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ABSTRACT Membrane structures of the mixtures of ganglioside GM1 and endosome speciﬁc lipid, bis (monoacylglycero) phosphate (BMP, also known as lysobisphosphatidic acid) were examined at various pH conditions by freeze-fracture electron microscopy and small-angle x-ray scattering. At pH 8.5–6.5, a GM1/BMP (1:1 mol/mol) mixture formed small vesicular aggregates,
whereas the mixture formed closely packed lamellar structures under acidic conditions (pH 5.5, 4.6) with the lamellar repeat
distance of 8.06 nm. Since BMP alone exhibits a diffuse lamellar structure at a broad range of pH values and GM1 forms a
micelle, the results indicate that both GM1 and BMP are required to produce closely stacked multilamellar vesicles. These
vesicles resemble membranous cytoplasmic bodies in cells derived from patients suffering from GM1 gangliosidosis. Similar to
GM1 gangliosidosis, cholesterol was trapped in BMP vesicles in GM1- and in a low pH-dependent manner. Studies employing
different gangliosides and a GM1 analog suggest the importance of sugar chains and a sialic acid of GM1 in the pH-dependent
structural change of GM1/BMP membranes.
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A characteristic feature of endosomes along with the
degradative endocytic pathway is the accumulation of vesicles within the organelle (1,2). Recently, it has been shown
that the unconventional phospholipid bis(monoacylglycero)
phosphate (BMP), also known as lysobisphosphatidic acid,
LBPA) can induce the formation of multivesicular liposomes
that resemble multivesicular endosomes (3). BMP is a structural isomer of phosphatidylglycerol with characteristic sn-1,
sn-19 glycerophosphate stereoconfiguration (4,5). This lipid
is highly enriched in the specific internal membrane domains
of multivesicular late endosomes where the lipid comprises
.70% of the total phospholipids (6,7). It has been reported
that late endosomes/lysosomes change their organization
from multivesicular to multilamellar membranes under different pathological conditions and by treatment with certain
drugs. These multilamellar vesicles, in which membranes are
tightly stacked, are called membranous cytoplasmic bodies
(MCB). Although the involvement of BMP domains in late
endosomes (8) and lipid-protein interaction (9) have been
suggested, the mechanism of the formation of MCB is not
well understood. Recently we have shown that a drug that
induces multilamellar endosomes alters BMP liposomes
from swollen and loosely packed lamellar vesicles to closely
stacked multilamellar structures at low pH (10).
Sphingolipidosis is a genetic disease defective in the
proteins involved in sphingolipid metabolism (11). Accumulation of MCBs is a characteristic feature of this disease.
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Different sphingolipids are accumulated depending on the
defect. These lipids, such as sphingomyelin and galactosylceramide, themselves form multilamellar structures in aqueous
solution. In contrast, in GM1 gangliosidosis, micelle-forming
lipid GM1 is extensively accumulated and still MCBs are
formed. Therefore, it is of interest to investigate the
conditions in which the accumulation of GM1 induces the
formation of closely stacked membranes. In our study, we
examined the membrane structure of ganglioside/BMP mixture in neutral and acidic pH conditions, the latter of which
resembles the lumen of late endosomes/lysosomes.
First, we examined whether the accumulated GM1 colocalize with the BMP-rich membrane domains in intact cells.
The addition of exogenous ganglioside to cultured cells
mimics the behavior of the cells from gangliosidosis (12).
Diffuse fluorescence was observed when cultured human
skin fibroblasts were fixed, permeabilized, and labeled with
fluorescently labeled cholera toxin, which recognizes GM1
(see Fig. 4 of the Supplementary Material). In contrast, intracellular compartments were brightly labeled with cholera
toxin when cells were grown in the presence of 10 mM GM1.
The fluorescence was colocalized with that labeled with antiBMP antibody. The result suggests the presence of BMP and
GM1 in the same membrane domains. We next examined the
Ó 2007 by the Biophysical Society
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membrane structure of BMP/GM1 complex. 2,29-Dioleoylsn-1,sn-19- BMP is a major molecular species of naturally
occurring BMP (7,13). We chemically synthesized 2,29’dioleoyl-sn-1,sn-19-BMP (14) and measured the structure of
the membranes in the presence of GM1 by using electron
microscopy and small-angle x-ray scattering (SAXS). Fig. 1
shows freeze-fracture electron micrographs of the GM1/BMP
(1:1 mol/mol) mixture at pH 7.4 and 4.6. The particles
observed at pH 7.4 were mainly unilamellar vesicles, as
demonstrated in cross-fracture images, whereas the results at
pH 4.6 indicated structures filled with multiple layers or large
multilamellar vesicles. Each layer was closely stacked, and
the distance between the adjacent layers was ,10 nm. The
size of vesicles at pH 7.4 was ;100–300 nm diameter in
contrast to ;300 nm–3 mm diameter at pH 4.6. Similar results were observed by negative-staining electron microscopy (data not shown). In Fig. 1, pH dependence of the
SAXS patterns of the GM1/BMP (1:1 mol/mol) mixture are
also shown. At pH 8.5–6.5, the SAXS profiles displayed
similar curves, exhibiting an evident minimum at q ¼ ;0.55
nm1 and a broad bell-shaped peak at q ¼ ;1 nm1. These
are characteristics of a scattering curve from an assembly of
identical small particles. It is reported that dioleoyl BMP
forms a diffuse lamellar structure at a pH range of 3.0–8.5
(10,15), whereas GM1 forms a stable micellar structure at a
pH range of 3.6–8.0 (16). Considering the negatively charged
bulky headgroup of GM1, which gives a high curvature when
inserted into the membrane, it is expected that the GM1/BMP
mixture formed such compact aggregates. At pH 5.5,
however, the SAXS pattern exhibited two small peaks at

