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Abstract In eukaryotes, phosphatidylserine (PtdSer) can
serve as a precursor of phosphatidylethanolamine (PtdEtn)

 

and phosphatidylcholine (PtdCho), which are the major
cellular phospholipids. PtdSer synthesis originates in the
endoplasmic reticulum (ER) and its subdomain named the
mitochondria-associated membrane (MAM). PtdSer is trans-
ported to the mitochondria in mammalian cells and yeast,
and decarboxylated by PtdSer decarboxylase 1 (Psd1p) to
form PtdEtn. A second decarboxylase, Psd2p, is also found
in yeast in the Golgi-vacuole. PtdEtn produced by Psd1p
and Psd2p can be transported to the ER, where it is methyl-
ated to form PtdCho. Organelle-specific metabolism of the
aminoglycerophospholipids is a powerful tool for experi-
mentally following lipid traffic that is now enabling identifi-
cation of new proteins involved in the regulation of this pro-
cess. Genetic and biochemical experiments demonstrate
that transport of PtdSer between the MAM and mitochon-
dria is regulated by protein ubiquitination, which affects
events at both membranes. Similar analyses of PtdSer trans-
port to the locus of Psd2p now indicate that a membrane-

 

bound phosphatidylinositol transfer protein and the C2 domain
of Psd2p are both required on the acceptor membrane for
efficient transport of PtdSer.  Collectively, these recent
findings indicate that novel multiprotein assemblies on both
donor and acceptor membranes participate in interorganelle

 

phospholipid transport.

 

—Voelker, D. R.
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Intracellular phospholipid transport in eukaryotes is
one of the most fundamental aspects of organelle biogen-
esis, yet it remains poorly understood with respect to the
genes that are involved in the process and the mechanism
of action of the gene products. Most phospholipid synthe-
sis originates in the endoplasmic reticulum (ER) and
these lipids must be disseminated throughout the cell for
the assembly of new organelles (1, 2). Five of the most

 

prominent phospholipids synthesized in the ER (in de-
creasing order of abundance) are phosphatidylcholine

 

(PtdCho), phosphatidylethanolamine (PtdEtn), phosphati-

 

dylinositol (PtdIns), phosphatidylserine (PtdSer), and phos-
phatidic acid (PtdOH). Although the pool size of PtdOH
is usually only 1–2% of the ER membrane lipid, the flux
through this pool is extremely high, since it primarily
functions as a precursor for all the other phospholipids
and triacylglycerol. The role of the ER in phospholipid
synthesis is dominant but not exclusive. Significant rates
of PtdCho and PtdIns synthesis can also occur in the Golgi
(3–5). In addition, the mitochondria can synthesize their
own pool of PtdOH that is believed to function as an im-
portant major precursor for mitochondrial phosphatidyl-
glycerol (PtdGro) and cardiolipin (Ptd

 

2

 

Gro) (6). Both
PtdGro and Ptd

 

2

 

Gro are retained within the mitochondria
of most eukaryotic cells.

Following synthesis, the phospholipids must be trans-
ported to membranes that lack the synthetic machinery to

 

generate their own full repertoire of lipids. In 

 

Fig. 1

 

, selec-
tive aspects of interorganelle glycerophospholipid traffic,
which are the major focus of this review, are shown. Mito-
chondria must import PtdCho, PtdIns, and PtdSer. The
PtdSer imported into mitochondria is rapidly metabolized
to PtdEtn by PtdSer decarboxylase 1 (Psd1p) (7, 8). The
PtdEtn produced within the mitochondria is essential for
the function of the organelle (9, 10). PtdEtn produced in
the ER by the Kennedy pathway (i.e., the sequential con-

 

version of ethanolamine 

 

→

 

 phosphoethanolamine 

 

→

 

CDP-ethanolamine 

 

→

 

 PtdEtn) (11) is only poorly trans-
ported-imported into mitochondria, and cannot substi-

 

tute for the essential function of the pool produced
within the mitochondria (9, 10, 12). Quite remarkably,
the PtdEtn produced by Psd1p within the mitochondria is
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not static and restricted to this organelle, but can be ex-
ported to all other membranes of eukaryotes to fulfill
their requirement for PtdEtn (13). In eukaryotes such as
yeast that can efficiently methylate PtdEtn to PtdCho in
the ER (2), the flux of PtdSer into the mitochondria, and
PtdEtn out of the mitochondria, can be used to generate
all of the PtdEtn and PtdCho required for all cell mem-
branes. These findings clearly indicate that mitochondria
have the capacity to produce large amounts of phospho-
lipid and play a very dynamic role in the biogenesis of
other cell membranes.

The Golgi apparatus has a limited capacity to synthesize
some phospholipids (3–5), but is generally thought to re-
quire the transport of PtdEtn, PtdIns, and PtdSer in most
eukaryotes. It remains unclear how much of the require-
ment for PtdCho and PtdIns is fulfilled autonomously by
the organelle and how much must be transported from
the ER. In both lower and higher eukaryotes, the availabil-
ity of choline enables the Kennedy pathway (choline 

 

→

 

phosphocholine 

 

→

 

 CDP-choline 

 

→

 

 PtdCho) to be used
for PtdCho synthesis in the ER and Golgi. In yeast, PtdSer
transported to the Golgi can also be a substrate for PtdSer
decarboxylase 2 (Psd2p) (12). The Psd2p is also found to
colocalize with the vacuole compartment in yeast. The
flux of PtdSer through the Golgi-vacuole is also quite
high. The resultant PtdEtn can fulfill most cellular needs
for this lipid, but is incompetent to supply the pool re-
quired by mitochondria under respiratory conditions (9,

 

10). When required, the PtdEtn produced in the Golgi-
vacuole can also be transported to the ER for methylation
to PtdCho, and fulfill all the cellular needs for these two lip-
ids under nonrespiratory conditions (glucose medium) (12).

The plasma membrane, lysosomes, and endosomes ap-
pear essentially incapable of the synthesis of PtdCho, Ptd-
Etn, PtdIns, and PtdSer (14). Compositional analyses of
these membranes reveal that they all contain the afore-
mentioned lipids (15, 16). Thus, the biogenesis of these
membranes and the maintenance of their structural and
functional integrity require lipid transport.

