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Sphingolipid activator proteins: proteins with complex functions in lipid degradation
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Sphingolipid activator proteins (SAPs or saposins) are
essential cofactors for the lysosomal degradation of
membrane-anchored sphingolipids. Four of the five known
proteins of this class, SAPs A–D, derive from a single
precursor protein and show high homology, whereas the
fifth protein, GM2AP, is larger and displays a different
secondary structure. Although the main function of all five
proteins is assumed to lie in the activation of lipid degradation,
their specificities and modes of action seem to differ considerably. It has recently been demonstrated that the action of
the proteins is highly enhanced by the presence of acidic
lipids in the target membranes. These results have some
interesting implications for the topology of lysosomal
degradation of lipids and may provide new insights into the
function of these interesting proteins, which are ubiquitously expressed in the different tissues of the body.
Recent studies indicated that the SAPs play an important
role in the biogenesis of the epidermal water barrier, which
has been demonstrated by the analysis of the skin phenotype displayed by SAP-knockout mice. The results obtained
so far have led to some new insights into the formation of
the epidermal water permeability barrier and may lead to
a better understanding of this complex process.

that sequentially remove the respective terminal sugar residues
before the ceramide backbone is hydrolyzed to sphingosine
and a free fatty acid. These processes take place at the water–
lipid interface because water-soluble enzymes act on membranebound substrates. Glycosphingolipids with long carbohydrate
moieties are easily accessible to the hydrolases because the
terminal sugar is situated far enough from the lipid bilayer. In
contrast, the degradation of glycosphingolipids with short
carbohydrate chains depends on the presence of the activator
proteins, which mediate the interaction between the watersoluble enzymes and their membrane-bound substrates. To
date, there are five known activator proteins. Four of them, called
SAP A, B, C, and D or saposins A–D are highly homologous
proteins and are produced by proteolytic processing from a
single precursor protein, which is called prosaposin (pSAP)
(Fürst et al., 1988; O’Brien et al., 1988; Nakano et al., 1989;
Hiraiwa et al., 1993; for a review see Sandhoff et al., 2001).
The fifth protein, which acts on the degradation of ganglioside
GM1 and GM2, is called GM2 activator protein (GM2AP). It
is encoded by a different gene and does not show homology to
any known protein (Hechtman, 1977; Conzelmann and Sandhoff, 1979; Li et al., 1981; Klima et al., 1991; Wu et al., 1994;
for a review see Gravel et al., 2001). The mechanism by which
these proteins perform their function and their unique properties have been discussed repeatedly in the past (Li and Li,
1997; Mahuran, 1998; Sandhoff et al., 2001). Recently, some
new experimental details on the function of the activator
proteins have emerged that make a new evaluation of the data
seem interesting.
Structural properties of the activator proteins
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Introduction
Sphingolipid activator proteins (SAPs) are small, enzymatically
inactive glycoproteins that are essential cofactors in the
degradation of glycosphingolipids with short oligosaccharide
headgroups. Gangliosides and glycosphingolipids that form
part of the extracellular leaflet of the plasma membrane reach
the lysosome after endocytosis or phagocytosis. There, they
are degraded by a series of water-soluble lysosomal hydrolases
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The four SAPs A–D, which are produced by proteolytic
processing of a single precursor protein called prosaposin, are
small proteins of about 80 amino acids. Their sequences contain
six highly conserved cysteines and a conserved N-glycosylation
site (Kishimoto et al., 1992). The disulfide bond connectivity
has been determined for SAPs B, C, and D and is identical for
all three (Vaccaro et al., 1995a; Tatti et al., 1999). The proteins
display a structure of intertwined loops, with disulfide bonds
between the first and sixth cysteine in the sequence, as well as
between the second and fifth and the third and forth cysteines.
The bonds are necessary for the functionality of the proteins
(Vaccaro et al., 1995a) and are probably at least partially
responsible for the high stability of these proteins against acid,
heat, and proteolytic enzymes. The SAPs show homology to a
growing group of proteins and protein domains called SAP-like
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proteins (SAPLIPs) (Munford et al., 1995). Among this group
are proteins of several species and different functions, all
sharing a lipid-binding and membrane-perturbing property.
For two proteins of this group, a structure determination has
been successful: The structure of NK-lysin was determined by
nuclear magnetic resonance measurement (Liepinsh et al.,
1997) and for prophytepsin, a plant aspartic protease, a crystal
structure determination was achieved (Kervinen et al., 1999).
Both proteins show high structural similarity. They contain
five α-helices that form a helical bundle that is grouped around
a hydrophobic internal surface. This fold is referred to as the
“saposin fold,” because a similar structure is predicted for the
SAPs. CD spectroscopic evidence shows that the four SAPs
also contain a high amount of α-helix in their secondary
structure (O’Brien and Kishimoto, 1991; Waring et al., 1998).
Interestingly, the first study showed a significant structural
difference for SAP B in comparison to the other three activator
proteins in this respect. The α-helical contents of SAPs A, C,
and D were calculated to 40–53%, whereas that of SAP B was
calculated to only 26%. However, a later study (Waring et al.,
1998) determined an α-helical content of 46% for SAP B,
which is similar to that found for the other SAPs. The question
whether such a difference in secondary structure does exist,
and whether it affects the tertiary structure will hopefully be
solved by a crystal structure analysis of the SAPs, which is still
pending.
The fifth protein of the group, the GM2AP, shows some
different structural features. With a molecular weight of about
20 kDa, it is larger than the SAPs. It carries one N-glycosylation
and contains eight cysteines that form four disulfide bonds.
The arrangement of these bonds has been determined (Schuette
et al., 1998) and is somewhat similar to that of the SAPs in that
the first and last cysteine of the sequence are linked by a
disulfide connection. The secondary structure of the GM2AP
differs from that of the SAPs, though. Results from CD
spectroscopy predict a high amount of β-sheet and α-helical
contents between 0 and 5% (Giehl, 1997). The recently
achieved crystal structure determinations of human and murine
GM2AP (74% sequence identity) confirm these data (Wright
et al., 2000). The protein shows a unique hydrophobic β-cup
structure building a spacious cavity for the ceramide moiety
and possible recognition sites for the lipid-bound carbohydrate
chain at the rim of this cavity. A flexible hydrophobic loop
adjacent to the cavity may facilitate the interaction with the
membrane and the extraction of the lipid (Wright et al., 2000).

