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Abstract

Ceramides (Cers) may exert their biological activity through changes in membrane structure and organization. To
understand this mechanism, the effect of Cer on the biophysical properties of phosphatidylcholine, sphingomyelin (SM) and
SM/cholesterol bilayers was determined using fluorescence probe techniques. The Cers were bovine brain Cer and synthetic
Cers that contained a single acyl chain species. The phospholipids were 1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine
(POPC) and 1,2-dipalmitoyl-sn-glyero-3-phosphocholine (DPPC) and bovine brain, egg yolk and bovine erythrocyte SM.
The addition of Cer to POPC and DPPC bilayers that were in the liquid-crystalline phase resulted in a linear increase in acyl
chain order and decrease in membrane polarity. The addition of Cer to DPPC and SM bilayers also resulted in a linear
increase in the gel to liquid-crystalline phase transition temperature (TM). The magnitude of the change was dependent upon
Cer lipid composition and was much higher in SM bilayers than DPPC bilayers. The addition of 33 mol% cholesterol
essentially eliminated the thermal transition of SM and SM/Cer bilayers. However, there is still a linear increase in acyl chain
order induced by the addition of Cer. The results are interpreted as the formation of DPPC/Cer and SM/Cer lipid complexes.
SM/Cer lipid complexes have higher TMs than the corresponding SM because the addition of Cer reduces the repulsion
between the bulky headgroup and allows closer packing of the acyl chains. The biophysical properties of a SM/Cer-rich
bilayer are dependent upon the amount of cholesterol present. In a cholesterol-poor membrane, a sphingomyelinase could
catalyze the isothermal conversion of a liquid-crystalline SM bilayer to a gel phase SM/Cer complex at physiological
temperature. ß 2001 Elsevier Science B.V. All rights reserved.
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1. Introduction

Sphingolipid and cholesterol-rich microdomains
are involved in plasma membrane signal transduc-
tion, cholesterol e¥ux and intracellular lipid and
protein tra¤cking [1,2]. These membrane microdo-
mains can be isolated as detergent-resistant mem-
brane domains (DRMs) for structural and functional
studies [3,4]. Sphingolipid and cholesterol-rich micro-
domains are in a liquid-ordered phase where the
sphingolipid molecules have restricted acyl chain mo-
tion but have high lateral mobility [1,2]. Sphingo-
myelin (SM) is the major sphingolipid in the plasma
membrane and is the substrate for the enzyme cata-
lyzed formation of the lipid second messenger, cer-
amide (Cer) [5]. The cellular concentration of Cer
can be quite high in reaching levels of 1^10 mol%
of the total phospholipid concentration and thus
Cer can be a major lipid component in SM-rich mi-
crodomains [6]. One possible mechanism for the bio-
logical action of Cers is through changes in mem-
brane structure and organization through the
formation of Cer-rich microdomains [7^11]. How-
ever, there is little information on the lipid^lipid in-
teractions between SM, Cer and cholesterol to under-
stand their role in regulating the membrane physical
properties of sphingolipid and cholesterol-rich micro-
domains.

When compared to physiological phosphatidylcho-
lines, SMs are more saturated, are asymmetric due to
the amide linkage of very long chain fatty acids and
are more prone to intermolecular hydrogen bonding
[1,2]. Unlike phosphatidylcholines, naturally occur-
ring SMs demonstrate gel to liquid-crystalline phase
transitions in the physiological temperature range
[12]. The N-linked acyl chain composition can be
important in determining the interaction of SMs
with other phospholipids [13] and with cholesterol
[14^16]. Also, N-linked acyl chain composition may
be important in determining SM and Cer metabolism
[17^18] and Cer function [19]. Cers, which have a
single hydroxyl polar head group, are the most con-
densed sphingolipid [20,21] and demonstrate the
highest thermal transition temperature [22^24]. In
bilayer mixtures of Cer and 1,2-dimyristoyl-sn-glyc-
ero-3-phosphocholine (DMPC) or 1,2-dipalmitoyl-
sn-glycero-3-phosphocholine (DPPC), laterally segre-
gated Cer-enriched microdomains can be formed

[8,24,25]. Cers can segregate into microdomains in
lamellar phase phosphatidylethanolamine bilayers
and also facilitate the lamellar hexagonal phase tran-
sition [9,10]. Cer-enriched microdomains may also be
formed in liquid-crystalline phase phosphatidylcho-
line bilayers [11]. Diacylglycerols and Cers are mem-
brane-associated lipid second messenger molecules
that are formed by the enzymatic removal of the
phosphorylcholine headgroup of phosphatidylcholine
and SM. However, they can have very di¡erent ef-
fects on membrane physical properties due to di¡er-
ences in their fatty acyl chain composition. This has
been demonstrated in model systems where phospho-
lipase C catalyzed diacylglycerol formation-induced
vesicle fusion and sphingomyelinase catalyzed Cer
formation-induced vesicle leakage [26]. Thus, the in-
teraction of Cers with other membrane components,
e.g. SM, should be an important factor in determin-
ing membrane lateral organization and physical
properties. Also, the e¡ect of cholesterol on the in-
teraction of Cer with SM may also be important in
regulating signal transduction processes within sphin-
golipid and cholesterol^cholesterol microdomains.

We have used £uorescence probe techniques to
measure the bilayer physical properties of mixtures
of Cer, SM and phosphatidylcholine. We have also
determined the e¡ect of cholesterol on mixtures of
bovine brain SM (BB-SM) and bovine brain Cer
(BB-Cer). To vary the N-linked acyl chain, we have
used the naturally occurring SMs, BB-SM (contain-
ing primarily stearic (C18:0) and nervonic (C24:
1v15) acids), bovine erythrocyte SM (containing pri-
marily lignoceric (C24:0) acid) and chicken egg yolk
SM (containing primarily palmitic (C16:0) acid). The
fatty acid composition of BB-SM is similar to those
found in cells, e.g. U937 monocytic cells [18], from
which DRMs have been isolated [27]. For compari-
son, we also studied an unsaturated (1-palmitoyl-
2-oleoyl-sn-glycero-3-phosphocholine, POPC) and a
saturated (DPPC) phosphatidylcholine (PC). BB-Cer
and synthetic Cers with speci¢c N-linked acyl chains
were used. The interaction between SM and Cer is
analogous to the interaction between saturated phos-
phatidylcholines and diacylglycerols [28,29]. These
studies have indicated the formation of speci¢c phos-
phatidylcholine/diacylglycerol complexes. Our results
demonstrate that the interaction of Cer with SMs
and phosphatidylcholines is di¡erent and that the
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N-linked acyl chain can be a factor in these interac-
tions. These molecular species di¡erences may be due
to di¡erences in acyl chain interactions that allow the
formation of tighter or weaker lipid complexes. We
have also demonstrated that cholesterol and Cer
have additive e¡ects on the physical properties of
SM bilayers. The addition of su¤cient amounts of
cholesterol to form a liquid-ordered phase may dis-
rupt the formation of SM/Cer complexes.

2. Materials and methods

2.1. Materials

POPC, DPPC, BB-SM, BB-Cer, egg yolk sphingo-
myelin (EY-SM), and egg D-erythro-sphingosine were
from Avanti Polar Lipids (Alabaster, AL, USA). The
BB-Cer was derived from BB-SM and both have
identical fatty acid compositions. Bovine erythrocyte
sphingomyelin (BE-SM), N-nervonoyl-sphingosine
(C24:1-Cer), N-oleoyl-sphingosine (C18:1-Cer), N-
palmitoyl-sphingosine (C16:0-Cer) and N-stearoyl-
sphingosine (C18:0-Cer) were from Sigma (St. Louis,
MO, USA). 1,6-Diphenyl-1,3,5-hexatriene (DPH),
6-propionyl-2-dimethylaminonaphthalene (prodan),
6-dodecanoyl-2-dimethylaminonaphthalene (laurdan)
and 3-(4-(6-phenyl)-1,3,5-hexatrienyl)phenylpropionic
acid were from Molecular Probes (Eugene, OR,
USA). High purity cholesterol was from Calbio-
chem-Novabiochem (La Jolla, CA, USA). The syn-
thesis of N-3-(4-(6-phenyl)-1,3,5-hexatrienyl)phenyl-
propanoyl)sphingosine (DPH-Cer) was performed
by N-acylation of D-erythro-sphingosine with the N-
hydroxysuccinimidyl ester of the £uorescent fatty
acid [30].

2.2. Liposome preparation

The required amounts of phospholipids, Cers, cho-
lesterol and £uorescent probe were mixed in chloro-
form. The organic solvent was evaporated under a
stream of nitrogen and the sample dried under vac-
uum for at least 3 h in a lyophilizer. The dried lipids
were dispersed in bu¡er (100 mM NaCl, 10 mM Tris,
1 mM EDTA, pH 7.4) by vortexing. The lipids were
warmed above their gel to liquid-crystalline phase
transition temperatures to ensure complete hydra-

tion. The £uorescent probe to phospholipid molar
ratio was 1^250 mol/mol, unless stated otherwise.

