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ABSTRACT Micron-scale, coexisting liquid-ordered (L,) and liquid-disordered (L4) phases are straightforward to observe in
giant unilamellar vesicles (GUVs) composed of ternary lipid mixtures. Experimentally, uniform membranes undergo demixing
when temperature is decreased: domains subsequently nucleate, diffuse, collide, and coalesce until only one domain of each
phase remains. The sizes of these two domains are limited only by the size of the system. Under different conditions, vesicles
exhibit smaller-scale domains of fixed sizes, leading to the question of what sets the length scale. In membranes with excess
area, small domains are expected when coarsening is hindered or when a microemulsion or modulated phase arises. Here,
we test predictions of how the size, morphology, and fluorescence levels of small domains vary with the membrane’s temper-
ature, tension, and composition. Using GUVs and cell-derived giant plasma membrane vesicles, we find that 1) the characteristic
size of domains decreases when temperature is increased or membrane tension is decreased, 2) stripes are favored over
circular domains for lipid compositions with low energy per unit interface, 3) fluorescence levels are consistent with domain regis-
tration across both monolayer leaflets of the bilayer, and 4) small domains form in GUVs composed of lipids both with and
without ester-linked lipids. Our experimental results are consistent with several elements of current theories for microemulsions

and modulated phases and inconsistent with others, suggesting a motivation to modify or enhance current theories.

INTRODUCTION

Coexisting liquid phases are found within membrane sys-
tems that are as simple as three-component lipid vesicles
and as complex as protein-rich vacuole membranes within
living yeast cells (1-4). These phases, named liquid ordered
(L,) and liquid disordered (L4 (5)), are enriched in lipids
with high and low melting temperatures, respectively
(3,6,7). When phase separation occurs in a vesicle, liquid
domains nucleate, diffuse, collide, and coalesce until only
one domain of each phase persists (Fig. 1, A-C; (3,8.,9)).
In this case, the size of the domain is limited only by the
size of the vesicle.

However, under some conditions, domains are much
smaller than the size of the vesicle. Here, we explore how
membrane physical parameters can be tuned to adjust the
characteristic length scales of micron-scale domains in lipid
membranes. The length scales that define rafts, which are
described as submicrometer clusters of distinct lipids and
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proteins within cell membranes (10), may be determined
by some of these same parameters.

Micron-scale domains are typically classified in three ways
depending on their spatial autocorrelation, G(7). An excellent
recent review of the topic is by Schmid (11). Membranes near
a miscibility critical point are characterized by a G(7) that
behaves as (E/r)”ze*’/ 5, where § is the correlation length, as
in Fig. 2 B. Mechanisms of adjusting length scales in model
and cell-derived membranes near a critical point (e.g., adjust-
ing temperature and pinning sites) are extensively discussed
elsewhere (12—14). Here, our focus is on mechanisms leading
to modulated phases and microemulsions.

A modulated phase is characterized by an oscillating G(7)
bounded by a slow decay, for example, a power law decay due
to fluctuations (15), as in Fig. 2 C. A microemulsion’s G(¥)
also oscillates, but is bounded by a fast (e.g., exponential)
decay as in Fig. 2 D (16—-18). Both a modulated phase and
a microemulsion yield a peak at nonzero wavevector in the
structure factor obtained by Fourier transform of G(7). The
designation of modulated phase versus microemulsion does
not determine the mechanism by which the phase forms.
Similarly, the designation does not determine if domains
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FIGURE 1 Schematic of ternary GUVs. Above Tyix, all lipids mix uni-

formly within the membrane (A and E). (B) In a membrane with no signif-
icant excess area, a decrease in temperature below T, causes domains of
L, and L4 phases to nucleate on the surface of the GUV. (C) Domains
diffuse and coarsen until only one domain of each type remains, even after
subsequent deflation (D). (F and G) In a membrane with significant excess
area, small domains can appear due to either hindered coarsening or a tran-
sition to a single phase of a microemulsion or modulated phase. (H) When
excess area of the flaccid membrane is removed, domains of L, and Ly
phases may coarsen (8).

are rounded (which we will call dots) or elongated (which we
will call stripes). In the experimental literature, the term
“modulated phase” has sometimes been used to describe
all micron-scale domains in vesicles, even if those domains
may arise from a microemulsion.

Here, we observe small domains in membranes of giant
unilamellar vesicles (GUVs) and giant plasma membrane
vesicles (GPMVs). The GUVs are made from synthetic mix-
tures of lipids, and we establish a slight excess area and
asymmetry in the vesicle membrane by delivering lipids to
the outer leaflet of GUVs via cyclodextrin. GPMVs are
derived directly from the plasma membranes of live
cells and are composed of a rich complement of cellular
lipids and proteins. We then evaluate characteristic length
scales and fluorescence levels in both systems to test pro-
posed mechanisms of modulated phases and microemul-
sions. Two characteristic length scales can be assessed:
the width of domains and the distance from the center of
one domain to the center of the nearest neighbor.

