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Glycosphingolipids and cell death
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Sphingolipids have been implicated in various cellular processes including growth, cell-cell or ligand-receptor interac-
tions, and differentiation. In addition to their importance as reservoirs of metabolites with important signaling properties,
sphingolipids also help provide structural order to plasma membrane lipids and proteins within the bilayer. Glycosylated
sphingolipids, and sphingomyelin in particular, are involved in the formation of lipid rafts. Although it is well accepted that
ceramide, the backbone of all sphingolipids, plays a critical role in apoptosis, less is known about the biological functions
of glycosphingolipids. This review summarizes current knowledge of the involvement of glycosphingolipids in cell death
and in other pathological processes and diseases.
Published in 2004.
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Introduction

Glycosphingolipids (GSL) are lipid components of membranes
that are important for the proper development of vertebrates.
They are involved in multiple processes, including cell type
specific adhesion, cell-cell interaction, embryogenesis, and de-
velopment and differentiation of neuronal cells and leukocytes
[1]. GSL can also serve as binding sites for several viruses,
bacteria, and bacterial toxins [2]. Different tissues display dif-
ferent GSL patterns on the cell surface which can be dramat-
ically altered during development [1]. A further modulation
can be seen during pathological processes such as tumor de-
velopment. GM3/GD3, for example, is a melanoma-associated
antigen involved in metastasis [3–5]. On the other hand, gluco-
sylceramide (GlcCer) expression is associated with multidrug
resistance in many cancer cells [6–8].

GSL are predominantly located at the plasma membrane and
the early endosomes of the Golgi complex. In the plasma mem-
brane, it has recently been shown that sphingolipid-derived
molecules aggregate and form a less fluid and more ordered
phase, referred to as membrane rafts, which are formed in the
Golgi compartment and targeted to the plasma membrane. Rafts
are considered to be small, mobile lateral assemblies of sphin-
golipids, particularly enriched in sphingomyelin and choles-
terol, but also containing ceramide and GPI-anchored proteins.
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They have important roles in concentrating and modulating
specific signaling molecules, such as Src-tyrosine kinase fam-
ily members, growth receptors, and death receptors [9–12].
The role of rafts will not be discussed here as it has been
the subject of recent excellent reviews [9,13]. Less complex
sphingolipid-derived molecules, including ceramide, ceramide-
1-phosphate, sphingosine, and sphingosine-1-phosphate (S1P),
are known signaling molecules in diverse receptor and non-
receptor-mediated signaling pathways. These bioactive lipid
mediators are formed as a result of stimuli-induced metabolism
of complex sphingolipids. Ceramide has mainly been impli-
cated in signaling pathways leading to suppression of growth,
cellular senescence, differentiation, and apoptosis, whereas
ceramide-1-phosphate mediates cell survival and is involved
in synaptic vesicular fusion in neuronal cells, as well as neu-
trophil phagolysosome formation [14]. S1P has many biological
actions and, importantly, acts counter to ceramide to mediate
cell growth and survival, as well as influencing directed cell
movement [15,16]. The biological effects of sphingosine may
vary among cell types but it has been associated with negative
effects on cell growth and survival and has been implicated as an
inhibitor of protein kinase C and other protein kinases [17,18].

Biosynthesis and structure of glycosphingolipids

The de novo biosynthesis of GSL is initiated at the cytosolic sur-
face of the endoplasmic reticulum (ER) by the condensation of
L-serine and palmitoyl coenzyme A to form 3-ketosphinganine
catalyzed by serine palmitoyltransferase (SPT), a pyridoxal
phosphate-dependent enzyme [19,20]. SPT has lower activity
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than the other enzymes involved in biosynthesis and is rate-
limiting and seems to be a key enzyme controlling cellular
sphingolipid content. In the ensuing NADPH-dependent reac-
tion, 3-ketosphinganine is reduced to D-erythro-sphinganine
by 3-ketosphinganine reductase. The enzyme sphinganine-N -
acyltransferase (ceramide synthase) transfers a long-chain fatty
acid to the amino group of 3-ketosphinganine, resulting in the
formation of D-erythro-dihydroceramide. The latter enzyme
shows selectivity for stearic acid and is also able to acylate sph-
ingosine derived from the “salvage pathway” of sphingolipid
catabolism [21]. A double bond is then introduced between car-
bon atoms 4 and 5 by a desaturase to form ceramide [22]. All
four enzymes of ceramide biosynthesis are located at the cy-
tosolic surface of the ER membrane [23,24]. Recently, major
progress has been made in cloning the enzymes of the de novo
pathway.

Ceramide is a precursor of both GSL and sphingomyelin.
In the synthesis of sphingomyelin, a phosphocholine group
is transferred from phosphatidylcholine to ceramide. Sphin-
gomyelin synthesis occurs in several cellular compartments,
although most is synthesized on the lumenal side of the Golgi
complex [25–27]. In vertebrates, GSL synthesis is initiated
by coupling a glucose [28] or galactose [29] residue in a β-
glycosidic linkage to the C1-hydroxyl of ceramide. Specific
glycosyltransferases catalyze [30,31] the transfer of additional
single nucleotide activated sugars onto ceramide forming more
complex GSL (Figure 1) [30–32]. Most of the GSL of ver-
tebrates arise from glucosylation rather than galactosylation of
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Figure 1. Simplified scheme of glycosphingolipid biosynthesis.
For detailed descriptions of the biosynthetic pathways, see [38]
and text.

ceramide. Glucosylation is rate-limiting for ganglioside biosyn-
thesis. This glucosyltransferase seems to be crucial during em-
bryogenesis as the knock out of the respective gene has been
shown to be lethal [33].

Regarding topology of GSL synthesis, ceramide must be
transported from the ER to the Golgi complex where it is glu-
cosylated on the cytosolic surface of the Golgi-compartment
[30,34–36]. Galactosylation of ceramide in the formation of
glycosphingolipids of the galacto-series has been localized to
the ER and Golgi. Transfer of a sulfate headgroup results in for-
mation of sulfatides. The galacto-series gangliosides are found
predominantly in the nervous system where they are important
in development and normal functioning of the CNS [37–39].
Transport of ceramide from the ER to Golgi can occur by means
of vesicular and non-vesicular mechanisms [40–42] and subse-
quent addition of sugar residues occurs on the lumenal face of
the Golgi catalyzed by distinct glycosyltransferases [43].

