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Summary: Purpose: To clarify the usefulness of magnetoen-
cephalography (MEG) for diagnosis of the spatial relations be-
tween spike foci and suspicious epileptogenic tubers on MRI
in patients with tuberous sclerosis (TS) and to compare MEG
spike foci with singie-photon emission computed tomography
(SPECT) findings.

Methods: We analyzed magnetic fields of epileptic spike dis-
charges in 15 patients with TS and localization-related epilepsy
(LRE) by using MEG (a whole-head 204-channel magnetometer
system). We investigated the spatial relation between the equiv-
alent current dipoles (ECDs) of interictal spike discharges and
visible cortical tubers on MRI. We also compared results of MEG
and MRI with SPECT findings.

Results: MEG detected a cluster of ECDs around one corti-
cal tuber in six of 15 patients and clusters of ECDs around two

cortical tubers in five patients. Interictal SPECT was disappoint-
ing in detection of epileptic foci in TS. However, MEG spike
foci showed spatial consistency with ictal hyperperfusion areas
in two patients. Three patients with single ECD clusters under-
went surgical treatment: two have been seizure free, and one has
obtained seizure reduction of >90%.

Conclusions: ECDs were located around visible tuber nod-
ules. MEG enabled precise localization of the epileptic foci
and provided crucial information for surgical treatment in
patients with TS and partial epilepsy. TS patients show-
ing a single ECD cluster on MEG may be appropriate
candidates for surgical treatment. Key Words: Tuber-
ous sclerosis—Symptomatic localization-related epilepsy—
Magnetoencephalography-—SPECT—Epileptic focus.

Tuberous sclerosis (TS) is a multisystem disorder of
tissue growth and differentiation characterized by tumors
in the brain, eyes, heart, and kidneys, and by cutaneous
abnormalities (1,2). TS is inherited as an autosomal dom-
inant trait with high penetrance and variable expressivity.
However, about two thirds of TS cases are sporadic, result-
ing from spontaneous genetic mutations in the offspring
of healthy parents (1,3). Mutations or deletions of two
separate genes, TSCI and TCS2, have been identified in
patients with TS (3).

One of the most important complications of TS is
epilepsy. Infantile spasms are the most common type
of seizure at presentation (4). Partial seizures are often
seen, whereas generalized seizures are relatively rare (1,4).
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Epileptic foci are generally restricted to a limited corti-
cal area, even when multiple cortical tubers are present
(5,6). Several authors reported that surgical treatment of
patients with TS and intractable epilepsy is most effec-
tive if a single tuber or true epileptic foci can be identi-
fied as the source of seizures and resected. (5-8). In the
presence of multiple cortical tubers, preoperative evalu-
ation with multiple modalities such as scalp video-EEG
monitoring, positron emission tomography, single-photon
emission computed tomography (SPECT), and magne-
toencephalography (MEG) is considered necessary for
the accurate identification of true epileptic foci. However,
only a few reports on evaluation of MEG in TS patients
have been published (9,10). These studies did not use a
whole-head magnetometer for evaluating ECDs, and no
MEG studies have been preformed with a large number
of TS patients. The aims of the present study were to
clarify the usefulness of the whole-head MEG system in
determining the spatial relation between the MEG spike
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foci and suggestive epileptogenic tubers on MRI and to
compare MEG spike foci with SPECT findings for the
diagnosis of epileptic foci in patients with TS.

METHODS

Patients

From all patients who attended the Epilepsy Center,
Nishi-Niigata Chuo National Hospital between January
2000 and March 2005, 15 patients diagnosed with both
TS and localization-related epilepsy (LRE) (seven male
and eight female patients, age 2-40 years; mean, 15.1
years) were selected (Table 1). TS was diagnosed on
the basis of skin lesions and multiple cortical tubers on
MRI that exhibited calcification on computed tomogra-
phy (CT), whereas symptomatic LRE (SLRE) was diag-
nosed according to criteria of the International Classifica-
tion of Epilepsies and Epileptic Syndromes (11). In two
patients (cases 2 and 13), mutations of 7SCI and TSC2
were investigated with polymerase chain reaction (PCR)-
single-strand conformational polymorphism (SSCP) and
sequencing analysis by using DNA from peripheral leuko-
cytes, confirming the clinical diagnosis. A missense mu-
tation of 4952A>G (N1651S) was found in TSC?2 in case
2, and a nonsense mutation of 3355C>G (Q1119X) was
found in TSC2 in case 13; both mutations were heterozy-
gous. All patients experienced complex partial seizures
{CPSs); one patient (case 3) also had secondarily general-
ized tonic—clonic seizures. Five patients had daily seizures
(cases 1, 2,7, 10, and 14), six had weekly seizures (cases
3,4, 5,6, 11, and 12), and four had monthly seizures
(cases 8,9, 13, and 15). Five patients had a history of West
syndrome (cases 1, 4, 8, 11, and 13), and three of these
five patients had received adrenocorticotropic hormone
(ACTH) therapy (cases 4, 11 and 13). All patients had in-
tractable seizures, and various antiepileptic drugs (AEDs)
were administered for treatment (Table 1). Tailored-focus
resection was performed in three patients (cases 2, 4, and
7).

All 15 patients underwent MRI, MEG, and interic-
tal SPECT. Cases 1, 2, 8, and 13 were sedated because
they were too young to cooperate with examinations. The
remaining patients remained conscious during examina-
tions. In two cases (cases 2 and 7), ictal SPECT was suc-
cessfully obtained in addition to interictal SPECT. We
also compared localization of the ictal hyperperfusion area
with the MEG spike foci.

MRI

To detect epileptogenic lesions, T;-weighted (T,-W),
T,-weighted, proton-density weighted (PDW), and fluid-
attenuated inversion recovery (FLAIR) MR images were
routinely taken with a 1.5-Tesla system (MAGNEX
Epiosl5; Shimadzu, Kyoto, Japan). Both PDW and
FLAIR MR were more sensitive for determining the pre-
cise location and extent of cortical tubers in each TS pa-
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tient. We compared localization of cortical tubers on PDW
and FLAIR MR images with clusters of ECDs demon-
strated by MEG on T1-W MR images.

MEG oo

MEG was performed with a whole-scalp neuromag-
netometer (Neuromag 204; Elekta-Neuromag, Oy, Fin-
land) in a magnetically shielded room. This device uses
204 planar-type, first-order gradiometers. Before record-
ing, for data reference, we digitized the positions of three
anthropometric points (nasion and bilateral preauricular
points) and four indicator coils on the scalp with a three-
dimensional electromagnetic digitizer (Polhemus, Colch-
ester, VT, U.S.A.). MEG recordings were analyzed with a
band-pass filter between 3 and 45 Hz. We analyzed the am-
plitude of MEG spikes at the MEG sensor location with the
highest amplitude. For each MEG spike, we calculated the
single ECD source at the initial spike peak with a spheri-
cal model. ECD spike sources with goodness-of-fit (GOF)
>80% were accepted as valid. Of 204 MEG sensors, we
used data from 40 neighboring sensors that encompassed
both extremes of the magnetic flux distribution associ-
ated with each event. We evaluated dipole moments of the
MEG spike sources and overlaid the spike sources onto
T;-W MR images of the patient’s head with respect to the
three morphometric points. MRI was performed with a
1.5-Tesla system, as described earlier.