METHODS
GUYV electroformation

Phosphocholine (PC) lipids (Avanti Polar Lipids, Alabaster, AL), cholesterol
(chol; Sigma Aldrich, St. Louis, MO), and Texas Red dihexadecanoyl-PE
(DHPE; Life Technologies, Grand Island, NY) were used as purchased
without further purification. GUVs 10-100 um in diameter were electro-
formed in 200-300 mM sucrose (19). Specifically, 0.25 mg of lipids in stock
solutions were spread evenly on slides coated with indium tin oxide. Lipid
stock solutions in chloroform typically contained diphytanoylphosphatidyl-
choline (DiPhyPC; 4 ME 16:0 PC), dipalmitoylphosphatidylcholine (DPPC;
16:0 PC), cholesterol, and 0.8 mol% Texas Red DHPE, a dye that selectively
partitions to the Ly phase. One set of experiments used PC lipids in which the
typical ester linkages were replaced by ether linkages (4 ME 16:0 diether PC
and 16:0 diether PC). In all cases, lipid-coated slides were placed under vac-
uum for >30 min to evaporate the chloroform. A capacitor was created by
sandwiching 0.3 mm Teflon spacers between two lipid-coated slides, filling
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FIGURE 2 Schematic of four types of membrane behavior. (A) Domains
in a GUV exhibiting two liquid phases eventually merge into one large
domain. (B) GUVs exhibiting critical fluctuations produce a G(7) that be-
haves as (E/r)”2 - . (C) A modulated phase yields an oscillating G(?)
bounded by a slow decay, e.g., a power law. (D) A microemulsion yields
an oscillating G(7°) bounded by a fast decay, e.g., an exponential.

the gap with sucrose solution, and sealing the edges with vacuum grease. An
AC voltage of 10 Hz and 1.5 V was applied across the capacitor for 1 hr at
60°C. The resulting GUVs were diluted 10-fold in 200-300 mM glucose so-
lution and stored at 60°C for <2 hr before use. Immediately before imaging
using a TE-2000-s inverted epifluorescence microscope (Nikon, Melville,
NY), GUV solutions were further diluted twofold in glucose solution in a
glass-bottomed chamber on the microscope stage. Images were captured
through an air objective using a Photometrics CoolSnapFX camera (Photo-
metrics, Tucson, AZ) at a resolution of 0.17 um/pixel and manipulated using
Image] (https://imagej.nih.gov/ij/). To preserve the fidelity of the data,
manipulation of images was limited to adjusting overall brightness or imple-
menting linear (y = 1) contrast enhancements.

DPPC-loaded HPaCD

Vesicles of DPPC lipids were produced by hydration in 200-300 mM glucose.
Specifically, a mass of 10.3 mg of DPPC in chloroform was dried evenly on
the walls of glass test tubes. The tubes were placed under vacuum for
>30 min to evaporate the chloroform. A solution of 1 mL of 200-300 mM
glucose was introduced to the tubes at 60°C and allowed to sit for ~20 min
so that DPPC vesicles formed. Solid hydroxypropyl-a-cyclodextrin
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(HPaCD; Sigma Aldrich) was added to the resulting vesicle solution to a con-
centration of 70 mM. The solution was stirred at 60°C for 2 hr before use.

GUVs with small length scales

Control images were collected of GUVs that had settled to the bottom of the
imaging chamber. The L, phase is enriched in the dye and appears bright;
the L, phase appears dark. Next, 30 uL. of DPPC-loaded HP«CD solution
was added to the GUV solution and equilibrated for ~5 min. The HPaCD
presumably inserts its cargo of DPPC into the outer leaflet of the GUVs,
establishing a difference in area between the outer and inner leaflets. The
resulting change in lipid composition appears to be minimal. We tracked
the fraction of membrane area that appears dark in three GUVs of 35/
35/30 DiPhyPC/DPPC/cholesterol; this fraction increased by only 4.3 +
0.9% after treatment with DPPC-loaded HPaCD. To estimate the corre-
sponding maximal change in mole fraction of any one of the lipids, we
scaled the percent change in area fraction by the length of the longest
possible tie-line for membranes of DiPhyPC/DPPC/cholesterol at 22°C
(20), propagating the largest standard deviations in all cases. This process
yields an upper bound of 3.9 mol %. Propagation of the smallest standard
deviations yields 2.0 mol %. Area fractions were determined as described
in the Supporting Materials and Methods.

Within 5 min of introduction of the DPPC-loaded HPaCD, vesicle
membranes that had previously exhibited L,-L4q phase separation acquired
features with smaller length scales. These features persisted throughout
the duration of experiments (<1 hr). For example, Fig. 3 illustrates that
round domains in a GUV of 35/35/30 DiPhyPC/DPPC/cholesterol evolve
into dots and meandering stripes with widths <10 um. A similar technique
was employed previously by researchers who introduced glycolipid
micelles to vesicle solutions and observed stripes nucleating from L, and
L4 domains, followed by scission of the stripes into dots (21).

GUV temperature

For experiments in which temperature was adjusted, GUV solutions were
placed between coverslips, and coverslip edges were sealed with vacuum
grease. Heat sink grease (Omega, Stamford, CT) thermally coupled the
coverslip assembly to a home-built temperature stage on an upright Y-FL
Nikon microscope (Nikon). An Alpha-Omega Instruments Corporation
(Cumberland, RI) temperature controller drove a thermoelectric heater/
cooler. Temperature was sensed by a thermistor probe (0.2°C accuracy;
Sensor Scientific, Fairfield, NJ). Unless otherwise noted, temperature was
adjusted stepwise, and thermal equilibrium was reached after each step.