Almost all gangliosides are structurally and biosynthetically
derived from lactosylceramide which is formed by the transfer
of a galactosyl residue to glucosylceramide. Sequential addition
of one, two or three sialic acids to lactosylceramide results
in formation of GM3, GD3 and GT3, respectively, precursors
for more complex ganglio-series gangliosides. Sphingolipids
are targeted to their cellular sites by both vesicular and non-
vesicular trafficking [44].

Mechanisms of GD3-induced apoptosis

Ceramide is a well-known participant in the progression of pro-
apoptotic signals initiated by Fas and tumor necrosis factor-α
(TNF-α) through activation of their respective death receptors.
The mitochondria also has a central role in ceramide-mediated
cell death [45,46]. Generation of ceramide at the mitochon-
dria, but not at other organelles, was shown to be involved
in apoptosis of MCF-7 human breast cancer cells [47]. Fas
cross-linking, TNF-α, and cell-permeable ceramide analogs all
induce transient intracellular ceramide accumulation. An el-
egant study has shown that the intracellular ceramide accu-
mulated due to Fas cross-linking is rapidly converted to GD3
by enhanced GD3 synthase activity in lymphoid and myeloid
cell lines [48]. Antisense RNA against GD3 synthase prevents
apoptosis, implying the need for newly-synthesized GD3. On
the other hand, enforced expression of GD3 synthase was suf-
ficient to trigger apoptosis. In this study, other gangliosides,
such as GD1a, GT1b or GM1, failed to mimic GD3-induced
cell killing [48]. Use of broad-spectrum caspase inhibitors re-
vealed that caspases upstream of GD3 synthesis were crucial
for Fas-induced apoptosis, suggesting modulatory interaction
between GD3 and caspases. With respect to the mechanism
by which GD3 induces apoptosis, changes in the mitochon-
drial membrane potential (��m) and increased reactive oxy-
gen species (ROS) production have been demonstrated [48–51].
As a consequence of decreased ��m , permeability of the in-
ner mitochondrial membrane increases, causing the collapse of
the ion gradient along the membrane and depolarization of the
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mitochondria. ROS have been implicated in the initiation phase
as well as in the execution phase of the apoptotic program, de-
pending on cell type. Also, addition of ROS or depletion of en-
dogenous antioxidants induces apoptosis that can be reversed
by exogenous addition of antioxidants. The detailed mecha-
nisms by which ROS function in cell death are not yet clear,
but they are likely to be involved in activation of executionary
caspases. In TNF-α-resistant hepatocytes, it was demonstrated
that TNF-α was still able to induce synthesis of GD3. Only after
depletion of mitochondrial glutathione, which is crucial for the
maintenance of the cellular redox state, were cells sensitized
to TNF-α- or GD3-mediated apoptosis [52]. This study un-
derlines the importance of oxidative stress in TNF-α-mediated
apoptosis in hepatocytes. By using inhibitors or antioxidants,
it was shown that GD3 interacts with complex III of the mi-
tochondrial electron transport chain causing an oxidative burst
that precedes mitochondrial swelling. Cytochrome c and apop-
tosis inducing factor (AIF) are subsequently released, leading
to activation of the caspase cascade and eventual DNA frag-
mentation [50,51]. In vitro studies performed with isolated mi-
tochondria revealed that short-chain ceramides and glycosph-
ingolipids, such as GlcCer, LacCer, GD1a, and GM1, are able
to mimic GD3, while sphingosine and sphinganine failed to
do so. Apparently, the N -acylsphingosine (ceramide) moiety is
required for interaction of GD3 with the mitochondria rather
than the carbohydrate component [50]. However, other groups
showed that GD3-mediated effects on isolated mitochondria
are very specific and could not be mimicked by C2-ceramide,
GM1, GM3, GD1a, or GT1b [53,54]. Future studies are needed
to clarify this discrepancy and to determine the minimal struc-
tural requirement that enables GD3 to interact with and recruit
mitochondria to the apoptotic signal transduction pathway.

GD3 can directly activate ��m independently of Ca2+, al-
though Ca2+ has been shown to act synergistically with GD3
[53]. It has been suggested that the effects of GD3 on mito-
chondria are mediated by the opening of the mitochondrial
permeability transition pore (MTP), rather than by inhibition
of the respiratory complex, as GD3-mediated effects could be
prevented with the MTP blocker, cyclosporin A [54]. The MTP
is a conductance channel formed by several different proteins,
which is inserted into the mitochondrial membrane [55].

Bcl-2 is a proto-oncogene known to suppress cell death by
diverse stimuli [55]. One mechanism by which Bcl-2 protects
cells is suppression of the formation of ROS by acting as an an-
tioxidant [55,56]. Because several studies have shown that ROS
production in the mitochondria is a key target for apoptogenic
GD3, it is conceivable that Bcl-2 might be able to modulate this
pathway as well. Indeed, in T cell lymphoma CEM cells sta-
bly overexpressing Bcl-2, GD3 failed to induce mitochondrial
changes or release of cytochrome c, AIF and activate caspase-
9 [51]. Similar observations were made in oligodendrocytes
where GD3-induced increase in ��m and cytochrome c release
could be partially blocked by enforced Bcl-2 expression [57].
How Bcl-2 blocks GD3-induced cell death is not known yet.

Several models have been proposed to explain how Bcl-2 might
exert its anti-apoptotic function. It could prevent pore formation
induced by other pro-apoptotic Bcl-2 family members, such as
Bax/Bak, via increased heterodimerization of these proteins, or
it could inhibit the opening of the MTP [58,59]. Moreover, Bcl-2
family proteins appear to regulate voltage-dependent anion
channel (VDAC) function [60,61]. Further studies are needed
to identify the relevant GD3 targets which are under Bcl-2 con-
trol. However, pretreatment of isolated mitochondria with cy-
closporin completely suppressed GD3-induced swelling and
release of apoptogenic factors, indicating that GD3 acts at the
level of the MTP. Whether this is due to a direct interaction with
any of the MTP components remains to be established [51].