Function of the activator proteins
The determination of the in vivo function of the different
activator proteins has not been simple and is still a matter of
discussion for some of the proteins. The precursor protein,
pSAP, is known to be able to endorse neurite outgrowth and to
prevent the programmed cell death of neuronal cells in vitro
(Hiraiwa et al., 1997). In vivo it was shown to protect neurons
from the effects of ischemia and other damage (Sano et al.,
1994). It therefore seems to have neurotrophic/neuroprotectant
properties (O’Brien et al., 1994; Tsuboi et al., 1998; Hiraiwa et
al., 1999; Campana et al., 1999). Smaller peptide fragments of
pSAP within the amino terminal part of SAP C, called prosaptides,
were reported to hold the neurotrophic sequence (Campana et al.,
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1998; Otero et al., 1999). But when the pharmacological
effects of one synthetic prosaptide were investigated in the
validated rabbit spinal cord ischemia model, the results showed
that this prosaptide did not show neurotrophic/neuroprotectant
properties, but that it exacerbated ischemia-induced behaviorial
deficits (Lapchak et al., 2000). These properties of pSAP will
therefore have to be investigated further.
Diseases caused by a specific defect in one of the proteins
are known for SAP B, SAP C, and GM2AP only. Genetic
defects of SAP B lead to variant forms of metachromatic
leukodystrophy with juvenile or late infantile onset (Stevens
et al., 1981; Kretz et al., 1990; for a review see Sandhoff et al.,
2001). In addition to sulfatide the glycolipids lactosylceramide,
globotriaosylceramide, and digalactosylceramide are excreted
in increased amounts in the urine of such patients (Li et al.,
1985). The in vivo function of SAP C seems to lie mainly in the
degradation of glucosylceramide, because its deficiency causes
a juvenile variant of Gaucher disease (Christomanou et al.,
1986; Sandhoff et al., 2001). Glucosylceramide is the only
lipid for which a strong accumulation has been detected in the
liver of those patients (Christomanou et al., 1989). A deficiency
in GM2AP leads to the AB-variant of GM2 gangliosidosis,
which is characterized by an accumulation of ganglioside GM2
and glycolipid GA2 (Conzelmann and Sandhoff, 1978) (see
also Figure 1). No isolated defects have been reported for SAP
A or SAP D. A total defect of all four SAPs A–D caused by a
mutation in the start codon of the SAP-precursor gene has been
described, though (Harzer et al., 1989; Schnabel et al., 1992).
Along with the lipids that are stored in SAP B and SAP C
deficiency, different tissues and cultivated fibroblasts of these
patients show increased levels of ceramide (Harzer et al.,
1989; Paton et al., 1992; Bradová et al., 1993).
Using fibroblasts from these patients in cell culture feeding
experiments, it has been shown that SAP A stimulates the
degradation of glucosylceramide by glucocerebrosidase and
the hydrolysis of galactosylceramide by galactocerebrosidase
(Harzer et al., 1997) and that SAP D enhances the degradation
of ceramide by acid ceramidase (Klein et al., 1994). For
several of the degradation steps that have been shown to be
defective in the absence of the SAPs in vivo, the stimulatory
functions of the SAPs on the reaction has been confirmed in
in vitro studies. However, the use of micellar lipids as substrates
in the presence of detergents might have led to artifacts. The
use of liposomal lipid substrates without detergents are thought
to mimic the in vivo situation better. Some of the latter studies
have indicated additional effects of the SAPs and of the
GM2AP that could not be deduced from the analysis of storage
compounds in patients.
It has been demonstrated that in the presence of acidic lipids,
SAP B and GM2AP are strong stimulators of the degradation
of ganglioside GM1 (Wilkening et al., 2000). The activation is so
pronounced (up to 200-fold) that a physiological relevance has to be
assumed. The reason for the failure to detect this function in patient
analysis is obvious: Because two proteins perform this functions,
the defect in only one of them does not lead to storage of the
substrate. Moreover, GM2AP shows a significant stimulation of the
β-hexosaminidases S and A catalyzed degradation of the sulfoglycolipid SM2 (GalNAcβ1-4Gal(3-sulfate)β1-4Glcβ1-1Ceramid)
(Hepbildikler et al., unpublished data). SAP C has been shown
to significantly activate the degradation of ceramide by acid
ceramidase (Linke et al., 2001b) and of sphingomyelin by acid
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Fig. 1. Lysosomal sphingolipid degradation (Becker, 1999). The eponyms of known metabolic diseases and those of sphingolipid activator proteins necessary for
in vivo degradation are indicated. Heterogeneity in the lipid part of the sphingolipids is not indicated. Variant AB: variant AB of GM2-gangliosidosis (deficiency
of GM2-activator protein); SAP: sphingolipid activator protein; SAP-C and SAP-D in brackets are not needed in vivo.
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sphingomyelinase (Linke et al., 2001a). The physiological
relevance of these activites of SAP C is not clear, because SAP
D has been shown to activate the degradation of ceramide more
strongly than SAP C (Linke et al., 2001b). Although the
activity of acid ceramidase fully depends on the presence of
SAPs, acid sphingomyelinase shows activity even without
SAPs. The protein contains a SAPLIP-domain in its sequence,
which may activate the reaction sufficiently in vivo (Ponting,
1994). Further studies in this area have led to similar, but not in
all cases identical results (Morimoto et al., 1988, 1990).
However, because these studies utilized detergents (which are
not found in the natural environment) in their assay systems,
their physiological importance cannot easily be assessed.
The mechanism of action of the activator proteins
Although the four SAPs are highly homologous in their
sequences and seem to have similiar structures, experimental
data show that their mechanisms of action presumably differ.
SAP B seems to act as a physiological detergent, forming
soluble 1:1 complexes with sulfatide, the storage compound in
SAP B deficiency, as well as several other glycolipids (Fischer
and Jatzkewitz, 1977; Li et al., 1988; Vogel et al., 1991;
Hiraiwa et al., 1992). A direct interaction of SAP B with
degrading enzymes has not been demonstrated, though.
The GM2AP has also been shown to form a soluble 1:1
complex with ganglioside GM2 (Conzelmann et al., 1982). Its
specificity in lipid binding is higher than that of SAP B,
although, apart from its main substrate GM2, the GM2AP also
binds to other negatively charged lipids (Hama et al., 1997)
and stimulates the degradation of GA2, GM1 and SM2. Moreover,
a direct interaction with the degrading enzyme β-hexosaminidase A is discussed (Kytzia and Sandhoff, 1985; Yadao et al.,
1997). Although both, β-hexosaminidases A and B, are
capable of degrading ganglioside GM2 in the presence of
suitable detergents, only β-hexosaminidase A can degrade the
ganglioside in the presence of GM2AP without detergents
(Conzelmann and Sandhoff, 1979; Li et al., 1981), so that a
specific interaction between the proteins seems probable.
The mechanism of action of SAP C mainly involves protein–
protein interaction. SAP C does not form a complex with
glucosylceramide, the storage compound in SAP C deficiency,
but forms a 1:1 complex with the degrading enzyme glucocerebrosidase (Berent and Radin, 1981). Kinetic data support a
model of allosteric activation of the enzyme (Morimoto et al.,
1990). In addition, SAP C has been shown to acquire hydrophobic properties at acidic pH. Under these conditions, its
affinity to membranes is strongly increased (Vaccaro et al.,
1995b). By this mechanism, it probably facilitates the association
of glucocerebrosidase with membranes, thus favoring the
degradation of glucosylceramide (Vaccaro et al., 1999) (see
also Figure 2).
So far, little is known about the mechanisms by which SAP
A and SAP D perform their respective functions, although SAP
A has been shown to bind gangliosides like GM1 and GM2
(Hiraiwa et al., 1992). Additionally, the activator proteins
possess membrane perturbing properties. In liposomal leakage
and fusion assays, it has been demonstrated that SAP C and
SAP D strongly affect the bilayer integrity, whereas SAP A
and SAP B only showed a minimal effect (Vaccaro et al.,
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Fig. 2. Model for the degradation of membrane-bound GlcCer by
glucocerebrosidase and SAP-C and Cer by acid ceramidase and SAP-D,
respectively (Wilkening et al., 1998). Besides the interaction of lysosomal
enzyme and activator protein, the model emphasizes binding of activator protein
and lysosomal enzyme to the vesicular surface containing BMP.