POTENTIAL TRANSPORT ROUTES 
FOR GLYCEROPHOSPHOLIPIDS

For many years, phospholipid transfer-exchange pro-
teins were proposed as likely candidates for executing
lipid transport reactions required for new membrane as-
sembly (17). However, convincing evidence that these
proteins are primary effectors for de novo membrane as-
sembly has not been forthcoming. In addition, critical ge-
netic tests of the function of these proteins have failed to
establish an essential role as soluble carriers of phospho-
lipid for the purpose of membrane biogenesis (18–20).
One of the most extensively studied phospholipid transfer
proteins is the PtdCho-PtdIns transfer protein in yeast
named Sec14p (21). Current evidence suggests that Sec14p

Fig. 1. Aminoglycerophospholipid transport in eukaryotes. The major steps in interorganelle transport of phosphatidylserine (PtdSer)
and phosphatidylethanolamine (PtdEtn) are shown as a composite of reactions occurring in both yeast and mammalian cells. PtdSer is syn-
thesized in the endoplasmic reticulum (ER) and mitochondria-associated membrane (MAM) by isozymes of PtdSer synthase. The nascent
PtdSer is transported to the mitochondria or the Golgi-vacuole via pathways designated PSTA and PSTB, respectively. Upon arrival at the in-
ner membrane of the mitochondria or the Golgi-vacuole, the PtdSer is decarboxylated by isozymes of PtdSer decarboxylase (Psd1p or
Psd2p). The PtdEtn formed can be retained or exported to other organelles. Export of PtdEtn from the mitochondria or the Golgi-vacuole
is predicted to occur via pathways designated PEEA and PEEB, respectively. Exported PtdEtn that arrives at the ER can be methylated to
form phosphatidylcholine (PtdCho) by the methyltransferase enzymes (Pem1p and Pem2p). The sequential conversion of PtdSer to PtdEtn
and PtdCho can be used as an indicator of interorganelle lipid transfer in intact and permeabilized cells as well as isolated organelles. Thus
far, only the mitochondrial Psd1p isozyme has been described in mammalian cells. Furthermore, in mammals, the methyltransferase reac-
tions are essentially restricted to liver tissue. Eukaryotes can also synthesize PtdEtn in the ER, and PtdCho in the ER, and Golgi using Etn or
Cho precursors, and the Kennedy pathways. The PtdEtn and PtdCho generated by the Kennedy pathways can at least partially substitute for
defects in the PSTA and PSTB pathways. Genetic strategies for isolating mutants along the PSTA-PEEA pathway utilize mutagenesis of strains
lacking an intact PSTB-PEEB pathway followed by rescue with Etn or Cho. Likewise, strategies for isolating mutants along the PSTB-PEEB
pathway use mutagenesis of strains lacking an intact PSTA-PEEA pathway, followed by rescue with Etn or Cho.
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acts principally as a regulator of PtdCho synthesis, espe-
cially in the Golgi apparatus (22).

In many independent studies of transport of newly syn-
thesized phospholipids between organelles, classical in-
hibitors of vesicle traffic have proven ineffective at arrest-
ing the process. Monensin (a disruptor of protein traffic
through the Golgi) failed to alter PtdCho transport from
the ER to the plasma membrane (23). In these same stud-
ies, the cytoskeletal poisons nocodazole and colchicine, as
well as ATP depletion, were also without measurable ef-
fect. Similar findings were also reported for PtdEtn trans-
port between the ER and the plasma membrane (24). Ad-
ditional lines of investigation examining PtdEtn export
from the mitochondria to the plasma membrane found
this process was insensitive to brefeldin A intoxication
(25), which disrupts Golgi structure and function. Genetic
experiments using yeast temperature-sensitive 

 

sec14

 

 mu-
tants also provide results that indicate PtdIns traffic be-
tween the ER and the plasma membrane is not altered un-
der nonpermissive conditions (37

 

�

 

C) that block protein
transport through the Golgi (26). Experiments examining
PtdSer transport between the ER and the mitochondria in
permeabilized cells also demonstrate the process is in-
sensitive to agents that can disrupt vesicle traffic, such as
GTP

 

�

 

S (27). Collectively, these findings indicate that the
transport of phospholipids between organelles can follow
some specialized and poorly defined routes that are differ-
ent from those followed by membrane proteins. This ob-
servation is surprising because phospholipids must neces-
sarily accompany proteins in vesicle budding and fusion
events. However, the majority of existing evidence indi-
cates that when membrane protein traffic is arrested by ei-
ther genetic manipulation or the use of metabolic poi-
sons, traffic of newly synthesized glycerophospholipids, in
most cases, proceeds unabated. These findings indicate
that novel processes that are independent of membrane
protein traffic must regulate the interorganelle movement
of many phospholipids.

One potential route for phospholipid transport that
could account for the above observations is lipid movement
via specialized zones of apposition that occur between
different subcellular membranes. Several morphological
studies performed decades ago identified specialized re-
gions of close association of mitochondria with the ER
(28, 29). More recent studies have also described these
associations both morphologically and biochemically
(30–34). In addition, studies with permeabilized cells
provided evidence that PtdSer movement between the
ER and mitochondria requires a physical interaction be-
tween the organelles that is not easily disrupted (27).
Subfractionation of mitochondrial preparations has also
revealed the presence of a specialized subpopulation of
the ER that is tightly associated with the mitochondrial
outer membrane in mammalian cells and yeast (31, 33).
The specialized region of the ER is now referred to as the
mitochondria-associated membrane, and given the acro-
nym MAM. Strikingly, the MAM fraction is enriched in
PtdSer synthase relative to the bulk ER (31, 33). This en-
richment in PtdSer synthase might be expected if one

 

function of the MAM is to provide a selected pool of Ptd-
Ser to the mitochondria. Additional morphological stud-
ies in mammalian cells have also described similar close
associations among other organelles including those be-
tween Golgi stacks and the ER in three-dimensional re-
constructions (35). In yeast, a new subpopulation of the
ER has recently been described that is closely associated
with the plasma membrane (36). This population of the
ER has been given the name plasma membrane-associ-
ated membrane and is referred to by the acronym PAM.
The PAM also shows enrichment in PtdSer synthase rela-
tive to the bulk ER pool, and has been proposed as a
transfer sight for PtdSer to the cell surface. Currently, we
know very little about these zones of contact between dif-
ferent organelle membranes. A number of obvious criti-
cal questions about these zones of apposition between or-
ganelles need to be addressed including: 

 

1

 

) How are they
formed? 

 

2

 

) How are they stabilized? 

 

3

 

) What are their
molecular constituents? 

 

4

 

) How are these membrane
contacts regulated? 

 

5

 

) If they are sites of lipid transport,
are all lipids transferred, or only a select population? 

 

6

 

)
Are the lipid transfers all ATP independent? 

 

7

 

) Can the
association between the membranes be disrupted by met-
abolic poisons? 

 

8

 

) Can genetic screens be developed to
isolate mutants defective in their formation?

A GENETIC APPROACH TO THE 
GLYCEROPHOSPHOLIPID TRANSPORT PROBLEM

One approach to examining interorganelle lipid trans-
port is to exploit the powerful genetic tools available in
the yeast 

 

Saccharomyces cervisiae

 

. Work in the author’s labo-
ratory has mainly focused on using this approach. An out-
line of the salient features of the cytogeography of ami-
noglycerophospholipid synthesis, transport, and metabolism
is shown in Fig. 1. In yeast, PtdSer synthesized in the ER is
transported to the mitochondria, the Golgi-vacuole, or
other organelles. When PtdSer arrives at the mitochon-
dria, it is imported to the inner membrane and decarbox-
ylated by Psd1p to form PtdEtn (37). Likewise, when Ptd-
Ser arrives at the Golgi-vacuole, it is decarboxylated to
form PtdEtn at the locus of Psd2p (37). The PtdEtn pro-
duced in either the mitochondria or the Golgi-vacuole is
exported from these organelles and returned to the ER
for methylation by Pem1p and Pem2p to form PtdCho
(2). Mammalian cells also possess the pathways for PtdSer
transport into the mitochondria and PtdEtn export out of
the mitochondria. However, in mammalian cells the meth-
ylation of PtdEtn to PtdCho is primarily restricted to liver
tissue. Both yeast and mammalian cells can also synthesize
PtdEtn and PtdCho in the ER by the Kennedy pathways
that originate with cytosolic Etn and Cho (37). Null alleles
have been constructed for the yeast PtdSer decarboxylases
and the strains are denoted 

 

psd1

 

�

 

 and 

 

psd2

 

�

 

, respectively
(38, 39).