2.3. Fluorescence measurements

DPH and DPH-Cer were used to measure phos-
pholipid acyl chain motion [31,32]. The £uorescence
polarization measurements were performed as previ-
ously described [31,32] where the excitation wave-
length was 350 nm and the emission was monitored
with a Corning 3-144 cuto¡ ¢lter. The £uorescence
properties of prodan and laurdan were used to mea-
sure the microenvironment of the phospholipid bi-
layers [33^35]. Prodan appears to be a better probe
for the bilayer surface than laurdan which occupies a
deeper region of the bilayer. The £uorescence spectra
of prodan and laurdan were recorded and the mea-
sured £uorescence intensity at 420 and at 480 nm
were used to calculate the generalized polarization
values (G.P.) [34,35]. The excitation wavelength was
350 nm.

3. Results

3.1. Fluorescence polarization of DPH and DPH-Cer

The £uorescence polarization of DPH and DPH-
Cer was used to determine the e¡ect of the addition
of BB-Cer on the acyl chain motion and phase prop-
erties of POPC, DPPC, BB-SM, EY-SM and BE-SM
bilayers. The polarization measurements of DPH in
liquid-crystalline phase POPC bilayers increased only
slightly upon the incorporation of BB-Cer and dem-
onstrated essentially no change with temperature
(FigA. 1). At 25³C, a linear correlation was found
for the change in £uorescence polarization with the
mol% Cer in the bilayer when the BB-Cer concen-
tration was varied up to 30 mol% (Fig. 1A, insert).
For gel phase DPPC bilayers, there was a small in-
crease in the polarization values with the addition of
BB-Cer. There was a dramatic decrease in the £uo-
rescence polarization values at the gel to liquid phase
transition temperature (TM = 42³C) of DPPC. The
addition of BB-Cer shifted the temperature at which
there was a 50% change in the £uorescence polariza-
tion values (midpoint temperature) to slightly higher
temperatures. Above TM in the liquid-crystalline
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phase, the polarization values in DPPC bilayers was
similar to that found in POPC (Fig. 1B). BB-SM,
EY-SM and BE-SM have di¡erent acyl chain com-
positions and di¡erent thermal properties [36,37].

Fig. 1. The e¡ect of BB-Cer on the £uorescence polarization of
DPH in POPC (A), DPPC (B), BB-SM (C), EY-SM (D) and
BE-SM (E) bilayers was measured as a function of temperature.
The measurements are for bilayers that contain 0 (b), 5 (S)
and 10 (F) mol% BB-Cer. The insert in (A) demonstrates the
£uorescence polarization (F.P.) as a function of the mol% BB-
Cer in POPC bilayers when measured at 25³C. The data for
DPPC, BB-SM, EY-SM, and BE-SM were ¢tted with a sigmoi-
dal regression analysis (solid line) to obtain a value for the
midpoint temperature (TM) for a 50% change in the £uores-
cence polarization values. The equation used was p(T) = p0+a/
(1+exp(3(T3TM))/b), where p(T) was the measured polarization
value at a given temperature (T) and p0, a, b and TM were con-
stants. The phospholipid concentration was 0.1 mg/ml and the
probe/phospholipid molar ratio was 1/250.

Fig. 2. The e¡ect of BB-Cer on the £uorescence polarization of
DPH-Cer in POPC (A), DPPC (B), BB-SM (C), EY-SM (D)
and BE-SM (E) bilayers was measured as a function of temper-
ature. The concentration of DPH-Cer was 1 mol% and BB-Cer
was added to give a ¢nal concentration of Cer of 1, 5 and 10
mol%. For (A), the samples consist of POPC/1 mol% Cer (b)
and POPC/10 mol% Cer (S). In (B), the samples were DPPC/1
mol% Cer (b) and DPPC/10 mol% Cer (S). For (B), (C) and
(D), the samples consist of BB-SM, EY-SM and BE-SM, re-
spectively, at 1 (b), 5 (S) and 10 (F) mol% Cer. The insert in
(A) demonstrates the £uorescence polarization (F.P.) as a func-
tion of the mol% Cer (0.25 mol% DPH-Cer and the remainder
BB-Cer) in POPC bilayers when measured at 25³C. The data
for DPPC, BB-SM, EY-SM and BE-SM were analyzed as in
Fig. 1 to obtain a value for TM where the solid line demon-
strates the regression ¢t to the data. The phospholipid concen-
tration was 0.1 mg/ml.
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BB-SM has a broad thermal transition in the temper-
ature range of 30^40³C, BE-SM has a broad transi-
tion between 20 and 35³C, and EY-SM demonstrates
a sharp transition at 39³C. The addition of BB-Cer
to BB-SM (Fig. 1C) and BE-SM (Fig. 1E) did not
increase the polarization values in the gel state,
whereas for EY-SM (Fig. 1D), there was a slight
increase. However, above the TM of the neat SMs,

the addition of BB-Cer increased the polarization
values in BB-SM, BE-SM and EY-SM bilayers.
When the £uorescence polarization versus tempera-
ture curves for each of the SMs were analyzed by a
sigmoidal regression analysis, the data demonstrated
that the addition of BB-Cer increased the tempera-
ture where a 50% change in the polarization values
occurs. This indicated that the addition of BB-Cer

Fig. 3. The £uorescence spectra of prodan and laurdan were measured in POPC, DPPC and BB-SM bilayers containing BB-Cer. The
spectra are for POPC (A and B), DPPC (C and D) and BB-SM (E and F) bilayers containing prodan (A, C and E) and laurdan
(B, D and F). The data are for the phospholipid bilayer alone (b, a) and containing 25 mol% BB-Cer (F, E). The spectra were re-
corded at 25³C (b, F) and 55³C (a, E). The phospholipid concentration for samples containing laurdan were 0.3 mg/ml at a probe/
phospholipid molar ratio of 1/250 and for prodan the phospholipid concentration was 1.0 mg/ml at a probe/phospholipid molar ratio
of 1/833 such that the amount of £uorescent probe was kept constant for the prodan and laurdan samples. For £uid phospholipid bi-
layers, the £uorescence wavelength maxima varied from 477 to 486 nm for prodan and from 470 to 473 nm for laurdan. In gel phase
DPPC bilayers, the £uorescence wavelength maxima were 430 nm for prodan and varied from 440 to 443 nm for laurdan. In gel
phase BB-SM bilayers, the £uorescence wavelength maxima varied from 415 to 419 nm for prodan and from 423 to 425 nm for laur-
dan. In the gel phase, the spectra for both probes were blue shifted in BB-SM bilayers when compared to DPPC bilayers.
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shifted the gel to liquid-crystalline phase transition to
higher temperatures. The temperature for the onset
of the thermal transitions was not altered, however,
the temperature for the completion of the thermal
transition increased with the amount of BB-Cer
added [31].

For POPC bilayers, there was a slight increase in
the polarization values of DPH-Cer with the addition
of BB-Cer (Fig. 2A). At 25³C, a linear correlation
was found for the change in £uorescence polarization
with the mol% Cer in the bilayer when the BB-Cer
concentration was varied up to 30 mol% (Fig. 2A,
insert). For DPH-Cer, there was no change in the
polarization values on the addition of BB-Cer to
DPPC bilayers (Fig. 2B) in the gel phase. The addi-
tion of Cer did shift the temperature for a 50%
change in £uorescence polarization to higher temper-
atures. For BB-SM (Fig. 2C), EY-SM (Fig. 2D) and
BE-SM (Fig. 2E), increasing the BB-Cer concentra-
tion increased the DPH-Cer polarization values in
gel phase bilayers. These increases may be due to
changing the physical properties of the bilayer, how-
ever, because of the DPH-Cer concentration (1 mol%)
used, there may also be some e¡ect in changing the
lateral distribution of the £uorescent probe [38]. Sim-
ilar to the DPH measurements, the addition of BB-
Cer shifted the midpoint temperature for a 50%
change in the £uorescence polarization values to
higher temperatures. These results demonstrate that
in SM bilayers the addition of BB-Cer shifted the gel
to liquid-crystalline phase transition to higher tem-
peratures.

3.2. Fluorescence spectra of prodan and laurdan

The environmentally sensitive £uorescence spectro-
scopic properties of prodan and laurdan were used to
investigate Cer dependent changes in the properties
of phospholipid bilayers. For prodan and laurdan in
liquid-crystalline POPC bilayers (Fig. 3A,B), there
was a blue shifted shoulder in the £uorescence spec-
tra upon increasing the amount of BB-Cer from 0 to
25 mol% at both 25 and 55³C. An increase in the
intensity of the blue part of the emission spectra can
indicate a slight decrease in interfacial polarity. For
gel phase DPPC bilayers (Fig. 3C,D), there was es-
sentially no e¡ect of the addition of BB-Cer on the
£uorescence emission spectra of prodan or laurdan.