Ceramide can be generated from degradation of sphin-
gomyelin by either acidic sphingomyelinase (aSMase) or neu-
tral sphingomyelinase (nSMase). Alternatively, ceramide gen-
erated by de novo synthesis has also recently been implicated
in apoptosis [62]. Furthermore, it has been reported that ce-
ramide generated by aSMase, and not nSMase, is involved in
Fas and TNF-α signaling pathways activated in GD3 medi-
ated cell death even though nSMase is active and contributes
to the increase in ceramide in human colon cells [63]. These
results were further confirmed with Niemann-Pick-derived lym-
phoblastoid cells that are devoid of aSMase but display normal
nSMase activity [64]. In these cells, Fas failed to initiate the
apoptotic program. Reconstitution of aSMase activity or addi-
tion of exogenous aSMase, however, caused GD3 accumulation
and efficiently triggered the apoptotic program after Fas cross-
linking or γ -irradiation.

Gangliosides are distributed predominantly on the plasma
membrane and in the early Golgi compartment where they are
synthesized. GD3 synthase (α2,8-sialyltransferase), which re-
sides in the Golgi, adds a second sialic acid to GM3 to produce
GD3. Just as is the case with ceramide, there seems to be a di-
chotomy in the signaling properties between newly synthesized
GD3 and GD3 formed from degradation of other complex gan-
gliosides. It appears in this case that newly-synthesized GD3 is
involved in regulating apoptosis [65]. The question arises as to
how newly formed GD3 is targeted to mitochondria where it ex-
ecutes its function in cell death. Different pathways might come
into play. First, mitochondria might be in close physical contact
with the ER/early Golgi to form a functionally interconnected
network which has been described recently [66–68]. Second,
and more likely, GD3 might be redistributed to mitochondria
by actin-dependent endosomal vesicles. Indeed, disruption of
actin cytoskeletal organization prevents release of GD3 from
plasma membrane and co-localization with mitochondria [65].
Also, GD3 was shown to co-localize and associate with the actin
cytoskeletal protein ezrin upon Fas cross-linking [69]. More-
over, pretreatment of cells with inhibitors of vesicular transport,
such as monensin or mannose-6-phosphate, abolished local-
ization of GD3 with mitochondria in hepatocytes treated with
TNF-α [65]. Trafficking of GD3 was monitored over time and
co-localization of GD3 was seen with markers specific for
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Figure 2. Signaling pathway of GD3-induced apoptosis. After oligomerization of the Fas or TNF-α receptors, aSMase is activated in
a PC-PLC-dependent manner. Ceramide accumulates and activates GD3 synthesis. GD3 is targeted from the plasma membrane by
vesicle transport or alternatively by physical redistribution from the Golgi to the mitochondria. There, GD3 perturbs the mitochondrial
membrane leading to release of cytochrome c and AIF and caspase-9 activation, which activate the execution phase of the apoptotic
program leading to demise of the cell.

plasma membrane, early endosomes, late endosomes, and fi-
nally with mitochondria [65]. GD3 ganglioside on the plasma
membrane is localized, most likely, in specialized rafts, known
as caveolae, where it can be internalized through endocytosis
and trafficked to mitochondria (Figure 2). Co-localization of
GD3 with caveolin-1 has been described previously [70].

As mentioned above, only ceramide generated in specific
compartments, such as mitochondria or at the plasma mem-
brane, has been shown to be involved in programmed cell death
[47,71,72]. Furthermore, depending on cell type and/or ago-
nist, aSMase and/or nSMase contribute to ceramide genera-
tion. Cells derived from aSMase null mice are defective in
Fas-, radiation-, and TNF-α-induced cell death [63,64,73,74].
aSMase is active mainly in acidic compartments, such as re-
cycling endosomes, and soluble aSMase is taken up by endo-
cytosis and transported to acidic compartments. Membrane-
bound forms of aSMase have also been detected in caveolae
microdomains enriched in sphingomyelin that can be activated
by various stimuli resulting in formation of ceramide [75,76].
Translocation of aSMase from intracellular compartments to
plasma membrane rafts has been demonstrated after Fas stim-
ulation [77].

Two different cytoplasmic domains have been described in
the 55 kDa TNF receptor. One domain is able to activate nS-

Mase and the other activates aSMase with no apparent crosstalk
between them. The aSMase activation domain resides in the
so-called death domain of the TNF receptor responsible for
the cytotoxicity of TNF-α [78]. A phosphatidylcholine-specific
phospholipase C activity was also required for aSMase activa-
tion [79,80].

It is assumed that intracellular ceramide concentrations reg-
ulate sphingolipid and glycosphingolipid metabolism; and,
hence, ceramide should be targeted to the Golgi complex. Be-
cause aSMase has been shown to reside in caveolae, decreased
sphingomyelin and concomitant ceramide production can lead
to structural changes of the plasma membrane which can some-
how stimulate endocytosis and trafficking of ceramide to the ER
and Golgi, thereby enhancing GD3 synthesis. This might also
explain why ceramide generated via aSMase, but not nSMase,
is able to activate de novo GD3 synthesis.

Glycosphingolipids with anti-apoptotic properties

Difficulties in effective chemotherapy correlate with defective
activation of programmed cell death on several distinct lev-
els in many types of tumors [81]. Chemotherapeutic agents
often exert some of their effects through generation of ce-
ramide even though their mechanisms of action might differ.
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Some stimulate de novo ceramide synthesis whereas others in-
duce sphingomyelin hydrolysis or block ceramide degradation.
Multidrug resistance, defined as cross-resistance to a variety
of chemotherapeutic substances, is a common phenomenon in
the treatment of various cancers. Besides accelerated removal
of the drug (i.e. enhanced drug efflux via the P-glycoprotein
pump), their intracellular effects may be altered [82,83]. It is
also possible that multidrug resistance could result from mod-
ulation of ceramide metabolism whereby ceramide accumu-
lation is prevented or it is converted to less toxic molecules
[6,7,84]. Yet another way to keep endogenous ceramide low is
by GlcCer synthase catalyzed conversion to GlcCer which has
been shown to have growth stimulatory and anti-apoptotic ef-
fects [85]. Studies with exogenous administration of GlcCer
revealed that it is able to stimulate growth of keratinocytes
even in aged murine epidermis where epidermal growth is nor-
mally reduced [86]. Furthermore, GlcCer is consistently in-
creased in several multidrug-resistant cancer cell lines [83,87].
In this regard, it was demonstrated that some sensitive cells ac-
quire drug resistance by overexpressing GlcCer synthase [88].
Conversely, blocking glycosylation of ceramide with different
agents, such as verapamil, tamoxifen, cyclosporin A or PDMP,
in multidrug resistant MCF-7 breast cancer cells, sensitized
them to adriamycin [89]. In addition, GlcCer synthase anti-
sense RNA rendered otherwise resistant cells sensitive to drug
treatment [88–91]. Reduced tumorigenicity and metastatic po-
tential of melanoma cells was also observed in vivo with GlcCer
synthase antisense RNA [92].