The basic genetic strategies employed to isolate poten-
tial yeast mutants in lipid traffic fall into two categories. In
the first category, 

 

psd2

 

�

 

 strains are used. These strains
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must rely on either the mitochondrial Psd1p pathway for
the synthesis of PtdEtn and PtdCho or the Kennedy path-
ways present in the ER. The 

 

psd2

 

�

 

 cells are mutagenized
and Etn requiring cells (auxotrophs) are selected. The
logic of this approach is to create mutations in genes en-
coding proteins that participate in or regulate PtdSer
transport to the mitochondria or PtdEtn export out of the
mitochondria. The Kennedy pathway present in the ER al-
lows the PtdEtn and PtdCho needs of the cell to be par-
tially or fully satisfied in the mutants when they are sup-
plemented with Etn (37). The second category of mutants
is produced from 

 

psd1

 

�

 

 strains. These strains must rely on
either the Golgi-vacuole Psd2p pathway for the produc-
tion of PtdEtn and PtdCho, or the Kennedy pathways
present in the ER. These strains are mutagenized to create
defects in PtdSer transport to the Golgi-vacuole, or PtdEtn
export from these organelles. The cells harboring these
transport defects are also identified as Etn auxotrophs.
The Etn supplementation under these conditions allows
the PtdEtn and PtdCho requirements of the cells to be ei-
ther fully or partially satisfied.

In the original development of the genetic approach to
isolate lipid transport mutants in yeast, several simplifying
hypotheses were made. One hypothesis assumes that spe-
cific gene products regulate lipid traffic to and from the
mitochondria and to and from the Golgi-vacuole. At the
outset, the pathways for PtdSer transport to the mitochon-
dria and the Golgi-vacuole were named PSTA and PSTB,
respectively. In a similar manner, the pathways for PtdEtn
export from the mitochondria and the Golgi-vacuole were
named PEEA and PEEB, respectively. By convention in
yeast nomenclature, genes appear as upper-case italic
(

 

PSTA

 

), and mutations in lower-case italic (

 

pstA

 

), and pro-
teins are designated in upper and lower case standard text
with a terminal letter p (PstAp). Thus far we have identi-
fied mutations and genes affecting the PSTA and PSTB
pathways. A second hypothesis generated in the genetic
approach was that PtdEtn and PtdCho produced by the
Kennedy pathways would be sufficient to rescue defects in
phospholipid transport along the PSTA and PSTB path-
ways. The results of genetic screening indicate that the as-
sumptions of this second hypothesis are only partially
true. In general the mutants we isolated only have partial
defects in lipid transport, but usually strong growth phe-
notypes. We interpret this to mean that the functioning
Kennedy pathways are adequate to rescue mutants that
are relatively “leaky” (i.e., allow some reduced level of
transport to occur) but are insufficient to compensate for
mutants completely arrested in lipid transport. In addi-

 

tion, several genes implicated in lipid transport also ap-
pear to be involved in other cellular functions. Work with
some of these mutants is described below and now pro-
vides new insights into the mechanisms regulating the in-
terorganelle transport of PtdSer. A summary of mutant
strains, complementing genes, and gene product func-
tions is given in 

 

Table 1

 

.

UBIQUITINATION REGULATES 
PHOSPHATIDYLSERINE TRANSPORT 

TO MITOCHONDRIA

Examination of PtdSer transport between the ER-MAM
and the mitochondria has proven to be a versatile system
for uncovering some of the details involved in glycerolipid
traffic. A schematic summary of the findings is shown in

 

Fig. 2

 

. Clear evidence derived from both yeast and mam-
malian systems indicates that PtdSer synthesized in the
MAM is taken up by the mitochondria for conversion to
PtdEtn (32, 33, 40). In mammalian systems, there is an
ATP requirement for PtdSer transport to the mitochon-
dria that has been demonstrated in both intact and per-
meabilized cells (27, 41, 42). Subcellular fractionation
demonstrates that in mammalian cells, the ATP is re-
quired for PtdSer egress from the MAM compartment
(32). Experiments with nucleotide analogs indicate that
ATP must be hydrolyzed for PtdSer transport to occur, but
it remains unclear precisely how the ATP is used (42). In
contrast to the findings in mammalian cells, studies with
permeabilized yeast have not demonstrated an ATP re-
quirement for PtdSer exit from the MAM (34). We cur-
rently do not understand the basis for differences in nu-
cleotide requirements between yeast and mammalian
cells. Aside from the ATP requirement for PtdSer trans-
port to mitochondria observed in mammalian cells, there
is no other requirement for soluble factors. However,
Kuge et al. (43) purified a low-molecular-weight protein
from brain extracts that is capable of enhancing the trans-
port reaction several-fold. The protein, named S100B,
binds Ca

 

2

 

�

 

 and contains an EF hand motif. Currently the
site and mechanism of action of S100B are unknown.
However, the action of the protein provides clear evidence
that the lipid transport process can be specifically modu-
lated by protein factors.

PtdSer transport-import into the mitochondria can be
reconstituted in vitro with purified donor membranes and
acceptor mitochondria (8, 44). The process shows incom-
plete susceptibility to proteolysis of mitochondria (8, 45).

 

TABLE 1. Summary of mutations/genes involved in interorganelle transport of glycerophospholipids

 

Pathway Mutation Gene Protein Function Role in Transport

 

PSTA

 

pstA1 MET30

 

SCF-Ubiquitin ligase Regulates MAM-to-mitochondria transport of PtdSer
CHO-R41 Unknown Unknown Regulates outer-to-inner membrane transport of PtdSer

PSTB

 

pstB1 STT4

 

PtdIns-4-kinase Regulates PtdSer transport to Psd2p

 

pstB2 PSTB2/PDR17/SFH4

 

PtdIns transfer-binding protein Required on acceptor membrane for PtdSer transport to Psd2p

 

psd2-C2

 

�

 

PSD2

 

PtdSer decarboxylase C2 domain is essential for PtdSer transport in vivo

MAM, mitochondria-associated membrane; PtdIns, phosphatidylinositol; PtdSer, phosphatidylserine.
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The donor membranes can be either microsomes, MAM
preparations, or liposomes. It is also possible to use lipid
analogs such as 1-acyl,2-NBD-aminocaproyl-PtdSer to load
the outer membrane of mitochondria and monitor im-
port of the lipid to the inner membrane by following its
decarboxylation to PtdEtn (46).