For gel phase BB-SM bilayers (Fig. 3E,F), the addi-
tion of BB-Cer decreased the width of the spectra for
both prodan and laurdan. For gel phase DPPC bi-
layers, the emission maxima for prodan and laurdan
were 430 and 440 nm, respectively, and for BB-SM
bilayers were 415 and 423 nm, respectively. The blue
shift in the emission indicates a more non-polar and
rigid environment for the probes in the BB-SM bi-
layer compared to a DPPC bilayer. These results are
consistent with SMs being more tightly packed. At
55³C, the £uorescence emission spectra of prodan
and laurdan in DPPC and BB-SM bilayers were sim-
ilar to that found in liquid-crystalline POPC bilayers.
The addition of BB-Cer to both DPPC and BB-SM
bilayers resulted in a blue shift in the spectra for
both prodan and laurdan. These results demon-
strated a more hydrophobic and rigid microenviron-
ment for the probes.

The £uorescence spectra of prodan and laurdan
were analyzed to determine G.P. values. The addi-
tion of BB-Cer to POPC bilayers (Fig. 4A,D) slightly
increased the G.P. values for prodan and laurdan.
The G.P. values essentially did not change with
changes in temperature. At 25³C for both £uorescent
probes, a linear correlation was found for the change
in G.P. values with the mol% Cer in the bilayer when
the BB-Cer concentration was varied up to 25 mol%

Table 1
E¡ect of the molecular species of Cer on the thermal transition
temperature of DPPC, BB-SM, EY-SM and BE-SM bilayers

Cer Phospholipid
bilayer

TM�o� (³C) vTM/mol% Cer
(³C/mol%)

BB-Cer DPPC 42.3 0.32
BB-SM1 38.8 0.69
EY-SM 40.4 0.51
BE-SM 36.8 1.15

C18:1-Cer DPPC 43.2 0.04
BB-SM 36.5 0.34

C24:1-Cer DPPC 43.0 0.13
BB-SM 36.7 0.71

C16:0-Cer DPPC 42.9 0.24
BB-SM 35.9 0.82

C18:0-Cer DPPC 43.2 0.33
BB-SM 35.9 0.81

1When the data for BB-SM were analyzed separately as the
data for DPH and the data for laurdan (Fig. 5B), the results
for TM�o� were 40.1 and 36.0³C and for vTM/mol% Cer were
0.77 and 0.87³C/mol% Cer, respectively.
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(Fig. 4A,D, inserts). At all temperatures, the addition
of BB-Cer increased the G.P. values for prodan and
laurdan in DPPC (Fig. 4B,E) and BB-SM (Fig.
4C,F) bilayers. Also for both DPPC and BB-SM
bilayers, the midpoint temperature for a 50% change
in the G.P. values was shifted to higher temperatures
with the addition of BB-Cer.

3.3. E¡ect of Cer concentration on TM

The e¡ect of the BB-Cer concentration on the mid-

point temperature, TM, was analyzed for DPPC (Fig.
5A), BB-SM (Fig. 5B), EY-SM, and BE-SM (Fig.
5C). The TM values were calculated from the sigmoi-
dal regression analysis of the temperature versus
£uorescent measurement data for DPH, DPH-Cer,
prodan and laurdan. There was a linear correlation
between an increase in the mol% Cer and an increase
in TM for all four phospholipid bilayers. The TM�o�
values (Table 1) that were determined by our £uo-
rescent measurements were similar to the tempera-
tures for the gel to liquid-crystalline phase transitions

Fig. 4. The £uorescence spectra of prodan and laurdan were analyzed to determine G.P. values as a function of temperature. The
measurements are for POPC, DPPC and BB-SM bilayers containing 0 (b), 10 (F) and 25 (R) mol% BB-Cer. The data are for POPC
(A and D), DPPC (B and E) and BB-SM (C and F) containing prodan (A, B and C) and laurdan (D, E and F). The inserts in (A)
and (D) demonstrate the G.P. measurements as a function of the mol% BB-Cer in POPC bilayers when measured at 25³C. The data
for DPPC and BB-SM were analyzed as in Fig. 1 to obtain a value for TM that is the temperature where there was a 50% change in
the G.P. values. The solid line demonstrates the regression ¢t to the data.
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determined by di¡erential scanning calorimeter.
When comparing the data for BB-SM bilayers, an
analysis of the DPH £uorescent polarization data
gave higher values for TM and TM�o� than the anal-
ysis of the laurdan data (Fig. 5B and Table 1). How-
ever, we used all of the data for our linear analysis.
The values for the slopes, vTM/mol% Cer, were 0.32,
0.69, 0.51 and 1.15³C/mol% Cer for DPPC, BB-SM,
EY-SM and BE-SM bilayers, respectively. The re-
sults demonstrate that the increase in the gel to liq-

uid-phase transition with the addition of BB-Cer was
more pronounced in SM bilayers than in DPPC bi-
layers. Cers with speci¢c N-linked acyl chains,
C18:1-Cer, C24:1-Cer, C16:0-Cer and C18:0-Cer,
were investigated for their e¡ect on the TM of
DPPC and BB-SM bilayers (Fig. 5D and Table 1).
C18:1-Cer, which would be a minor naturally occur-
ring Cer species, was the least e¡ective in raising TM

in both DPPC and BB-SM bilayers. In BB-SM bi-
layers, C24:1-Cer, C16:0-Cer and C18:0-Cer demon-
strated similar results. In DPPC bilayers, the satu-
rated C16:0-Cer and C18:0-Cer were more e¡ective
in raising TM than C24:1-Cer. It should be noted
that SMs containing oleic (C18:1v9) and nervonic
(C24:1v15) acid have di¡erent physical properties
due to the di¡erence in the location of the double
bond in bilayer [15]. The results demonstrate that for
di¡erent molecular species of Cer the increase in the
gel to liquid-phase transition was higher in BB-SM
bilayers (vTM/mol% Cer values varied from 0.34 to
0.82³C/mol%) than in DPPC bilayers (vTM/mol%
Cer varied from 0.04 to 0.33³C/mol%).

3.4. Fluorescence polarization of DPH in
BB-SM/BB-Cer/cholesterol bilayers

The e¡ect of cholesterol on BB-SM bilayers and

Fig. 5. The e¡ect of di¡erent molecular species of Cer on the
midpoint temperature (TM) for the thermal transitions of
DPPC, BB-SM, EY-SM and BE-SM was determined. The re-
sults are for BB-Cer in DPPC bilayers (A), BB-Cer in BB-SM
bilayers (B) and BB-Cer in EY-SM (b, F) and in BE-SM (a,
E) bilayers (C). The values for TM were derived from analysis
of the £uorescent measurement versus temperature curves for
DPH (b, a), for DPH-Cer (F, E), for laurdan (R) and for
prodan (S). The data were analyzed by linear regression using
the equation: TM�Cer� = TM�o�+MU(mol% Cer), where TM�Cer�
was the measured value for TM at a certain concentration of
Cer (mol% Cer), M was the slope, and TM�o� was the character-
istic transition temperature of the speci¢c phospholipid in the
absence of added Cer. The results of this analysis are in Table
1. In (D), the e¡ect of di¡erent Cer molecular species on TM

was measured in DPPC (b, F, R, S) and BB-SM (a, E, O,
P) bilayers. The molecular species of Cer were C18:1-Cer
(b, a), C24:1-Cer (F, E), C16:0-Cer (R, O) and C18:0-Cer
(S, P). The results of the linear regression analysis are in Ta-
ble 1.

Fig. 6. The £uorescence polarization of DPH was used to mea-
sure the e¡ect of 33 mol% cholesterol on the physical properties
of BB-SM bilayers and BB-SM bilayers containing 10 mol%
BB-Cer. The data are for BB-SM/BB-Cer/cholesterol (100/0/0
mol/mol) (b), BB-SM/BB-Cer/cholesterol (90/10/0 mol/mol) (F),
BB-SM/BB-Cer/cholesterol (67/0/33 mol/mol) (a) and BB-
SM/BB-Cer/cholesterol (57/10/33 mol/mol) (E) bilayers.
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BB-SM bilayers containing BB-Cer was determined
by DPH £uorescence polarization measurements. As
previously demonstrated, the £uorescence polariza-
tion versus temperature curve for BB-SM/BB-Cer
(90/10 mol/mol) bilayers was shifted to higher tem-
peratures when compared to BB-SM bilayers (Fig.
6). With the addition of 33 mol% cholesterol, the
magnitude of the changes in the £uorescence polar-
ization values with temperature were dramatically
reduced and demonstrated that cholesterol elimi-
nated the gel to liquid-crystalline phase transition
[16]. However, the £uorescence polarization versus
temperature curves for BB-SM/BB-Cer/cholesterol
(67/0/33 mol/mol) and BB-SM/BB-Cer/cholesterol
(57/10/33 mol/mol) bilayers were di¡erent. Around
physiological temperature, the BB-SM, BB-SM/BB-
Cer/cholesterol (67/0/33 mol/mol) and BB-SM/BB-
Cer/cholesterol (57/10/33 mol/mol) bilayers have sim-
ilar DPH polarization values. Under these condi-
tions, the BB-SM bilayers should consist of a mix-
ture of lipids in both the gel and liquid-crystalline
phases, whereas the BB-SM/BB-Cer/cholesterol (67/
0/33 mol/mol) and BB-SM/BB-Cer/cholesterol (57/10/
33 mol/mol) bilayers should be in a liquid-ordered
phase [39,40].

