x, = 0.26, and x,, = 0.22, whereas those
of the 1d phase are x. = 0.32, x; = 0.22, and x, = 0.46.

ture for saturated chains >12 carbons is to be expected from
our observation that the coefficients are directly related to the
concentrations of the components of the membrane, and that
the difference in concentrations between coexisting phases
decreases with increasing temperature for long saturated
chains. Indeed, our result is consistent with the experimental
results of Davis et al. (16), as shown in their Fig. 11. The
effect on the partition coefficient both of temperature and
of multiple anchors on the partition coefficient is shown
in Fig. 4. The effect of temperature on the partition coeffi-
cient is dependent on the length of the saturated chains
relative to those that are a major component of the bilayer
itself. According to Fig. 4, the partitioning into the lo
phase of saturated chains longer than 11 carbons increases



Partition Coefficients of Lipid Anchors

T T T T T T T T
2t o di-sat. (di-C:0) T = 290K 7
1 8; o di-sat. (di-C_:0) T = 300K
Tl jcosa. (C:0) T = 290K
1.6 | cosa. (C:0) T = 300K

©
x4 l
<12 4
1} o
08 .

FIGURE 4 Partition coefficient for various saturated chain anchors
embedded in a membrane consisting of model DPPC, DOPC, and choles-
terol. The temperatures are 290 K and 300 K.

with decreasing temperature, indicating that energetic
considerations dominate entropic ones. However, for
saturated chains shorter than 10 carbons, this partitioning
increases with increasing temperature, indicating that
entropic considerations are dominant. This is in accord
with the work of deGennes (34) on the chain-length depen-
dence of the adsorption of one polymer into a layer of
another. Temperature has very little effect on the partitioning
of unsaturated chains as can be seen from a comparison of
Fig. 2, A and B, for single chain anchors and Fig. 3, A and
B, for double tail anchors.

Another commonly studied double-chain anchor motif
that we have considered is C 18:0-C»y:4c¢ 5, 8, 11, and 14,
which corresponds to a GPI-anchored protein. At a tempera-
ture of T = 300, we obtain a partition coefficient of 0.24.
The experimental results for this anchor are that ~20-30%
associate with the liquid-order phase (12). To compare our
partition coefficient value with this number, we have to
take into account that the partition coefficient gives the
mol fraction of the chain anchors in the lo phase relative to
the mol fraction of the chain anchors in the 1d phase, not
the fraction of the total amount of the chain anchors in one
phase. However, a simple calculation shows that the fraction
of anchor in the lo phase, fa, is related to the partition
coefficient by

N ka (A°/AY) (@ /a")

= = 20
NE + NE <0

fA 1 + KA(AIO/Ald)(ald/alo)a

where A" / A is the ratio of the extensive areas of the lo and
1d phases. This ratio depends upon the average composition
of the system and the phase diagram according to the usual
lever rule. If we take the extensive area of the lo phase to
be equal to that of the 1d phase, we find that 23% of this chain
anchor molecule associates with the lo phase, which is well
within the experimental range. The 20-30% value obtained
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in Kahya et al. (12) is for the human placental alkaline
phosphatase (PLAP) GPI-anchored protein. PLAP has been
extensively reported as a membrane protein with a very
high affinity for the lo phase (>95%, according to (17)).
This conclusion was mainly drawn from detergent-resistant
membrane components and the assumption that lo domains
and their associated proteins existing in the model mem-
branes at 37°C preserve their compositions under cold-
detergent extraction (17). However, it has been shown via
both experiment and theory that this assumption is not valid
(35). In contrast, the experiment of Kahya et al. (12) uses
florescence microscopy to study the intact membrane of
domain-forming giant unilamellar vesicles and this provides
a much more reliable measure of the partitioning of PLAP.
With the use of this same technique, another GPI-anchored
protein, Thy-1, was shown to partition into the lo phase by
at most 40% (36). This result indicates that our calculations
of the partition coefficient are in the experimental range for a
variety of different proteins that are attached to the mem-
brane by the same anchoring motif. This suggests that explo-
ration of the partitioning of lipid anchors themselves is a
good model for the partitioning of proteins that use these
lipids to attach to the membrane.