SPECT

After the intravenous injection of 600 mBgq of **™Tc-
ethyl cysteinate dimer (**™Tc-ECD) for adults, or 600
x (body weight/60)%/> mBq of **™Tc-ECD for children,
SPECT imaging was performed with a PRISM 2000XP
(Shimadzu, Kyoto, Japan). A series of 12-mm contiguous
slices perpendicular to the orbitomeatal line were obtained
for each patient. Ictal scans were obtained by promptly
injecting the tracer through a preplaced venous line at
the onset of electroclinical seizure detected by continuous
video-EEG recording. In one patient, an ictal scan was
evaluated by using three-dimensional stereotactic surface
projections (3D-SSP) (12) and subtraction ictal SPECT
coregistered to MRI (SISCOM) (13) as described.

Surgical treatment

After therapeutic evaluation, three of the 15 patients
underwent surgical treatment. As part of the preoperative
evaluation, long-term electrocorticography (ECoG) was
performed to localize the seizure focus precisely in cases
4 and 7; this was facilitated by implantation of subdural
electrodes according to MEG and SPECT results. Case 2
was t00 young for the implantation of subdural electrodes
to be attempted. Localization of resection was decided
according to the results of scalp video-EEG, MEG, ictal
SPECT, and intraoperative ECoG. All patients underwent
tailored-focus resection in addition to tuberectomy.
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FIG. 1. Raw interictal magnetoencephalography (MEG) data recorded from 24 sensors covering the left temporal area, fluid-attenuated
inversion recovery (FLAIR) magnetic resonance imaging (MRI) and an equivalent current dipole (ECD) cluster from spike discharges on
MEG: Case 1. A: Raw interictal MEG data: MEG spikes were clearly identified from sensors covering the left temporal area (arrows). B,
C: FLAIR MRI shows multiple high-intensity areas. D, E: An ECD cluster from spike discharges on MEG (white) are superimposed on
T-weighted MRI. ECDs are located adjacent to and surrounding the cortical tubers in the left frontal and temporal lobes.

RESULTS

Table 1 summarizes the clinical data and results of in-
vestigations.

MRI

PDW and FLAIR MRI clearly demonstrated cortical
tubers as hyperintense areas in all TS patients (Figs. 1B
and C, 2A, and 3A). On the whole, cortical tubers were
diffusely disseminated throughout the cerebral cortices or
around the lateral ventricles. In 11 of 15 patients {(cases
-4, 8-14), multiple (more than five) cortical tubers were
detected. The remaining patients (cases 5-7, 15) had two
or three tubers.

MEG

In six (40.0%) of 15 patients (cases 1-5,7), ECDs were
clustered in the area adjacent to and surrounding one spe-
cific cortical tuber, suggesting that this was the epileptic
focus (Figs. 1 A, D, and E, 2B, and 3B). In five (33.3%)
of 15 patients (cases 8-12), ECDs were localized to ar-
eas surrounding two or three independent cortical tubers.
In one (6.7%) patient, ECDs were clustered in an area
where no definite cortical tuber was seen on PDW and
FLAIR MRI (case 6). In three (20%) of 15 patients, no
ECD clusters were detected (cases 13—15). Other than the
fact that ECDs were generally located around tubers, the
orientations of ECD clusters were random.

FIG. 2. Magnetic resonance imaging (MRI), magnetoencephalography (MEG), and single-photon emission computed tomography
(SPECT) findings: Case 2. A: Proton density-weighted MRI reveals diffuse multiple high-intensity areas, indicating cortical tubers. B:
MEG: An equivalent current dipole (ECD) cluster (yellow), superimposed on Ty-weighted MR, is detected in the left parietal lobe. C:
Interictal SPECT: Hypoperfusion areas are shown in the right frontal and the left parietal lobes. D: Ictal SPECT: A hyperperfusion area
(white arrowhead) is seen in the left parietal area. It is spatially consistent with an ECD cluster on MEG. Another hyperperfusion area is

regarded as secondary hyperperfusion because of cortical tubers.

Epilepsia, Vol. 47, No. 6, 2006
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FIG. 3. Magnetic resonance imaging (MRI1), magnetoencephalography (MEG), and single-photon emission computed tomography
(SPECT) findings: Case 7. A: Proton density-weighted MRI: High-intensity areas are seen in the right frontotemporal and the left frontal
lobes. B: MEG: An equivalent current dipole (ECD) cluster (yellow) is detected adjacent to and surrounding a single tuber in the right
frontal lobe. G, D: Ictal SPECT: On simple ictal SPECT, no hyperperfusion area is recognized (data not shown). However, after processing
of original images by using 3D-SSP (C) or SISCOM (D) technology, a hyperperfusion area, indicated by a white arrowhead (C)and a
white arrow (D}, emerged in the right frontal lobe. These images are spatially consistent with the location of an ECD cluster on MEG.

SPECT

In interictal SPECT, multiple hypoperfusion areas con-
sistent with cortical tubers on MRI were apparent in 10
(66.7%) of 15 patients (cases 2--5, 7, 9-13) (Fig. 2C). A
single hypoperfusion area was detected in two (13.3%)
patients (cases 6 and 15). No hypoperfusion areas were
found in three (20.0%) patients (cases 1, 8, and 14).

Although interictal abnormal SPECT findings were not
consistent with MEG spike foci in all 15 patients, ictal
SPECT obtained from cases 2 and 7 showed hyperperfu-
sion areas consistent with MEG spike foci (Figs. 2D, and
3C and D).

Surgery

After preoperative evaluation, surgery was performed
in three patients (cases 2, 4, and 7), all of whom ex-
hibited a single ECD cluster on MEG. In case 2, local-
ization of ECDs was consistent with the hyperperfusion
area on ictal SPECT, and this region was resected. Al-
though seizures recurred immediately after the operation,
appropriate AEDs eventually eliminated seizures. In case
4, although ictal SPECT was unsuccessful, MEG findings
were spatially consistent with the onset zone of seizures on
ictal electrocorticography (ECoG). Seizures disappeared
postoperatively in this case. Patient 7 underwent surgi-
cal resection according to the findings of MEG, ECoG,
SISCOM, and 3D-SSP. No seizures have occurred post-
operatively. Over a mean follow-up period of 36 months,
cases 4 and 7 were assessed as seizure free, and case
2 also achieved >90% seizure reduction. Postoperative
MEG showed no residual spike discharge in cases 4 and
7: however, residual ECDs were confirmed around the re-
sected region in case 2. After surgery, higher brain func-
tions were measured by WAIS-R (case 7) or Suzuki-Binet
(case 4) in cases 4 and 7 when compared with that mea-
sured preoperatively. Patient 2 was too young to undergo
evaluation of cognitive function. However, in this patient,
development progressed gradually, and surgical interven-
tion prevented deterioration: his developmental quotient
remained very similar preoperatively and 3 years postop-

eratively. In all three patients, AEDs requirements were
reduced postoperatively.