Experiments were performed where the BB-Cer
concentration (from 0 to 10 mol%) was varied in
BB-SM bilayers and BB-SM bilayers containing 33
mol% cholesterol and where the cholesterol concen-
tration (from 0 to 33 mol%) was varied in BB-SM
bilayers and BB-SM bilayers containing 10 mol%
BB-Cer. DPH polarization measurements were
made at temperatures below (T = 20³C), around
(T = 37³C), and above (T = 60³C) the gel to liquid-
crystalline phase transition temperature of BB-SM.
At 20³C, in comparing BB-SM bilayers and BB-SM
bilayers containing 33 mol% cholesterol, the bilayers
with cholesterol had lower DPH polarization values
(Fig. 7A). However, increasing the BB-Cer concen-
tration had little e¡ect on the DPH polarization mea-
surements. In BB-SM bilayers and BB-SM bilayers
containing 10 mol%, there was a linear decrease in
the £uorescence polarization values with increasing
cholesterol concentration (Fig. 7B). These results
were consistent with cholesterol decreasing acyl chain
order in gel phase phospholipid bilayers (Fig. 7B)
and Cer having little e¡ect. At 60³C, BB-SM bilayers
with 33 mol% cholesterol had higher polarization

values than BB-SM bilayers (Fig. 7E). However, in
both lipid mixtures, the polarization values increased
with increasing amounts of Cer. Also, in BB-SM and
BB-SM bilayers containing 10 mol% BB-Cer, there
was a linear increase in £uorescence polarization val-
ues with cholesterol concentration (Fig. 7F) where
the values were higher in the bilayers containing
BB-Cer. At 60³C, Cer and cholesterol additively in-
creased acyl chain order in liquid-crystalline bilayers.
At 37³C, the addition of BB-Cer resulted in an in-
crease in the DPH polarization values in BB-SM
bilayers that was not observed in BB-SM bilayers
containing 33 mol% cholesterol (Fig. 7C). Also, cho-
lesterol linearly decreased the £uorescence polariza-
tion values in BB-SM bilayers containing 10 mol%
BB-Cer but not in BB-SM bilayers (Fig. 7D). At
37³C, Cer and cholesterol have opposite e¡ects. Cer
increases TM and thus increases the amount of gel
phase phospholipid that increases the £uorescence
polarization values and cholesterol decreases the
amount of gel phase phospholipid, which decreases
the £uorescence polarization values.

Fig. 7. The £uorescence polarization of DPH was measured in
BB-SM/BB-Cer/cholesterol bilayers as a function of changes in
mol% Cer (A, C and E) and mol% cholesterol (B, D and F).
The concentration of Cer was varied in BB-SM bilayers (b)
and in BB-SM bilayers containing 33 mol% cholesterol (a).
The concentration of cholesterol was varied in BB-SM bilayers
(b) and in BB-SM bilayers containing 10 mol% BB-Cer (a).
The measurements were made at 20³C (A and B), 37³C (C and
D) and 60³C (E and F).

BBAMEM 78006 29-1-01

J.B. Massey / Biochimica et Biophysica Acta 1510 (2001) 167^184 175



3.5. Laurdan £uorescence measurements in
BB-SM/BB-Cer/cholesterol bilayers

Fig. 8 demonstrates laurdan £uorescence spectra
measured at 37³C for BB-SM bilayers containing
di¡erent amounts of Cer and cholesterol. The addi-
tion of BB-Cer to BB-SM bilayers resulted in a con-
centration dependent increase in the £uorescence in-
tensity at 425 nm. (Fig. 8A). Similarly, the addition
of cholesterol to BB-SM bilayers increased the £uo-
rescence intensity at 425 nm. (Fig. 8C) where the
maximal change occurred at 33 mol% cholesterol.
In BB-SM bilayers containing 33 mol% cholesterol,
the addition of BB-Cer did not further increase the
£uorescence intensity at 425 nm (Fig. 8B). In BB-SM
bilayers containing 10 mol% BB-Cer, the addition of
only 5 mol% cholesterol resulted in the maximal £uo-
rescence intensity at 425 nm. At 37³C, both Cer and
cholesterol induced a blue shift in the £uorescence
spectra by increasing the £uorescence intensity at
425 nm. The microenvironment of laurdan was af-

fected by Cer that induced the formation of gel phase
phospholipid and by cholesterol that decreased bi-
layer hydration and polarity [33,34]. Unlike the
DPH polarization measurements, the £uorescence
spectra of laurdan were di¡erent in BB-SM, BB-
SM/BB-Cer/cholesterol (67/0/33 mol/mol) and BB-
SM/BB-Cer/cholesterol (57/10/33 mol/mol) bilayers
at 37³C.

The G.P. values for laurdan were measured in BB-
SM bilayers as a function of Cer and cholesterol
concentration (Fig. 9). In BB-SM bilayers, the addi-
tion of BB-Cer shifted the temperature dependence
of the G.P. values to higher temperatures (Fig. 9A).
The addition of cholesterol to BB-SM bilayers in-
creased the G.P. values at all temperatures (Fig.
9C). At 33 mol% cholesterol, there was no longer a
large change in G.P. values as a function of temper-
ature. Also, there was essentially no change in the
G.P. values when BB-Cer was added to BB-SM bi-
layers containing 33 mol% cholesterol (Fig. 9B). In
BB-SM bilayers containing 10 mol% BB-Cer, there

Fig. 8. The £uorescence spectra of laurdan were measured in BB-SM bilayers where the Cer and cholesterol concentrations were sys-
tematically varied. The spectra were recorded at 37³C. In (A), the spectra are for BB-SM bilayers containing 0 (b), 5 (F) and 10 (R)
mol% BB-Cer. In (B), the spectra are for BB-SM bilayers with 33 mol% cholesterol and 0 (b), 5 (F) and 10 (R) mol% BB-Cer. In
(C), the spectra are for BB-SM bilayers containing 0 (b), 5(F), 10 (R) and 33 (S) mol% cholesterol. In (D), the spectra are for
BB-SM bilayers containing 10 mol% BB-Cer and 0 (b), 5(F), 10 (R) and 33 (S) mol% cholesterol. For all of the spectra, the £uores-
cence intensity was normalized to a value of 1 at 450 nm.
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were concentration dependent changes in G.P. values
with the addition of cholesterol (Fig. 9D). The data
was further analyzed in Fig. 10 where G.P. values
were determined at 20, 37 and 60³C and plotted on
an expanded scale. At 20³C, there appears to be a
maximal G.P. value (G.P. =V0.6) for BB-SM bi-
layers containing 33 mol% cholesterol (Fig. 10A) or
10 mol% BB-Cer (Fig. 10B). In BB-SM bilayers, in-
creasing the Cer concentration (Fig. 10A) or the cho-
lesterol concentration (Fig. 10B) increased the G.P.
value to this maximal level. At 60³C, there was a
small increase in G.P. values with increasing Cer in
BB-SM and BB-SM bilayers containing 33 mol%
cholesterol (Fig. 10E). However, there was a much
larger increase demonstrated by increasing the cho-
lesterol concentration (Fig. 10F). The e¡ect of BB-
Cer and cholesterol to each increase the G.P. values
appeared to be additive. At 37³C, there was a max-
imal value for G.P. (G.P. =V0.5) in BB-SM bilayers

containing 33 mol% cholesterol (Fig. 10C) that did
not change with the addition of Cer. The addition of
Cer to BB-SM bilayers had a greater e¡ect on in-
creasing the G.P. values at 37³C (Fig. 10C) than at
60³C (Fig. 10E). At 37³C, the addition of cholesterol
increased the G.P. values to the maximal value in
both BB-SM and BB-SM bilayers containing 10
mol% BB-Cer (Fig. 10D). The results clearly demon-
strate that in the temperature region of the phase
transition of BB-SM, the concentration of both Cer
and cholesterol a¡ect the membrane microenviron-
ment measured by laurdan £uorescence.