Another ganglioside that has been implicated in protection of
cells from apoptosis is the monosialylganglioside GM1. GM1
has been shown to prevent apoptotic cell death in growth factor-
deprived neuronal PC12 cells [93]. GM1 acts by promoting
nerve growth factor (NGF)-induced TrkA dimerization. It has
also been demonstrated that NGF signaling can activate sph-
ingosine kinase to form S1P that acts as a pro-survival signal
[93,94]. Similar results were obtained in a study conducted in
rat heart fibroblasts where GM1 was shown to act like S1P and
protect cells from C2-ceramide or staurosporine-induced cell
death [95]. It was also demonstrated in this study that GM1 en-
hanced S1P production by activating sphingosine kinase [95]. In
a more physiologically relevant study, application of GM1 also
protected the mouse heart from hypoxic cell death. Again, sph-
ingosine kinase-dependent activation by protein kinase Cε was
suggested [96]. These results have relevance to human physi-
ology and there are ongoing clinical trials using GM1 ganglio-
side as a therapeutic agent for promoting nerve regeneration in
Alzheimer’s disease [97]. Furthermore, autoantibodies against
various glycosphingolipids have been detected in patients with
different neurological disorders, and have been suggested to
play a critical role in development of diseases of the nervous
system. In contrast, Le(y) antigen expression is correlated with
apoptosis [98].

Gangliosides can also regulate cell signaling by altering
growth factor receptor functions [99]. High GM3 ganglioside

expression on keratinocytes has been correlated with inhibited
cell growth and low expression has been reported in several
hyperproliferative skin disorders, including psoriasis and squa-
mous cell carcinoma [100,101] where programmed cell death
is aberrant. Ganglioside GM3 was shown to interfere with bind-
ing of EGF and activation of its receptor which is required for
proliferation [102].

Surprisingly, GM3 is also pro-apoptotic in certain types of
cells, particularly in the presence of metastasis-suppressing
gene product CD82 and its analogue CD9. It was shown that
the malignancy-suppressing effect of CD82 or CD9 is based
partially on cell motility inhibition and apoptosis induction
promoted by concurrent GM3 synthesis and N-glycosylation
[103]. GM3 in various colorectal carcinomas may also pro-
mote apoptosis, since enhancement of endogenous sialidase
promotes tumor malignancy and metastasis through inhibition
of Bcl-2 [104]. These dual actions of GM3 merit further study.

Significance of gangliosides in pathological processes

It has long been known that tumor cells display a different pat-
tern of cell surface glycosphingolipids than corresponding un-
transformed cells [1,105]. Predominant expression of specific
gangliosides, GD3, GM2, or GD2, has been observed on sev-
eral types of tumor cells including melanoma, neuroblastoma,
lymphoma, and ovarian cancer cells [105,106]. Thus, antibod-
ies against specific gangliosides have received consideration as
immunotherapeutic agents and clinical trials have been initiated
[4,106–108].

Augmented GSL shedding, which is the release of cell sur-
face components, is a characteristic of cancer cells. Shedding
seems to be important for infiltration and metastasis of the tumor
as well as for suppression of the immune system [109]. The un-
derlying mechanism by which the released components evoke
these biological effects is not yet fully understood. Ganglio-
sides are among the main constituents of the released molecules.
In vitro, and more importantly, in vivo effects of gangliosides
shed from T cell lymphoma on bone marrow cells (BMC) have
been documented [110]. These gangliosides not only impaired
cell viability but also induced apoptosis of BMC. The shed
gangliosides activated NF-κB and elevated expression of p53
and Bax, both of which have been described as components of
pro-apoptotic signaling pathways. The apoptosis effects were
ascribed to GD3 by investigations with antibodies against the
major ganglioside species produced by T cell lymphomas. GD3
exogenously applied to BMC effectively induced apoptosis, fur-
ther confirming this finding [110].

Another disease in which GD3 seem to be involved in is
the progression of pathogenesis in Farber Disease, a lysosomal
storage disorder which results from an acid ceramidase defi-
ciency. As a consequence, ceramide accumulates in lysosomes
leading to tissue damage, although the detailed mechanisms of
tissue destruction are not well known. Histochemical analyses
of tissues from affected patients revealed a high apoptotic rate
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that correlated with concomitant elevated levels of GD3 and
activated caspase-3 [111].

Conclusions

There is now abundant evidence documenting the importance
of sphingolipid-derived signaling molecules. Although some
sphingolipids have been well established as second messen-
gers, i.e. ceramide, sphingosine and S1P, others await more de-
tailed investigations. One difficulty in identifying the specific
sphingolipid involved in a particular signaling pathway is their
complex interconversion. For example, functions attributed to
sphingosine might actually result from its conversion to S1P.
Moreover, some effects of ceramide might result from its con-
version to ceramide-1-phosphate, GlcCer, or even sphingosine
and S1P. Also rapid degradation of gangliosides to ceramide
has been described and this might confuse distinctions between
ceramide and ganglioside-mediated effects [112]. As found for
GM1, one GSL might also be able to stimulate the genera-
tion of another sphingolipid [95]. Since GD3 has mainly been
associated with cell death and GM1 with survival, it will be
very important to determine exactly what structural feature of
these molecules is required for initiation of particular signal-
ing pathways. This further emphasizes how important it is to
elucidate the mechanism by which a molecule produces a cer-
tain biological response in order to design drugs for therapeutic
applications.

Acknowledgments

The authors thank Puneet S. Jolly and Sheldon Milstien for
critical review of the manuscript. MB is a recipient of a fel-
lowship from the Free University of Berlin in Germany. SS is
supported by research grants from the National Institutes of
Health (GM43880, CA61774, HD50094) and the Department
of the Army (DAMD17-02-1-0060).

References

1 Hakomori S, Glycosylation defining cancer malignancy: New
wine in an old bottle, Proc Natl Acad Sci USA 99, 10231–3 (2002).