DISCUSSION

We investigated the localization of ECDs on MEG in 15
patients with concurrent TS and LRE. Of 15 patients, six
(40.0%) exhibited a single ECD cluster around a single
tuber, whereas five (33.3%) demonstrated ECDs around
two or more tubers. On MRI, 11 patients showed multiple
(more than five) cortical tubers, and the remaining patients
had two or three tubers, confirming the findings observed
in previous reports of TS (14). Although muitiple tubers
were present, ECDs were detected only adjacent to and
surrounding epileptogenic tubers. The present MEG find-
ings implied that a single epileptic focus might have been
present in several of the TS patients, even though multiple
tubers were observed on MRL In three cases in our se-
ries, localized ECDs were not detected. Previously, only
two authors described MEG findings in small numbers of
TS patients evaluated with limited sensor arrays (9,10).
We reported MEG findings in TS for a large number of
patients evatuated with whole-head MEG systems. As TS
is characterized by multiple lesions throughout the brain,
we consider a whole-head MEG system to be appropriate
for evaluating such patients. With such an apparatus, we
successfully revealed ECDs located adjacent to and sur-
rounding specific tubers among multiple brain lesions in
TS. ECDs were located in an area where no cortical tubers
were observed on PDW and FLAIR MRI in only one pa-
tient. MR1 is not yet sophisticated enough to depict all the
cortical tubers that can be identified by gross inspection
of the sectioned brain (15,16). Moreover, the correlation
between MRI and EEG findings is not absolute (16). It is
accordingly possible that latent cortical tubers that are not
detected by MRI may have strong epileptogenic activity.

Surgical indications and procedures for patients with
TS and epileptic seizures are still controversial. Some au-
thors stress the difficulty of surgical treatments for TS
patients with multiple tubers and LRE (17). No crucial

Epilepsia, Vol. 47, No. 6, 2006
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criteria exist for selecting surgical candidates in this pa-
tient group. We performed both focus resection and tu-
berectomy in three patients with a single ECD cluster on
MEG and found MEG findings to be useful in determin-
ing the specific tuber direcily related to the epileptic fo-
cus. In the present series, two patients achieved a seizure-
free outcome, whereas seizure frequency decreased and
AEDs could be reduced in another. Postoperative MEG
indicated that all epileptogenic regions had been resected
in two patients; however, residual seizures might relate to
the residual ECDs around the resected region in case 2.
Our findings strongly suggest that ECD clusters are well
correlated with epileptogenic zones and that TS patients
with medically refractory LRE who exhibit a single ECD
cluster on MEG may be appropriate candidates for surgi-
cal treatment. However, isolated lesionectomy based on
MRI findings alone might be insufficient to control future
seizure foci (18).

Focal cortical dysplasia (FCD) is an organic lesion char-
acterized by an epileptogenic cerebral cortical nodule.
Several authors have reported MEG findings for patients
with FCD, indicating that ECDs of spike discharges were
located in the actual FCD nodules (19-21). However, in
11 of our series of 15, ECDs were located in the vicinity of
tuberous nodules, a finding in accordance with previous
reports (9,10). A recent study using molecular biologic
techniques described the relation between FCD of Tay-
lor’s balloon cell type and mutation of the TSC/{ gene (22).
FCD is well known to have intrinsic epileptogenicity. Our
results, however, suggest that the epileptic focus in TS 1s
not anticipated to be within lesions visible on MRI, as is
the case in dysembryoplastic neuroepithelial tumor (23).
Hence it cannot be assumed that tuberectomy is an ideal
surgical strategy for epilepsy patients with TS.

On interictal SPECT, most tubers were recognized as
hypoperfusion areas. In SLRE, epileptogenic areas often
demonstrate hyperperfusion in the ictal phase and hypop-
erfusion in the interictal period (24,25). It is difficult to
identify epileptogenic areas by interictal SPECT in TS,
as multiple tubers give rise to many hypoperfusion areas.
We therefore consider MEG to be far superior to inter-
ictal SPECT in identifying true epileptic foci in patients
with TS. Conversely, Koh (6) reported that ictal SPECT
revealed hyperperfusion areas corresponding to epilepto-
genic lesions in 10 of 21 patients with TS and LRE. We
also confirmed ictal hyperperfusion areas consistent with
localization of ECDs on MEG in two cases. Although ic-
tal SPECT findings are considered reliable in determining
epileptogenic regions, unfortunately epileptic seizures are
usually unpredictable. It is therefore not feasible to per-
form ictal SPECT in every case. Our findings indicate
that despite the recording of interictal phenomena, MEG
is as useful as ictal SPECT for identifying epileptic foci
in patients with TS.

Epilepsia, Vol. 47, No. 6, 2006

In conclusion, whole-head MEG revealed ECD clus-
ters adjacent to and surrounding epileptogenic tubers. This
suggests that epileptic foci are located in the extrinsic area
surrounding the tubers. Hence our study provides sup-
port for the role of MEG in enabling precise identification
of true epileptic foci and providing crucial information
for surgical planning in patients with TS and intractable
epilepsy. It should be emphasized that TS patients with
a single ECD cluster on MEG may be appropriate candi-
dates for surgical treatment. The present study also sug-
gests that interictal MEG could be substituted for ictal
SPECT in epilepsy patients with T'S; however, analysis of
further similar cases is needed to confirm this.
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Summary

Niemann-Pick disease type C (NPC) is an inherited lipid
storage disorder caused by mutations in NPCI or NPC2.
NPC1 is a polytopic glycoprotein that contains a sterol-
sensing domain, whereas NPC2 is a soluble protein that
contains an MD-2-like lipid-recognition domain. In the
current study, we addressed the hypothesis that
ubiquitylation of NPC1 might be regulated by cholesterol.
We found that depletion of cellular cholesterol facilitated
ubiquitylation of NPC1 expressed in COS cells. A loss-of-
function mutant, NPC1(P691S), which contains an amino
acid substifution in the sterol-sensing domain, failed to
respond to cholesterol depletion. Another mutant,
NPC1(3LLNF), which lacks the endosomal-targeting motif,
also failed to respond. SKD1(E235Q), a dominant-negative
mutant of SKD1/Vpsd4 that inhibits disassembly of the
endosomal sorting complex required for transport

(ESCRT), caused an accumulation of ubiquitylated NPC1.
SKD1(E235Q) associated with NPC1 on the endosomal
membrane, whereas wild-type SKD1 associated with NPC1
only when cells were depleted of cholesterol. Similarly,
in control human skin fibroblasts, cholesterol depletion
facilitated ubiquitylation of endogenous NPC1. In patient
cells that lack NPC2 function, NPC1 was ubiquitylated
regardless of cellular cholesterol levels, suggesting that
NPC2 is required to prevent NPC1 ubiquitylation under
cholesterol-rich conditions. These results suggest that
ubiquitylation of NPC1 and its association with the ESCRT
complex are controlled by endosomal cholesterol levels
utilizing a mechanism that involves NPC2.