4. Discussion

As a model system for sphingolipid and cholester-
ol-rich microdomains, we have studied the interac-
tion between naturally occurring SMs and Cers and

Fig. 9. The £uorescence spectra of laurdan were analyzed to determine G.P. values in BB-SM bilayers were both the cholesterol and
BB-Cer concentrations were systematically varied. In (A), the concentration of BB-Cer was varied in BB-SM bilayers containing no
cholesterol. The concentrations of BB-Cer were 0 (b), 5 (F) and 10 (R) mol%. In (B), the concentration of BB-Cer was varied in
BB-SM bilayers containing 33 mol% cholesterol. The concentrations of BB-Cer were 0 (b), 5 (F) and 10 (R) mol%. In (C), G.P. val-
ues were determined for laurdan in BB-SM bilayers where the cholesterol concentrations were 0 (b), 5(F), 10 (R), 20 (S) and 33 (8)
mol%. In (D), G.P. values were determined for laurdan in BB-SM bilayers containing 10 mol% BB-Cer where the cholesterol concen-
trations were 0 (b), 5(F), 10 (R), 20 (S) and 33 (8) mol%.
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the e¡ect of cholesterol on the interaction between
BB-SM and BB-Cer. For comparison, the interaction
of BB-Cer with the POPC and DPPC was also
studied. Physiological SMs and Cers have mixed N-
linked fatty acyl chains and they can be asymmetric
because a fatty acyl chain greater than 20 carbon
atoms is much longer than the sphingosine methylene
chain. In cells, the characterizations of the acyl chain
composition of SMs and Cers have suggested that
there is a selective metabolism of di¡erent molecular
species of sphingolipids in the synthesis or metabo-
lism of SM [18,41,42]. In this regard, C16:0-Cer,
C24:0-Cer and C24:1-Cer have been the major mo-
lecular species of Cer identi¢ed in basal and stimu-
lated cells. The bulk of the cellular SM and choles-
terol is located in plasma membrane microdomains
that can be isolated as DRMs [3,43]. In speci¢c cases,
the stimulated formation of Cer has been observed in
these sphingolipid and cholesterol-rich microdomains
[7]. One mechanism for the biological activity of Cers
may be through changes in membrane structure and
organization by the formation of Cer-rich microdo-
mains [7].

4.1. Cer in POPC bilayer

POPC bilayers have a TM of 37³C and are in the
liquid-crystalline state at physiological temperatures
[44]. Fluorescence polarization measurements dem-
onstrate that the addition of up to 25 mol% BB-
Cer to POPC bilayers induced a small increase in
acyl chain order. Laurdan and prodan £uorescence
measurements indicate that BB-Cer also induces a
small decrease in the polarity of the bilayer. BB-
Cer has a small headgroup and predominantly satu-
rated acyl chains (V60% are stearic acid). Surface
monolayer studies demonstrate it has a small mean
molecular surface area [20,21,24]. Thus, it could be
considered a very compact molecule. The addition of
BB-Cer to liquid-expanded DPPC or BB-SM mono-
layers results in decreased mean molecular surface
areas. This is probably due to the presence of BB-
Cer with its small polar headgroup inducing closer
packing of the acyl chains by reducing the repulsion
between the phospholipid headgroups [44]. Similarly,
the decreases in £uidity and polarity are due to an
increase in the packing density of the acyl chains of
the bilayer caused by the addition of the very com-
pact Cer molecule.

Unlike other studies, we did not observe any dis-
continuities in our £uorescence measurements with
changes in BB-Cer concentration in POPC bilayers
that would indicate the formation of Cer-enriched
microdomains or speci¢c phospholipid^Cer com-
plexes [8,11]. The addition of another naturally oc-
curring Cer to liquid-crystalline DMPC bilayers
demonstrated a change in the physical properties of
the bilayer at Cer concentrations greater than 10
mol%. This was interpreted to be the formation of
Cer-enriched microdomains [8]. This Cer had V47%
of the N-linked fatty acids as hydroxyl fatty acids
and V80% of the N-linked fatty acids had an acyl
chain length greater than 20 carbon atoms. The for-
mation of the Cer-enriched microdomains in DMPC
bilayers was due to the hydrophobic mismatch be-
tween the relatively short myristoyl chains and the
longer N-linked acyl chains [8]. In other sphingolipid/
phospholipid mixtures, microdomain formation has
also been attributed to the di¡erences in fatty acyl
chain length and unsaturation between the Cer and
diacylglycerol moieties [45^47]. Additionally, the Cer
backbone of sphingolipids has a free hydroxyl and

Fig. 10. The G.P. values for laurdan were measured in BB-SM/
BB-Cer/cholesterol bilayers as a function of changes in mol%
Cer (A, C and E) and mol% cholesterol (B, D and F). The con-
centration of Cer was varied in BB-SM bilayers (b) and in BB-
SM bilayers containing 33 mol% cholesterol (a). The concen-
tration of cholesterol was varied in BB-SM bilayers (b) and in
BB-SM bilayers containing 10 mol% BB-Cer (a). The measure-
ments were made at 20³C (A and B), 37³C (C and D) and
60³C (E and F).
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an amide group that act as hydrogen bond donors
and hydrogen bond acceptors whereas for glycerol
based phospholipids the esteri¢ed carbonyl groups
linked to the glycerol backbone can only act as hy-
drogen bond acceptors [47]. Thus, the formation of a
network of intermolecular hydrogen bonds involving
sphingolipid molecules can also help facilitate the
formation of Cer-rich microdomains [47]. The lack
of formation of Cer-rich microdomains in POPC bi-
layers may be due to POPC and BB-Cer having sim-
ilar length fatty acyl chains. In another study, Cer-
enriched microdomains were found for C16:0-Cer in
POPC bilayers and by the action of a sphingomyeli-
nase on POPC/N-(palmitoyl)sphingosylphosphocho-
line (C16:0-SM) bilayer mixtures [11]. C16:0-SM
and C16:0-Cer are symmetric molecules where the
N-linked acyl chain is of nearly equal length to the
sphingosine methylene chain. However, the order^
disorder acyl chain melting temperature of C16:0-
Cer is much higher (TM = 90³C) [22] than that of
C16:0-SM (TM = 41³C) [13,15,16]. The increased ten-
dency of C16:0-Cer to form a gel phase should help
support lateral phase separation. In POPC bilayers,
the very homogeneous and symmetric C16:0-Cer
molecules may form microdomains, whereas the
much more heterogeneous and asymmetric BB-Cer
molecules do not. In liquid-crystalline PC bilayers,
the formation of Cer-rich microdomains appears to
be dependent upon the molecular structure of the
Cer and the phospholipid.

4.2. Cer in DPPC bilayers

In liquid-crystalline phase DPPC bilayers, we
found that the e¡ects of BB-Cer on the physical
properties of the bilayer were similar to those found
for POPC. BB-Cer induced a small increase in acyl
chain order as demonstrated by increases in DPH
and DPH-Cer £uorescence polarization measure-
ments and also induces a small decrease in the polar-
ity of the bilayer as demonstrated by laurdan and
prodan £uorescence measurements. In gel phase
DPPC bilayers, the addition of BB-Cer slightly in-
creased the acyl chain order and had only a small
e¡ect on the polarity of the bilayer. This is probably
due to the formation of a separate gel phase DPPC/
BB-Cer complex that has slightly di¡erent biophysi-
cal properties than a pure DPPC phase [24]. The

addition of BB-Cer increased the transition temper-
ature, TM, of DPPC bilayers as determined by DPH,
DPH-Cer, prodan and laurdan £uorescent measure-
ments (Fig. 5A). The increase in TM was linear with
the amount of Cer in the bilayer. These results have
also been demonstrated by di¡erential scanning cal-
orimetry [24]. The magnitude of the increase in TM

was dependent upon the Cer N-acyl chain composi-
tion (Fig. 5D and Table 1). C18:1-Cer which is sym-
metric with an unsaturated fatty acyl chain demon-
strated the smallest e¡ect on changing TM, C16:0-
Cer and C18:0-Cer which are symmetric with satu-
rated fatty acyl chains demonstrated the greatest ef-
fect on increasing TM, and C24:1-Cer which is asym-
metric with a long unsaturated fatty acyl chain had a
moderate e¡ect.

The interaction of DPPC and BB-Cer [24] and
interaction between phosphatidylcholines and diacyl-
glycerols have been studied by di¡erential scanning
calorimetry [38,29,44]. These systems have been ana-
lyzed as having gel phase immiscibility where there is
a pure phosphatidylcholine phase and a phase that
contains a complex between phosphatidylcholine/Cer
or phosphatidylcholine/diacylglyerol. For DPPC/BB-
Cer mixtures, the lipid complex contained 8^12
mol% BB-Cer [24]. In several phosphatidylcholine/
diacylglyerol mixtures, the lipid complexes contained
40^50 mol% diacylglyerol [38,29,44]. Lipid complexes
have higher melting temperatures than the pure
phosphatidylcholine because the addition of diacyl-
glycerols or Cers, which have small headgroups, re-
duces the repulsion between the bulky phosphocho-
line headgroups and allows closer packing of the
hydrocarbon chains. This increases the van der
Waal's cohesive forces between the hydrocarbon
chains and leads to an increase in the bilayer stability
and an increase in the gel to liquid-crystalline phase
transition temperatures [44]. Our £uorescent mea-
surements do not distinguish between the presence
of di¡erent lipid domains. The increase in the TM

of the lipid mixtures would be due to the weighted
average of the thermal properties of the pure DPPC
phase and a Cer-rich phase. The order^disorder tran-
sitions of BB-Cer, C16:0-Cer and C18:0-Cer are
above the TM of DPPC such that a more ordered,
higher melting Cer-rich domain would be formed.
C18:1-Cer, which should have a low order^disorder
thermal transition temperature, would have little ef-
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fect on the measured TM. Whereas, C16:0-Cer,
which has a higher thermal transition temperature,
should have a much greater e¡ect.