Before DPPC added After DPPC added to
to the outer leaflet

the outer leaflet

FIGURE 3 Insertion of DPPC into the outer leaflet of a GUV with
large domains of coexisting L, and L4 phases induces the formation of
dots and meandering stripes with smaller widths. Micrographs are vesicles
of 35:35:30 DiPhyPC/DPPC/cholesterol at room temperature (A) before
and (B) after addition of 70 mM DPPC-loaded HPaCD. The miscibility
transition temperature of this lipid composition is ~46°C.
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GUV osmotic pressure

For experiments in which osmotic pressure was adjusted, GUVs were
formed in 300 mM sucrose solutions and diluted in 300 mM glucose
solutions. To increase membrane tension (and decrease excess area), water
was added to dilute the outside solution to 250 mM glucose. To decrease
membrane tension (and increase excess area), a solution of 1 M glucose
was added to increase the concentration of the outside solution to
350 mM glucose. To minimize movement of vesicles, solutions were not
stirred. Hence, solution concentrations likely vary through space and time.

Cell culture and GPMYV isolation

Madin Darby canine kidney (MDCK) cells were maintained in Dulbecco’s
modified Eagle’s medium supplemented with 10% fetal calf serum, 2 mM
glutamine, 100 units/mL penicillin, and 100 ug/mL streptomycin at 37°C
in humidified CO,. Before isolation, cell membranes were labeled with
5 ug/mL of the fluorescent disordered phase marker FAST DiO (Dilino-
leyloxacarbocyanine; Life Technologies) for 10 min on ice. GPMVs
were isolated and imaged as previously described (22). Briefly, cells
were washed in GPMV buffer (10 mM HEPES, 150 mM NaCl, 2 mM
CaCl, (pH 7.4)) and then incubated with GPMV buffer supplemented
with 25 mM paraformaldehyde and 2 mM dithiothreitol for 1 hr at
37°C. A fraction of GPMVs derived from MDCK cells exhibit stripes
and dots without any addition of lipids to the outer leaflet, as shown in
Fig. 4. A similar diversity of morphologies has been reported in GPMV's
derived from zebrafish cells (23).

GPMYV temperature

For experiments in which temperature was adjusted, GPMVs were imaged
as previously described in detail (24). Briefly, a small chamber was created
using silicon grease between two coverslips. The bottom coverslip was
coated with bovine serum albumin, and 5 uL of GPMV solution were
placed into this chamber and allowed to deposit onto the bovine serum
albumin-coated coverslip. This chamber was then attached to the stage of
a Warner (Hamden, CT) temperature regulator and cooled to 8°C for
~5-10 min until most vesicles had undergone phase separation. Tempera-
ture was then raised in increments, and images were collected ~1 min after
the desired temperature was reached (unless otherwise noted) to allow the
sample to reach thermal equilibrium.

GPMYV osmotic pressure

For experiments in which osmotic pressure was adjusted, a chamber was
created by attaching a small, hollow plastic cylinder (specifically, a cloning
ring) to a coverslip-bottom cell culture dish (MatTek, Ashland, MA), leaving
the top open. 100 uL of GPMV solution was placed into this chamber, and
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FIGURE 4 A field of GPMVs derived from MDCK cells in an isotonic
buffer solution. This micrograph contains examples of dots (A), stripes
(B), and coexisting L, and L4 phases (C). Scale bars, 10 um.



GPMVs were allowed to settle to the surface of the coverslip for 20 min at
8°C, with the temperature controlled as in the previous section. To lower
the osmolarity of the exterior solution, cold water was added to the chamber
in 5 uL increments. To increase the osmolarity, a solution of 1 M NaCl was
added to achieve a final concentration of 300 mM NaCl. GPMVs were imaged
after each addition. To minimize movement of GPMVs, solutions were not
stirred. Hence, solution concentrations likely vary with space and time.

Image analysis

The method of measuring area fractions, the analysis of one-dimensional
autocorrelation functions (1D G(7)), and the fast Fourier transform of

G(7) to yield the structure function, S(k) (including Python scripts used
to calculate G(7) and S(k)) appear in the Supporting Materials and
Methods.

RESULTS

The characteristic length scale is inversely
related to temperature

To put our results in context, we will review a few aspects of
phase-separated membranes. As temperature increases in a
GUYV in which L, and L, phases coexist, the ratios of the
lipids in the two phases become more similar (20). Conse-
quently, the line tension between the L, and L4 phases
decreases. In other words, the energetic cost of forming an
interface between the two phases decreases as temperature
approaches the miscibility transition.

Now we consider a vesicle with significant excess area,
which means that the vesicle has more membrane than is
needed to cover a sphere with the same volume. As shown
in Figs. 3 and 4, dots and stripes appear in GUVs exposed
to DPPC-loaded cyclodextrin (which inserts DPPC lipids
into the outer leaflet) and in GPMVs derived from MDCK
cells. Figs. 5 and 6 illustrate that as temperature increases
in GUV and GPMV membranes with excess area, large do-
mains transform into smaller domains. When these small
domains are stripes, their wavelengths decrease with
increasing temperature. In other words, the total length of
the interface increases. In Fig. 5, the apparent hysteresis
of the GUV at 21 and 24°C is a result of rapid temperature
cycling. When temperature is held for several minutes, no
hysteresis is observed (Fig. S1). For a closed vesicle, an in-
crease in temperature is accompanied by an increase in the
surface to volume ratio, decreasing membrane tension (25).