2 Lingwood CA, Oligosaccharide receptors for bacteria: A view to
a kill, Curr Opin Chem Biol 2, 695–700 (1998).

3 Hirabayashi Y, Hamaoka A, Matsumoto M, Matsubara T, Tagawa
M, Wakabayashi S, Taniguchi M, Syngeneic monoclonal anti-
body against melanoma antigen with interspecies cross-reactivity
recognizes GM3, a prominent ganglioside of B16 melanoma,
J Biol Chem 260, 13328–33 (1985).

4 Nores GA, Dohi T, Taniguchi M, Hakomori S, Density-dependent
recognition of cell surface GM3 by a certain anti- melanoma anti-
body, and GM3 lactone as a possible immunogen: Requirements
for tumor-associated antigen and immunogen, J Immunol 139,
3171–6 (1987).

5 Kojima N, Shiota M, Sadahira Y, Handa K, Hakomori S, Cell
adhesion in a dynamic flow system as compared to static system.
Glycosphingolipid-glycosphingolipid interaction in the dynamic

system predominates over lectin- or integrin-based mechanisms
in adhesion of B16 melanoma cells to non-activated endothelial
cells, J Biol Chem 267, 17264–70 (1992).

6 Liu YY, Han TY, Giuliano AE, Ichikawa S, Hirabayashi Y, Cabot
MC, Glycosylation of ceramide potentiates cellular resistance to
tumor necrosis factor-alpha-induced apoptosis, Exp Cell Res 252,
464–70 (1999).

7 Liu YY, Han TY, Giuliano AE, Cabot MC, Ceramide glycosyla-
tion potentiates cellular multidrug resistance, FASEB J 15, 719–
30 (2001).

8 Morjani H, Aouali N, Belhoussine R, Veldman RJ, Levade T,
Manfait M, Elevation of glucosylceramide in multidrug-resistant
cancer cells and accumulation in cytoplasmic droplets, Int J Can-
cer 94, 157–65 (2001).

9 Hakomori SI, Cell adhesion/recognition and signal transduction
through glycosphingolipid microdomain, Glycoconj J 17, 143–
51 (2000).

10 Kurzchalia TV, Parton RG, Membrane microdomains and cave-
olae, Curr Opin Cell Biol 11, 424–31 (1999).

11 van Blitterswijk WJ, van der Luit AH, Caan W, Verheij M, Borst
J, Sphingolipids related to apoptosis from the point of view of
membrane structure and topology, Biochem Soc Trans 29, 819–24
(2001).

12 van Meer G, Lisman Q, Sphingolipid transport: Rafts and translo-
cators, J Biol Chem 277, 25855–8 (2002).

13 Anderson RG, Jacobson K, A role for lipid shells in targeting
proteins to caveolae, rafts, and other lipid domains, Science 296,
1821–5 (2002).

14 Hinkovska-Galcheva VT, Boxer LA, Mansfield PJ, Harsh D,
Blackwood A, Shayman JA, The formation of ceramide-1-
phosphate during neutrophil phagocytosis and its role in liposome
fusion, J Biol Chem 273, 33203–9 (1998).

15 Cuvillier O, Pirianov G, Kleuser B, Vanek PG, Coso OA, Gutkind
S, Spiegel S, Suppression of ceramide-mediated programmed cell
death by sphingosine-1-phosphate, Nature 381, 800–3 (1996).

16 Spiegel S, Milstien S, Sphingosine-1-phosphate: Signaling inside
and out, FEBS Lett 476, 55–7 (2000).

17 Hannun YA, Bell RM, Functions of sphingolipids and sphin-
golipid breakdown products in cellular regulation, Science 243,
500–7 (1989).

18 Hannun YA, Luberto C, Argraves KM, Enzymes of sphingolipid
metabolism: From modular to integrative signaling, Biochemistry
40, 4893–903 (2001).

19 Snell EE, Dimari SJ, Brady RN, Biosynthesis of sphingosine and
dihydrosphingosine by cell-free systems from Hansenula ciferri,
Chem Phys Lipids 5, 116–38 (1970).

20 Weiss B, Stoffel W, Human and murine serine-palmitoyl-CoA
transferase—cloning, expression and characterization of the key
enzyme in sphingolipid synthesis, Eur J Biochem 249, 239–47
(1997).

21 Trinchera M, Ghidoni R, Sonnino S, Tettamanti G, Recycling of
glucosylceramide and sphingosine for the biosynthesis of gan-
gliosides and sphingomyelin in rat liver, Biochem J 270, 815–20
(1990).

22 Michel C, van Echten-Deckert G, Rother J, Sandhoff K, Wang
E, Merrill AH, Jr, Characterization of ceramide synthesis. A di-
hydroceramide desaturase introduces the 4,5-trans-double bond
of sphingosine at the level of dihydroceramide, J Biol Chem 272,
22432–7 (1997).



Glycosphingolipids and cell death 45

23 Mandon EC, Ehses I, Rother J, van Echten G, Sandhoff K,
Subcellular localization and membrane topology of serine palmi-
toyltransferase, 3-dehydrosphinganine reductase, and sphinga-
nine N-acyltransferase in mouse liver, J Biol Chem 267, 11144–8
(1992).

24 Michel C, van Echten-Deckert G, Conversion of dihydroceramide
to ceramide occurs at the cytosolic face of the endoplasmic retic-
ulum, FEBS Lett 416, 153–5 (1997).

25 Albi E, Magni MV, Sphingomyelin synthase in rat liver nuclear
membrane and chromatin, FEBS Lett 460, 369–72 (1999).

26 Futerman AH, Stieger B, Hubbard AL, Pagano RE, Sphin-
gomyelin synthesis in rat liver occurs predominantly at the cis
and medial cisternae of the Golgi apparatus, J Biol Chem 265,
8650–7 (1990).

27 Miro Obradors MJ, Sillence D, Howitt S, Allan D, The subcellular
sites of sphingomyelin synthesis in BHK cells, Biochim Biophys
Acta 1359, 1–12 (1997).

28 Basu S, Kaufman B, Roseman S, Enzymatic synthesis of glu-
cocerebroside by a glucosyltransferase from embryonic chicken
brain, J Biol Chem 248, 1388–94 (1973).

29 Basu S, Schultz AM, Basu M, Roseman S, Enzymatic synthesis
of galactocerebroside by a galactosyltransferase from embryonic
chicken brain, J Biol Chem 246, 4272–9 (1971).

30 Keenan TW, Morre DJ, Basu S, Ganglioside biosynthesis. Con-
centration of glycosphingolipid glycosyltransferases in Golgi ap-
paratus from rat liver, J Biol Chem 249, 310–5 (1974).