4.3. Cer in SM bilayers

BB-SM, EY-SM and BE-SM have di¡erent N-
linked acyl chain compositions and di¡erent gel to
liquid-crystalline phase transitions. For each of the
SM bilayers, BB-Cer slightly increased acyl chain
order in the gel phase. This was most clearly demon-
strated for BB-SM (Figs. 6 and 7A). The £uorescence
spectra of both prodan and laurdan are blue shifted
in gel phase BB-SM bilayers when compared to
DPPC bilayers. This indicated a more nonpolar or
a more rigid microenvironment for these probes in
gel phase BB-SM bilayers and is consistent with SM
bilayers being more tightly packed than phosphati-
dylcholine bilayers. The addition of BB-Cer increases
the G.P. values for prodan and laurdan in the gel
phase that indicates reduced dipolar relaxation and
is consistent with BB-Cer increasing acyl chain order.
For each of the SM bilayers, there was a dramatic
e¡ect of BB-Cer on the £uorescence polarization val-
ues of DPH and on the prodan and laurdan G.P.
values in the temperature region of the gel to liq-
uid-crystalline phase transition. The addition of
BB-Cer shifted the TM values to higher temperatures
where the vTM/mol% Cer values (Fig. 5 and Table 1)
are di¡erent for each of the SM bilayers. BE-SM,
which is an asymmetric sphingolipid containing pri-
marily lignoceric acid, was a¡ected the most by the
addition of BB-Cer. The vTM/mol% Cer values for
BB-Cer are higher in the SM bilayers than the DPPC
bilayer (Fig. 5 and Table 1). In BB-SM bilayers,
C24: 1-Cer, C16:0-Cer and C18:0-Cer had vTM/
mol% Cer values which were similar to BB-Cer, how-
ever, the addition of C18:1-Cer produced a smaller
e¡ect. The vTM/mol% Cer values for all of the Cers
that contained a single fatty acid were much higher
for BB-SM bilayers than for the DPPC bilayers (Fig.
5 and Table 1).

The BB-SM and BB-Cer system is analogous to
those of DPPC/1,2-dipalmitoyl-sn-glycerol (DPG),
DMPC/1,2-dimyristoyl-sn-glycerol and POPC/1-pal-
mitoyl-2-oleoyl-sn-glycerol (POG) where speci¢c
phosphatidylcholine/diacylglycerol gel phase lipid
complexes have been demonstrated [38,29,44]. The

phase diagrams for these lipid mixtures indicate
that in the temperature region above the TM of the
pure phospholipid, there is a coexistence of diacyl-
glycerol-poor domains which are in the liquid-crys-
talline phase and diacylglycerol-rich lipid complexes
or domains which are in the gel phase. Our results
can also be explained in terms of the formation of
BB-SM/BB-Cer lipid complexes that have higher
melting temperatures than BB-SM. The formation
of small DPPC/BB-Cer complexes may be due to
di¡erences in the acyl chain length between DPPC
and BB-Cer and the tendency of Cers to form hydro-
gen bond networks. However, DPPC/DPG com-
plexes are 55/45 mixtures and have very cooperative
behavior due to the homogeneity of the acyl chain
lengths. We propose that the formation of SM and
Cer complexes probably are very similar to the phos-
phatidylcholine/diacylglycerol complexes due to the
ability to form hydrogen bond networks and also
due to better mixing of the acyl chains. All of the
Cers elevate the transition temperature of SM/Cer
bilayer mixtures greater than DPPC/Cer mixtures.
The more condensed BB-Cer and C16:0-Cer, which
have high order^disorder thermal transitions, should
form stronger complexes with SMs than the more
expanded C18:1-Cer and thus have a greater e¡ect
in raising the temperatures of the lipid complexes
[12]. Thus, the formation of sphingolipid/Cer lipid
complexes should be dependent upon acyl chain
length and unsaturation of both lipids. The forma-
tion of lipid complexes between saturated diacylgly-
cerols and phosphatidylcholines and between POG
and POPC (60/40 mol/mol) dramatically a¡ects the
thermal properties of the lipids. For example, the TM

for POPC and POG are 37 and 12³C, respectively,
whereas the TM of a POPC/POG complex (60/40
mol/mol) is 27³C [44]. Thus, at a temperature be-
tween the TM of POPC and of the POPC/POG com-
plex, a phospholipase C could convert a liquid-crys-
talline phase POPC bilayer to a bilayer containing a
£uid POPC/POG-poor phase and a gel phase consist-
ing of POPC/POG complexes or to a bilayer that is
completely in the gel phase. This would depend upon
the extent of POPC hydrolysis. However, naturally
occurring phosphatidylcholines and diacylglycerols
have thermal phase transitions well below physiolog-
ical temperature and thus the formation of phospha-
tidylcholine/diacylglyerol complexes may not occur
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in cells. Physiological temperature is within the tem-
perature range of the gel to liquid-crystalline phase
transition of naturally occurring SMs and below that
of naturally occurring Cers. Thus, at 37³C, the enzy-
matic formation of Cer by a sphingomyelinase could
dramatically alter the physical properties of a SM-
rich membrane microdomain by isothermally con-
verting a £uid liquid-crystalline phase SM bilayer
to a gel phase SM/Cer bilayer. In model membranes,
di¡erences in the e¡ect of phospholipase C and
sphingomyelinase in inducing vesicle fusion versus
vesicle leakage could be due to the di¡erences in
the formation and properties of speci¢c lipid com-
plexes [26]

4.4. Cholesterol in BB-SM/BB-Cer bilayers

The biophysical properties of BB-SM bilayers were
dependent upon the concentration of both cholester-
ol (from 0 to 33 mol%) and BB-Cer (0 to 10 mol%).
As expected, the addition of cholesterol decreased
the acyl chain order in BB-SM and BB-SM/BB-Cer
bilayers that were in the gel phase and increased acyl
chain order when they were in the liquid-crystalline
phase (Fig. 6). At a concentration of cholesterol (33
mol%) that would be found in a plasma membrane
sphingolipid^cholesterol microdomain, the gel to
liquid-crystalline phase transition was essentially
eliminated in BB-SM and BB-SM/BB-Cer bilayers.
However, the £uorescence polarization versus tem-
perature pro¢les are not identical and demonstrate
that the presence of Cer has an e¡ect on acyl chain
motion. This is clearly demonstrated in liquid-crys-
talline phase bilayers (Fig. 7E,F), where the e¡ect of
Cer and cholesterol on DPH polarization measure-
ments was additive. The presence of BB-Cer in BB-
SM bilayers caused tighter packing of the acyl chains
to decrease acyl chain motion and cholesterol has it's
known e¡ect of restricting acyl chain motion. Also,
gel phase BB-SM bilayers demonstrated that both
BB-Cer and cholesterol separately a¡ected acyl chain
order (Fig. 7A,B). In the temperature region
(T = 37³C) of the broad phase transition of BB-SM,
Cer and cholesterol can have opposite e¡ects on acyl
chain motion. Cer decreases acyl chain motion by
increasing the amount of gel phase lipid by forma-
tion of SM/Cer complexes (Fig. 7C) and cholesterol
increases acyl chain motion by decreasing the

amount of gel phase lipid (Fig. 7D). However, the
presence of 33 mol% cholesterol in BB-SM bilayers
e¡ectively eliminates any changes in acyl chain order
induced by the presence of BB-Cer.

At 37³C, the addition of BB-Cer to BB-SM bi-
layers results in a blue shift in the £uorescence spec-
tra of laurdan. This is due to changes in the phase
properties of the bilayer (Fig. 8). Cholesterol is
known to cause a blue shift in the £uorescence spec-
tra of laurdan that may be due to a decreased
amount of hydration of phospholipid bilayers [34].
Laurdan £uorescence properties in BB-SM bilayers
are determined by both cholesterol and BB-Cer.
This is demonstrated in the G.P. versus temperature
curves (Fig. 9) where the amount of cholesterol and/
or Cer in BB-SM bilayers determined the measured
G.P. values at all temperatures studied. At 37³C
(Fig. 10), small changes in the amount of either cho-
lesterol or Cer can change the G.P. values. However,
in 33 mol% cholesterol a maximal change in the G.P.
values was observed and the presence of BB-Cer had
no additional e¡ect. In a liquid-ordered bilayer, there
was no change in bilayer polarity by the addition of
Cer. Both the laurdan and DPH £uorescence data
indicate that the presence of 33 mol% cholesterol
eliminate the formation of gel phase SM/Cer com-
plexes. Thus, at 37³C, the enzymatic formation of
Cer would not dramatically alter the biophysical
properties of a SM-rich membrane containing 33
mol% cholesterol.