We quantify the characteristic wavelength of stripes by
computing G(7) and S(k) of images. The characteristic
wavevector (k) appears as a peak in S (1_5) For example, the
image at 16°C in Fig. 6 A yields the S(k) in Fig. 6 C, which
has a peak corresponding to a characteristic wavelength of
0.89 = 0.08 um. Fig. 7, A and B show that wavelengths
decrease with temperature for both GUVs and GPMVs.
Each wavelength corresponds to the summed widths of
one dark stripe and one white stripe, for which the width
of a dark stripe corresponds to wavelength minus the width
of the bright stripe. The width of the bright stripe corre-
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FIGURE 5 The characteristic wavelength of stripes decreases as a func-
tion of temperature in GUVs composed of 35:35:30 DiPhyPC/DPPC/
cholesterol treated with DPPC-loaded HPaCD. (A) The same GUV is
shown in all panels. Scale bars, 20 um. (B) An enlargement of the dashed
box at 28°Cin (A) is shown. (C) A 1D G(?) autocorrelation of the image in
(B) is shown, performed in the x-direction perpendicular to the stripes. Five
maxima (squares) are fit to an exponential curve (dot-dashed line) and a po-
wer law (light line), yielding R? coefficients of 0.999 and 0.998, respec-
tively. The camera resolution is 0.17 um/pixel. Images with asterisks
were analyzed by 1D Fourier transforms as in Fig. 6 and used in Fig. 7.
To see this figure in color, go online.

sponds to the half-width of the first peak in the G(¥). The
widths of both the dark and bright stripes decrease with tem-
perature for both GUVs and GPMVs (Fig. 7, C and D).
Figs. 5 C and 6 B illustrate that when micron-scale
domains are wrapped on a sphere with diameter ~10 um,
the distinction between a modulated phase and microemul-
sion is difficult to assess from a single image. Visually, the
small-scale stripes in Figs. 5 A and 6 A are more reminiscent
of simulations of a modulated phase (see Fig. 3 of (18)).
However, within uncertainty, the autocorrelation functions
in Figs. 5 C and 6 B are equally well bounded by a function
that decays with a power law, as a modulated phase would,
and with an exponential, as a microemulsion would.
Although it is beyond the scope of this work, researchers
could plausibly differentiate between modulated phases
and microemulsions by collecting a series of images over
time of a stationary vesicle exhibiting small domains and
then could compute the average of the Fourier-transformed
images for each wave vector. If the domains were due to a
microemulsion, then the averaged Fourier coefficients
would approach zero even for those wave vectors at which
the structure factor exhibits a peak. If the average of those
Fourier coefficients were nonzero, then the domains would
be due to a modulated phase (18,26). Alternatively, re-
searchers who specialize in tethering membranes to flat
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FIGURE 6 The characteristic wavelength of stripes decreases as a func-
tion of temperature for GPMVs derived from MDCK cells. (A) Micrographs
of a single GPMV from 8 to 16°C are shown. Scale bars, 10 um. (B) A 1D
G(7) autocorrelation of the area in the dashed box at 16°C is shown, per-
formed in the y-direction, perpendicular to the stripes. Five maxima
(squares) are fitted to an exponential curve and a power law, yielding
similar R? coefficients. (C) Structure function § (?) of the G(7) in (B).

The peak in S(?) corresponds to the characteristic wavelength, which is

0.89 + 0.08 um at 16°C, at which the uncertainty is half the length of a
pixel. The camera resolution is 0.16 um/pixel. To see this figure in color,
go online.

surfaces may be able to observe small-scale domains if the
tethers allow undulations in the membrane. By imaging
large areas approaching infinite sheets, stripes could be
narrowly defined as uniform lines with a common director,
and deviations from this ideal morphology could be charac-
terized by the density of branching points or the persistence
length of the director. Independent of whether the vesicles
that we investigate exhibit a modulated phase or a microe-
mulsion, we test how the length scales in the system vary
with physical parameters to evaluate theoretical predictions
associated with mechanisms of the formation of small
domains.

The characteristic length scale increases with
membrane tension

Small-scale domains appear in vesicle membranes with
excess area. Fig. S2 shows that increasing membrane excess
area in a population of GPMVs through changes in osmotic
pressure increases the fraction of GPMVs displaying fea-
tures with small domains. Here, we test how changes in
membrane tension affect the characteristic length scale of
domains. We increase the osmotic pressure of the solution
on the exterior of GUVs and GPMVs (which should
decrease membrane tension (27)), and we observe a
decrease in the size of domains in both GUVs (Fig. 8 A)
and GPMVs (Fig. 9 A). Reversing the osmotic pressure dif-
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increasing temperature. (A) and (C) correspond to the single GUV in
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but if it were, then slopes of —0.08 * 0.01 um/°C in (A) and

—

—0.14 + 0.18 um/°C in (B) would emerge. G(7°) and S( k) for each point
in (A) and (B) are shown in Figs. S3 and S4, respectively.

ference reverses the effect (Figs. 8 B and 9 B). The same
trend has been observed via micropipette aspiration of
GUVs (P. Cicuta and L. Parolini, personal communication).

Figs. 8 A and 9 A show the evolution of vesicles from L,
and L, phases to elongated stripes and then from stripes to
dots. The same sequence occurs in vesicles in contact with
surfaces (28). Separately, the first image in Fig. 8 B shows
that stripes can appear on surfaces of vesicles that are
>100 um in diameter; other researchers have suggested
that modulated phases appear only in vesicles with a diam-
eter smaller than ~50 um, albeit in a simulation (29).