Genetic analysis of PtdSer transport to the mitochon-
dria is now providing exciting new information about the
process. Emoto et al. (47) isolated a mutant line of CHO-
K1 cells, named R41, that expresses low levels of PtdEtn in
its plasma membrane, and is resistant to a cytolytic toxin
that binds this lipid. The R41 cell line exhibits a defect in
transport of PtdSer between the outer and inner mito-
chondrial membrane as measured by outer membrane
loading with 1-acyl,2-NBD-aminocaproyl-PtdSer, followed
by import and decarboxylation reactions. The lesion in
PtdSer import does not affect protein import into the or-
ganelles, indicating that some of the machinery for the
two processes is distinct.

Yeast 

 

pstA1

 

 mutants defective in PtdSer transport along
the mitochondrial pathway have also recently been identi-
fied (48). These mutants are defective in transporting PtdSer
between the MAM compartment and the mitochondria,
but remain able to transport 1-acyl,2-NBD-aminocaproyl-
PtdSer between the outer and inner membrane, normally.
Consistent with a lesion in lipid transport between the
MAM and mitochondria, the 

 

pstA1

 

 mutants produce mito-
chondria of abnormally high density with a significantly
reduced phospholipid-protein ratio. The initial 

 

pstA1

 

 mu-

tant was isolated as an Etn auxotroph in a strain with a

 

psd2

 

�

 

 mutation. The Etn auxotrophy provided a strong
selection for the gene complementing the mutation. The
complementing gene is 

 

MET30,

 

 which encodes a subunit
of a multicomponent ubiquitin ligase. This type of ubiq-
uitin ligase consists of the proteins Skp1p (suppressor of
kinetochore protein 1), Cdc53p (cell division cycle 53, a
homolog of the mammalian cullins), Cdc34p (cell divi-
sion cycle 34, an E2 ubiquitin conjugating enzyme), and
Hrt1p (high copy reduction of Ty3 transposition), and
any of several F-box-containing proteins that directly in-
teract with Skp1p (49). Members of this family of ubiq-
uitin ligase are given the acronym SCF-ubiquitin ligases to
denote Skp1, cullin proteins, and F-box proteins as com-
mon features. The 

 

MET30

 

 gene encodes the Met30p
product that contains an F-box domain for direct interac-
tions with Skp1. In addition, Met30p contains five WD 40
repeats (50) that are modules for protein-protein interac-
tion, which participate in direct binding reactions with
the substrates for ubiquitination. In vivo measurement of
ubiquitination by the 

 

pstA1

 

 mutant demonstrates that this
strain is defective in the ubiquitination of Met4p, one of
the known substrates for SCF-Met30p. It is currently not
known how many additional protein substrates Met30p
can recognize. Complementation of the 

 

pstA1

 

 mutant
with 

 

MET30

 

 not only alleviates the Etn auxotrophy of the
strain but also restores PtdSer transport to the mitochon-
dria (48). Reconstitution studies have also enabled identi-
fication of the membranes affected by ubiquitination in

Fig. 2. Regulation of PtdSer transport from the MAM to the inner mitochondrial membrane. PtdSer synthesized in the MAM is trans-
ported to the outer mitochondrial membrane (OM) and subsequently imported to the inner membrane (IM), where it is decarboxylated to
form PtdEtn. The egress of PtdSer from the MAM requires ATP in mammalian cells, but not yeast. Although transport does not require any
soluble proteins, the rate of transport can be increased by a Ca2� binding protein, S100B. The transport reaction between the MAM and mi-
tochondria in yeast is regulated by Met30p, an SCF-ubiquitin ligase. The action of Met30p affects targets on both the MAM and the mito-
chondria, as indicated by the X and Y components appearing on the membranes. It is not yet known if the action of Met30p is direct or indi-
rect, and the white box highlights levels at which ubiquitin ligases are known to function in a way that could ultimately affect either the
expression, the proteolysis, or the direct modification of elements X and Y. Reconstitution studies with isolated MAM and mitochondria in-
dicate that the X and Y constituents are likely to participate in docking complexes between the organelles. The import of PtdSer into the in-
ner membrane is ATP independent in both yeast and mammalian cells. A mammalian cell line, CHO-R41, that is resistant to a cytolytic toxin
is defective in the import reaction, and the site of action of the putative gene product (R41p) is indicated in the figure.
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the 

 

pstA1

 

 mutants. In these studies, MAM and mitochon-
dria were prepared from both parental and 

 

pstA1

 

 mutant
strains, and different combinations of the organelle prep-
arations were used to examine PtdSer transport. MAM de-
rived from the mutant was unable to function as a PtdSer
donor to wild-type mitochondria. In addition, mitochon-
dria derived from the mutant were unable to act as an ac-
ceptor for PtdSer produced in wild-type MAM. These find-
ings demonstrate that the terminal site of action of the

 

pstA1

 

 mutation resides in both the MAM and the mito-
chondria. Thus, the data reveal that Met30p regulates Ptd-
Ser transport on both the donor and the acceptor mem-
branes.

The involvement of protein ubiquitination in regulat-
ing PtdSer transport was completely unanticipated. How-
ever, there is now well-established evidence that ubiq-
uitination plays a direct role in regulating multiple
membrane trafficking events (51). Thus far, protein ubiq-
uitination has been directly implicated in endocytosis
(52), protein sorting at the Golgi apparatus (53), and viral
budding events at the plasma membrane (54). In addi-
tion, ubiquitination is now also recognized to regulate
gene transcription both positively and negatively (55–57).
We currently do not know at what level Met30p regulates
PtdSer transport between the MAM and mitochondria or
whether the effects are direct or indirect. One provocative
hypothesis that we are currently testing is whether protein
targets present on both the MAM and mitochondria are
directly ubiquitinated. Such protein targets could theoret-
ically serve as the basis for forming docking sites between
the two membranes and assembling zones of apposition.

REQUIREMENTS FOR PTDSER TRANSPORT TO THE 
LOCUS OF PSD2P

The genetic approach to identifying components in-
volved in PtdSer transport to Psd2p along the PSTB path-
way is also providing new information about the molecu-
lar components required for this process. A schematic
summary of the information is given in 

 

Fig. 3

 

. The first
mutant described in the pathway, 

 

pstB1

 

, is an Etn aux-
otroph defective in PtdEtn synthesis from PtdSer (58).
The gene that complements the growth defect is 

 

STT4

 

,
which encodes a PtdIns-4-kinase (59, 60). The 

 

pstB1

 

 strain
is defective in PtdIns-4-kinase activity, and this catalytic ac-
tivity as well as PtdEtn synthesis is restored in the mutant
following transformation with a plasmid harboring the
wild-type 

 

STT4

 

 gene. These findings suggest that PtdIns4P
or PtdIns4,5P

 

2

 

 can play a role in regulating PtdSer trans-
port to Psd2p, although the mechanism and sight of ac-
tion of the polyphosphoinositides remains to be eluci-
dated. Recently, the Stt4p has been localized to the
plasma membrane and directly implicated in the produc-
tion of PtdIns4P and PtdIns4,5P

 

2

 

 in this organelle (60).
However, there is still some uncertainty about whether the
entire PtdIns4P pool produced by Stt4p remains restricted
to the plasma membrane, or if a fraction of the pool can
be selectively distributed to internal cell membranes.