Key words: NPC1, NPC2, SKD1, Vps4, Ubiquitin, Cholesterol

Introduction
Niemann-Pick disease type C (NPC) is an autosomal recessive
lipid storage disorder that is characterized by endosomal
accumulation of low-density lipoprotein (LDL)-derived
cholesterol (Patterson et al., 2001) and is caused by mutations
in NPCI or NPC2 (Carstea et al., 1997; Naureckiene et al.,
2000). NPC1 is a membrane protein that resides primarily in
the late endosome (Higgins et al., 1999), whereas NPC2 is a
soluble protein that resides primarily in the lysosome (Vanier
and Millat, 2004). These two proteins have been shown to
function in the same endosomal cholesterol efflux pathway
(Sleat et al., 2004). However, it is not clear how they interact
with each other.

Solution of the human NPC1 membrane topology revealed
a 1278 amino acid protein with 13 transmembrane domains
and a sterol-sensing domain (SSD) located from
transmembrane domains III to VII (Davies and Ioannou,
2000). Although this protein has been shown to possess a lipid
permease activity (Davies et al., 2000) and the functional
significance of its SSD has been well documented (Watari et
al., 1999a; Millard et al., 2005), it is not known whether NPC1
function is regulated by cellular cholesterol. In addition to
NPC1, SSDs are found in other proteins involved in the

control of cellular cholesterol homeostasis: sterol regulatory
element binding protein (SREBP) cleavage-activating protein
(SCAP) and 3-hydroxy-3-methylglutaryl CoA reductase
(HMG-CoAR), both of which reside primarily in the
endoplasmic reticulum (ER). SCAP associates with the ER-
retention proteins, Insig-1 and Insig-2, in a sterol-dependent
manner: when cells are depleted of cholesterol, SCAP,
together with SREBDP, is released from the Insig proteins and
transported to the Golgi apparatus, where a mature, active
form of SREBP is generated by proteolysis and stimulates
transcription of a diverse set of genes involved in cholesterol
uptake and synthesis (Yang et al., 2002; Yabe et al., 2002).
Similarly, HMG-CoAR associates with the Insig proteins in a
sterol-dependent manner, but in this case, the association
facilitates its ubiquitylation and subsequent degradation by
the proteasome, thus shutting off endogenous cholesterol
biosynthesis (Ravid et al., 2000; Sever et al., 2003a; Sever et
al., 2003b). By analogy, one might hypothesize a cholesterol-
dependent regulation of NPC1 function, either by its
association with other proteins or by post-translational
modifications.

Yeast genetic analysis has identified a number of proteins
required for trafficking of endosomal proteins to the vacuole,
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collectively termed the vacuolar protein sorting (Vps)
proteins. These proteins assemble on the endosomal
membrane to form the protein complexes ESCRT (endosomal
sorting complex required for transport) -1, -II and -III, which
operate sequentially (Katzmann et al.,, 2001; Babst et al.,
2002a; Babst et al.,, 2002b). In this sorting process,
ubiquitylation of an endosomal membrane protein serves as
a signal for its sorting into the internal membranes of
multivesicular bodies (Hicke, 2001). Vps4 is an ATPase that
exists primarily in an inactive, ADP-bound cytosolic form
and its active, ATP-bound form can transiently associate with
the endosomal membrane. This protein is required for
disassembly of the ESCRT-III. Expression of an ATPase-
deficient, dominant-negative mutant of Vps4, the E233Q
mutant, results in entrapment of ubiquitylated proteins on the
endosomal membrane (Babst et al., 1997; Babst et al., 1998).
Nerl is the yeast homolog of NPC1 and recent studies
provided two lines of evidence that indicated a functional
interaction between Ncrl and Vps4. First, the targeting of
Ncrl to the vacuolar limiting membrane depends on Vps
proteins, including Vps4 (Zhang et al., 2004). Second, Nerl-
null and Vps4-null cells share the same phenotype -
resistance to the ether lipid drug edelfosine (Berger et al.,
2005).

Mammalian counterparts to Vps proteins are presumed to
function in a similar manner, and have been shown to be
required for the ubiquitin-dependent, lysosomal transport of
various membrane proteins, such as epidermal growth factor
receptor (EGFR) (Bishop and Woodman, 2000; Bishop et al.,
2002), G-protein-coupled receptors (Shenoy et al., 2001) and
the cystic fibrosis transmembrane conductance regulator
(Sharma et al., 2004). The suppressor of potassium transport
growth defect protein 1, SKDI, is a mammalian ortholog of
Vpsd and is a member of the N-ethylmaleimide-sensitive
factor and AAA-type ATPase family (Scheuring et al., 2001).
Like Vps4 in yeasts, SKD1 shuttles between an ADP-bound
cytosolic form and an ATP-bound membrane-associated form.
Also, similar to Vps(E233Q), SKDI1(E235Q) lacks the
ATPase activity and has a dominant-negative effect when
expressed in mammalian cells. Expressed SKDI(E235Q)
protein disrupts endosomal trafficking and localizes to
aberrant endosomes (Yoshimori et al., 2000; Fujita et al.,
2003).

Given the presence of an SSD, we hypothesized that NPC1
might be ubiquitylated by a cholesterol-dependent mechanism.
Following confirmation that cellular cholesterol depletion
facilitated NPC1 ubiquitylation, we pursued the hypothesis
further that NPC1 interacts with the ESCRT complex.

Results

Cholesterol depletion facilitated ubiquitylation of NPC1
expressed in COS celis

NPC1 ubiquitylation was examined in COS cells transfected
with Flag-NPC1 and myc/Hisg-ubiquitin. 48 hours after
transfection, cells were incubated either in cholesterol-rich
medium [DMEM + 10% bovine calf serum (BCS)] or
cholesterol-depleted medium [DMEM + 10% lipoprotein-
deficient serum (LPDS)] supplemented with compactin and
mevalonate. When cells were incubated in the cholesterol-
depleted medium, the total cellular cholesterol level
decreased in a time-dependent manner to reach ~60% of the

control level at 12 hours. The cholesterol level was restored
by supplementation with 20 pg/ml LDL (Fig. 1A). Expressed
Flag-NPC1 was recovered by immunoprecipitation with anti-
Flag M2 agarose and the products were analyzed by
immunoblotting. As expected, Flag-NPC1 was detected in the
immunoprecipitation products as a broad band between 150
and 250 kDa, as a result of its extensive glycosylation (Watari
et al., 1999a). In addition, a band just below the top of the
gel was often observed (for example, see Fig. 1E), which
might represent an oligomerized form of the protein.
Cholesterol depletion had little, if any, effect on the steady-
state levels of the expressed proteins. However, probing with
anti-myc revealed that cholesterol depletion caused
conjugation of myc/Hisg-ubiquitin to Flag-NPC1 (Fig. 1B).
The positive signals were constantly detected at 6 hours and
were sustained up to 24 hours. The conjugation was also
demonstrated by metal affinity purification of myc/Hise-
ubiquitin. Flag-NPC1 was detectable in the affinity
purification products from cholesterol-depleted cells (Fig.
1C, left panel). Probing the affinity purification products with
anti-myc showed no overall increase of ubiquitylated proteins
in cholesterol-depleted cells (Fig. 1C, right panel). To see
whether the ubiquitylation was caused by overexpression of
ubiquitin molecules, cells were transfected only with Flag-
NPCI1 construct. Probing the anti-Flag immunoprecipitation
products with anti-ubiquitin P4D1 revealed conjugation of
endogenous ubiquitin to Flag-NPC1 in cells depleted of
cholesterol (Fig. 1D).