Domain morphology varies with GUV lipid
composition

The morphology of a modulated phase or microemulsion
(e.g., the arrangement of dark and bright areas into stripes
or dots) is dependent on the membrane’s curvature and lipid
composition (21,30,31). Here, we investigate a series of
GUVs that initially exhibit coexisting L, and Ly phases.
Their overall lipid compositions lie at the numbered points
on the arrow in Fig. 10. To induce the formation of stripes
and dots, we introduce additional DPPC molecules to the
GUV outer leaflet via cyclodextrin. As described in the
methods, treatment of vesicles with DPPC-loaded HP«CD
results in a change of area fraction of only 4.3 = 0.9%,
so we expect perturbations in overall lipid composition to
be minor.



The arrow in Fig. 10 is roughly perpendicular to the tie-
line that passes through 40% DiPhyPC, 40% DPPC, and
30% cholesterol at 22°C (20). The length of a tie-line
reflects the difference in compositions of the L, and L4
phases within a membrane. When a vesicle’s overall lipid
composition falls on a short tie-line, differences in the phys-
ical properties of the Ly and L, phases (e.g., the bending
rigidities and the thicknesses) are minor, and the line tension
between the L, and L4 phases is small (32-34). For example,
in Fig. 10 A, point 1 lies near a miscibility critical point.
Vesicles made from the lipid composition at point 1 demix
along a short tie-line into L, and L4 phases of similar com-
positions. When DPPC is inserted into the outer leaflet of
these vesicles, stripes appear (Fig. 10 B). On the other
hand, when a vesicle’s overall lipid composition falls on a
long tie-line, differences in the lipid compositions and phys-
ical properties of the L, and L4 phases become significant,
and the line tension is large. Examples appear at points 4,
5, and 6 in Fig. 10 A. When DPPC is inserted into the outer
leaflet of these vesicles, dots appear (Fig. 10 B). In our
experiments, we achieve low line tension between L, and
L4 phases by adjusting the ratio of the three membrane com-
ponents; other researchers have achieved this effect by grad-
ually replacing one of the three components with a fourth
component (30,35-37).

If we instead produce a series of initial GUVs with lipid
compositions that lie along a single tie-line (rather than
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FIGURE 8 Widths of domains increase with
membrane tension for GUVs of 35:35:30
DiPhyPC/DPPC/cholesterol treated with DPPC-
loaded HPaCD. (A) Over time, the osmotic pres-
sure of the exterior glucose solution is increased
by 50 mM such that the membrane tension presum-
ably decreases. (B) Over time, the osmotic pressure
of the exterior solution is decreased by 50 mM
such that the membrane tension presumably in-
creases. Scale bars, 20 wm.

perpendicular to it), then we expect the compositions of
the Ly and L, phases to remain constant and the area fraction
of the phases to vary, assuming that area fractions are
approximately linearly related to mole fractions. For
example, as the overall lipid composition changes from
points 1 through 4 in Fig. 11 A, the membrane’s area fraction
of the dark, L, phase should linearly increase. When DPPC
is inserted into the outer leaflet of this series of vesicles,
small dots and stripes appear, and the fraction of the mem-
brane area that appears dark linearly increases (Fig. 11, B

and C).

DISCUSSION

Our results create an opportunity to evaluate proposed
mechanisms of how stable, small (albeit micrometer-scale)
domains arise in vesicle membranes. These mechanisms
were recently reviewed by Schmid (11). Several mecha-
nisms do not apply to our experiments. For example, our
GUYV system is not consistently close to a miscibility critical
point (12,20,32). Similarly, our GUVs lack hybrid lipids that
might act as lineactants (38,39), and small length scales
arise equally in vesicles with and without hybrid lipids
(36). Because GUVs are synthetic vesicles rather than
plasma membranes of living cells, our systems are not sub-
ject to membrane recycling (40,41), cytoskeletal coupling
(13,14,42,43), or mismatch between monolayer curvature

FIGURE 9 Widths of domains increase with
membrane tension for GPMVs derived from
MDCK cells. (A) Over time, the osmotic pressure
of the exterior solution is increased by raising the
concentration of NaCl by 150 mM such that the
membrane tension should decrease. (B) Over
time, the osmotic pressure of the exterior solution
is decreased by adding water. Scale bars, 10 um.
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FIGURE 10 The ratio of lipids in vesicles influ-
ences the morphology of small-scale membrane
domains. (A) A Gibbs phase triangle for Di-
PhyPC/DPPC/cholesterol vesicles with no excess
area is shown. The shaded area corresponds to
compositions that exhibit L,-Ly coexistence at
22°C, reproduced from (20). The black line con-

"DPPC == 100%

and the curvature imposed by a rigid cell wall (44). More-
over, because our vesicles initially exhibit large-scale
coexisting L, and Ly phases before we introduce DPPC to
the outer leaflet, the small-scale features we observe are
not due to trapped coarsening (8,25,45-47), which is de-
picted in Fig. 1, E-G. They are also not due to the kinetic
effect of viscous fingering (3).