1995b). Film balance measurements demonstrated that
GM2AP is able to reversibly insert into lipid monolayers up to
a lateral pressure of 25 mN/m (Giehl et al., 1999). Recent
results of plasmon resonance experiments have indicated that
GM2AP and SAP C are able to solubilize lipids from immobilized
liposomes containing acidic lipids (Wilkening et al., 1998;
Werth et al., 2001). However, SAP B did not show similar
effects (Wilkening et al., 2000; Linke et al., 2001b). It is
conceivable that the interaction of the SAPs with the membranes
produces defects in the lateral lipid layer organisation. These lipid
layer defects could favor the attack of the respective exohydrolase for lipid degradation. Recently, a similar mechanism has
been demonstrated for the action of phospholipase A2 at
phospholipid monolayers, which is maximal at defect sites
between condensed and fluid phases of the lipid monolayer (Li
et al., 2000).
An interesting point is the fact that the membrane perturbing
properties of the activator proteins in liposomal assays either
absolutely depend on or are strongly increased by the presence
of acidic lipids such as phosphatidylserine (PS), phosphatidylinositol (PI), or bis(monoacyl)glycerophosphate (BMP) in the
bilayers (Morimoto et al., 1990; Vaccaro et al., 1995b, 1997;
Wilkening et al., 1998; Werth et al., 2001). Strong stimulations
of the reaction rates of up to 200-fold in the presence of acidic
lipids have been detected for the degradation of GM1 by β-galactosidase and SAP B, and for the GM2AP-stimulated degradation
of GM1 and GM2 (Wilkening et al., 2000; Werth et al., 2001).
The reaction rates for the degradation of ceramide and glucosylceramide, stimulated by the respective activator proteins,
are increased up to 4-fold and 20-fold, respectively, by the
addition of BMP to the liposomes (Wilkening et al., 1998;
Linke et al., 2001b) (see also Figure 2).
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How the acidic lipids perform their stimulatory task is a
question that cannot be answered in a satisfactory way at the
moment. One could imagine that an interaction between the
polyanionic lipid bilayer and the degrading enzymes, which
are polycationic at lysosomal pH, would facilitate the reactions
at the lipid–water interface. However, for the degradation of
GM2 by GM2AP and β-hexosaminidase A, it has been demonstrated that the acidic ganglioside GD1A does not stimulate the
reaction, whereas a strong stimulation of up to 180-fold is
observed after addition of BMP, which specifically occurs in
endosomes and lysosomes (Kobayashi et al., 1998; Becker,
1999; Werth et al., 2001). A simple concept of ionic interaction does therefore not seem to be at the basis of the observed
stimulations. Moreover, it can be assumed that the mechanism
by which activator proteins and acidic lipids stimulate the
degradation reactions differs from one reaction to the other. In
some cases a lipid that stimulates one reaction does not
stimulate another, and the absolute amounts of stimulation
differ widely between different activator proteins. Whether a
general concept is at the basis of all the observed effects will
have to be answered by more extensive studies.
In addition to the mechanistical implications, the stimulatory
effect of acidic membrane components on the actions of the
SAPs gives some new insight into the topology of lysosomal
degradation, which will be discussed next.
The topology of lysosomal degradation
Components of the plasma membrane reach the lysosomes by
vesicular flow along the endocytotic pathway. Within the lysosomes, lipids, proteins, and carbohydrates are degraded,
whereas the limiting lysosomal membrane, which protects the
cell from leakage of the lysosomal hydrolases into the cytosol
and also consists of lipids, proteins, and carbohydrates,
survives. An important question is how this differentiation
between the limiting membrane and the lysosomal charge
bound for degradation is achieved. To contemplate this question,
it is critical to discuss the topology of the degradation. According
to one hypothesis, the endocytosed plasma membrane lipids
are integrated into the lysosomal membrane and degraded after
successive steps of vesicle budding and fusion on the endocytic pathway (Griffiths et al., 1988).
An alternative hypothesis (Fürst and Sandhoff, 1992; Sandhoff and Kolter, 1996) suggests that portions of the endosomal
membrane that are enriched in components derived from the
plasma membrane bud off into the endosomal lumen forming
intraendosomal vesicles and other intraendosomal membrane
structures. These vesicles and inner membranes are delivered
to the lysosomal lumen by transient fusion of endosomes with
lysosomes. Thus, components of the outer leaflet of the plasma
membrane would face the “lysosol” on the outside of intralysosomal vesicles (see also Figure 2). Several experimental
observations make this a probable scenario. A massive accumulation of such intralysosomal and intraendosomal vesicles
has been observed in tissues and fibroblasts of a patient with
complete deficiency of the SAP precursor (Harzer et al., 1989;
Paton et al., 1992; Bradová et al., 1993; Burkhardt et al., 1997).
In normal cells such intralysosomal membrane structures have
also been observed, although they are less obvious (Futter et
al., 1996; Burkhardt et al., 1997). In addition, biotin-labeled

GM1 that was loaded into the plasma membrane of normal
human fibroblasts was traced to such intralysosomal structures
by electron microscopical immunocytochemistry (Möbius et
al., 1999).
Contemplating this topology of degradation in which
endocytosed lipid material is segregated into the lumen of the
lysosomes, the selective degradation of lipids is easier to
understand. If the endocytosed components of the plasma
membrane were integrated in the limiting lysosomal membrane,
the lysosomal hydrolases would have to differentiate between
lipids derived from the plasma membrane and constitutive
lipids of the limiting membrane that are present in the same
membrane compartment, degrading one group of lipids while
leaving the others intact. It is hard to conceive how this specificity should be achieved. Moreover, the destruction of the
limiting membrane could result in lysosomal hydrolases
leaking into the cytosol.
Beyond that, the limiting membrane is protected by the
glycocalix, which is formed by the extensive N-glycosylation
of the lysosomal integrated membrane proteins (LIMPs) and
lysosomal associated membrane proteins (LAMPs). It has been
demonstrated recently that the lysosomal membrane proteins
LAMP-1 and LAMP-2 are degraded rapidly when their
glycans are removed. The stability of the protein LIMP-2,
however, is largely independent on its N-glycosylation
(Kundra and Kornfeld, 1999). This implies that the glycocalix
protects the limiting membrane to some extent, but that its
presence is not a sufficient explanation for the differentiation
that is observed.
Other factors that could make the intralysosmal membrane
structures more accessible for the lysosomal hydrolases than
the limiting membrane include the higher curvature of the
bilayers in these structures and a lipid composition that differs
from that of the limiting membrane. This is implicated by the
observations that were discussed in detail above, namely, the
fact that acidic lipids such as PI or BMP have a strong stimulatory
effect on several degradation steps that depend on activator
proteins. Some of these lipids are highly enriched in endosomes and lysosomes (Stremmel and Debuch, 1976; Bleistein
et al., 1980), and BMP has been traced specifically to intraendosomal membrane structures by immunocytochemistry
(Kobayashi et al., 1998). The specific lipid composition of
different membrane structures may therefore serve to differentiate between them, protecting the limiting lysosomal
membrane from digestion on one hand and marking the
components of intralysosomal membranes for degradation on
the other.
The role of SAPs in the formation of the epidermal water
barrier
The epidermis is the functional barrier between the organism
and the environment. This permeability barrier protects the
organism from toxins and microorganisms, but it also prevents
transepidermal water loss of land-dwelling animals. To fulfill
these functions, the human epidermis has a unique structure,
built of several cell layers, mainly consisting of keratinocytes.
In the basal layer (stratum basale), the keratinocytes contain
intact cell organelles and are able to proliferate. During the
migration through the following outer epidermal layers, the
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stratum spinosum and the stratum granulosum (SG), the
keratinocytes terminally differentiate to corneocytes, which
build the outermost layer, the stratum corneum (SC) of the
epidermis. The corneocytes are flattened cells without any
organelles embedded in a three-dimensional network
consisting of crosslinked proteins (e.g., involucrin or envoplakin), called cornified envelope (Matoltsy, 1976; Steven and
Steinert, 1994; Marekov and Steinert, 1998). The corneocytes
are embedded in a multilamellar extracellular matrix of long
chain ceramides, free fatty acids, and cholesterol (Downing,
1992; Elias and Menon, 1991). The ceramides of the epidermis
are a special family, containing different sphingoid bases and
long chain fatty acids with up to 36 carbon atoms (Wertz et al.,
1985; Robson et al., 1994; Stewart and Downing, 1999). Two
types of these long chain ceramides possess an ω-hydroxy
group on the N-acyl fatty acid and can be covalently attached
to structure proteins of the cornified envelope (Wertz and
Downing, 1986, 1987; Robson et al., 1994) (see also Figure 3).
These covalently bound long-chain ω-hydroxylated ceramides
and the respective free fatty acids build up the corneocyte lipid
envelope of the corneocytes, which are then embedded in
multilamellar arrays of all epidermal ceramides, fatty acids,