CONCLUSIONS

We have presented the first microscopic model calculation of
the extent to which various common anchors partition them-
selves between liquid-ordered and liquid-disordered phases.
The partition coefficients are calculated as a function of
chain length, degree of saturation, and temperature. We
find excellent qualitative agreement between theory and
experiment: i.e., that the partitioning into the lo phase is
the least for highly unsaturated chains and increases as the
degree of saturation increases; that the partitioning of satu-
rated chains increases with their length provided their length
is comparable with the chains of the bilayer; and that the par-
titioning of saturated chains into the liquid-ordered phase
increases with decreasing temperature, but that the tempera-
ture has little effect on the absolute values of the partition
coefficient for the shorter saturated chains. We found that
the partitioning of short chains increases with increasing
temperature, indicating that their partitioning, in contrast to
that of longer chains, is dominated by entropic effects. We
also found that for unsaturated anchors, the partition coeffi-
cient depends on the location of the double bonds. Unsatu-
rated anchors with double bonds near the chain ends cause
a smaller decrease in the fraction of anchors in the liquid-
ordered phase than anchors with double bonds closer to
the middle of the anchor.

We are also able to predict how the partition coefficient
varies as the number of saturated or unsaturated chains in
the anchor increases. The effect of doubling the number of
saturated chains in an anchor is to increase the partitioning
into the liquid-ordered phase when the tails are nearly as
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long or longer than those comprising the bilayer, but the
effect of doubling the number of saturated tails is minimal
when they are relatively short. Doubling the number of
chains and reducing the temperature has essentially no effect
on the partitioning of unsaturated chains. Lastly, we find that
the partitioning depends on the difference between the lipid
environments of the coexisting phases in which the anchors
are embedded. Consequently, the partition coefficient
depends not only upon the lipid components and the nature
of the anchor, but also upon the relative compositions of
the coexisting phases.

APPENDIX A: THE MODEL

Because the model has been presented and explored previously (29), our
description here can be brief. The volume of the monomer unit CH, is taken
to be v, = 27 A®, and that of a CH; group is 54 A®. Each half of the
—CH=CH- segment of the cis-unsaturated bond is assigned a volume of
veua = 0.8v,. The number of carbons in each saturated chain is n, = 16,
whereas the number of carbons in each unsaturated chain is n, = 18. The
local orientation of the chain is conveniently specified by the unit normal
to the plane determined by the k™ CH, group,

U, = or/|ory|, ory=ry_; — 1y,

with k = 1, ....n, — 1. Just as for the lipids, the configuration of the choles-
terol is completely specified by the location of all of its carbon atoms and of
the angles between them. The orientation of the small acyl chain of the
cholesterol is specified in the same manner as for the lipid chains. The orien-
tation of its rigid rings are specified by the unit vector, u,, from the 3rd to the
17th carbon in the molecule, using the conventional labeling, and a normal
vector to the plane of those rings. The number of carbons in cholesterol is
ne = 27, and the volume of the carbons is v, = 21.0 A>.

Because the orientational interaction between bonds depends upon the
local orientation of these bonds with respect to the bilayer normal, ¢, it is
convenient to introduce a function, £4(«, z), that measures the local density
of bonds weighted by their orientation with respect to the bilayer normal
(37),

ni—1

Ele,2)dz = vin(e, 2)g(we-€)dz, @1
k

=1

where v; (a, z)dz is the volume that segment k in molecule i has in confor-
mation « at position z. The function g is chosen to be

gue) = (m + 1/2)(u-¢)™

For large m, g = m exp(—m#?), where 6 is the angle between the two unit
vectors. Matching lipid parameters, we have taken m = 18.

We take the strengths of the local interactions between bonds in lipid tails
to be the same irrespective of whether the bonds are in a saturated or unsat-
urated chain: J = Jy, = Jsu = Jy. Thus, the difference in free energy
between saturated and unsaturated lipids arises solely from the fact that
the configurations of these lipids differ due to the presence of the double
bond in the unsaturated lipids, not to any explicit difference in interaction
energies.

To evaluate the single-molecule partition functions, ¢; (Eq. 8), we
generate ~10% configurations of each molecule. We then search the
composition space at a given temperature for phase coexistence. Phase
equilibria is determined by standard thermodynamic equalities (38): that
the chemical potentials of the three components be equal in each phase;
that the surface tensions be equal in each phase; and that the common
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value of the surface tension be zero. The strength of the interaction
between chain segments, Jy, is set such that the calculated main-chain
transition temperature of a lipid with two saturated tails of 16 carbons,
C16:0, is equal to that of dipalmitoylphosphatidylcholine (DPPC),
T = 315 K. This determines that

Ji =31 x 107 kgT*(T* = 315k).