Remaining proposed mechanisms include coupling of
local lipid composition to either monolayer or bilayer spon-
taneous curvature (16-18,21,31,47-56) and balancing the
energetic cost of forming an interface with a repulsion
term arising from lipid dipoles (36,49,50). These mecha-
nisms are not mutually exclusive, and some predict similar
behavior. To our knowledge, all of these mechanisms predict
that an increase in temperature results in a decrease in the
characteristic size of domains, as we observe in Figs. 5 A
and 6 A. A similar qualitative result has been reported for
vesicles near their mixing temperature (25). To evaluate
the mechanisms, we discuss membrane asymmetry, tension,
and lipid dipoles in the three sections below.

Evaluation of membrane asymmetry

One class of theories and simulations posits that small-scale
features arise in membranes when the local lipid composi-
tion couples to the local monolayer or bilayer curvature
(16-18,21,31,47-56). An experimental basis for these the-
ories lies in the observation that monolayer spontaneous
curvatures of different lipids vary widely (57,58). A recent
theory by Schick and co-workers (16-18,52) proposes that
lipid composition couples to membrane height fluctuations.
This theory predicts that over a range of temperatures and
tensions, lipid compositions spatially vary as in a microe-
mulsion. Characteristic sizes of domains are predicted to
be >100 nm (17), and the largest features are expected
when the differences in spontaneous curvatures of all the
lipids is small (16), as in our system in which all phospho-
lipids are PC lipids. Schick notes that in membranes that
contain a mixture of lipids with a wide range of spontaneous
curvatures, such as “membranes with ternary mixtures of
cholesterol, PC, and PE one would expect the characteristic
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necting the circles denotes a tie-line at 22°C. (B)
Micrographs of GUVs with initial lipid composi-
tions corresponding to the numbers along the arrow
in (A) are shown. The GUVs were treated with
DPPC-loaded HPaCD. The resulting morphol-
ogies include stripes (at compositions 1, 2, and 3)
and dots (compositions 4, 5, and 6).

wavelengths to be appreciably smaller” (16). Membranes
of GPMVs satisfy this criterion because they contain a
significant fraction of lipids that produce high monolayer
curvatures (e.g., lipids with phosphatidylethanolamine
headgroups and/or polyunsaturated tails (22)). However,
micron-scale domains are readily observable in both types
of membranes that we use: GUVs with PC lipids and
GPMVs with a wide complement of lipids.

The Schick theory posits that monolayer regions with
different spontaneous curvatures are enriched (or depleted)
in lipids with noncylindrical shapes (e.g., PE-lipids or lyso-
lipids) such that monolayer domains antiregister across the
bilayer. For example, a lipid for which the cross-sectional
area of the head group is smaller than that of the tails will
be enriched within the bright monolayer regions in
Figs. 11 and 12. As a comparison, in flat bilayers containing
domains of L, and L4 phases, the penalty incurred for do-
mains in one leaflet misaligning with domains in the oppo-
site leaflet is large (0.016 kBT/nmz) (59).

Two lines of evidence are inconsistent with antiregistra-
tion of domains in vesicles of DiphyPC/DPPC/cholesterol
with excess area. The first is in Fig. 12 A, which shows a
time series shortly after HPa«CD has inserted DPPC into
the outer leaflet of a membrane that had previously demixed
into L, and L4 phases. In the time series, small-scale struc-
ture arises from fingering and scission at the boundary of the
L, and L, phases, as previously observed (21,28). Antiregis-
tration would result in the observation of three fluorescence
levels across the boundary (Fig. 12 C): instead, only two
fluorescence levels are observed (Fig. 12 B).

The second line of evidence is in Fig. 11. GUVs electro-
formed with initial compositions at the four numbered
points along the tie-line in Fig. 11 A exhibit L, and Lq4
phases. In these two-phase vesicles, domains in one mono-
layer of the membrane are in registration with domains of
the same phase in the opposing monolayer. Excess area
was introduced to these membranes through the addition
of DPPC to the outer leaflet by cyclodextrin, and fluores-
cence micrographs were collected. Contrast between do-
mains arises from a dye-labeled lipid that preferentially
partitions with one domain type. Standard fluorescence
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color, go online.

Domain Length Scales in GPMVs and GUVs

microscopy techniques record fluorescence levels of bila-
yers (the sum of the monolayers) and excel at distinguishing
fractions of areas that appear relatively bright and dark
rather than absolute fluorescence levels. Because the Schick
model posits that domains are antiregistered, we can test a
prediction. If a constant wavelength of membrane fluctua-
tion is assumed within the Schick model, then the area
fraction of the bilayer that appears dark (relative to the
rest of the membrane) should vary in a sawtooth pattern
for vesicles of the four compositions (Fig. 11, D and E).
The experimental data in Fig. 11, B and C contradict this
scenario. Specifically, the area fraction that appears dark
increases monotonically rather than in a sawtooth pattern.
A related monotonic increase in area fraction of synthetic
GUVs is reported by Goh et al. (30).

Two related lines of evidence show that domains are in
registration with cell-derived GPMVs with excess area.
The first appears in Fig. 13 A. The osmotic pressure of the
exterior solution was shifted to vary membrane tension
such that GPMV membranes transitioned from coexisting
L, and Ly phases to small-scale domains (or the reverse).
The area fractions of dark membrane regions of six GPMVs
were evaluated before and after the transition. All pairs of
area fractions lie close to a line with a slope of 1. Because
monolayer domains are assumed to be in registration across
the membranes of GPM Vs exhibiting L, and L, phases, this
result implies that the monolayer domains are also in regis-
tration in GPMVs exhibiting small-scale domains. As in
Fig. 11 E, if a constant wavelength of membrane fluctuation
is assumed within the Schick model (16), which posits that
dark regions in one monolayer leaflet are in antiregistration
with dark regions in the opposite leaflet, then the area frac-
tion of membrane that appears dark would be expected to
vary with a sawtooth pattern.