Fig. 3. Extracellular metabolism of glucosylceramide (GlcCer) and formation
of the lipid-bound envelope (Schuette et al., 1999). PM: plasma membrane,
Cer: ceramide, consisting of sphingosine (black) and long-chain ω-hydroxyl
fatty acid (blue). Linolic acid (green) is found esterified to the ω-hydroxyl
moiety. Catabolic blocks in β-glucocerebrosidase- and SAP-C deficiency are
indicated by the arrows with slashes through them.
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and cholesterol in the interstices. The entire extracellular lipid and
protein complex is necessary for maintaining the permeability
barrier function of the epidermis (Lampe et al., 1983; Wertz
and Downing, 1987; Downing, 1992).
The SC ceramides can be generated either by de novo
biosynthesis or by degradation of ceramide precursors, such as
glycosphingolipids, for example, glucosylceramides (GlcCer)
(Holleran et al., 1993), or sphingomyelins (Jensen et al., 1999;
Schmuth et al., 2000). Recent studies show the latter way
working for two ceramides that are not ω-hydroxylated. They
are constituted from their respective sphingomyelins (Uchida
et al., 2000).
For the deglucosylation of GlcCer which is assumed to be
the main pathway (Holleran et al., 1994) the enzyme β-glucocerebrosidase and the respective activator protein should be
essential. The importance of β-glucocerebrosidase in the
epidermis has been demonstrated by the fact that a severe type
of Gaucher disease results in a defective skin phenotype
(“Collodian Baby“) that is neonatally lethal likely due to
excessive transepidermal water loss (Sidransky et al., 1992;
Grace et al., 1999). The function of SAPs in the generation of
the epidermal barrier has been analyzed in a mouse model of
complete SAP deficiency (pSAP deficiency) (Fujita et al.,
1996). These mice show an ichthyotic skin phenotype with red
and wrinkled skin (Doering et al., 1999) similar to the skin of
the β-glucocerebrosidase-deficient Gaucher mice (Holleran et
al., 1994; Liu et al., 1998). Lipid analysis by thin-layer
chromatography and matrix-assisted laser desorption/
ionization mass spectrometry of the pSAP-knockout mouse
and wild-type epidermis showed the existence of ω-hydroxylated GlcCer that corresponded in structure and chain length to
the respective ceramides, indicating a precursor–product
relationship between these lipid species. In the epidermis of
pSAP-deficient mice the content of GlcCer, especially that of the
more hydrophobic species, was elevated significantly
compared to wild-type epidermis, and the amount of ceramides
was decreased. Light microscopic images showed morphological
alterations in the SC and the stratum lucidum (interstice
between SG and SC) of pSAP deficient mice compared to
wild-type mice. The stratum lucidum in the knockout mice is
thicker than in wild type mice, which could be the result of an
accumulation of unprocessed GlcCer. Moreover, ω-hydroxyglucosylceramides (ω-OH-GlcCer) covalently bound to the
cornified envelope were discovered in the knockout mice.
Their content is increased in the pSAP-deficient mice, and the
contents of covalently bound ω-OH-ceramides and ω-OH-fatty
acids are decreased in comparison comparison to the wild type
mouse (Doering et al., 1999). This demonstrates that one
functioning way of generating protein-bound ω-OH-ceramides
is first binding ω-OH-GlcCer to the proteins of the cornified
envelope, which are then deglucosylated, forming the hydrophobic species at the protein surface that can act as a matrix for
the formation of lamellar structures (Doering et al., 1999; Elias
and Menon, 1991). Whether an additional pathway exists, in
which GlcCer is transformed into Cer before it is bound to the
cornified envelope, cannot be answered at the moment. The
absence of SAPs—in particular that of SAP-C, which has been
shown to stimulate the degradation of GlcCer by β-glucocerebrosidase in lysosomes (Ho and O’Brien, 1971; Wilkening
et al., 1998)—obviously leads to a lipid composition in the SC
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interstices that is not hydrophobic enough to form an functioning permeability barrier.
How the lipids, enzymes, and activator proteins reach the
extracellular interstices between SG and SC is still a matter of
investigation. Specialized organelles that are found in the
keratinocytes in the SG, called lamellar bodies or Odland
bodies, are probably at least partially responsible for this transport. Although they are important for the formation of the
epidermal permeability barrier, very little is known about their
generation. In general, lamellar bodies could be similar to lysosomes, and they could derive directly from the Golgi
apparatus. In addition to GlcCer, which is enriched in lamellar
bodies (Madison et al., 1998), also a set of lysosomal enzymes
have been found in these organelles. β-glucocerebrosidase
activity has been shown to be increased in the isolated lamellar
body fraction compared to normal epidermis (Freinkel and
Traczyk, 1985; Grayson et al., 1985; Madison et al., 1998).
Furthermore, acid lipase activity has been localized to lamellar
bodies and the intercellular spaces of the SC using cytochemical and biochemical techniques (Grayson et al., 1985;
Menon et al., 1986, 1992). These data could indicate that
lamellar bodies are formed in a similar way as lysosomes.
However, several studies seem to implicate that lamellar
bodies derive from the Golgi. Electron microscopic images of
lamellar bodies show them as elongated, oval, and oddly
shaped “granules.” They are more conforming with crosssections of tubules or buds from tubules of the trans-Golginetwork than with cross-sections of vesicles (Madison et al.,
1998). Furthermore, GlcCer is synthezised within the Golgi
apparatus by ceramide glucosyltransferase (Futermann and
Pagano, 1991; Jeckel et al., 1992) and could easily be packaged into the lamellar bodies and transported to the extracellular space. This is also true for the degrading enzymes.
The localization of the SAPs within the SG–SC interface has
not been demonstrated yet but their presence can be deduced
from the alterations that are observed in the absence of the
SAPs (Doering et al., 1999). Therefore it is an interesting
question how they are transported to this location. They might
be packaged into the Odland bodies, as it is discussed for the
degrading enzymes. Alternatively, it is also possible that the
SAP precursor is transported into the extracellular space
directly without involvement of lamellar bodies. The protein
has been shown to be secreted in high amounts by several cell
types and has been detected in increased concentrations in
body fluids like cerebrospinal fluid, human milk or semen
(Hineno et al., 1991). In this scenario, the precursor would
have to be proteolytically processed in the SG–SC interface
after the secretion, and therefore the respective proteases have
to be present extracellularly. A third possibility for the transport of the SAPs to the extracellular space would be a direct
secretion of the mature SAPs by lysosomes. This question will
have to be clarified by further experiments in the future.
Apart from the stimulation of GlcCer degradation,
ultrastructural analysis of the skin in SAP-precursor deficiency
implies another function of the SAPs in skin formation. The
comparison of micrographs from pSAP deficient mice, heterozygotes, and wild-type littermates showed that pSAP deficiency
seems to disturb the dispersal of the lamellar body contents. In
the intercellular spaces at the SC–SG interface the secreted
contents retain a compact, spherical form rather than progressively
unfurling into linear configurations, as it appears in the wild-type