These current ambiguities raise the possibility that PtdSer
generated in the ER may need to transiently pass through
the plasma membrane prior to reaching Psd2p. Alterna-
tively, the PtdIns4P generated in the plasma membrane
may need to be transported to the ER (perhaps at the
PAM) to facilitate PtdSer movement to Psd2p.

A second mutant defective in PtdSer transport to Psd2p
is 

 

pstB2

 

 (61). The 

 

pstB2

 

 mutant shows a pronounced de-
fect in conversion of nascent PtdSer to PtdEtn in both in-
tact and permeabilized cells. The gene complementing
the mutant is 

 

PSTB2

 

, and has also been named 

 

PDR17

 

(pleiotropic drug resistance 17) (62) and 

 

SFH4

 

 (Sec14p
homolog) (63), based on other studies. The encoded pro-
tein, PstB2p, is homologous to the major PtdIns-PtdCho
transfer protein of yeast, Sec14p (21). The PstB2p can act
as a lipid transfer-exchange protein in vitro with PtdIns,
but not PtdCho. Most importantly, the PstB2p does not
transfer PtdSer between membranes in vitro, indicating
that it is unlikely to act as a soluble carrier of the lipid in
vivo (61). The PstB2p is amphitropic, with one population
of the protein found in the soluble fraction and the other
associated with membranes. The bound fraction of PstB2p
is tightly associated with membranes and is resistant to re-
moval with 1 M KCl, suggesting that the protein interacts
with a high affinity ligand(s). The nature of the putative
ligands is not clear, but could be either lipid or protein or
a combination of the two. The in vitro PtdIns transfer ac-
tivity of PstB2p clearly demonstrates that the protein can
bind PtdIns, and this lipid may contribute to the mem-
brane binding.

Reconstitution studies with membrane fractions de-
rived from permeabilized cells demonstrate that it is possi-
ble to spatially and temporally segregate PtdSer synthesis
from transport in vitro (64). Donor membranes (derived
from the ER) containing PtdSer synthase and largely de-
pleted of Psd2p are initially used to synthesize radiola-
beled PtdSer. Subsequently, acceptor membranes devoid
of PtdSer synthase but enriched in Psd2p (derived from
the Golgi-vacuole) are mixed with the prelabeled donors
and are used to measure transport-dependent decarboxyl-
ation of PtdSer. To test the site of action of PstB2p, donor
and acceptor membranes were prepared from both wild-
type and 

 

pstB2

 

 mutant cells. The PtdSer pools of the do-
nor membranes were radiolabeled and independently
combined with acceptor membranes from either the wild-
type or 

 

pstB2

 

 mutant strains, and PtdEtn formation was
used to measure transport of the labeled PtdSer. Donor
membranes derived from either wild-type or mutant cells
were able to transfer PtdSer to wild-type acceptor mem-
branes. In contrast, acceptor membranes from 

 

pstB2

 

 mu-
tant cells were unable to decarboxylate PtdSer from either
wild-type or mutant donors. These data demonstrate that
PstB2p must be present in the acceptor membranes for
PtdSer transport to occur from the donor.

The requirement for PstB2p on the acceptor mem-
brane prompted additional studies examining the role of
other protein components on the acceptor membrane.
One logical protein to examine in more detail was Psd2p.
The Psd2p contains a C2 domain that could potentially in-
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teract with lipids or proteins in the donor membrane and
contribute to the formation of a docking complex (39,
65–67). The C2 domain is located on the large 

 

�

 

-subunit
of the enzyme, whereas the active site is located on the
small 

 

�

 

-subunit (68). To test the role of the C2 domain in
PtdSer transport, a deletion mutant, 

 

psd2-C2

 

�

 

, was con-
structed and characterized (69). The mutant protein,
Psd2-C2

 

�

 

p, was expressed from a high-copy plasmid in
a genetic background devoid of PtdSer decarboxylases
(

 

psd1

 

�

 

 psd2

 

�

 

). Measurement of Psd2-C2

 

�

 

p enzyme activ-
ity in cell extracts revealed that the level of catalysis was
10-fold greater than that normally produced by the chro-
mosomal copy of the wild-type enzyme. In these experi-
ments, the catalytic activity of both mutant and wild-type
Psd2p was measured using a 1-acyl,2-NBD-aminocaproyl-
PtdSer substrate that freely partitions into all membranes
present in the extract. Subcellular fractionation using
density gradients further revealed that the localization of
the wild-type enzyme and Psd2-C2

 

�

 

p was identical. De-
spite the high catalytic activity and normal subcellular lo-
calization, the 

 

pstB2-C2

 

�

 

 mutant was inviable under condi-
tions that required a functional PtdSer decarboxylase.
Examination of the lipid metabolism of the 

 

psd2-C2

 

�

 

 mu-
tant demonstrates that the cells are defective in the con-
version of PtdSer to PtdEtn. These findings reveal that the
C2 domain of Psd2p has an essential in vivo function that
is independent of catalysis.

One likely requirement for the C2 domain is the direct
participation in a docking reaction with the donor mem-
brane and/or transport of nascent PtdSer to the mem-
brane in which the catalytic subunit of enzyme resides. To
examine this essential role, permeabilized cells were pre-
pared, and the transport of nascent PtdSer from the ER to
the locus of Psd2p was measured. In permeabilized cells,
nascent PtdSer was inaccessible to the Psd2-C2

 

�

 

p, but freely
accessible to the wild-type enzyme. Furthermore, in per-
meabilized cells, 1-acyl,2-NBD-aminocaproyl-PtdSer, which
partitioned into all membranes, was readily decarbox-

ylated by Psd2-C2

 

�

 

p. Collectively, these findings provide
strong support for a model in which the C2 domain of
Psd2p participates in the transfer of the nascent PtdSer from
the donor to the acceptor membrane, but not catalysis.

The salient features of our current PtdSer transport
model involving Psd2p and PstB2p appear in Fig. 3. The
acceptor membrane harbors Psd2p and PstB2p, and both
proteins are required for PtdSer transport. PtdIns is a
known ligand for PstB2p and may contribute to the bind-
ing on the acceptor membrane (61). It is also possible
that PtdIns present on the donor membrane may contrib-
ute to a docking reaction between the donor and accep-
tor. Since the binding of PstB2p to the acceptor mem-
brane is resistant to elution with 1 M KCl, proteins on the
acceptor membrane are also suspected to play a role in
this association. The C2 domain of Psd2p is required for
PtdSer transport. Known ligands for C2 domains include
PtdSer, PtdIns, and PtdIns4,5P

 

2

 

 (67, 70, 71), but there is
not yet any direct evidence for their interaction with the
C2 domain of Psd2p. The genetic data identifying a role
for Stt4p in the PSTB pathway would be consistent with ei-
ther PtdIns4P or PtdIns4,5P

 

2

 

 participating in a docking
process between the donor and acceptor membranes.

CONCLUDING COMMENTS

Examination of the site-specific metabolism of the ami-
noglycerophospholipids is now providing new informa-
tion about some of the molecules involved in regulating
interorganelle traffic of these lipids following their synthe-
sis. The current data are most consistent with a mecha-
nism involving zones of apposition between donor and ac-
ceptor membranes. We currently do not know if these
zones are stable or relatively short lived. Evidence is
mounting to support the idea that protein complexes as-
semble on either the donor or the acceptor membranes,
or both, to create docking and lipid transport machinery.