Next, by using myc/Hisg-ubiquitin co-expression, we
examined whether cholesterol, instead of LDL, could suppress
Flag-NPC1 ubiquitylation. Supplementation of the cholesterol-
depleted medium with free cholesterol caused dose-dependent
suppression of Flag-NPC1 ubiquitylation (Fig. 1E), suggesting
that the ubiquitylation was a result primarily to cholesterol
depletion.

To characterize Flag-NPC! ubiquitylation further, we
conducted two lines of experiments, first to examine effects of
U18666A and second to examine detergent solubility of
ubiquitylated Flag-NPC1. U18666A is a sterol derivative that
has been shown to induce an NPC-like phenotype (Ko et al,,
2001). To see whether this compound affected Flag-NPCI
ubiquitylation, transfected cells were incubated with 2 pg/ml
U18666A for 12 hours. UIB666A treatment at this
concentration and duration caused endosomal cholesterol
accumulation as revealed by filipin staining (data not shown)
and, as reported previously (Sugimoto et al., 2001), an increase
in the steady-state levels of expressed Flag-NPC1. Despite its
effects on the steady-state levels, U18666A did not affect Flag-
NPC1 ubiquitylation in cholesterol-rich medium nor did it
suppress Flag-NPCI ubiquitylation in cholesterol-depleted
medium (Fig. 1F).

Cholesterol is the major constituent of raft microdomains
and a part of NPC1 has been shown to associate with these
domains (Garver et al., 2000). Therefore, it was possible that
cholesterol depletion changed distribution of Flag-NPC1,
which might lead to its ubiquitylation. To test this possibility,
we examined the levels of Flag-NPC1 and its ubiquitylated
form in 1% Triton X-100-soluble and Triton X-100-insoluble
fractions, since raft microdomains are preferentially recovered
in the insoluble fractions (Simons and Ikonen, 1997).
Incubation for 6 hours in the cholesterol-depleted medium
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reduced the level of Flag-NPC1 recovered from insoluble  did not support the notion that Flag-NPC1 ubiquitylation was
fractions. However, ubiquitylated Flag-NPC1 was recovered secondary to re-distribution of the protein between raft and
both from soluble and insoluble fractions (Fig. 1G). These data non-raft membrane domains.
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Fig. 1. Effects of cholesterol depletion on ubiquitylation of Flag-NPC1 expressed in COS cells. (A) Cellular cholesterol levels. Cells were
cultured in cholesterol-rich medium (DMEM + 10% BCS) or cholesterol-depleted medium (DMEM + 10% LPDS supplemented with
compactin and mevalonate) with or without LDL (20 pg/ml) up to 24 hours. Concentrations of total cholesterol in cell lysates were determined
as described in the Materials and Methods. Each point represents the mean of duplicated determinations obtained in a single experiment.

(B) Conjugation of myc/Hisg-ubiquitin (myc/Hise-Ubi) to Flag-NPC1. Cells were transfected with expression constructs for myc/Hiss-ubiquitin
together with Flag-NPC1 or an empty vector. 48 hours after transfection, they were further cultured in the indicated medium. 0.5% CHAPS
extracts were subjected to anti-Flag immunoprecipitation (IP) followed by immunoblotting (IB) with indicated antibodies. Molecular weights
are given on the left (kDa). The arrowhead indicates the top of the separating gel and the asterisk indicates the heavy chain. (C) Co-purification
of Flag-NPC1 with myc/Hisg-ubiquitin. After incubation in the indicated medium for 6 hours, cell extracts were subjected to affinity
purification with metal resin followed by immunoblotting with indicated antibodies. (D) Conjugation of endogenous ubiquitin to Flag-NPC1.
Cells were transfected with Flag-NPC1 or an empty vector, cultured in the indicated medium for 6 hours and anti-Flag IP products were
analyzed by indicated antibodies. (E) Effects of exogenous cholesterol on ubiquitylation of Flag-NPC1. Cells were transfected with myc/Hiss-
ubiquitin and Flag-NPC1, and cultured for 6 hours in cholesterol-rich or cholesterol-depleted medium supplemented with increasing
concentrations of cholesterol. (F) Effects of U18666A. The transfected cells were cultured in the indicated medium for 12 hours in the presence
or absence of U18666A. (G) Solubility of Flag-NPC1 to 1% Triton X-100. The transfected cells were cultured in the indicated medium for 6
hours. Total cell extracts (T), 1% Triton X-100-soluble (S) and Triton X-100-insoluble (I) fractions were prepared as described in the Materials
and Methods. In E-G, anti-Flag immunoprecipitation products were subjected to immunoblotting with anti-Flag or anti-myc. All results shown
are representative and were reproduced at least twice.
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Mutant proteins Flag-NPC1(P691S) and Flag-
NPC1(3LLNF) failed to respond to cholesterol depletion
To examine the role of the SSD in the cholesterol-level-
dependent ubiquitylation, myc/Hisg-ubiquitin co-expression
experiments were repeated using Flag-NPC1(P6918S), a loss-
of-function mutant that contains an amino acid substitution in
its SSD (Watari et al., 1999a; Millard et al., 2005). Anti-Flag
immunoprecipitation products contained similar levels of Flag-
NPC1 wild-type (wt) and P691S mutant proteins. Probing with
anti-myc demonstrated that, in contrast to the wt protein,
ubiquitylation of this mutant protein was barely facilitated
following cholesterol depletion for 6 hours (Fig. 2A). To
examine whether endosomal localization was required for
NPC1 to undergo this modification, we examined effects of
cholesterol depletion on the SLLNF mutant protein that lacks
the C-terminal di-leucine motif and is retained in the ER
(Watari et al., 1999b; Scott et al., 2004). As in the case of the
P691S mutant, ubiquitylation of this mutant protein was barely
affected by cholesterol depletion (Fig. 2B).