31 Basu SC, The serendipity of ganglioside biosynthesis: Pathway
to CARS and HY-CARS glycosyltransferases, Glycobiology 1,
469–75 (1991).

32 Basu S, Basu M, Dastgheib S, Hawes J, Biosynthesis and reg-
ulation of glycosphingolipids. In Comprehensive Natural Prod-
uct Chemistry edited by Barton D, Nakanishi K, Meth-Cohen
O, Vol. 3 (ed. Pinto BM) (Pergamon Press, New York, 1999)
pp. 107–28.

33 Yamashita T, Wada R, Sasaki T, Deng C, Bierfreund U, Sandhoff
K, Proia RL, A vital role for glycosphingolipid synthesis during
development and differentiation, Proc Natl Acad Sci USA 96,
9142–7 (1999).

34 Futerman AH, Pagano RE, Determination of the intracellular sites
and topology of glucosylceramide synthesis in rat liver, Biochem
J 280, 295–302 (1991).

35 Jeckel D, Karrenbauer A, Burger KN, van Meer G, Wieland F,
Glucosylceramide is synthesized at the cytosolic surface of vari-
ous Golgi subfractions, J Cell Biol 117, 259–67 (1992).

36 Warnock DE, Lutz MS, Blackburn WA, Young WW Jr, Baenziger
JU, Transport of newly synthesized glucosylceramide to the
plasma membrane by a non-Golgi pathway, Proc Natl Acad Sci
USA 91, 2708–12 (1994).

37 Coetzee T, Suzuki K, Popko B, New perspectives on the function
of myelin galactolipids, Trends Neurosci 21, 126–30 (1998).

38 Kolter T, Sandhoff K, Sphingolipids—Their metabolic pathways
and the pathobiochemistry of neurodegenerative diseases, Angew
Chem Int Ed 38, 1532–68 (1999).

39 Schulte S, Stoffel W, Ceramide UDPgalactosyltransferase from
myelinating rat brain: Purification, cloning, and expression, Proc
Natl Acad Sci USA 90, 10265–9 (1993).

40 gFunato K, Riezman H, Vesicular and nonvesicular transport of
ceramide from ER to the Golgi apparatus in yeast, J Cell Biol
155, 949–59 (2001).

41 Kok JW, Babia T, Klappe K, Egea G, Hoekstra D, Ceramide
transport from endoplasmic reticulum to Golgi apparatus is not
vesicle-mediated, Biochem J 333, 779–86 (1998).

42 van Meer G, Holthuis JC, Sphingolipid transport in eukaryotic
cells, Biochim Biophys Acta 1486, 145–70 (2000).

43 Lannert H, Bunning C, Jeckel D, Wieland FT, Lactosylceramide
is synthesized in the lumen of the Golgi apparatus, FEBS Lett
342, 91–6 (1994).

44 Marsh BJ, Mastronarde DN, Buttle KF, Howell KE, McIntosh
JR, Organellar relationships in the Golgi region of the pancreatic
beta cell line, HIT-T15, visualized by high resolution electron
tomography, Proc Natl Acad Sci USA 98, 2399–406 (2001).

45 Hannun YA, Obeid LM, The ceramide-centric universe of lipid-
mediated cell regulation: Stress encounters of the lipid kind, J
Biol Chem 277, 25847–50 (2002).

46 Kolesnick R, Hannun YA, Ceramide and apoptosis, Trends
Biochem Sci 24, 224–5; discussion 227 (1999).

47 Birbes H, El Bawab S, Hannun YA, Obeid LM, Selective hydrol-
ysis of a mitochondrial pool of sphingomyelin induces apoptosis,
Faseb J 15, 2669–79 (2001).

48 De Maria R, Lenti L, Malisan F, d’Agostino F, Tomassini B,
Zeuner A, Rippo MR, Testi R, Requirement for GD3 ganglioside
in CD95- and ceramide-induced apoptosis, Science 277, 1652–5
(1997).

49 Bhunia AK, Schwarzmann G, Chatterjee S, GD3 recruits reac-
tive oxygen species to induce cell proliferation and apoptosis in
human aortic smooth muscle cells, J Biol Chem 277, 16396–402
(2002).

50 Garcia-Ruiz C, Colell A, Paris R, Fernandez-Checa JC, Direct
interaction of GD3 ganglioside with mitochondria generates re-
active oxygen species followed by mitochondrial permeability
transition, cytochrome c release, and caspase activation, FASEB J
14, 847–58 (2000).

51 Rippo MR, Malisan F, Ravagnan L, Tomassini B, Condo I,
Costantini P, Susin SA, Rufini A, Todaro M, Kroemer G, Testi
R, GD3 ganglioside directly targets mitochondria in a bcl-2-
controlled fashion, Faseb J 14, 2047–54 (2000).

52 Garcia-Ruiz C, Colell A, Mari M, Morales A, Fernandez-Checa
JC, Direct effect of ceramide on the mitochondrial electron trans-
port chain leads to generation of reactive oxygen species. Role of
mitochondrial glutathione, J Biol Chem 272, 11369–77 (1997).

53 Kristal BS, Brown AM, Apoptogenic ganglioside GD3 directly
induces the mitochondrial permeability transition, J Biol Chem
274, 23169–75 (1999).

54 Scorrano L, Petronilli V, Di Lisa F, Bernardi P, Commitment to
apoptosis by GD3 ganglioside depends on opening of the mito-
chondrial permeability transition pore, J Biol Chem 274, 22581–5
(1999).

55 Green DR, Reed JC, Mitochondria and apoptosis, Science 281,
1309–12 (1998).

56 Jacobson MD, Reactive oxygen species and programmed cell
death, Trends Biochem Sci 21, 83–6 (1996).

57 Simon BM, Malisan F, Testi R, Nicotera P, Leist M, Disialogan-
glioside GD3 is released by microglia and induces oligodendro-
cyte apoptosis, Cell Death Differ 9, 758–67 (2002).

58 Ferri KF, Kroemer G, Organelle-specific initiation of cell death
pathways, Nat Cell Biol 3, E255–63 (2001).

59 Tsujimoto Y, Shimizu S, The voltage-dependent anion channel:
An essential player in apoptosis, Biochimie 84, 187–93 (2002).



46 Bektas and Spiegel

60 Harris MH, Thompson CB, The role of the Bcl-2 family in the
regulation of outer mitochondrial membrane permeability, Cell
Death Differ 7, 1182–91 (2000).