Fig. 3. Regulation of PtdSer transport to the locus of
Psd2p. PtdSer produced in the donor ER must be trans-
ported to the acceptor membrane for formation of
PtdEtn. For efficient PtdSer transfer to occur, the accep-
tor membrane requires the presence of both PstB2p
and Psd2p. The PstB2p is an amphitropic phosphati-
dylinositol (PtdIns) binding protein, as indicated by the
double arrow on the acceptor membrane. The high
affinity association of PstB2p with microsomal mem-
branes in vitro suggests that a protein ligand (BP) may
also facilitate the membrane binding. The Psd2p re-
quires an intact C2 domain for PtdSer transfer. The C2
domain of Psd2p is predicted to bind PtdSer and other
anionic lipids that may include PtdIns, PtdIns4P, and
PtdIns4,5P2 as indicated by the double arrows between
the C2 domain and the donor membrane. The question
marks in the figure indicate interactions that are sus-
pected but have yet to be directly demonstrated.
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For MAM and mitochondria in the PSTA pathway, protein
ubiquitination functions as a regulatory event that controls
the interaction of the membranes. The regulatory role
could be direct and involve ubiquitination of proteins on
both the MAM and mitochondria and lead to the forma-
tion of docking complexes between the organelles. Alter-
natively, ubiquitination could regulate the transcription of
molecules that directly participate in the formation of
docking complexes between the membranes. Yet another
possibility is that ubiquitination regulates the proteolysis
of docking and transport complexes on the membranes.
In the PSTB pathway, the PtdIns binding protein PstB2p
and the lipid-binding C2 domain of Psd2p have been di-
rectly implicated in the transport reaction at the acceptor
membrane. The full lipid-binding spectrum of these pro-
teins is not yet known. However, work with the 

 

pstB1 mu-
tant indicates that PtdIns4P or a derivative is also likely to
play a role in regulating PtdSer transport. These findings
in the PSTB pathway support a model in which a multi-
protein complex assembles on the acceptor membrane
and docks with a donor membrane to facilitate lipid tran-
port. Docking between the donor and acceptor mem-
branes could occur with either proteins or lipid ligands,
or both. Collectively, the recent findings from genetic and
biochemical studies of aminoglycerophospholipid trans-
port point to a new way of thinking about phospholipid
transport between organelles. In its most simplified ver-
sion, acceptor membranes contain protein assemblies ca-
pable of effecting phospholipid transport on their surface.
These protein assemblies are proposed to be activated
upon recognition and direct interaction with the donor
membrane.

This work was supported by National Institutes of Health Grant
GM-32453.

REFERENCES

1. Bell, R. M., L. M. Ballas, and R. A. Coleman. 1981. Lipid topogene-
sis. J. Lipid Res. 22: 391–403.

2. Paltauf, F., S. D. Kohlwein, and S. A. Henry. 1992. Regulation and
compartmentalization of lipid synthesis in yeast. In The Molecular
and Cellular Biology of the Yeast Saccharomyces. Vol. 2. E. W.
Jones, J. R. Pringle, and J. R. Broach, editors. Cold Spring Harbor
Laboratory, Cold Spring Harbor, NY. 415–500.

3. Vance, J. E., and D. E. Vance. 1988. Does rat liver Golgi have the
capacity to synthesize phospholipids for lipoprotein secretion? J.
Biol. Chem. 263: 5898–5909.

4. Henneberry, A. L., M. M. Wright, and C. R. McMaster. 2002. The
major sites of cellular phospholipid synthesis and molecular deter-
minants of Fatty Acid and lipid head group specificity. Mol. Biol.
Cell. 13: 3148–3161.

5. Leber, A., C. Hrastnik, and G. Daum. 1995. Phospholipid-synthe-
sizing enzymes in Golgi membranes of the yeast, Saccharomyces
cerevisiae. FEBS Lett. 377: 271–274.

6. Chakraborty, T. R., A. Vancura, V. S. Balija, and D. Haldar. 1999.
Phosphatidic acid synthesis in mitochondria. Topography of forma-
tion and transmembrane migration. J. Biol. Chem. 274: 29786–29790.

7. Voelker, D. R. 1984. Phosphatidylserine functions as the major pre-
cursor of phosphatidylethanolamine in cultured BHK 21 cells.
Proc. Natl. Acad. Sci. USA. 81: 2669–2673.

8. Voelker, D. R. 1989. Reconstitution of phosphatidylserine import
into rat liver mitochondria. J. Biol. Chem. 264: 8019–8025.

9. Birner, R., M. Burgermeister, R. Schneiter, and G. Daum. 2001.
Roles of phosphatidylethanolamine and of its several biosynthetic
pathways in Saccharomyces cerevisiae. Mol. Biol. Cell. 12: 997–1007.

10. Storey, M. K., K. L. Clay, T. Kutateladze, R. C. Murphy, M. Over-
duin, and D. J. Voelker. 2001. Phosphatidylethanolamine has an
essential role in Saccharomyces cerevisiae that is independent of
its ability to form hexagonal phase structures. J. Biol. Chem. 276:
48539–48548.

11. Kennedy, E. P., and S. B. Weiss. 1956. The function of cytidine co-
enzymes in the biosynthesis of phospholipids. J. Biol. Chem. 222:
193–214.

12. Trotter, P. J., and D. R. Voelker. 1995. Identification of a non-mito-
chondrial phosphatidylserine decarboxylase activity (PSD2) in the
yeast Saccharomyces cerevisiae. J. Biol. Chem. 270: 6062–6070.

13. Voelker, D. R. 2000. Interorganelle transport of aminoglycero-
phospholipids. Biochim. Biophys. Acta. 1486: 97–107.

14. Van Golde, L. M. G., J. Raben, J. J. Batenburg, B. Fleischer, F. Zam-
brano, and S. Fleischer. 1974. Biosynthesis of lipids in Golgi com-
plex and other subcellular fractions from rat liver. Biochim. Biophys.
Acta. 360: 179–192.

15. Colbeau, A., J. Nachbaur, and P. M. Vignais. 1971. Enzymic charac-
terization and lipid composition of rat liver subcellular mem-
branes. Biochim. Biophys. Acta. 249: 462–492.

16. Kobayashi, T., M. H. Beuchat, J. Chevallier, A. Makino, N. Mayran,
J. M. Escola, C. Lebrand, P. Cosson, and J. Gruenberg. 2002. Sepa-
ration and characterization of late endosomal membrane do-
mains. J. Biol. Chem. 277: 32157–32164.

17. Wirtz, K. W. A. 1991. Phospholipid transfer proteins. Annu. Rev.
Biochem. 60: 73–99.

18. Alb, J. G., A. Gedvilarte, R. T. Cartee, H. B. Skinner, and V. A. Ban-
kaitis. 1995. Mutant rat phosphotidylinositol/phosphatidylcho-
line transfer proteins specifically defective in phosphotidylinositol
transfer: implications for the regulation of phospholipid transfer
activity. Proc. Natl. Acad. Sci. USA. 92: 8826–8830.