As a control experiment, we examined the effects of MG132,
a proteasome inhibitor, on ubiquitylation of expressed proteins
and found similar responses of the wt and mutant proteins.
Similar to the wt protein, both P691S and SLLNF mutant
proteins were extensively ubiquitylated in cells treated with 5
uM MG132 for 6 hours (Fig. 2).

Effects of MG132 and leupeptin on ubiquitylation of
NPCH
Ubiquitylation can serve as a signal for protein degradation,
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Fig. 2. Ubiquitylation of mutant NPC proteins. COS cells were
transfected with myc/Hiss-ubiquitin (myc/Hise-Ubi) together with
Flag-NPC1 constructs that encoded the wild-type (wt) or mutant
proteins P691S (A) or SLLNF (B); the arrowhead indicates the top of
the separating gel. Cells were cultured in the indicated medium for 6
hours (left panels) or treated with or without MG132 for 6 hours
(right panels). In both A and B, anti-Flag immunoprecipitation (IP)
products were subjected to immunoblotting (IB) with anti-Flag or
anti-myc. All resuits shown are representative and were reproduced
at least twice.

which is executed by the cytosolic proteasome or by the
lysosome. In an attempt to see whether ubiquitylated NPC1
underwent proteasomal and/or lysosomal degradation, we
compared effects of MGI132 and the lysosomal inhibitor
leupeptin on Flag-NPC1 ubiquitylation. Treatment with 5 uM
MG132 for 6 hours caused accumulation of ubiquitylated Flag-
NPC1 and its effects were not influenced by cellular
cholesterol levels. This increase in ubiquitylated Flag-NPC1
was accompamed by increased steady-state levels of Flag-
NPCI1, again regardless of the cholesterol levels (Fig. 3, upper
panel). Similar results were reproduced with the proteasome
inhibitor lactocystin (10 uM) (data not shown). By contrast,
treatment with 100 uM leupeptin for 6 hours did not affect
ubiquitylation of Flag-NPC1 either in cholesterol-rich or
cholesterol-depleted conditions, nor caused appreciable
changes in the steady-state levels of the protein (Fig. 3, lower
panel). Incubation of the cells with NH4Cl (10 mM for 6 hours)
also failed to affect ubiquitylation of Flag-NPC1 and its steady-
state levels (data not shown).

Interaction between SKD1(E235Q) and NPC1

Ubiquitylation can serve as a signal for the intracellular sorting
of a protein. Since NPC1 resides primarily in the late
endosome, we hypothesized that NPC1 was recognized by the
ESCRT complex, which plays an essential role in the
lysosomal sorting of ubiquitylated endosomal proteins. To
address this hypothesis, NPC1 ubiquitylation was examined in
the presence of SKDI1(E235Q) (Fig. 4A), which inhibits
disassembly of the ESCRT complex. When transfected cells
were cultured in cholesterol-rich medium, expression of Hise-
SKD1wt did not affect ubiquitylation of Flag-NPC1, whereas
expression of Hisg-SKD1(E235Q) caused a clear increase in
the level of ubiquitylated Flag-NPC1 (Fig. 4B). Given its
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Fig. 3. Effects of MG132 and leupeptin on ubiquitylation of Flag-
NPCI. COS cells were transfected with myc/Hisg-ubiquitin
(myc/Hise-Ubi) and Flag-NPCI constructs, and were cultured in the
indicated medium for 6 hours in the absence or presence of MG132
(upper panel) or leupeptin (lower panel); the arrowhead indicates the
top of the separating gel. Anti-Flag immunoprecipitation (IP)
products were subjected to immunoblotting (IB) with anti-Flag or
anti-myc. All results shown are representative and were reproduced
at least twice.
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effects on NPC1 ubiquitylation, we examined whether
SKDI1(E235Q) co-localized and could interact with NPC1.
Expression of a GFP-SKDI1wt construct yielded a diffuse
distribution in the cytoplasm and the nucleus, and did not
induce any obvious changes of intracellular structures. Anti-
Flag immunofluorescence revealed that Flag-NPCl was
retained in endosomes and did not co-localize with GFP-
SKD1wt. As reported previously (Yoshimori et al., 2000;
Fujita et al., 2003), expression of GFP-SKD1(E235Q) results
in the formation of multiple aberrant vesicles that associated
with the E235Q protein. Flag-NPC1 also localized to these
aberrant endosomes and partially co-localized with GFP-
SKD1(E235Q) (Fig. 4C). Detection of Hisg-tagged SKD1 and
Flag-NPC1 proteins yielded similar results (data not shown).

We next examined whether there was any interaction
between Flag-NPC1 and SKD1 by immunoprecipitation and
immunoblotting experiments. Similar levels of Flag-NPC1
were recovered by anti-Flag immunoprecipitation from cells
expressing wt or E235Q mutant GFP-SKD1 protein (Fig. 4D,
lanes 2 and 4). Probing the same immunoprecipitation products
with anti-GFP showed that a portion of the GFP-
SKD1(E235Q) protein was co-precipitated with Flag-NPC1

Fig. 4. Interaction between SKD1(E235Q) and NPC1. (A) Schematic
representation of expressed SKD1 proteins. Each tag is shown in
gray. (B) Flag-NPC1 ubiquitylation. COS cells were transfected with
the Flag-NPC1 construct together with an empty vector or Hisg-
SKD1 constructs. 48 hours after transfection, anti-Flag
immunoprecipitation (IP) products were subjected to
immunoblotting (IB) with anti-Flag or anti-ubiquitin (P4D1).
Molecular weights are given on the left (kDa); the arrowhead
indicates the top of the separating gel. (C) Intracellular localization
of GFP-SKD1 and Flag-NPC1. COS cells expressing Flag-NPC1 and
GFP-SKD1 wild-type (wt; upper) or the E235Q mutant (EQ; lower)
were fixed and stained with anti-Flag antibody. Bound antibody was
visualized with Alexa Fluor 546-conjugated secondary antibody.
Results shown are the representative images obtained with a confocal
microscope. (D) Co-precipitation of Flag-NPC1 and GFP-SKD1
proteins. 0.5% CHAPS extracts were prepared from COS cells
transfected with Flag-NPC1 together with GFP-SKD1wt or E235Q
constructs. Anti-Flag immunoprecipitation products were analyzed
by immunoblotting with the indicated antibodies. Cell extracts (IN:
input) were loaded on lanes 1, 3, 5 and 7, and corresponding
immunoprecipitation products were loaded on lanes 2, 4, 6 and 8.