To obtain the best qualitative fit of our phase diagram to those of experiment,
we have chosen

ch = 0.85 J]l and]cc = 080.]11

For a temperature 7 = 290 K we obtain the phase diagram shown in Fig. 1.

When we choose T = 300, we obtain a phase diagram very similar to that
shown in Fig. 2 of Elliott et al. (29) for that temperature. Our parameters
differ from those of Elliott et al. (29) because we have included the transla-
tional entropy in the free energy, and because we employ an order-of-magni-
tude more configurations for each molecule. Fig. 2 of Elliott et al. (29) also
includes a plot of the order parameters of the saturated tails in the three
phases, lo, 1d, and gel, which coexist at the triple point.

APPENDIX B: CHEMICAL POTENTIAL

The chemical potentials of the three components that comprise the bilayer
can be calculated by taking the appropriate derivative of the free energy
with respect to the number of molecules,

oF
o= () e
i/ T AN

where N[i] means that all of the species except species i are held fixed and A
is the area of the bilayer. Because the two leaves are identical, there is no
difference between the chemical potentials of species i/ in either leaf irrespec-
tive of whether the species can interchange between the two leaves. The
expression for the free energy within mean-field theory,

met(TyNSaNmNCaA)a

is obtained by substituting the probability distribution functions (Eq. 7) into
the free energy (Eq. 1) and including the incompressibility constraint. We
find that all chemical potentials can be written in the form

2
N4

» —n}ansln g, J=s,uc. (23)

16,%' = In

In particular, the chemical potential of the two-tailed, saturated lipid compo-

nent of the membrane is
XA
Bu, m( ; ‘2) . @4)

We now turn to the determination of the chemical potential of the anchors.
There are several ways that it can be determined, and we choose to follow
the method of Widom’s (31) potential distribution theorem. We begin
with the expression of the chemical potential of anchor A as

On ]
On]’

where Qy is the partition function of the four-component system of N mole-
cules with molecules 1 to N corresponding to the saturated lipids, Ny + 1 to
N + N, to the unsaturated lipid, Ny + Ny + 1 to Ny + N, + N, =N —1 to the
cholesterol molecules, and the final N" molecule is the chain anchor

B, = _m{ 25)
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molecule (molecule A). Thus, the chain anchor molecule is in the limit of in-
finite dilution. The partition function Qn_; is that of the three-component
system without the chain anchor and thus contains N — 1 molecules. We
separate the partition functions into translational and configurational parts
so that the chemical potential of anchor A is
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the incompressibility field, 67(z), and the third is the contribution of the
alignment field, 8b)(z). We can now write the chemical potential of an
anchor as

XA
= 1 _
Buea n( 3

a

where ; is the total number of degrees of freedom for the molecule (number
of chain units and the degrees of freedom of the headgroup of molecule i),
and the configurations of the molecules are specified by

(rla ce ru(N,l)(N7])>-

The potential energy of the total system can be written as

Un(ry,...,Tyn) = Unoy (1'1, ey rv<N,l)(N—1))

+ un (I’l 3w+ Doy (N=1) T(N head) s 0‘) s

@7

where

Un (1'17 o3 Ty (N=1)5 T(N head) s 04)

is the total energy of interaction experienced by the N™ molecule with its
headgroup at position, ((, head)), and the chains of the N molecule are
in conformation, c. The total energy of the three-component system without
the chain anchor is Uy_;. We can now decompose the configurational part of
Eq. 26 to write

Ai) _ 11’1 f fexp(f ﬁUN(rl, ...,r,,NN))drl...dr,,NN
Af fexp(— 6UN71 (rl, ey l',,(Nil)(N,I)))dl'l...dr,,(Nil)(Nfl)

; (26)

X AZ A
Bu, = ln( ’;;) — anexp — Be(an)

k=1 N

—ﬁ/[w(z)vA(aA,z) + bi(2)Ex(aa,2)]dz ¢ (30)

XAAZ ails
_ m(—z;) A In g, 31)

tails

where n{"® is the number of chains of the anchoring molecule, and we have
used Eq. 8. This is precisely the same form as the chemical potential of the
components of the bilayer, Eq. 23. Because of this, it is easily seen that the
partition coefficient of an anchor which is identical to either the saturated or
the unsaturated component of the bilayer must be the same as the partition
coefficient of that bilayer component. This stems from the fact that the parti-
tion coefficient is determined from the equality of the chemical potential in
coexisting phases and from the form of the relation between chemical poten-
tial and concentration.