61 Liu Y, Fiskum G, Schubert D, Generation of reactive oxygen
species by the mitochondrial electron transport chain, J Neu-
rochem 80, 780–7 (2002).

62 Bose R, Verheij M, Haimovitz-Friedman A, Scotto K, Fuks Z,
Kolesnick R, Ceramide synthase mediates daunorubicin-induced
apoptosis: An alternative mechanism for generating death signals,
Cell 82, 405–14 (1995).

63 Colell A, Morales A, Fernandez-Checa JC, Garcia-Ruiz C,
Ceramide generated by acidic sphingomyelinase contributes to
tumor necrosis factor-alpha-mediated apoptosis in human colon
HT-29 cells through glycosphingolipids formation. Possible role
of ganglioside GD3, FEBS Lett 526, 135–41 (2002).

64 De Maria R, Rippo MR, Schuchman EH, Testi R, Acidic sphin-
gomyelinase (ASM) is necessary for fas-induced GD3 ganglio-
side accumulation and efficient apoptosis of lymphoid cells, J Exp
Med 187, 897–902 (1998).

65 Garcia-Ruiz C, Colell A, Morales A, Calvo M, Enrich C,
Fernandez-Checa JC. Trafficking of ganglioside GD3 to mi-
tochondria by tumor necosis factor—alpha, J Biol Chem 277,
36443–8 (2002).

66 Matyas GR, Morre DJ, Subcellular distribution and biosynthesis
of rat liver gangliosides, Biochim Biophys Acta 921, 599–614
(1987).

67 Rizzuto R, Pinton P, Carrington W, Fay FS, Fogarty KE, Lifshitz
LM, Tuft RA, Pozzan T, Close contacts with the endoplasmic
reticulum as determinants of mitochondrial Ca2+ responses,
Science 280, 1763–6 (1998).

68 Rusinol AE, Cui Z, Chen MH, Vance JE, A unique mitochondria-
associated membrane fraction from rat liver has a high capac-
ity for lipid synthesis and contains pre-Golgi secretory proteins
including nascent lipoproteins, J Biol Chem 269, 27494–502
(1994).

69 Giammarioli AM, Garofalo T, Sorice M, Misasi R, Gambardella
L, Gradini R, Fais S, Pavan A, Malorni W, GD3 glycosphingolipid
contributes to Fas-mediated apoptosis via association with ezrin
cytoskeletal protein, FEBS Lett 506, 45–50 (2001).

70 Vyas KA, Patel HV, Vyas AA, Schnaar RL, Segregation of gan-
gliosides GM1 and GD3 on cell membranes, isolated membrane
rafts, and defined supported lipid monolayers, Biol Chem 382,
241–50 (2001).

71 Linardic CM, Hannun YA, Identification of a distinct pool of
sphingomyelin involved in the sphingomyelin cycle, J Biol Chem
269, 23530–7 (1994).

72 Zhang P, Liu B, Jenkins GM, Hannun YA, Obeid LM, Expres-
sion of neutral sphingomyelinase identifies a distinct pool of sph-
ingomyelin involved in apoptosis, J Biol Chem 272, 9609–12
(1997).

73 Kirschnek S, Paris F, Weller M, Grassme H, Ferlinz K, Riehle
A, Fuks Z, Kolesnick R, Gulbins E, CD95-mediated apoptosis in
vivo involves acid sphingomyelinase, J Biol Chem 275, 27316–23
(2000).

74 Santana P, Pena LA, Haimovitz-Friedman A, Martin S, Green
D, McLoughlin M, Cordon-Cardo C, Schuchman EH, Fuks
Z, Kolesnick R, Acid sphingomyelinase-deficient human lym-
phoblasts and mice are defective in radiation-induced apoptosis,
Cell 86, 189–99 (1996).

75 Kolesnick R, The therapeutic potential of modulating the ce-
ramide/sphingomyelin pathway, J Clin Invest 110, 3–8 (2002).

76 Liu P, Anderson RG, Compartmentalized production of ceramide
at the cell surface, J Biol Chem 270, 27179–85 (1995).

77 Grassme H, Jekle A, Riehle A, Schwarz H, Berger J, Sandhoff
K, Kolesnick R, Gulbins E, CD95 signaling via ceramide-rich
membrane rafts, J Biol Chem 276, 20589–96 (2001).

78 Wiegmann K, Schutze S, Machleidt T, Witte D, Kronke M, Func-
tional dichotomy of neutral and acidic sphingomyelinases in
tumor necrosis factor signaling, Cell 78, 1005–15 (1994).

79 Cifone MG, Roncaioli P, De Maria R, Camarda G, Santoni
A, Ruberti G, Testi R, Multiple pathways originate at
the Fas/APO-1 (CD95) receptor: Sequential involvement of
phosphatidylcholine-specific phospholipase C and acidic sphin-
gomyelinase in the propagation of the apoptotic signal, Embo J
14, 5859–68 (1995).

80 Schutze S, Potthoff K, Machleidt T, Berkovic D, Wiegmann K,
Kronke M, TNF activates NF-kappa B by phosphatidylcholine-
specific phospholipase C-induced “acidic” sphingomyelin break-
down, Cell 71, 765–76 (1992).

81 Makin G, Dive C, Apoptosis and cancer chemotherapy, Trends
Cell Biol 11, S22–6 (2001).

82 Bosch I, Croop J, P-glycoprotein multidrug resistance and cancer,
Biochim Biophys Acta 1288, F37–54 (1996).

83 Sietsma H, Veldman RJ, Kok JW, The involvement of sphin-
golipids in multidrug resistance, J Membr Biol 181, 153–62
(2001).

84 Ogretmen B, Hannun YA, Updates on functions of ceramide in
chemotherapy-induced cell death and in multidrug resistance,
Drug Resist Updat 4, 368–77 (2001).

85 Senchenkov A, Litvak DA, Cabot MC, Targeting ceramide
metabolism—A strategy for overcoming drug resistance, J Natl
Cancer Inst 93, 347–57 (2001).

86 Marchell NL, Uchida Y, Brown BE, Elias PM, Holleran WM,
Glucosylceramides stimulate mitogenesis in aged murine epi-
dermis, J Invest Dermatol 110, 383–7 (1998).