q ¼ 0.78 and 1.56 nm1 in addition to the broad peak at
q ¼ ;1 nm1. These two peaks correspond to the first- and
second-order diffraction peaks from a lamellar structure with
an 8.06 nm repeat distance. At pH 4.6, the first- and secondorder peaks became much more evident, indicating that the
acidic pH condition transformed the GM1/BMP mixture from
small aggregates to a planar lamellar structure. The dose
response of GM1 indicates that the alteration of the membrane structure was inducible by the addition of as low as
10% of GM1 (see Fig. 5 in the Supplementary Material) at
low pH.
One of the consequences of the storage of sphingolipids in
MCBs, including GM1, is the accumulation of cholesterol. It
is proposed that the preferential association of sphingolipids
and cholesterol causes the accumulation of cholesterol in
MCBs (8). We investigated whether the GM1/BMP membrane traps cholesterol in a pH-dependent manner (Fig. 2).
Methyl-b-cyclodextrin (MbCD) extracts cholesterol from
the membrane. Extraction of cholesterol from BMP and
GM1/BMP membranes by MbCD was investigated at pH 7.4
and 4.6. Cholesterol was equally extracted from the BMP
liposomes irrespective of pH. The presence of GM1 did not
affect the extraction at pH 7.4. In contrast, the extraction of
cholesterol was significantly reduced in the presence of GM1
at pH 4.6. The addition of 10 mol % cholesterol did not alter
the gross structure of the GM1/BMP membranes (data not
shown). This result suggests that the formation of the closely
packed multilamellar structure of GM1/BMP in an acidic
environment prevents the cholesterol extraction by MbCD.
Fig. 3 shows the examination of the effects of various
gangliosides on the membrane structure of BMP at pH 4.6.
Similar to GM1/BMP, lamellar diffraction peaks were observed in GM2/BMP membrane. However, the GM3/BMP
and GD3/BMP mixtures did not exhibit clear lamellar peaks,
suggesting that a branched carbohydrate chain is required for

FIGURE 1 (Left) Freeze-fracture electron micrographs of GM1/
BMP (1:1 mol/mol) mixture at different pH. (Right) SAXS patterns
of GM1 at pH 4.6 and GM1/BMP mixture at different pH.

FIGURE 2 Cholesterol extraction from BMP/cholesterol and
GM1/BMP/cholesterol (10 mol % cholesterol) membranes at different pH.
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suggest that BMP and a low pH are additional players in
cholesterol accumulation in MCBs.
SUPPLEMENTARY MATERIAL
An online supplement to this article can be found by visiting
BJ Online at http://www.biophysj.org.
REFERENCES and FOOTNOTES
1. Kobayashi, T., F. Gu, and J. Gruenberg. 1998. Lipids, lipid domains
and lipid-protein interactions in endocytic membrane traffic. Semin. Cell
Dev. Biol. 9:517–526.
2. Gruenberg, J. 2001. The endocytic pathway: a mosaic of domains. Nat.
Rev. Mol. Cell Biol. 2:721–730.
3. Matsuo, H., J. Chevallier, N. Mayran, I. Le Blanc, C. Ferguson, J.
Faure, N. S. Blanc, S. Matile, J. Dubochet, R. Sadoul, R. G. Parton, F.
Vilbois, and J. Gruenberg. 2004. Role of LBPA and alix in multivesicular liposome formation and endosome organization. Science. 303:
531–534.
4. Brotherus, J., O. Renkonen, W. Fischer, and J. Herrmann. 1974. Novel
stereoconfiguration in lyso-bis-phosphatidic acid of cultured BHKcells. Chem. Phys. Lipids. 13:178–182.