Because the system is homogeneous, uy is taken to be independent of
(N, head) SO that we can integrate over Iy, neaq) to give the area of the bilayer
leaflet A. We then get the following exact relation for the chemical potential
of the anchor,

2

A
Bus = In (X/; A) - ln;@XP(_B“N»qu 29)

a

where (...)n_; is a canonical average in the (N — 1)-molecule system, in
which the configurations of the N — 1 molecules are not influenced by the
presence of the N test molecule. At this point, we can use the mean field
approximation to calculate the configurational part of the chemical potential.
If there are multiple chain anchors on the absorbing molecules, we assume
that the chains are independent of each other. There are three contributions to
uy: one is the internal energy of the chain, the second is the contribution of

2 fexp(_iGUN—l)drl~~-dry(N,l)(N—l) fzexp(_ﬁuN)dr(NAhead)
_ ln «
) A [exp(—=BUx-1)dr;...dr, N1y

(28)

This work was supported by the National Science Foundation under grant
No. DMR-0803956 (to M.S.), grant No. CBET-0828046 (to L.S.), and the
National Institutes of Health grant No. NIH GM087016 (to L.S.).

REFERENCES

1. Simons, K., and D. Toomre. 2000. Lipid rafts and signal transduction.
Nat. Rev. Mol. Cell Biol. 1:31-39.

2. Edidin, M. 2003. The state of lipid rafts: from model membranes to
cells. Annu. Rev. Biophys. Biomol. Struct. 32:257-283.

3. Munro, S. 2003. Lipid rafts: elusive or illusive? Cell. 115:377-388.

4. Simons, K., and W. L. Vaz. 2004. Model systems, lipid rafts, and cell
membranes. Annu. Rev. Biophys. Biomol. Struct. 33:269-295.

5. McMullen, T., R. N. Lewis, and R. McElhaney. 2004. Cholesterol-
phospholipid interactions, the liquid-ordered phase and lipid rafts
in model and biological membranes. Curr. Opin. Coll. Int. Sci. 8:
459-468.

Biophysical Journal 98(9) 1883—-1892



1892

6.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Marsh, D. 2009. Cholesterol-induced fluid membrane domains:
a compendium of lipid-raft ternary phase diagrams. Biochim. Biophys.
Acta. 1788:2114-2123.

. Ipsen,J. H., G. Karlstrom, ..., M. J. Zuckermann. 1987. Phase equilibria

in the phosphatidylcholine-cholesterol system. Biochim. Biophys. Acta.
905:162-172.

. Veatch, S. L., and S. L. Keller. 2005. Seeing spots: complex phase

behavior in simple membranes. Biochim. Biophys. Acta. 1746:172-185.

. Wang, T. Y., R. Leventis, and J. R. Silvius. 2000. Fluorescence-based

evaluation of the partitioning of lipids and lipidated peptides into
liquid-ordered lipid microdomains: a model for molecular partitioning
into “lipid rafts”. Biophys. J. 79:919-933.

Zacharias, D. A., J. D. Violin, ..., R. Y. Tsien. 2002. Partitioning of
lipid-modified monomeric GFPs into membrane microdomains of live
cells. Science. 296:913-916.

Janosch, S., C. Nicolini, ..., R. Winter. 2004. Partitioning of dual-
lipidated peptides into membrane microdomains: lipid sorting vs
peptide aggregation. J. Am. Chem. Soc. 126:7496-7503.

Kahya, N., D. A. Brown, and P. Schwille. 2005. Raft partitioning and
dynamic behavior of human placental alkaline phosphatase in giant
unilamellar vesicles. Biochemistry. 44:7479-7489.

Chiantia, S., J. Ries, ..., P. Schwille. 2006. Combined AFM and two-
focus SFCS study of raft-exhibiting model membranes. ChemPhy-
sChem. 7:2409-2418.

Nicolini, C., J. Baranski, ..., R. Winter. 2006. Visualizing association of
N-Ras in lipid microdomains: influence of domain structure and interfa-
cial adsorption. J. Am. Chem. Soc. 128:192-201.

Chiantia, S., J. Ries, ..., P. Schwille. 2008. Role of ceramide in
membrane protein organization investigated by combined AFM and
FCS. Biochim. Biophys. Acta. 1778:1356-1364.

Davis, J. H., J. J. Clair, and J. Juhasz. 2009. Phase equilibria in DOPC/
DPPC-d62/cholesterol mixtures. Biophys. J. 96:521-539.