(E) Co-purification of endogenous NPC1 in CHO cells with Hisg-
SKD1 proteins. Upper; intracellular localization of GFP-SKD1.
Results shown are the representative images obtained with a confocal
microscope. Lower; affinity purification. 0.5% CHAPS extracts were
prepared from cells transfected with an empty vector, Hisg-SKD 1wt
or E235Q constructs. His¢-tagged proteins were affinity purified with
metal affinity resin and were analyzed by immunoblotting with the
indicated antibodies. Cell extracts (IN; input) were loaded on lanes 1,
3 and 5, and corresponding affinity-purification products (AP) were
loaded on lanes 2, 4 and 6. (F) In vitro interaction between GST-
SKD1 and Flag-NPC1. GST-fused proteins, as shown in the
schematic representations, were expressed in E. coli and immobilized
on glutathione sepharose (left, CBB: Coomassie Blue staining). 0.5%
CHAPS extracts (input) were prepared from COS cells expressing
Flag-NPC1. Cell extracts were incubated with immobilized GST-
fused proteins in the absence or presence of 0.5 mM ADP, ATP or
ATPys. Bound proteins were eluted with glutathione and analyzed by
anti-Flag immunoblotting (right). Molecular weights are given on the
left (kDa). All results shown are representative and were reproduced
at least twice.
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(lane 4), whereas no GFP-SKD1wt could be co-precipitated
(lane 2). These results were confirmed by probing with anti-
SKD1 (lanes 2 and 4). Of note, in addition to GFP-SKDI at
78 kDa, the anti-SKD1 antibody detected the endogenous
SKD1 at 52 kDa (lanes 1, 3, 5 and 7), which, as expected, was
not co-precipitated with Flag-NPC1 (lanes 2, 4 and 6). Further
confirmation of the results was provided by repeating the above
experiments using extracts from cells expressing Hisg-tagged
SKD1 proteins (data not shown).

Because CHO cells express a readily detectable level of
NPC1 (Higaki et al,, 2001), we used this cell line to test
whether SKD1(E235Q) could interact with endogenous NPC1
(Fig. 4E). Unlike Flag-NPC1 expressed in COS cells,
endogenous NPC1 in CHO cells exhibited relatively sharp
bands with molecular weights of 170 and 200 kDa. Expression
of GFP-SKD1(E235Q), but not GFP-SKD1, again caused the
formation of aberrant endosomes containing the mutant
protein. These results could be reproduced using Hisg-tagged
SKD1 proteins (data not shown). When the Hisg-tagged SKD1
protein was affinity purified from cell extracts using metal
affinity chromatography, a portion of endogenous NPCI was
co-purified with Hisg-SKD1(E235Q) (Fig. 4E, lane 6), but not
with Hisg-SKD1wt (lane 4).

Although the above findings suggested an interaction
between NPC1 and the ATP-bound, membrane-associated
form of SKDI, it was possible that this interaction was
secondary to the formation of the aberrant vesicles that are
known to accumulate various endosomal proteins (Yoshimori
et al., 2000; Fujita et al., 2003). To address this question, we
examined whether NPC1 could bind to SKD1 in vitro (Fig. 4F).
Human wt and E235Q mutant SKD1 proteins were expressed
as GST-fusion proteins in Escherichia coli, whereas Flag-
NPC1 was expressed and detergent solubilized from COS
cells. GST-SKD! proteins were immobilized on glutathione
sepharose and incubated with 0.5% CHAPS-solubilized cell
extracts. Flag-NPC1 bound to the sepharose with binding to
both GST-SKDI1wt and the E235Q mutant dependent on the
presence of ATP or ATPys. No binding could be detected in
the presence of ADP.

Cholesterol depletion facilitated the interaction between
NPC1 and wt SKD1

The above findings indicated that NPCI could interact with the
ATP-bound, membrane-associated form of SKD1. To address
whether this interaction occurred in cholesterol-depleted cells,
cells expressing Flag-NPC1 and Hisg-SKD1wt were cultured
in cholesterol-depleted medium. In these cells, there was an
increase in the amount of Hisg-SKD1wt that co-precipitated
with Flag-NPC1, as compared with the level in cells cultured
in cholesterol-rich medium (Fig. 5A). This co-precipitation
was largely suppressed by LDL supplementation of
cholesterol-depleted medium.

These findings suggested that at least a part of Hisg-SKD1wt
was recruited to the endosomes of cholesterol-depleted cells.
To confirm this, Opti-prep fractionation of cell homogenates
was carried out to detect the membrane-associated form of
SKD1 (Fig. 5B). Following fractionation, the endosomal
marker protein lamp2 was mainly distributed in fractions 4-7
and cholesterol depletion caused a leftward shift of this
distribution to fractions 4-6. Similar to lamp2, Flag-NPC1 was
distributed in fractions 3-8 and in 3-7 for the cholesterol-rich
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Fig. 5. Effects of cholesterol depletion on an interaction between
Flag-NPC! and wild-type SKD1. Transfected COS cells were
cultured in cholesterol-rich or cholesterol-depleted medium with or
without LDL for 16 hours. (A) Co-precipitation of Hisg-SKD1wt
with Flag-NPC1. Cells were transfected with Hise-SKD1wt together
with Flag-NPC]1 constructs. Anti-Flag immunoprecipitation (IP)
products were analyzed by immunoblotting (IB) with the indicated
antibodies. Molecular weights are given on the left (kDa). (B) Cell
fractionation. Cells were transfected with Flag-NPC1 and Hise-
SKD1wt constructs. Membrane fractions (100,000 g pellet) of cell
homogenates were fractionated on an Opti-prep gradient. The
fractions, together with the membrane fractions applied (input), were
analyzed by immunoblotting with the indicated antibodies. Shown
are representative results that were reproduced three times.

(C) Intracellular localization of Flag-NPC1 and GFP-SKD1wt. Cells
expressing Flag-NPC1 and GFP-SKD1wt were stained with anti-
Flag antibody, and bound antibody was visualized with Alexa Fluor
546-conjugated secondary antibody. Results shown are the
representative images obtained with a confocal microscope. Shown
in the insets are the enlarged images of the indicated areas.

and cholesterol-depleted cell homogenates, respectively.
Cholesterol depletion caused a more significant change in the
distribution of Hisg-SKD1wt. In cells cultured in cholesterol-
rich medium, Hisg-SKD1wt was exclusively recovered in the
bottom fraction 12, whereas in cells cultured using cholesterol-
depleted medium, this protein was also recovered in fractions



3-6. As a control experiment, we examined the distribution of
Hisg-SKD1(E235Q) and found that this protein was distributed
in fractions 3-6 regardless of the cellular cholesterol levels
(data not shown).

To confirm the endosomal recruitment of SKD1 in
cholesterol-depleted cells further, we examined the
intracellular localization of GFP-SKD1wt. As shown in Fig.
4C and Fig. 5C (left panel), when cells expressing Flag-NPC1
and GFP-SKD1wt were cultured in cholesterol-rich medium,
GFP-SKDIwt was cytosolic and did not co-localize with
endosomal Flag-NPC1. When these cells were cultured in
cholesterol-depleted medium, GFP-SKD1wt was concentrated
on the rim of enlarged endosomes where it co-localized with
Flag-NPC1 (Fig. 5C, right panel).