87 Lavie Y, Cao H, Bursten SL, Giuliano AE, Cabot MC, Accumu-
lation of glucosylceramides in multidrug-resistant cancer cells, J
Biol Chem 271, 19530–6 (1996).

88 Liu YY, Han TY, Giuliano AE, Cabot MC, Expression of gluco-
sylceramide synthase, converting ceramide to glucosylceramide,
confers adriamycin resistance in human breast cancer cells, J Biol
Chem 274, 1140–6 (1999).

89 Lavie Y, Cao H, Volner A, Lucci A, Han TY, Geffen V, Giuliano
AE, Cabot MC, Agents that reverse multidrug resistance, ta-
moxifen, verapamil, and cyclosporin A, block glycosphingolipid
metabolism by inhibiting ceramide glycosylation in human can-
cer cells, J Biol Chem 272, 1682–7 (1997).

90 Liu YY, Han TY, Giuliano AE, Hansen N, Cabot MC, Uncoupling
ceramide glycosylation by transfection of glucosylceramide syn-
thase antisense reverses adriamycin resistance, J Biol Chem 275,
7138–43 (2000).

91 Lucci A, Han TY, Liu YY, Giuliano AE, Cabot MC, Multidrug
resistance modulators and doxorubicin synergize to elevate ce-
ramide levels and elicit apoptosis in drug-resistant cancer cells,
Cancer 86, 300–11 (1999).

92 Deng W, Li R, Guerrera M, Liu Y, Ladisch S, Transfection of
glucosylceramide synthase antisense inhibits mouse melanoma
formation, Glycobiology 12, 145–52 (2002).



Glycosphingolipids and cell death 47

93 Ferrari G, Anderson BL, Stephens RM, Kaplan DR, Greene LA,
Prevention of apoptotic neuronal death by GM1 ganglioside. In-
volvement of Trk neurotrophin receptors, J Biol Chem 270, 3074–
80 (1995).

94 Edsall LC, Pirianov GG, Spiegel S, Involvement of sphingosine
1-phosphate in nerve growth factor-mediated neuronal survival
and differentiation, J Neurosci 17, 6952–60 (1997).

95 Cavallini L, Venerando R, Miotto G, Alexandre A, Ganglioside
GM1 protection from apoptosis of rat heart fibroblasts, Arch
Biochem Biophys 370, 156–62 (1999).

96 Jin ZQ, Zhou HZ, Zhu P, Honbo N, Mochly-Rosen D, Messing
RO, Goetzl EJ, Karliner JS, Gray MO, Cardioprotection mediated
by sphingosine-1-phosphate and ganglioside GM-1 in wild-type
and PKC epsilon knockout mouse hearts, Am J Physiol Heart
Circ Physiol 282, H1970–7 (2002).

97 Ariga T, Jarvis WD, Yu RK, Role of sphingolipid-mediated cell
death in neurodegenerative diseases, J Lipid Res 39, 1–16 (1998).

98 Hiraishi K, Suzuki K, Hakomori S, Adachi M, Le(y) antigen
expression is correlated with apoptosis (programmed cell death),
Glycobiology 3, 381–90 (1993).

99 Hakomori S, Bifunctional role of glycosphingolipids, Modulators
for transmembrane signaling and mediators for cellular interac-
tions, J Biol Chem 265, 18713–6 (1990).

100 Paller AS, Arnsmeier SL, Alvarez-Franco M, Bremer EG, Gan-
glioside GM3 inhibits the proliferation of cultured keratinocytes,
J Invest Dermatol 100, 841–5 (1993).

101 Paller AS, Siegel JN, Spalding DE, Bremer EG, Absence of a
stratum corneum antigen in disorders of epidermal cell prolifer-
ation: Detection with an anti-ganglioside GM3 antibody, J Invest
Dermatol 92, 240–6 (1989).

102 Wang X, Rahman Z, Sun P, Meuillet E, George D, Bremer EG,
Al-Qamari A, Paller AS, Ganglioside modulates ligand binding
to the epidermal growth factor receptor, J Invest Dermatol 116,
69–76 (2001).

103 Ono M, Handa K, Withers DA, Hakomori S, Motility inhibition
and apoptosis are induced by metastasis-suppressing gene prod-

uct CD82 and its analogue CD9, with concurrent glycosylation,
Cancer Res 59, 2335–9 (1999).

104 Kakugawa Y, Wada T, Yamaguchi K, Yamanami H, Ouchi K,
Sato I, Miyagi T, Up-regulation of plasma membrane-associated
ganglioside sialidase (Neu3) in human colon cancer and its in-
volvement in apoptosis suppression, Proc Natl Acad Sci USA 99,
10718–23 (2002).

105 Hakomori S, Aberrant glycosylation in cancer cell membranes as
focused on glycolipids: Overview and perspectives, Cancer Res
45, 2405–14 (1985).

106 Hanai N, Nakamura K, Shitara K, Recombinant antibodies
against ganglioside expressed on tumor cells, Cancer Chemother
Pharmacol 46, S13–7 (2000).

107 Bitton RJ, Guthmann MD, Gabri MR, Carnero AJ, Alonso
DF, Fainboim L, Gomez DE, Cancer vaccines: An update with
special focus on ganglioside antigens, Oncol Rep 9, 267–76
(2002).

108 Pagnan G, Montaldo PG, Pastorino F, Raffaghello L, Kirchmeier
M, Allen TM, Ponzoni M, GD2-mediated melanoma cell tar-
geting and cytotoxicity of liposome-entrapped fenretinide, Int J
Cancer 81, 268–74 (1999).

109 Li R, Villacreses N, Ladisch S, Human tumor gangliosides in-
hibit murine immune responses in vivo, Cancer Res 55, 211–4
(1995).

110 Bharti AC, Singh SM, Induction of apoptosis in bone marrow
cells by gangliosides produced by a T cell lymphoma, Immunol
Lett 72, 39–48 (2000).

111 Farina F, Cappello F, Todaro M, Bucchieri F, Peri G, Zummo
G, Stassi G, Involvement of caspase-3 and GD3 ganglioside in
ceramide-induced apoptosis in Farber disease, J Histochem Cy-
tochem 48, 57–62 (2000).

112 Nakamura M, Tsunoda A, Furukawa Y, Sakai T, Saito M,
Rapid internalization of exogenous ganglioside GM3 and its
metabolism to ceramide in human myelogenous leukemia HL-60
cells compared with control ganglioside GM1, FEBS Lett 400,
350–4 (1997).