Hancock, J. F. 2006. Lipid rafts: contentious only from simplistic stand-
points. Nat. Rev. Mol. Cell Biol. 7:456—462.

Semrau, S., and T. Schmidt. 2009. Membrane heterogeneity—from
lipid domains to curvature effects. Soft Matter. 5:3174-3186.
Lipowsky, R., and R. Dimova. 2003. Domains in membranes and
vesicles. J. Phys. Condens. Matter. 15:S31-S45.

Brewster, R., P. A. Pincus, and S. A. Safran. 2009. Hybrid lipids as
a biological surface-active component. Biophys. J. 97:1087-1094.
Veatch, S. L., P. Cicuta, ..., B. Baird. 2008. Critical fluctuations in
plasma membrane vesicles. ACS Chem. Biol. 3:287-293.

Cahn, J. 1977. Critical point wetting. J. Chem. Phys. 66:3667-3672.

Biophysical Journal 98(9) 1883—-1892

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

35.

36.

37.

38.

Uline et al.

Schick, M. 1990. Introduction to wetting phenomena. /n Liquids at
Interfaces. J. Charvolin, J. F. Joanny, and J. Zinn-Justin, editors. Elsev-
ier Science, Dordrecht, The Netherlands.

Gelfand, M., and R. Lipowsky. 1987. Wetting on cylinders and spheres.
Phys. Rev. B. 36:8725-8735.

Turner, M. S., P. Sens, and N. D. Socci. 2005. Nonequilibrium raftlike
membrane domains under continuous recycling. Phys. Rev. Lett.
95:168301.

Honerkamp-Smith, A. R., P. Cicuta, ..., S. L. Keller. 2008. Line
tensions, correlation lengths, and critical exponents in lipid membranes
near critical points. Biophys. J. 95:236-246.

Flory, P. J. 1969. Statistical Mechanics of Chain Molecules. Wiley-
Interscience, New York.

Mark, J. E. 1996. Physical Properties of Polymers Handbook. AIP
Press, Woodbury, New York.

Elliott, R., I. Szleifer, and M. Schick. 2006. Phase diagram of a ternary
mixture of cholesterol and saturated and unsaturated lipids calculated
from a microscopic model. Phys. Rev. Lett. 96:098101.

de Almeida, R. F., A. Fedorov, and M. Prieto. 2003. Sphingomyelin/
phosphatidylcholine/cholesterol phase diagram: boundaries and compo-
sition of lipid rafts. Biophys. J. 85:2406-2416.

Widom, B. 1982. Potential-distribution theory and the statistical
mechanics of fluids. J. Phys. Chem. 86:869—872.

Sengupta, P., A. Hammond, ..., B. Baird. 2008. Structural determinants
for partitioning of lipids and proteins between coexisting fluid phases
in giant plasma membrane vesicles. Biochim. Biophys. Acta. 1778:20-32.

Baumgart, T., A. T. Hammond, ..., W. W. Webb. 2007. Large-scale
fluid/fluid phase separation of proteins and lipids in giant plasma
membrane vesicles. Proc. Natl. Acad. Sci. USA. 104:3165-3170.

. deGennes, P.-G. 1980. Conformation of polymers attached to an inter-

face. Macromolecules. 13:1069-1075.

Lichtenberg, D., F. M. Goiii, and H. Heerklotz. 2005. Detergent-resis-
tant membranes should not be identified with membrane rafts. Trends
Biochem. Sci. 30:430-436.

Dietrich, C., Z. N. Volovyk, ..., K. Jacobson. 2001. Partitioning of
Thy-1, GMI, and cross-linked phospholipid analogs into lipid rafts
reconstituted in supported model membrane monolayers. Proc. Natl.
Acad. Sci. USA. 98:10642-10647.

Schmid, F. 1998. Self-consistent field theories for complex fluids. J.
Phys. Condens. Matter. 10:8105-8238.

Elliott, R., K. Katsov, ..., I. Szleifer. 2005. Phase separation of saturated
and mono-unsaturated lipids as determined from a microscopic model.
J. Chem. Phys. 122:0449041.



	Calculating Partition Coefficients of Chain Anchors in Liquid-Ordered and Liquid-Disordered Phases
	Introduction
	Model Ternary System
	The Partition Coefficient
	Results and Discussion
	Conclusions
	Appendix A: The Model
	Appendix B: Chemical Potential
	References