The second line of evidence for registration of domains
in GPMVs appears in Fig. 13 B. Within a single field of
view, some GPMVs (which have excess area) exhibit
stripes or dots, whereas others (which lack significant
excess area) contain coexisting L, and L4 phases. In
Fig. 13 B, these two types of vesicles are named “test”
and “control.” After application of osmotic pressure to re-
move excess area, the test vesicles contain coexisting L,
and Ly phases, in which domains in each lipid monolayer
are presumed to always be in registration across the mem-
brane. This system can be used to assess whether stripe or
dot domains in the test vesicle are in registration. If the ratio
of fluorescence levels in the test vesicle to the control
vesicle is unchanged by the application of osmotic pressure,
then the stripe or dot domains represent regions in which
dark domains are in registration across both monolayer
leaflets of the membrane. If the ratio differs by a factor
of 2, then stripe or dot domains are in antiregistration.
This ratiometric measurement eliminates any artifacts due
to photobleaching; the measurement leverages the fact
that bleaching occurs at the same rate in all vesicles. In
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FIGURE 12 Fluorescence levels in GUVs with excess area imply that
stripe and dot domains are registered across both monolayer leaflets of
the bilayer. (A) As DPPC is delivered to the surface of a vesicle composed
of 35:35:30 DiPhyPC/DPPC/cholesterol, stripes and dots appear at the
boundary of the L, and L4 phases and evolve through time. Scale bars,
20 wm. (B) A line scan (10 pixels wide) across the boundary yields only
two fluorescence levels. To preserve image fidelity, no correction was
made for the slight brightness gradient across the image, which likely arises
from objects out of the plane of focus. (C) In contrast, antiregistration of
domains as in the Schick theory (16) predicts three fluorescence levels,
either as in Option 1 or Option 2. To see this figure in color, go online.
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total, all data in Figs. 11, 12, and 13 are consistent with
registration and inconsistent with antiregistration.

Evaluation of membrane tension

Figs. 8 and 9 show how the characteristic length scale of
domains can be tuned via membrane tension: as membrane
tension increases, stripe widths increase (Figs. 8 B and 9 B).
The Schick theory considers membrane tension in two
regimes. Only one of these regimes is considered in (16),
in which “the theory predicts that if one increases the sur-
face tension of the membrane, making it more taut, then
characteristic length decreases.” This is the opposite of
what we observe. Equation 6 in (17) gives a fuller story.
When membrane tension is initially low, increases in tension
decrease the characteristic length, as in the Schick statement
above. However, it is reasonable to expect that the mem-
brane tension in our GUVs is initially high because the
vesicles appear taut and exhibit coexisting L, and Ly phases
before the addition of DPPC to the outer monolayer. When
membrane tension is initially high, the Schick theory pre-
dicts that increases in tension increase the characteristic
length.

An earlier theory, which should be equivalent to the
Schick theory in the limit of a flat membrane, yields similar
re-entrant behavior (60,61). Although Eqgs. 2.8b and 2.12 in
(60) predict that an increase in surface tension should result
in a decrease in domain size, Fig. 6 a in (61) shows two
trends. Specifically, for a vesicle with two domains, a
configuration with three domains can be reached either by
increasing the exterior pressure or by decreasing it, depend-
ing on the initial conditions.

A separate theory by Harden et al. considers domains in a
modulated phase that arises due to a spontaneous bilayer
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curvature of the membrane within domains (56). This sce-
nario is relevant to our system in the plausible case that
when DPPC is added to the outer monolayer, it preferen-
tially partitions to one phase, likely the L, phase. The
theory predicts that the characteristic length of dots and
stripes increases with membrane tension when the energetic
cost of forming an interface is held constant (56). Our results
in Figs. 8 and 9 are consistent with this prediction.

Evaluation of phase diagrams

In Fig. 12, as DPPC is delivered to the outer membrane of a
GUYV, small domains appear at the boundary of the L, and Ly
phases. This observation is consistent with the Schick theory
for modulated phases and microemulsions (18) and the
theory of Harden et al. for modulated phases (56). Specif-
ically, the Schick theory allows for a first-order transition
from a two-phase region of L, and L4 coexistence to a region
of a modulated phase over a wide range of parameters and,
when evaluated in a way that accounts for fluctuations in the
system, a first-order transition from a two-phase region to a
microemulsion over a narrower range of parameters, as
shown in Fig. 2 of (18). Similarly, in the theory of Harden
et al., a direct transition is allowed from a two-phase



“flat” region to a modulated phase of stripes or dots if
membrane tension is decreased, as occurs when we intro-
duce DPPC molecules to GUV membranes. Knowledge
that the transition is first order does not distinguish between
a modulated phase and a microemulsion (62).