mice (Doering et al., 1999). The interstices of the lower-tomiddle SC contain patterns of foreshortened lamellae in loose,
discontinuous aggregates instead of the distinctive membrane
unit structures in the wild-type mice SC (Doering et al., 1999).
Another function of the SAPs therefore seems to be the
arrangement of the extruded lipids into smooth, linear lipid
arrays. How this rearrangement is achieved is not currently
clear. The SAPs and the SAP precursor have been shown to
bind sphingolipids and to promote lipid transport between
liposomes (Vogel et al., 1991; Hiraiwa et al., 1992; Conzelmann et al., 1982). Moreover, a highly homologous protein,
the lung surfactant protein B plays a crucial role in organizing
lipid structures in lung alveolae (Cochrane and Revak, 1991).
The action of SAPs in rearranging lipid structures in the
epidermis may be carried out by actively transporting single
lipid molecules. Alternatively, the SAPs might help destabilize
the lipid “blocks” that are extruded from the lamellar bodies of
the epidermis in such a way that they unfold and subsequently
form the unique lipid arrays that are found in the skin. Hopefully,
further experiments will help clarify these questions. This may
be of considerable importance, because an understanding of
this fascinating process might provide new insights into the
underlying defects in skin disorders characterized by a defective permeability barrier, such as atopic dermatitis or psoriasis.
Conclusion
Although the functions of the sphingolipid activator proteins in
sphingolipid degradation are widely known, their mechanisms
of action and, closely related, their structures are not yet fully
understood. The structural and functional properties of the
SAP domains are particularly interesting with regard to the
proteins of the SAPLIP family, which are involved in very
different cellular processes. Apart from functions in sphingolipid degradation, lipid binding, lipid transfer, and lipid layer
organization are fields in which SAPs and SAPLIPs seem to
play an important role. Further studies in this direction may
lead to new and possibly surprising results and could provide a
more profound understanding of lipid protein interaction.
Acknowledgments
This work was supported by the Deutsche Forschungsgemeinschaft (SFB 284, SFB 400) and the Fonds der Chemischen
Industrie. The Boehringer-Ingelheim Fonds für Medizinische
Grundlagenforschung supplied a Ph.D. scholarship for C.G.
Schuette. The authors thank O. Macheleidt for helpful discussions on parts of the manuscript. This article is dedicated to
Joachim Thiem on the occasion of his 60th birthday.
Abbreviations
BMP, bis(monoacyl)glycerophosphate; Cer, ceramide; GlcCer,
glucosylceramide; GM2AP, GM2-activator protein; LAMP,
lysosomal associated membrane protein; LIMP, lysosomal
integrated membrane protein; PI, phosphatidylinositol; PS,
phosphatidylserine; pSAP, sphingolipid activator protein
precursor; SAP, sphingolipid activator protein; SAPLIP, SAP-like
protein; SC, stratum corneum; SG, stratum granulosum.
87R

C.G. Schuette et al.

References
Becker, E. (1999), Magnetic isolation of lysosomes from human fibroblasts.
Characterization of the lipid pattern. Ph.D. diss., University of Bonn.
Berent, S.L., and Radin, N.S. (1981) Mechanism of activation of glucocerebrosidase by co-beta-glucosidase (glucosidase activator protein). Biochim.
Biophys. Acta, 664, 572–582.
Bleistein, J., Heidrich, H.G., and Debuch, H. (1980) The phospholipids of liver
lysosomes from untreated rats. Hoppe-Seylers Z. Physiol. Chem., 361,
595–597.
Bradová, V., Smid, F., Ulrich-Bott, B., Roggendorf, W., Paton, B.C., and
Harzer, K. (1993) Prosaposin deficiency: Further characterization of the
sphingolipid activator protein-deficient sibs. Multiple glycolipid
elevations (including lactosylceramidosis), partial enzyme deficiencies
and ultrastructure of the skin in this generalized sphingolipid storage
disease. Hum. Genet., 92, 143–152.
Burkhardt, J.K., Huttler, S., Klein, A., Mobius, W., Habermann, A., Griffiths, G.,
and Sandhoff, K. (1997) Accumulation of sphingolipids in SAP-precursor
(prosaposin)-deficient fibroblasts occurs as intralysosomal membrane
structures and can be completely reversed by treatment with human SAPprecursor. Eur. J. Cell Biol., 73, 10–18.
Campana, W.M., Hiraiwa, M., and O’Brien, J.S. (1998) Prosaptide activates
the MAPK pathway by a G-protein-dependent mechanism essential for
enhanced sulfatide synthesis by Schwann cells. FASEB J., 12, 307–314.
Campana, W.M., Darin, S.J., and O’Brien, J.S. (1999) Phosphatidylinositol 3-kinase
and Akt protein kinase mediate IGF-I- and prosaptide-induced survival in
Schwann cells. J. Neurosci. Res., 57, 332–341.
Christomanou, H., Aignesberger, A., and Linke, R.P. (1986) Immunochemical
characterization of two activator proteins stimulating enzymic sphingomyelin degradation in vitro. Absence of one of them in a human Gaucher
disease variant. Biol. Chem. Hoppe Seyler, 367, 879–890.
Christomanou, H., Chabas, A., Pampols, T., and Guardiola, A. (1989) Activator
protein deficient Gaucher’s disease. A second patient with the newly
identified lipid storage disorder. Klin. Wochensch., 67, 999–1003.
Cochrane, C.G., and Revak, S.D. (1991) Pulmonary surfactant protein B (SP-B):
structure-function relationships. Science, 254, 566–568.
Conzelmann, E., and Sandhoff, K. (1978) AB variant of infantile GM2
gangliosidosis: deficiency of a factor necessary for stimulation of hexosaminidase A-catalyzed degradation of ganglioside GM2 and glycolipid
GA2. Proc. Natl Acad. Sci. USA, 75, 3979–3983.
Conzelmann, E., and Sandhoff, K. (1979) Purification and characterization of
an activator protein for the degradation of glycolipids GM2 and GA2 by
hexosaminidase A. Hoppe Seylers Z. Physiol. Chem., 360, 1837–1849.
Conzelmann, E., Burg, J., Stephan, G., and Sandhoff, K. (1982) Complexing
of glycolipids and their transfer between membranes by the activator
protein for degradation of lysosomal ganglioside GM2. Eur. J. Biochem.,
123, 455–464.
Doering, T., Holleran, W.M., Potratz, A., Vielhaber, G., Elias, P.M.,
Suzuki, K., and Sandhoff, K. (1999) Sphingolipid activator proteins are
required for epidermal permeability barrier formation. J. Biol. Chem., 274,
11038–11045.
Downing, D.T. (1992) Lipid and protein structures in the permeability barrier
of mammalian epidermis. J. Lipid Res., 33, 301–313.
Elias, P.M., and Menon, G.K. (1991) Structural and lipid biochemical
correlates of the epidermal permeability barrier. Adv. Lipid Res., 24, 1–26.
Fischer, G., and Jatzkewitz, H. (1977) The activator of cerebroside sulphatase.
Binding studies with enzyme and substrate demonstrating the detergent
function of the activator protein. Biochim. Biophys. Acta, 481, 561–572.
Freinkel, R.K., and Traczyk, T.N. (1985) Lipid composition and acid hydrolase content of lamellar granules of fetal rat epidermis. J. Invest. Dermatol., 85, 295–298.
Fujita, N., Suzuki, K., Vanier, M.T., Popko, B., Maeda, N., Klein, A.,
Henseler, M., Sandhoff, K., Nakayasu, H., and Suzuki, K. (1996) Targeted
disruption of the mouse sphingolipid activator protein gene: a complex
phenotype, including severe leukodystrophy and wide-spread storage of
multiple sphingolipids. Hum. Mol. Genet., 5, 711–725.
Fürst, W., and Sandhoff, K. (1992) Activator proteins and topology of lysosomal sphingolipid catabolism. Biochim. Biophys. Acta, 1126, 1–16.
Fürst, W., Machleidt, W., and Sandhoff, K. (1988) The precursor of sulfatide
activator protein is processed to three different proteins. Biol. Chem.
Hoppe Seyler, 369, 317–328.
Futermann, A.H., and Pagano, R.E. (1991) Determination of the intracellular
sites and topology of glucosylceramide synthesis in rat liver. Biochem. J.,
280, 295–302.