FIGURE 3 (a) SAXS patterns of GM2, GM3, and GD3, and their
mixture with BMP (1:1 mol/mol) at pH 4.6. SAXS pattern of GM1/
BMP (1:1 mol/mol) mixture at pH 4.6 is also shown. The lamellar
distance of GM2/BMP was 9.98 nm. (b) Structures of gangliosides
used in this study.

the tight packing of the ganglioside/BMP membrane at low
pH. The lamellar structure was observed both at pH4.6 and
7.4 when the sialic acid moiety of GM1 was substituted for
the corresponding sugar alcohol (see Fig. 6 in the Supplementary Material), indicating that sialic acid prevents the
formation of the lamellar structure of the GM1/BMP membrane at neutral pH.
Although BMP forms a diffuse lamellar structure at broad
range of pH values and GM1 forms a micelle, the mixture of
the two lipids forms a closely stacked multilamellar structure at a pH that resembles the lumen of late endosomes/
lysosomes. The reported membrane structures of GM1/
phospholipid and GM1/cholesterol/Ca21 system suggest that
the GM1 sugar headgroups of the apposing bilayers are in the
distance of direct contact in GM1/BMP membranes at the low
pH conditions. Previously, Simons and Gruenberg suggested
that the accumulation of sphingolipids alters the properties of
BMP (LBPA)-rich membrane domains (8). Our results
provide the experimental evidence that the structure of the
BMP membrane is indeed altered by GM1 and GM2 in a pHdependent manner. This suggests that MCBs in gangliosidosis can be reproduced, at least in part, by gangliosides and
BMP in the absence of proteins. The accumulation of
cholesterol in MCBs in cells from sphingolipidosis has been
believed to be a consequence of the specific interaction of
sphingolipids and cholesterol in MCBs (8). Our results
Biophysical Journal: Biophysical Letters

5. Amidon, B., J. D. Schmitt, T. Thuren, L. King, and M. Waite. 1995.
Biosynthetic conversion of phosphatidylglycerol to sn-1:sn-19 bis
(monoacylglycerol)phosphate. Biochemistry. 34:5554–5560.
6. Kobayashi, T., E. Stang, K. S. Fang, P. De Moerloose, R. G. Parton,
and J. Gruenberg. 1998. A lipid associated with the antiphospholipid
syndrome regulates endosome structure and function. Nature. 392:
193–197.
7. Kobayashi, T., M. Beuchat, J. Chevallier, A. Makino, N. Mayran,
J. Escola, C. Lebrand, P. Cosson, T. Kobayashi, and J. Gruenberg.
2002. Separation and characterization of late endosomal membrane
domains. J. Biol. Chem. 277:32157–32164.
8. Simons, K., and J. Gruenberg. 2000. Jamming the endosomal system:
lipid rafts and lysosomal storage diseases. Trends Cell Biol. 10:459–462.
9. Terry, R. D., and S. R. Korey. 1963. Studies in Tay-Sacks disease. V.
The membrane of the membranous cytoplasmic body. J. Neuropathol.
Exp. Neurol. 22:98–104.
10. Makino, A., K. Ishii, M. Murate, T. Hayakawa, Y. Suzuki, M. Suzuki,
K. Ito, T. Fujisawa, H. Matsuo, R. Ishitsuka, and T. Kobayashi. 2006.
D-threo-1-phenyl-2-decanoylamino-3-morpholino-1-propanol alters cellular cholesterol homeostasis by modulating the endosome lipid
domains. Biochemistry. 45:4530–4541.
11. Scriver, C., A. Beaudet, W. Sly, and D. Valle, editors. 2001. The
Metabolic and Molecular Bases of Inherited Disease. Lysosomal
Disorders, 8th ed., Vol. 3, Part 16. McGraw-Hill, New York. 3371–
3877.
12. Pagano, R. E., V. Puri, M. Dominguez, and D. L. Marks. 2000.
Membrane traffic in sphingolipid storage diseases. Traffic. 1:807–815.
13. Besson, N., F. Hullin-Matsuda, A. Makino, M. Murate, M. Lagarde,
J. F. Pageaux, T. Kobayashi, and I. Delton-Vandenbroucke. 2006.
Selective incorporation of docosahexaenoic acid into lysobisphosphatidic acid in cultured THP-1 macrophages. Lipids. 41:189–196.
14. Chevallier, J., N. Sakai, F. Robert, T. Kobayashi, J. Gruenberg, and S.
Matile. 2000. Rapid access to synthetic lysobisphosphatidic acids using
P(III) chemistry. Org. Lett. 29:1859–1861.
15. Holopainen, J., T. Soderlund, J.-M. Alakoskela, M. Sily, O. Eriksson,
and P. Kinnunen. 2005. Intermolecular interactions of lysobisphosphatidic acid with phosphatidylcholine in mixed bilayers. Chem. Phys.
Lipids. 133:51–67.
16. Hirai, M., T. Takizawa, S. Yabuki, and K. Hayashi. 1996. Intermicellar
interaction of ganglioside aggregates and structural stability on pH
variation. J. Chem. Soc. Faraday Trans. 92:4533–4540.
L15