Next, we evaluate whether stripes or dots are favored as
we vary membrane tension or line tension in the initial
GUVs. A decrease in membrane tension in Figs. 8 A and
9 A results in a sequence from two-phases to stripes and
then to dots, as predicted by Harden et al. (56). The topic
of line tension is tackled in Fig. 10. When DPPC is delivered
to a GUV with a lipid composition that lies near the L,-Lq4
miscibility critical point, at which line tension is low, stripes
tend to be observed. When the GUV is initially far from the
critical point, at which line tension is high, dots are
observed. This observation contradicts the prediction of
Harden et al., which asserts that as line tension increases,
stripes should be favored over dots (56). The prediction
holds for a set of GUVs with constant membrane tension
and constant area fraction of each phase. Because we apply
the same protocol to all GUVs, we assume that membrane
tensions are, on average, constant. Similarly, because the
path of the arrow in Fig. 10 bisects a series of tie-lines,
the area fraction of dark and white regions in all GUVs
should be, on average, 50:50, although there is a distribution
of values within each population of GUVs.

Evaluation of dipole repulsion contribution

The simplest models that produce a discrete length scale in
two-dimensional systems like membranes consider only two
energy terms: a local attractive term and a long-range repul-
sion term (63). The attractive term arises from a cost per unit
length of an interface, which favors coalescence of domains
and domain budding (64). In monolayers at an air-water
interface, the repulsion arises from a difference in dipole
density between two lipid phases (48,65-68). The magni-
tude of the dipolar term in lipid bilayers is contentious for
two reasons. First, electrostatic interactions are diminished
by the aqueous solution surrounding a bilayer; nevertheless,
small-scale membrane structures are observed in solutions
of high ionic strength (28). Second, the dipoles may largely
cancel, depending on their location within the bilayer.
Several models that describe small-scale features in mem-
branes incorporate a dipolar repulsion term in the free en-
ergy (29,36,50,69). The predicted length scales depend on
the magnitude of the dipolar term, which in turn depends
on the location of dipoles within the bilayer. Here, we
directly test an assumption by Usery et al. (36) that the
dipolar repulsion term arises from carbonyl groups at the
ester linkage between lipid headgroups and chains. If this
assumption were true, then replacing all ester-linked lipids
with ether-linked lipids (which lack carbonyl groups) should
result in a lack of small-scale patterns on vesicle surfaces.
The data in Fig. 14 contradict the assumption. In this exper-

Domain Length Scales in GPMVs and GUVs

Before 16:0 After 16:0
DietherPC added DietherPC added
to the outer leaflet to the outer leaflet

A B

FIGURE 14 Insertion of 16:0 diether PC into (A and C) the outer leaflet
of a GUV with coexisting L, and L4 phases (B and D) induces the formation
of meandering stripes with smaller widths. Micrographs are representative
images of four vesicles of 35:35:30 4ME 16:0 diether PC/16:0 diether PC/
cholesterol, two at room temperature before the addition of 70 mM 16:0
diether PC-loaded HPaCD and two after the addition. Scale bars, 20 um.

iment, DPPC and DiPhyPC were replaced with their ether-
linked counterparts to produce vesicles analogous to Fig. 3.

CONCLUSIONS

Here, we have evaluated how the characteristic lengths of
small-scale features in membranes of GUVs and GPMVs
vary with temperature, tension, and lipid composition. We
find that length scales increase as temperature decreases
and as tension increases, that area fractions and fluorescence
levels imply that domains are registered across both mono-
layer leaflets, and that stripes are favored for lipid composi-
tions that are expected to have a low energetic cost of
forming an interface.

Our results are consistent with most predictions of an
early theory on vesicle shape deformations (60,61) and the
Schick theory of microemulsions (16-18,52), with the
caveat that the initial membrane tension cannot be too
low. However, the Schick theory posits that monolayer do-
mains antiregister across the bilayer and Schick strongly ar-
gues for the plausibility of antiregistered domains in
asymmetric plasma membranes, whereas we find evidence
that domains register, both in model GUVs and in cell-
derived GPMVs. Ways in which the Schick theory could
become more complete would be to include the effect of
fluctuations and the energetic cost of thickness variations
that would accompany domain registration (M. Schick, per-
sonal communication). Similarly, our results are consistent
with some predictions of the theory of Harden et al. for
modulated phases (56) but do not agree with the prediction
that dots should be favored over stripes when the energetic
cost of forming an interface is low; we observe the opposite.
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Our results are consistent with general theories that balance
attractive and repulsive interactions, with the caveat that the
source of the repulsion does not appear to originate with
carbonyl group dipoles of ester-linked lipids, as proposed
by Usery et al. (36). This leaves the question of how domain
repulsion arises, which is challenging to address in lipid bi-
layers (as opposed to in monolayers).

In several theories, the mean bilayer spontaneous curva-
ture is integral to the description of a modulated phase
(21,49,50,70). In our GUV experiments, we established a
mean bilayer spontaneous curvature by introducing excess
lipid to the outer leaflet of vesicles that had previously phase
separated into L, and L4 phases. The addition of outer leaflet
lipids is not strictly necessary: other researchers have noted
that a bilayer spontaneous curvature could arise from slowly
decreasing GUV temperature (P. Cicuta and L. Parolini, per-
sonal communication). Small-scale features have been pre-
viously reported in a wide range of membranes, including
vacuoles in living yeast cells (4), zebrafish GPMVs (23),
and synthetic GUVs, both with (21) and without
(30,35,36) explicit addition of lipids to the outer leaflet,
illustrating the robustness of the result and its applicability
to a broad class of membranes.

SUPPORTING MATERIAL

Supporting Materials and Methods, five figures, and one table are available at
http://www.biophysj.org/biophysj/supplemental/S0006-3495(18)30767-7.
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