19. Seedorf, U., P. Ellinghaus, and J. R. Nofer. 2000. Sterol carrier pro-
tein-2. Biochim. Biophys. Acta. 1486: 45–54.

20. van Helvoort, A., A. de Brouwer, R. Ottenhoff, J. F. Brouwers, J.
Wijnholds, J. H. Beijnen, A. Rijneveld, T. van der Poll, M. A. van
der Valk, D. Majoor, W. Voorhout, K. W. Wirtz, R. P. Elferink, and
P. Borst. 1999. Mice without phosphatidylcholine transfer protein
have no defects in the secretion of phosphatidylcholine into bile
or into lung airspaces. Proc. Natl. Acad. Sci. USA. 96: 11501–11506.

21. Aitken, J., G. P. H. van Heusden, M. Temkin, and W. Dowhan.
1990. The gene encoding the phosphatidylinositol transfer pro-
tein is essential for cell growth. J. Biol. Chem. 265: 4711–4717.

22. Li, X., Z. Xie, and V. A. Bankaitis. 2000. Phosphatidylinositol/
phosphatidylcholine transfer proteins in yeast. Biochim. Biophys.
Acta. 1486: 55–71.

23. Kaplan, M. R., and R. D. Simoni. 1985. Intracellular transport of
phosphatidylcholine to the plasma membrane. J. Cell Biol. 101:
441–445.

24. Sleight, R. G., and R. E. Pagano. 1983. Rapid appearance of newly
synthesized phosphatidylethanolamine at the plasma membrane.
J. Biol. Chem. 258: 9050–9058.

25. Vance, J. E., E. J. Aasman, and R. Szarka. 1991. Brefeldin A does
not inhibit the movement of phosphatidylethanolamine from its
site of synthesis to the cell surface. J. Biol. Chem. 266: 8241–8247.

26. Gnamusch, E., C. Kalaus, C. Hrastnik, F. Paltauf, and G. Daum.
1992. Transport of phospholipids between subcellular membranes
of wild-type yeast cells and of the phosphatidylinositol transfer pro-
tein-deficient strain Saccharomyces cerevisiae sec 14. Biochim. Biophys.
Acta. 1111: 120–126.

27. Voelker, D. R. 1990. Characterization of phosphatidylserine syn-
thesis and translocation in permeabilized animal cells. J. Biol.
Chem. 265: 14340–14346.

28. Franke, W. W., and J. Kartenbeck. 1971. Outer mitochondrial
membrane continuous with endoplasmic reticulum. Protoplasma.
73: 35–41.

29. Pickett, C. B., D. Montisano, D. Eisner, and J. Cascarano. 1980.
The physical association between rat liver mitochondria and
rough endoplasmic reticulum. I. Isolation, electron microscopic
examination and sedimentation equilibrium centrifugation analy-
ses of rough endoplasmic reticulum-mitochondrial complexes.
Exp. Cell Res. 128: 343–352.

30. Ardail, D., F. Lerme, and P. Louisot. 1991. Involvement of contact
sites in phosphatidylserine import into liver mitochondria. J. Biol.
Chem. 266: 7978–7981.

 by guest, on June 14, 2012
w

w
w

.jlr.org
D

ow
nloaded from

 

http://www.jlr.org/


Voelker Regulation of intermembrane glycerophospholipid traffic 449

31. Vance, J. E. 1990. Phospholipid synthesis in a membrane fraction
associated with mitochondria. J. Biol. Chem. 265: 7248–7256.

32. Shiao, Y. J., G. Lupo, and J. E. Vance. 1995. Evidence that phos-
phatidylserine is imported into mitochondria via a mitochondria-
associated membrane and that the majority of phosphatidyletha-
nolamine is derived from decarboxylation of phosphatidylserine.
J. Biol. Chem. 270: 11190–11198.

33. Gaigg, B., R. Simbeni, C. Hrastnik, F. Paltauf, and G. Daum. 1995.
Characterization of a microsomal subfraction associated with mito-
chondria of the yeast, Saccharomyces cerevisiae. Involvement in syn-
thesis and import of phospholipids into mitochondria. Biochim.
Biophys. Acta. 1234: 214–220.

34. Achleitner, G., B. Gaigg, A. Krasser, E. Kainersdorfer, S. Kohlwein,
A. Perktold, G. Zellnig, and G. Daum. 1999. Association between
the endoplasmic reticulum and mitochondria of yeast facilitates
interorganelle transport of phospholipids through membrane
contact. Eur. J. Biochem. 264: 545–553.

35. Marsh, B. J., D. N. Mastronarde, K. F. Buttle, K. E. Howell, and J. R.
McIntosh. 2001. Organellar relationships in the Golgi region of
the pancreatic beta cell line, HIT-T15, visualized by high resolu-
tion electron tomography. Proc. Natl. Acad. Sci. USA. 98: 2399–
2406.

36. Pichler, H., B. Gaigg, C. Hrastnik, G. Achleitner, S. D. Kohlwein,
G. Zellnig, A. Perktold, and G. Daum. 2001. A subfraction of the
yeast endoplasmic reticulum associates with the plasma membrane
and has a high capacity to synthesize lipids. Eur. J. Biochem. 268:
2351–2361.

37. Wu, W. I., and D. R. Voelker. 2002. Biochemistry and genetics of
interorganelle aminoglycerophospholipid transport. Semin. Cell
Dev. Biol. 13: 185–195.

38. Trotter, P. J., J. Pedretti, and D. R. Voelker. 1993. Phosphati-
dylserine decarboxylase from Saccharomyces cerevisiae : isolation of
mutants, cloning of the gene and creation of the null phenotype.
J. Biol. Chem. 268: 21416–21424.

39. Trotter, P. J., J. Pedretti, R. Yates, and D. R. Voelker. 1995. Phos-
phatidylserine decarboxylase 2 of Saccharomyces cerevisiae : Cloning
and mapping of the gene, heterologous expression and creation
of the null allele. J. Biol. Chem. 270: 6071–6080.

40. Achleitner, G., B. Gaigg, A. Krasser, E. Kainersdorfer, S. D. Kohl-
wein, A. Perktold, G. Zellnig, and G. Daum. 1999. Association be-
tween the endoplasmic reticulum and mitochondria of yeast facili-
tates interorganelle transport of phospholipids through membrane
contact. Eur. J. Biochem. 264: 545–553.

41. Voelker, D. R. 1985. Disruption of phosphatidylserine transloca-
tion to the mitochondria in baby hamster kidney cells. J. Biol.
Chem. 260: 14671–14676.

42. Voelker, D. R. 1989. Phosphatidylserine translocation to the mito-
chondrion is an ATP dependent process in permeabilized animal
cells. Proc. Natl. Acad. Sci. USA. 86: 9921–9925.

43. Kuge, O., Y. Yamakawa, and M. Nishijima. 2001. Enhancement of
transport-dependent decarboxylation of phosphatidylserine by
S100B protein in permeabilized Chinese hamster ovary cells. J.
Biol. Chem. 276: 23700–23706.

44. Simbeni, R., K. Tangemann, M. Schmidt, C. Ceolotto, F. Paltauf,
and G. Daum. 1993. Import of phosphatidylserine into isolated
yeast mitochondria. Biochim. Biophys. Acta. 1145: 1–7.