88R

Futter, C.E., Pearse, A., Hewlett, L.J., and Hopkins, C.R. (1996) Multivesicular
endosomes containing internalized EGF-EGF receptor complexes mature
and then fuse directly with lysosomes. J. Cell Biol., 132, 1011–1023.
Giehl, A. (1997) FT-IR-Spektroskopie, Differential scanning calorimetry und
Filmwaagemessungen zur Untersuchung von gangliosid/phospholipidModellmembranen und deren Wechselwirkung mit dem GM2-Aktivatorprotein. Ph.D. diss., University of Kaiserslautern.
Giehl, A., Lemm, T., Bartelsen, O., Sandhoff, K., and Blume, A. (1999)
Interaction of the GM2-activator protein with phospholipid/ganglioside
bilayer membranes and with monolayers at the air/water interface. Eur. J.
Biochem., 261, 650–658.
Grace, M.E., Ashton-Prolla, P. Pastores, G.M., Soni, A., and Desnick, R.J.
(1999) Non-pseudogene-derived complex acid beta-glucosidase mutations
causing mild type 1 and severe type 2 gaucher disease. J. Clin. Invest., 103,
817–823.
Gravel, R.A., Kaback, M.M., Proia, R.L., Sandhoff, K., Suzuki, K., and
Suzuki, K. (2001) The GM2 gangliosidoses. In Scriver, C., Beaudet, A.L.,
Sly, W.S., and Valle, D. (eds), The Metabolic and Molecular Bases of
Inherited Disease, 8th ed. McGraw-Hill, New York, pp. 3827–3876.
Grayson, S., Johnson-Winegar, A.G., Wintroub, B.U., Isseroff, R.R.,
Epstein, E.H.Jr., and Elias, P.M. (1985) Lamellar body-enriched fractions
from neonatal mice: preparative techniques and partial characterization.
J. Invest. Dermatol., 85, 289–294.
Griffiths, G., Hoflack, B., Simons, K., Mellman, I., and Kornfeld, S. (1988)
The mannose 6-phosphate receptor and the biogenesis of lysosomes. Cell,
52, 329–341.
Hama, Y., Li, Y.T., and Li, S.C. (1997) Interaction of GM2 activator protein
with glycosphingolipids. J. Biol. Chem., 272, 2828–2833.
Harzer, K., Paton, B.C., Poulos, A., Kustermann-Kuhn, B., Roggendorf, W.,
Grisar, T., and Popp, M. (1989) Sphingolipid activator protein deficiency
in a 16-week-old atypical Gaucher disease patient and his fetal sibling:
biochemical signs of combined sphingolipidoses. Eur. J. Pediatr., 149, 31–39.
Harzer, K., Paton, B.C., Christomanou, H., Chatelut, M., Levade, T., Hiraiwa, M.,
and O’Brien, J.S. (1997) Saposins (sap) A and C activate the degradation
of galactosylceramide in living cells. FEBS Lett., 417, 270–274.
Hechtman, P. (1977) Characterization of an activating factor required for
hydrolysis of GM2 ganglioside catalized by hexosaminidase A. Can. J.
Biochem., 55, 315–324.
Hineno, T., Sano, A., Kondoh, K., Ueno, S., Kakimoto, Y., and Yoshida, K.
(1991) Secretion of sphingolipid hydrolase activator precursor, prosaposin.
Biochem. Biophys. Res. Commun., 176, 668–674.
Hiraiwa, M., Soeda, S., Kishimoto, Y., and O’Brien, J.S. (1992) Binding and
transport of gangliosides by prosaposin. Proc. Natl Acad. Sci. USA, 89,
11254–11258.
Hiraiwa, M., O’Brien, J.S., Kishimoto, Y., Galdzicka, M., Fluharty, A.L.,
Ginns, E.I., and Martin, B.M. (1993) Isolation, characterization, and
proteolysis of human prosaposin, the precursor of saposins (sphingolipid
activator proteins). Arch. Biochem. Biophys., 304, 110–116.
Hiraiwa, M., Taylor, E.M., Campana, W.M., Darin, S.J., and O’Brien, J.S.
(1997) Cell death prevention, mitogen-activated protein kinase stimulation,
and increased sulfatide concentrations in Schwann cells and oligodendrocytes
by prosaposin and prosaptides. Proc. Natl Acad. Sci. USA, 94, 4778–4781.
Hiraiwa, M., Campana, W.M., Mizisin, A.P., Mohiuddin, L., and O’Brien, J.S.
(1999) Prosaposin: a myelinotrophic protein that promotes expression of
myelin constituents and is secreted after nerve injury. Glia, 26, 353–360.
Ho, M.W., and O´Brien, J.S. (1971) Gaucher’s disease: deficiency of ‘acid’ glucosidase and reconstitution of enzyme activity in vitro. Proc. Natl Acad.
Sci. USA, 68, 2810–2813.
Holleran, W.M., Takagi, Y., Menon, G.K., Legler, G., Feingold, K.R., and
Elias, P.M. (1993) Processing of epidermal glucosylceramides is required
for optimal mammalian cutaneous permeability barrier function. J. Clin.
Invest., 91, 1656–1664.
Holleran, W.M., Ginns, E.I., Menon, G.K., Grundmann, J.U., Fartasch, M.,
McKinney, C.E., Elias, P.M., and Sidransky, E. (1994) Consequences of
beta-glucocerebrosidase deficiency in epidermis. Ultrastructure and
permeability barrier alterations in Gaucher disease. J. Clin. Invest., 93,
1756–1764.
Jeckel, D., Karrenbauer, A., Burger, K.N., van Meer, G., and Wieland, F.
(1992) Glucosylceramide is synthesized at the cytosolic surface of various
Golgi subfractions. J. Cell Biol., 117, 259–267.
Jensen, J.M., Schutze, S., Forl, M., Kronke, M., and Proksch, E. (1999) Roles
for tumor necrosis factor receptor p55 and sphingomyelinase in repairing
the cutaneous permeability barrier. J. Clin. Invest., 104, 1761–1770.