4.5. Physiological relevance

An increase in cellular levels of Cer has been in-
dicated to be an important event is signaling process-
es related to apoptosis, cell cycle arrest and cell sen-
escence [48,49]. Elevation of Cer levels can occur by
de novo synthesis where Cer synthase is an impor-
tant regulatory enzyme or by the action of acidic or
neutral sphingomyelinases on distinct metabolic
pools of SM [5,50]. Cer synthase is located in mito-
chondrial and endoplasmic reticular membranes [7].
These membranes have little SM but are rich in
phospholipids with phase properties similar to
POPC. However, our results indicate that BB-Cer
is miscible in POPC bilayers and suggest that newly
de novo synthesized Cers probably would not form a
Cer-rich microdomain. Membrane-associated signal-
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ing proteins can have two membrane-targeting mo-
tifs where each binding site has low a¤nity for a
speci¢c class of lipid, however, occupancy of both
sites generates high a¤nity binding [51]. Analogous
to protein kinase C, a Cer-activated protein could
contain a speci¢c Cer binding site and a phospholip-
id-binding site. In a £uid bilayer, a Cer molecule
being miscible with the surrounding phospholipid
matrix, e.g. phosphatidylserine, could facilitate a
Cer-activated protein in binding of multiple lipid li-
gands.

The cellular location of SM microdomains in-
volved in signal transduction has not been clari¢ed.
Several sphingomyelinases have been identi¢ed and
their cellular locations include lysosomes and endo-
somes, endoplasmic reticulum, plasma membrane
and cytosol [52^55]. The action of sphingomyelinases
on SM can generate a high local concentration of
Cer and could induce the formation of SM/Cer-rich
microdomains. The physical properties of a SM/Cer-
rich microdomain would dependent upon the
amount of cholesterol present. In a cholesterol-poor
membrane, a gel phase SM/Cer complex would be
formed which would dramatically alter the biophys-
ical properties of the membrane and thus catalyze
other membrane-associated events. For example,
membrane defects formed by the coexistence of liq-
uid-crystalline and gel phases are known to increase
bilayer permeability and facilitate membrane protein
association such as phospholipase A2 activation
[25,56]. In the analogous system, phosphatidylcho-
line/diacylglycerol complexes have been suggested
to be important in regulating protein kinase C activ-
ity [57,58]. Some studies have indicated that agonist
stimulated Cer formation occurs in the sphingolipid
and cholesterol-rich microdomains which are isolated
as DRMs [7]. The formation of Cer in these micro-
domains would not dramatically alter the biophysical
properties of the bilayer. However, in this liquid-or-
dered phase, the Cer molecules would have high lat-
eral mobility and would be completely miscible with
the other lipids. As argued above, this could facilitate
the interaction with membrane-associated proteins
that have multiple lipid binding sites. The formation
of Cer in these microdomains would facilitate cross
talk between di¡erent signaling pathways that are
associated with these microdomains [7].

References

[1] A. Rietveld, K. Simons, The di¡erential miscibility of lipids
as the basis for the formation of functional membrane rafts,
Biochim. Biophys. Acta 1376 (1998) 467^479.

[2] D.A. Brown, E. London, Structure and origin of ordered
lipid domains in biological membranes, J. Membr. Biol.
164 (1998) 103^114.

[3] E.K. Fridriksson, P.A. Shipkova, E.D. Sheets, D. Holowka,
B. Baird, F.W. McLa¡erty, Quantitative analysis of phos-
pholipids in functionally important membrane domains from
RBL-2H3 mast cells using tandem high-resolution mass
spectrometry, Biochemistry 38 (1999) 8056^8063.

[4] M. Ge, K.A. Field, R. Aneja, D. Holowka, B. Baird, J.H.
Freed, Electron spin resonance characterization of liquid or-
dered phase of detergent-resistant membranes from RBL-
2H3 cells, Biophys. J. 77 (1999) 925^933.

[5] T. Levade, J. Ja¡rezou, Signalling sphingomyelinases:
which, where, how and why?, Biochim. Biophys. Acta
1438 (1999) 1^17.

[6] Y.A. Hannun, Functions of ceramide in coordinating cellu-
lar responses to stress, Science 274 (1996) 1855^1859.

[7] R.T. Dobrowsky, Sphingolipid signalling domains £oating
on rafts or buried in caves?, Cell. Signal. 12 (2000) 81^90.

[8] J.M. Holopainen, J.Y.A. Lehtonen, P.K.J. Kinnunen, Lipid
microdomains in dimyristoylphosphatidylcholine-ceramide
lipsomes, Chem. Phys. Lipids 88 (1997) 1^13.

[9] M.P. Veiga, J.L.R. Arronod, F.M. Goni, A. Alonso, Cer-
amides in phospholipid membranes: e¡ects on bilayer stabil-
ity and transition to nonlammellar phases, Biophys. J. 76
(1999) 342^350.

[10] H. Huang, E.M. Goldberg, R. Zidovetzki, Ceramides mod-
ulate protein kinase C activity and perturb the structure of
phosphatidylcholine/phosphatidylserine bilayers, Biophys. J.
77 (1999) 1489^1497.

[11] J.M. Holopainen, M. Subramanian, P.K.J. Kinnunen,
Sphingomyelinase induces lipid microdomains formation in
£uid phosphatidylcholine/sphingomyelin membrane, Bio-
chemistry 37 (1998) 17562^17570.

[12] R. Koynova, M. Ca¡rey, Phase and phase transitions of the
sphingolipids, Biochim. Biophys. Acta 1255 (1995) 213^236.

[13] L.K. Bar, Y. Barenholz, T.E. Thompson, E¡ect of sphingo-
myelin composition on the phase structure of phosphatidyl-
choline-sphingomyelin bilayers, Biochemistry 36 (1997)
2507^2516.

[14] J.M. Smaby, M. Momsen, V.S. Kulkarni, R.E. Brown, Cho-
lesterol-induced interfacial area condensations of galactosyl-
ceramides and sphingomyelins with identical acyl chains,
Biochemistry 35 (1996) 5696^5704.

[15] B. Ramstedt, P.J. Slotte, Interaction of cholesterol with
sphingomyelins and acyl-chain-matched phosphatidylcho-
lines: a comparative study of the e¡ect of the chain length,
Biophys. J. 77 (1999) 908^915.

[16] P.R. Maulik, G.G. Shipley, N-palmitoyl sphingomyelin bi-
layers: structure and interactions with cholesterol and dipal-

BBAMEM 78006 29-1-01

J.B. Massey / Biochimica et Biophysica Acta 1510 (2001) 167^184182



mitoylphosphatidylcholine, Biochemistry 35 (1996) 8025^
8034.

[17] C.P. Nibbering, M.C. Carey, Sphingomyelins of rat liver:
biliary enrichment with molecular species containing 16 fatty
acids as compared to canalicular-enriched plasma mem-
branes, J. Membr. Biol. 167 (0) (1999) 165^171.

[18] M. Yano, E. Kishida, Y. Muneyuki, Y. Masuzawa, Quanti-
tative analysis of ceramide molecular species by high per-
formance liquid chromatography, J. Lipid Res. 39 (1998)
2091^2098.

[19] A. Huwiler, J. Brunner, R. Hummel, M. Vanvoordeldonk, S.
Atabel, H. van den Bosch, J. Pfeilschifer, Ceramide binding
and activation de¢nes protein kinase c-Raf as a ceramide-
activated protein kinase, Proc. Natl. Acad. Sci. USA 93
(1996) 6959^6963.

[20] M. Jungner, H. Ohvo, J.P. Slotte, Interfacial regulation of
bacterial sphingomyelinase activity, Biochim. Biophys. Acta
1344 (1997) 230^240.

[21] M.L. Fanani, B. Maggio, Mutual modulation of sphingo-
myelinase and phospholipase A2 activities against mixed lip-
id monolayers by their lipid intermediates and glycosphingo-
lipids, Mol. Membr. Biol. 14 (1997) 25^29.

[22] J. Shah, J.M. Atienza, R.I. Duclos, A.V. Rawlings, Z. Dong,
G.G. Shipley, Structural and thermotropic properties of syn-
thetic C16 (palmitoyl) ceramide: e¡ect of hydration, J. Lipid
Res. 36 (0) (1995) 1936^1944.

[23] B. Maggio, The surface behavior of glycosphingolipids in
biomembranes: a new frontier of molecular ecology, Prog.
Biophys. Mol. Biol. 62 (1994) 55^117.

[24] D.C. Carrer, B. Maggio, Phase behavior and molecular in-
teractions in mixtures of ceramide with dipalmitoylphospha-
tidylcholine, J. Lipid Res. 40 (1999) 1978^1989.