45. Shiao, Y. J., B. Balcerzak, and J. E. Vance. 1998. A mitochondrial
membrane protein is required for translocation of phosphati-
dylserine from mitochondria-associated membranes to mitochon-
dria. Biochem. J. 331: 217–223.

46. Voelker, D. R. 1991. Adriamycin disrupts phosphatidylserine im-
port into the mitochondria of permeabilized CHO-K1 cells. J. Biol.
Chem. 266: 12185–12188.

47. Emoto, K., O. Kuge, M. Nishijima, and M. Umeda. 1999. Isolation
of a Chinese hamster ovary cell mutant defective in intramito-
chondrial transport of phosphatidylserine. Proc. Natl. Acad. Sci.
USA. 96: 12400–12405.

48. Schumacher, M. M., J-Y. Choi, and D. Voelker. 2002. Phosphati-
dylserine transport to the mitochondria is regulated by ubiquitina-
tion. J. Biol. Chem. 277: 51033–51042.

49. Deshaies, R. J. 1999. SCF and Cullin/Ring H2-based ubiquitin li-
gases. Annu. Rev. Cell Dev. Biol. 15: 435–467.

50. Thomas, D., L. Kuras, R. Barbey, H. Cherest, P. L. Blaiseau, and Y.
Surdin-Kerjan. 1995. Met30p, a yeast transcriptional inhibitor that
responds to S-adenosylmethionine, is an essential protein with
WD40 repeats. Mol. Cell. Biol. 15: 6526–6534.

51. Hicke, L. 2001. A new ticket for entry into budding vesicles–ubiq-
uitin. Cell. 106: 527–530.

52. Hicke, L., and H. Riezman. 1996. Ubiquitination of a yeast plasma
membrane receptor signals its ligand-stimulated endocytosis. Cell.
84: 277–287.

53. Helliwell, S. B., S. Losko, and C. A. Kaiser. 2001. Components of a
ubiquitin ligase complex specify polyubiquitination and intracellu-
lar trafficking of the general amino acid permease. J. Cell Biol. 153:
649–662.

54. Strack, B., A. Calistri, M. A. Accola, G. Palu, and H. G. Gottlinger.
2000. A role for ubiquitin ligase recruitment in retrovirus release.
Proc. Natl. Acad. Sci. USA. 97: 13063–13068.

55. Salghetti, S. E., A. A. Caudy, J. G. Chenoweth, and W. P. Tansey.
2001. Regulation of transcriptional activation domain function by
ubiquitin. Science. 293: 1651–1653.

56. Kaiser, P., K. Flick, C. Wittenberg, and S. I. Reed. 2000. Regulation
of transcription by ubiquitination without proteolysis: Cdc34/
SCF(Met30)-mediated inactivation of the transcription factor
Met4. Cell. 102: 303–314.

57. Kuras, L., A. Rouillon, T. Lee, R. Barbey, M. Tyers, and D. Thomas.
2002. Dual regulation of the met4 transcription factor by ubiq-
uitin-dependent degradation and inhibition of promoter recruit-
ment. Mol. Cell. 10: 69–80.

58. Trotter, P. J., W. I. Wu, J. Pedretti, R. Yates, and D. R. Voelker. 1998.
A genetic screen for aminophospholipid transport mutants identi-
fies the phosphatidylinositol 4-kinase, STT4p, as an essential com-
ponent in phosphatidylserine metabolism. J. Biol. Chem. 273:
13189–13196.

59. Yoshida, S., Y. Ohya, M. Goebl, A. Nakano, and Y. Anraku. 1994. A
novel gene, STT4, encodes a phosphatidylinositol 4-kinase in the
PKC1 protein kinase pathway of Saccharomyces cerevisiae. J. Biol.
Chem. 269: 1166–1171.

60. Audhya, A., and S. D. Emr. 2002. Stt4 PI 4-kinase localizes to the
plasma membrane and functions in the Pkc1-mediated MAP ki-
nase cascade. Dev. Cell. 2: 593–605.

61. Wu, W. I., S. Routt, V. A. Bankaitis, and D. R. Voelker. 2000. A new
gene involved in the transport-dependent metabolism of phos-
phatidylserine, PSTB2/PDR17, shares sequence similarity with
the gene encoding the phosphatidylinositol/phosphatidylcholine
transfer protein, SEC14. J. Biol. Chem. 275: 14446–14456.

62. van den Hazel, H. B., H. Pichler, M. A. do Valle Matta, E. Leitner,
A. Goffeau, and G. Daum. 1999. PDR16 and PDR17, two homolo-
gous genes of saccharomyces cerevisiae, affect lipid biosynthesis
and resistance to multiple drugs. J. Bio. Chem. 274: 1934–1941.

63. Phillips, S. E., B. Sha, L. Topalof, Z. Xie, J. G. Alb, V. A. Klenchin,
P. Swigart, J. Martin, M. Luo, and V. A. Bankaitis. 1999. Yeast
Sec14p deficient in phosphatidylinositol transfer activity is func-
tional in vivo. Mol. Cell. 4: 187–197.

64. Wu, W. I., and D. R. Voelker. 2001. Characterization of phosphati-
dylserine transport to the locus of phosphatidylserine decarbox-
ylase 2 in permeabilized yeast. J. Biol. Chem. 276: 7114–7121.

65. Nalefski, E. A., and J. J. Falke. 1996. The C2 domain calcium-bind-
ing motif: Structural and functional diversity. Protein Sci. 5: 2375–
2390.

66. Mehrotra, B., D. G. Myszka, and G. D. Prestwich. 2000. Binding ki-
netics and ligand specificity for the interactions of the C2B do-
main of synaptogmin II with inositol polyphosphates and phos-
phoinositides. Biochemistry. 39: 9679–9686.

67. Rizo, J., and T. C. Sudhof. 1998. C2-domains, structure and func-
tion of a universal Ca2�-binding domain. J. Biol. Chem. 273:
15879–15882.

68. Voelker, D. R. 1997. Phosphatidylserine decarboxylase. Biochim.
Biophys. Acta. 1348: 236–244.

69. Kitamura, H., W. I. Wu, and D. R. Voelker. 2002. The C2 domain of
phosphatidylserine decarboxylase 2 is not required for catalysis
but is essential for in vivo function. J. Biol. Chem. 277: 33720–
33726.

70. Fukuda, M., T. Kojima, and K. Mikoshiba. 1996. Phospholipid
composition dependence of Ca2�-dependent phospholipid bind-
ing to the C2A domain of synaptotagmin IV. J. Biol. Chem. 271:
8430–8434.

71. Chung, S. H., W. J. Song, K. Kim, J. J. Bednarski, J. Chen, G. D.
Prestwich, and R. W. Holz. 1998. The C2 domains of Rabphilin3A
specifically bind phosphatidylinositol 4,5-bisphosphate containing
vesicles in a Ca2�-dependent manner. In vitro characteristics and
possible significance. J. Biol. Chem. 273: 10240–10248.

 by guest, on June 14, 2012
w

w
w

.jlr.org
D

ow
nloaded from

 

http://www.jlr.org/