Sphingolipid activator proteins

Kervinen, J., Tobin, G.J., Costa, J., Waugh, D.S., Wlodawer, A., and Zdanov, A.
(1999) Crystal structure of plant aspartic proteinase prophytepsin: inactivation
and vacuolar targeting. EMBO J., 18, 3947–3955.
Kishimoto, Y., Hiraiwa, M., and O’Brien, J.S. (1992) Saposins: structure,
function, distribution, and molecular genetics. J. Lipid Res., 33, 1255–1267.
Klein, A., Henseler, M., Klein, C., Suzuki, K., Harzer, K., and Sandhoff, K.
(1994) Sphingolipid activator protein D (sap-D) stimulates the lysosomal
degradation of ceramide in vivo. Biochem. Biophys. Res. Commun., 200,
1440–1448.
Klima, H., Tanaka, A., Schnabel, D., Nakano, T., Schröder, M., Suzuki, K.,
and Sandhoff K. (1991) Characterization of full-length cDNAs and the gene
coding for the human GM2 activator protein. FEBS Lett., 289, 260–264.
Kobayashi, T., Stang, E., Fang, K.S., de Moerlose, P., Parton, R.G., and
Gruenberg, J. (1998) A lipid associated with the antiphospholipid
syndrome regulates endosome structure and function. Nature, 392, 193–197.
Kretz, K.A., Carson, G.S., Morimoto, S., Kishimoto, Y., Fluharty, A.L., and
O’Brien, J.S. (1990) Characterization of a mutation in a family with
saposin B deficiency: A glycosylation site defect. Proc. Natl Acad. Sci.
USA, 87, 2541–2544.
Kundra, R., and Kornfeld, S. (1999) Asparagine-linked oligosaccharides
protect Lamp-1 and Lamp-2 from intracellular proteolysis. J. Biol. Chem.,
274, 31039–31046.
Kytzia, H.J., and Sandhoff, K. (1985) Evidence for two different active sites on
human beta-hexosaminidase A. Interaction of GM2 activator protein with
beta-hexosaminidase A. J. Biol. Chem., 260, 7568–7572.
Lampe, M.A., Williams, M.L., and Elias, P.M. (1983) Human epidermal
lipids: characterization and modulations during differentiation. J. Lipid
Res., 24, 131–140.
Lapchak, P.A., Araujo, D.M., Shackelford, D.A., and Zivin, J.A. (2000)
Prosaptide exacerbates ischemia-induced behavioral deficits in vivo; an
effect that does not involve mitogen-activated protein kinase activation.
Neuroscience, 101, 811–814.
Li, S.C., Hirabayashi, Y., and Li, Y.T. (1981) A protein activator for the
enzymic hydrolysis of GM2 ganglioside. J. Biol. Chem., 256, 6234–6240.
Li, S.C., Kihara, H., Serizawa, S., Li, Y.T., Fluharty, A.L., Mayes, J.S., and
Shapiro, L.J. (1985) Activator protein required for the enzymatic hydrolysis
of cerebroside sulfate. Deficiency in urine of patients affected with
cerebroside sulfatase activator deficiency and identity with activators for
the enzymatic hydrolysis of GM1 ganglioside and globotriaosylceramide.
J. Biol. Chem., 260, 1867–1871.
Li, S.C., Sonnino, S., Tettamanti, G., and Li, Y.T. (1988) Characterization of a
nonspecific activator protein for the enzymatic hydrolysis of glycolipids.
J. Biol. Chem., 263, 6588–6591.
Li, Y.T., and Li, S.C. (1997) GM2 activator protein. Trends Glycosci.
Glycotechnol., 9, 421–432.
Li, J., Chen, Z., Brezesinski, G., and Möhwald, H. (2000) Dynamische
Untersuchungen der durch Phospholipase A2 katalysierten Hydrolyse
einer DPPC-Monoschicht an der Wasser-Luft-Grenzfläche. Angew.
Chem., 112, 3187–3191.
Liepinsh, E., Andersson, M., Ruysschaert, J.M., and Otting, G. (1997) Saposin
fold revealed by the NMR structure of NK-lysin. Nat. Struct. Biol., 4, 793–795.
Linke, T., Wilkening, G., Lansmann, S., Moczall.H., Bartelsen, O.,
Weisgerber, J., and Sandhoff, K. (2001a) Stimulation of acid sphingomyelinase activity by lysosomal lipids and sphingolipid activator broteins.
Biol. Chem., in press.
Linke, T., Wilkening, G., Sadeghlar, F., Moczall, H., Bernardo, K.,
Schuchman, E., and Sandhoff, K. (2001b) Interfacial regulation of acid
ceramidase activity: Stimulation of ceramide degradation by lysosomal
lipids and sphingolipid activator proteins. J. Biol. Chem., in press.
Liu, Y., Suzuki, K., Reed, J.D., Grinberg, A., Westphal, H., Hoffmann, A.,
Doering, T., Sandhoff, K., and Proia, R.L. (1998) Mice with type 2 and 3
Gaucher disease point mutations generated by a single insertion mutagenesis
procedure. Proc. Natl Acad. Sci. USA, 95, 2503–2508.
Madison, K.C., Sando, G.N., Howard, E.J., True, C.A., Gilbert, D., Swartzendruber, D.C., and Wertz, P.W. (1998) Lamellar granule biogenesis: a role
for ceramide glucosyltransferase, lysosomal enzyme transport, and the
Golgi. J. Invest. Dermatol. Symp. Proc., 3, 80–86.
Mahuran, D.J. (1998) The GM2 activator protein, its roles as a co-factor in
GM2 hydrolysis and as a general glycolipid transport protein. Biochim.
Biophys. Acta, 1393, 1–18.
Marekov, L.N., and Steinert, P.M. (1998) Ceramides are bound to structural
proteins of the human foreskin epidermal cornified cell envelope. J. Biol.
Chem., 273, 17763–17770.
Matoltsy, A.G. (1976) Keratinization. J. Invest. Dermatol., 67, 20–25.

Menon, G.K., Grayson, S., and Elias, P.M. (1986) Cytochemical and biochemical localization of lipase and sphingomyelinase activity in mammalian
epidermis. J. Invest. Dermatol., 86, 591–597.
Menon, G.K., Ghadially, R., Williams, M.L., and Elias, P.M. (1992) Lamellar
bodies as delivery systems of hydrolytic enzymes: implications for normal
and abnormal desquamation. Br. J. Dermatol., 126, 337–345.
Möbius, W., Herzog, V., Sandhoff, K., and Schwarzmann, G. (1999) Intracellular distribution of a biotin-labeled ganglioside, GM1, by immunoelectron microscopy after endocytosis in fibroblasts. J. Histochem.
Cytochem., 47, 1005–1014.
Morimoto, S., Martin, B.M., Kishimoto, Y., and O’Brien, J.S. (1988) Saposin
D: A sphingomyelinase activator. Biochem. Biophys. Res. Commun., 156,
403–410.
Morimoto, S., Kishimoto, Y., Tomich, J., Weiler, S., Ohashi, T., Barranger, J.A.,
Kretz, K.A., and O’Brien, J.S. (1990) Interaction of saposins, acidic lipids,
and glucosylceramidase. J. Biol. Chem., 265, 1933–1937.
Munford, R.S., Sheppard, P.O., and O’Hara, P.J. (1995) Saposin-like proteins
(SAPLIP) carry out diverse functions on a common backbone structure.
J. Lipid Res., 36, 1653–1663.
Nakano, T., Sandhoff, K., Stumper, J., Christomanou, H., and Suzuki, K. (1989)
Structure of full-length cDNA coding for sulfatide activator, a Co-betaglucosidase and two other homologous proteins: two alternate forms of the
sulfatide activator. J. Biochem. (Tokyo), 105, 152–154.
O’Brien, J.S., and Kishimoto, Y. (1991) Saposin proteins: structure, function,
and role in human lysosomal storage disorders. FASEB J., 5, 301–308.
O’Brien, J.S., Kretz, K.A., Dewji, N., Wenger, D.A., Esch, F., and Fluharty, A.L.
(1988) Coding of two sphingolipid activator proteins (SAP-1 and SAP-2)
by same genetic locus. Science, 241, 1098–1101.
O’Brien, J.S., Carson, G.S., Seo, H.C., Hiraiwa, M., and Kishimoto, Y. (1994)
Identification of prosaposin as a neurotrophic factor. Proc. Natl Acad. Sci.
USA, 91, 9593–9596.
Otero, D.A., Conrad, B., and O’Brien, J.S. (1999) Reversal of thermal hyperalgesia in a rat partial sciatic nerve ligation model by Prosaptide TX14(A).
Neurosci. Lett., 270, 29–32.
Paton, B.C., Schmid, B., Kustermann-Kuhn, B., Poulos, A., and Harzer, K.
(1992) Additional biochemical findings in a patient and fetal sibling with a
genetic defect in the sphingolipid activator protein (SAP) precursor, prosaposin.
Evidence for a deficiency in SAP-1 and for a normal lysosomal neuraminidase. Biochem. J., 285, 481–488.
Ponting, C.P. (1994) Acid sphingomyelinase possesses a domain homologous
to its activator proteins: saposins B and D. Protein Sci., 3, 359–361.
Robson, K.J., Steward, M.E., Michelsen, S., Lazo, N.D., and Downing, D.T.
(1994) 6-Hydroxy-4-sphingenine in human epidermal ceramides. J. Lipid
Res., 35, 2060–2068.
Sandhoff, K., and Kolter, T. (1995) Glycolipids of the cell surface—biochemistry
of their decomposition. Naturwissenschaften, 82, 403–413.
Sandhoff, K., and Kolter, T. (1996) Topology of glycosphingolipid degradation.
Trends Cell Biol., 6, 98–103.
Sandhoff, K., Kolter, T., and Harzer, K. (2001) Sphingolipid activator
proteins. In Scriver, C., Beaudet, A.L., Sly, W.S., and Valle, D. (eds), The
Metabolic and Molecular Bases of Inherited Disease, 8th ed. McGraw-Hill,
New York, pp. 3371–3388.
Sano, A., Matsuda, S., Wen, C., Kotani, Y., Kondoh, K., Ueno, S., Kakimoto, Y.,
Yoshimura, H., and Sakanaka, M. (1994) Protection by prosaposin against
ischemia-induced learning disability and neuronal loss. Biochem. Biophys.
Res. Commun., 204, 994–1000.
Schmuth, M., Man, M.Q., Weber, F., Gao, W., Feingold, K.R., Fritsch, P.,
Elias, P.M., and Holleran, W.M. (2000) Permeability barrier disorder in
Niemann-Pick disease: Sphingomyelin-ceramide processing required for
normal barrier homeostasis. J. Invest. Dermatol., 115, 459–466.
Schnabel, D., Schroder, M., Furst, W., Klein, A., Hurwitz, R., Zenk, T., Weber, J.,
Harzer, K., Paton, B.C., Poulos, A., and others (1992) Simultaneous
deficiency of sphingolipid activator proteins 1 and 2 is caused by a
mutation in the initiation codon of their common gene. J. Biol. Chem., 267,
3312–3315.
Schuette, C.G., Lemm, T., Glombitza, G.J., and Sandhoff, K. (1998) Complete
localization of disulfide bonds in GM2 activator protein. Protein Sci., 7,
1039–1045.
Schuette, C.G., Doering, T., Kolter, T., and Sandhoff, K. (1999) The
glycosphingolipidoses–from disease to basic principles of metabolism.
Biol. Chem., 380, 759–766.
Sidransky, E., Sherer, D.M., and Ginns, E.I. (1992) Gaucher disease in the
neonate: a distinct Gaucher phenotype is analogous to a mouse model