[25] H.W. Huang, E.M. Goldberg, R. Zidovetzki, Ceramide in-
duces structural defects into phosphatidylcholine bilayers
and activates phospholipase A2, Biochem. Biophys. Res.
Commun. 220 (1996) 834^838.

[26] M.B. Ruiz-Arguello, G. Basanez, F.M. Goni, A. Alonso,
Di¡erent e¡ects of enzyme-generated ceramides and diacyl-
glycerols in phospholipid membrane fusion and leakage,
J. Biol. Chem. 271 (1996) 26616^26621.

[27] Y. Ko, J. Lee, Y. Kang, J. Ahn, J. Seo, TNF-alpha-mediated
apoptosis is initiated in caveolae-like domains, J. Immunol.
162 (1999) 7217^7223.

[28] T. Heimberg, U. Wurz, D. Marsh, Binary phase diagram of
hydrated dimyristoylglycerol-dimyristoylphosphatidylcholine
mixture, Biophys. J. 63 (1992) 1369^1378.

[29] F. Lopez-Garcia, J. Villalain, J.C. Gomez-Fernandez, P.J.
Quinn, The phase behavior of mixed aqueous dispersions
of dipalmitoyl derivatives of phosphatidylcholine and diac-
ylglycerol, Biophys. J. 66 (1994) 1991^2004.

[30] A.H. Futerman, R.E. Pagano, Use of N-([1-14C]hexanoyl)-D-
erythro-sphingolipids to assay sphingolipid metabolism,
Methods Enzymol. 209 (1992) 437^446.

[31] J.B. Massey, H.J. Pownall, Interfacial properties of native
plasma lipoprotein and lipoprotein models, Biophys. J. 74
(1998) 869^878.

[32] J.B. Massey, E¡ect of cholesteryl hemisuccinate on the in-
terfacial properteis of phosphatidylcholine bilayers, Biochim.
Biophys. Acta 1415 (1998) 193^240.

[33] J.B. Massey, H.S. She, H.J. Pownall, Interfacial properties
of model membranes and plasma lipoproteins containing
ether lipids, Biochemistry 24 (1985) 6973^6979.

[34] T. Parasassi, M. Di Stefano, M. Loiero, G. Ravagnan, E.
Gratton, Cholesterol modi¢es water concentration and dy-
namics in phospholipid bilayers: a £uorescence study using
laurdan probe, Biophys. J. 66 (1994) 763^768.

[35] L.A. Bagatolli, E. Gratton, G.D. Fidelio, Water dynamics in
glycosphingolipid aggregates studied by LAURDAN £uo-
rescence, Biophys. J. 75 (1998) 331^341.

[36] Y. Barenholz, J. Suurkuusk, D. Mountcastle, T.E. Thomp-
son, R.L. Biltonen, A calorimetric study of the thermotropic
behavior of aqueous dispersions of natural and synthetic
sphingomyelins, Biochemistry 15 (1976) 2442^2447.

[37] W.I. Calhoun, G.G. Shipley, Fatty acid composition and
thermal behavior of natural sphingomyelins, Biochim. Bio-
phys. Acta 555 (1979) 436^441.

[38] B.R. Lentz, S.W. Burgess, A dimerization model for the
concentration dependent photophysical properties of diphe-
nylhexatriene and its phospholipid derivatives, DPHpPC and
DPHpPA, Biophys. J. 56 (1989) 723^733.

[39] M.B. Sankaram, T.E. Thompson, Interaction of cholesterol
with various glycerophospholipids and sphingomyelin, Bio-
chemistry 29 (1990) 10670^10675.

[40] M.B. Sankaram, T.E. Thompson, Cholesterol-induced £uid-
phase immiscibility in membranes, Proc. Natl. Acad. Sci.
USA 88 (1991) 8686^8690.

[41] J.D. Watts, M. Gu, S.D. Patterson, R. Aebersold, A.J. Pol-
verino, On the complexities of ceramide changes in cells
undergoing apoptosis: lack of evidence for a second messen-
ger function in apoptotic induction, Cell Death Di¡er. 6
(1999) 105^114.

[42] A. Foghi, A. Ravandi, K.J. Teerds, H. Van der Donk, A.
Kuksis, J. Dorrington, Fas-induced apoptosis in rat thecal/
interstitial cells signals through sphinogmyelin-ceramide
pathway, Endocrinology 139 (1998) 2041^2047.

[43] D.A. Brown, J.K. Rose, Sorting of GPI-anchored proteins
to glycolipid-enriched membrane subdomains during trans-
port to the apical cell surface, Cell 68 (1992) 533^544.

[44] A.M. Jimenez-Monreal, J. Villalain, F.J. Aranda, J.C. Go-
mez-Fernandez, The phase behavior of aqueous dispersions
of unsaturated mixtures of diacylglycerols and phospholip-
ids, Biochim. Biophys. Acta 1373 (1998) 209^219.

[45] G. Terzaghi, G. Tettamanti, M. Masserini, Interaction of
glycosphingolipids and glycoproteins: thermotropic proper-
ties of model membranes containing GM1 and glycophorin,
Biochemistry 32 (1993) 9722^9725.

[46] M. Masserini, P. Palestini, E. Freire, In£uence of glycolipid
oligosaccharide and long-chain base composition on the
thermotropic properties of dipalmitoylphosphatidylcholine
large unilamellar vesicles containing gangliosides, Biochem-
istry 28 (1989) 5029^5034.

[47] A. Ferraretto, M. Pitto, P. Palestini, M. Masserini, Lipid

BBAMEM 78006 29-1-01

J.B. Massey / Biochimica et Biophysica Acta 1510 (2001) 167^184 183



domains in the membrane: thermotropic properties of sphin-
gomyelin vesicles containing GM1 ganglioside and cholester-
ol, Biochemistry 36 (1997) 9232^9236.

[48] Y.A. Hannun, C. Luberto, Ceramide in the eukaryotic stress
response, Trends Cell. Biol. 10 (2000) 73^80.

[49] M. Kronke, Biophysics of ceramide signaling: interaction
with proteins and phase transition of membranes, Chem.
Phys. Lipids 101 (1999) 109^121.

[50] M. Garzotto, A. Haimovitz-Friedman, W. Liao, M. White-
Jones, R. Huryk, W.D.W. Heston, C. Cardon-Cardo, R.
Kolesnick, Z. Fuks, Reversal of radiation resistance in
LNCaP cells by targeting apoptosis through ceramide syn-
thase, Cancer Res. 59 (1999) 5194^5201.

[51] A.C. Newton, E. Johnson, Protein kinase C: a paradigm for
regulation of protein function by two membrane-targeting
modules, Biochim. Biophys. Acta 1376 (1998) 155^177.

[52] T. Lin, L. Genestier, M.J. Pinkoski, A. Castro, S. Nicholas,
R. Mogil, F. Paris, Z. Fuks, E.H. Schuchman, R.N. Koles-
nick, D.R. Green, Role of acidic sphingomyelinase in Fas/
CD95-mediated cell death, J. Biol. Chem. 275 (2000) 8657^
8663.

[53] K. Bernardo, O. Krut, K. Wiegmann, D. Kreder, M. Mi-
cheli, R. Schafer, A. Sickman, W.E. Schmidt, J.M. Schroder,
H.E. Meyer, K. Sandho¡, M. Kronke, Puri¢cation and char-

acterization of a magnesium-dependent neutral sphingomye-
linase from bovine brain, J. Biol. Chem. 275 (2000) 7641^
7647.

[54] S. Tomiuk, M. Zumbansen, W. Sto¡el, Characterization and
subcellular localization of murine and human magnesium-
dependent neutral sphingomyelinase, J. Biol. Chem. 275
(2000) 5710^5717.

[55] A.C. Fensome, F. Rodrigues-Lima, M. Josephs, H.F. Pater-
son, M. Katan, A neutral magnesium-dependent sphingo-
myelinase isoform associated with intracellular membranes
and reversibly inhibited by reactive oxygen species, J. Biol.
Chem. 275 (2000) 1128^1136.

[56] W.R. Burack, R.L. Biltonen, Lipid bilayer heterogeneities
and modulation of phospholipase A2 activity, Chem. Phys.
Lipids 73 (1994) 209^222.

[57] A.M. Jimenez-Monreal, F.J. Aranda, V. Micol, P. Sanchez-
Pinera, A. de Godos, J.C. Gomez-Fernandez, In£uence of
the physical state of the membrane on the enzymatic activity
and energy of activation of protein kinase C alpha, Biochem-
istry 38 (1999) 7747^7754.

[58] R. Zidovetzki, Membrane properties and the activation of
protein kinase C and phospholipase A2, Curr. Top. Membr.
44 (1997) 255^283.

BBAMEM 78006 29-1-01

J.B. Massey / Biochimica et Biophysica Acta 1510 (2001) 167^184184