89R

C.G. Schuette et al.

created by targeted disruption of the glucocerebrosidase gene. Pediatr.
Res., 32, 494–498.
Steven, A.C., and Steinert, P.M. (1994) Protein composition of cornified cell
envelopes of epidermal keratinocytes. J. Cell Sci., 107, 693–700.
Stevens, R.L., Fluharty, A.L., Kihara, H., Kaback, M.M., Shapiro, L.J., Marsh, B.,
Sandhoff, K., and Fischer, G. (1981) Cerebroside sulfatase activator
deficiency induced metachromatic leukodystrophy. Am. J. Hum. Genet.,
33, 900–906.
Stewart, M.E., and Downing, D.T. (1999) A new 6-hydroxy-4-sphingeninecontaining ceramide in human skin. J. Lipid Res., 40, 1434–1439.
Stremmel, W., and Debuch, H. (1976) Bis(monoacylglycero)phosphate—a
marker lipid of secondary lysosomes? Hoppe-Seylers Z. Physiol. Chem.,
357, 803–810.
Tatti, M., Salvioli, R., Ciaffoni, F., Pucci, P., Andolfo, A., Amoresano, A., and
Vaccaro, A.M. (1999) Structural and membrane-binding properties of
saposin D. Eur. J. Biochem., 263, 486–494.
Tsuboi, K., Hiraiwa, M., and O’Brien, J.S. (1998) Prosaposin prevents
programmed cell death of rat cerebellar granule neurons in culture. Brain
Res. Dev. Brain Res., 110, 249–255.
Uchida, Y., Hara, M., Nishio, H., Sidransky, E., Inoue, S., Otsuka, F., Suzuki, A.,
Elias, P.M., Holleran, W.M., and Hamanaka, S. (2000) Epidermal sphingomyelins are precursors for selected stratum corneum ceramides. J. Lipid
Res., 41, 2071–2082.
Vaccaro, A.M., Salvioli, R., Barca, A., Tatti, M., Ciaffoni, F., Maras, B.,
Siciliano, R., Zappacosta, F., Amoresano, A., and Pucci, P. (1995a)
Structural analysis of saposin C and B. Complete localization of disulfide
bridges. J. Biol. Chem., 270, 9953–9960.
Vaccaro, A.M., Ciaffoni, F., Tatti, M., Salvioli, R., Barca, A., Tognozzi, D.,
and Scerch, C. (1995b) pH-dependent conformational properties of
saposins and their interactions with phospholipid membranes. J. Biol.
Chem., 270, 30576–30580.
Vaccaro, A.M., Tatti, M., Ciaffoni, F., Salvioli, R., Barca, A., and Scerch, C.
(1997) Effect of saposins A and C on the enzymatic hydrolysis of
liposomal glucosylceramide. J. Biol. Chem., 272, 16862–16867.
Vaccaro, A.M., Salvioli, R., Tatti, M., and Ciaffoni, F. (1999) Saposins and
their interaction with lipids. Neurochem. Res., 24, 307–314.

90R

Vogel, A., Schwarzmann, G., and Sandhoff, K. (1991) Glycosphingolipid
specificity of the human sulfatide activator protein. Eur. J. Biochem., 200,
591–597.
Waring, A.J., Chen, Y., Faull, K.F., Stevens, R., Sherman, M.A., and Fluarty A.L.
(1998) Porcine cerebroside sulfate activator (saposin B) secondary
structure: CD, FTIR, and NMR studies. Mol. Genet. Metab., 63, 14–25.
Werth, N., Schuette, C.G., Wilkening, G., Lemm, T., and Sandhoff, K. (2001)
Degradation of membrane-bound ganglioside GM2 by beta-hexosaminidase A: Stimulation by GM2 activator protein and lysosomal lipids. J. Biol.
Chem., 276, in press.
Wertz, P.W., and Downing, D.T. (1986) Covalent attachment of omegahydroxyacid derivatives to epidermal macromolecules: a preliminary
characterization. Biochem. Biophys. Res. Commun., 137, 992–997.
Wertz, P.W., and Downing, D.T. (1987) Covalently bound omega-hydroxyacylsphingosine in the stratum corneum. Biochim. Biophys. Acta, 917, 108–111.
Wertz, P.W., Miethke, M.C., Long, S.A., Strauss, J.S., and Downing, D.T.
(1985) The composition of the ceramides from human stratum corneum
and from comedones. J. Invest. Dermatol., 84, 410–412.
Wilkening, G., Linke, T., and Sandhoff, K. (1998) Lysosomal degradation on
vesicular membrane surfaces. Enhanced glucosylceramide degradation by
lysosomal anionic lipids and activators. J. Biol. Chem., 273, 30271–30278.
Wilkening, G., Linke, T., Uhlhorn-Dierks, G., and Sandhoff, K. (2000)
Degradation of membrane-bound ganglioside GM1: Stimulation by
Bis(monoacylglycero)phosphate and the activator proteins SAP-B and
GM2-AP. J. Biol. Chem., 275, 35814–35819.
Wright, C., Li, S-C., and Rastinejad, F. (2000) Crystal structure of human
GM2-activator protein with a novel β-cup topology. J. Mol. Biol., 304,
411–422.
Wu, Y.Y., Lockyer, J.M., Sugiyama, E., Pavlova, N.V., Li, Y.T., and Li, S.C.
(1994) Expression and specificity of human GM2 activator protein. J. Biol.
Chem., 269, 16276–16283.
Yadao, F., Hechtmann, P., and Kaplan, F. (1997) Formation of a ternary
complex between GM2 activator protein, GM2 ganglioside and β-hexosaminidase A. Biochim. Biophys. Acta, 1340, 45–52.