Cholesterol depletion facilitated ubiquitytation of
endogenous NPC1 and its association with SKD1 in
controls but not in NPC human skin fibroblasts

The above findings indicated that cholesterol depletion
induced ubiquitylation of NPC1 and its interaction with
SKD1, when these proteins were expressed in COS cells. To
examine whether cholesterol depletion had similar effects on
endogenous NPC1 and SKDI, we used primary-cultured
human skin fibroblasts from a control subject H34 and an
NPC patient UCH (homozygous for the NPC1 HS510P
mutation). As reported previously (Yamamoto et al., 2000),
UCH cells expressed undetectable levels of NPC1 (Fig. 6A),
and were included as a negative control. Probing of H34 cell
extracts with anti-NPC1 showed that, like CHO cells, these
cells contained two species of NPC1 —~ a major band at 170
kDa and a minor band at 200 kDa ~ and that cholesterol
depletion caused a marginal decrease in the steady-state
levels of the NPCI protein (Fig. 6A). Since
immunoprecipitation of the endogenous NPC1 protein was
unsuccessful, we employed anti-ubiquitin  (P4D1)
immunoprecipitation to evaluate the extent of NPCI
ubiquitylation (Fig. 6B). Probing with anti-NPC1 antibody
showed that NPCI was absent in the anti-ubiquitin
immunoprecipitation products from cells cultured in
cholesterol-rich medium, but was clearly detectable in the
immunoprecipitation products from cells depleted of
cholesterol. Probing of cell extracts with anti-ubiquitin
antibody showed no overall increase of ubiquitylated proteins
caused by cholesterol depletion (data not shown). The
specificity of anti-NPC1 signals was confirmed by their
absence in the immunoprecipitation products from UCH
cells. Probing with anti-SKD1 antibody showed that
cholesterol depletion increased the level of SKD1 contained
in the anti-ubiquitin immunoprecipitation products from H34
cells. By contrast, cholesterol depletion did not alter the
levels of SKD1 in the immunoprecipitation products from
UCH cells.

Next, using Opti-prep fractionation, the recruitment of
SKDI1 to the endosomes of cholesterol-depleted cells was
examined (Fig. 6C). Both lamp2 and NPC! in membrane
fractions of H34 cells were recovered in fractions 3-5 and,
similar to the observations in COS cells (Fig. 5B), cholesterol
depletion caused a leftward shift of this distribution to fractions
2 and 3. SKD1 was not recovered in these fractions when cells
were cultured in cholesterol-rich medium, but was recovered
in fractions 2 and 3 when cells were depleted of cholesterol.
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Fig. 6. Effects of cholesterol depletion on ubiquitylation of
endogenous NPC1 and its interaction with SKD1 in human skin
fibroblasts. Cells from a control subject or patients with NPC1 or
NPC2 disease were cultured in cholesterol-rich or cholesterol-
depleted medium for 16 hours. (A) Expression of NPC1 and SKD1.
0.5% CHAPS extracts were analyzed by immunoblotting (IB) with
antibodies against the indicated proteins. (B) NPC1 ubiquitylation
and its association with SKD1. 0.5% CHAPS extracts were subjected
to anti-ubiquitin (P4D1) immunoprecipitation (IP) and the
immunoprecipitated products were analyzed by immunoblotting with
the indicated antibodies. Molecular weights are given on the left
(kDa). (C) Cell fractionation. Membrane fractions (100,000 g pellet)
of cell homogenates were fractionated on an Opti-prep gradient. All
results shown are representative and were reproduced at least twice.

In membrane fractions of UCH cells, lamp2 was recovered in
fractions 2 and 3 and, unlike in H34 cells, cholesterol depletion
caused a rightward shift of this distribution to fractions 3-5. As
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expected, NPC1 was absent in UCH cell fractions and, again
unlike in H34 cells, SKD1 was not at all recovered in these
fractions regardless of the cellular cholesterol levels.

It was possible that this lack of SKD1I recruitment in UCH
cells was simply because the cells lacking NPC1 could not be
effectively depleted of cholesterol. To address this issue, UCH
cells were cultured in cholesterol-depleted medium for 3 days.
This treatment abolished endosomal cholesterol accumulation
as revealed by filipin staining but again failed to induce
endosomal recruitment of SKDI1 (data not shown). These
findings suggested that the negative results in UCH cells were
not a result of ineffective cholesterol depletion, but a result of
the absence of NPC1.

Finally, to see if NPC2 is involved in the regulation of NPC1
ubiquitylation, we repeated the same experiments using cells
from a patient with NPC2 disease (90031, homozygous for the
NPC2 E20X mutation), which lack NPC2 function. Our
previous analysis using 0.4% SDS extracts from 100,000 g
membrane preparations revealed an increased amount of NPC1
in the NPC2 cells as compared with control cells (Millat et al.,
2001a). However, anti-NPC1 blotting of 0.5% CHAPS extracts
showed comparable levels of NPC1 between H34 and the
NPC2 cells (Fig. 6A), suggesting reduced solubility of NPC1
in these cells to this detergent. Nonetheless, anti-ubiquitin
immunoprecipitation experiments using the 0.5% CHAPS
extracts revealed distinct patterns of NPC1 ubiquitylation. A
part of NPC1 was ubiquitylated in these cells regardless of the
cholesterol levels (Fig. 6B). This ubiquitylation of NPC1 was
accompanied by the presence of SKD1 in the anti-ubiquitin
immunoprecipitation products from cells cultured either in
cholesterol-rich or cholesterol-depleted medium (Fig. 6B).
Opti-prep fractionation of the NPC2 cells showed a distinct
distribution pattern of SKD1. Both lamp2 and NPCI were
recovered in fractions 2 and 3 from cells cultured in
cholesterol-rich medium and, unlike in H34 cells, cholesterol
depletion caused a rightward shift of this distribution to
fractions 3-3. In contrast to H34 cells, SKD1 co-localized with
NPC1 regardless of the cellular cholesterol levels and it was
present in fractions 2 and 3, and in 3-3, from cells cultured in
cholesterol-rich and cholesterol-depleted medium, respectively
(Fig. 6C). Similar results were obtained by using another NPC2
cell strain 88082 (data not shown), suggesting that they are a
common feature of NPC2-deficient cells.

Discussion

The biochemical mechanism and physiological implication of
the cholesterol-dependent control of protein ubiquitylation has
so far been documented only for HMG-CoAR, a rate-limiting
enzyme of cholesterol biosynthesis localized in the ER. Briefly,
repletion of cellular cholesterol facilitates association of HMG-
CoAR with the Insig proteins, which in turn accelerates its
ubiquitylation and proteasomal degradation (Ravid et al., 2000;
Sever et al., 2003a; Sever et al., 2003b). We have shown in the
current study that ubiquitylation of NPC1 was induced by
depletion of cellular cholesterol, but not by its repletion. It is
currently unknown how cholesterol exerts opposite effects on
NPC! and HMG-CoAR, the two proteins that share SSDs.
These opposite effects possibly result from differences in their
subcellular locations and/or the nature of the interacting
proteins involved in the regulatory processes. We have shown
that two kinds of mutant NPC1 proteins — P691S and SLLNF

— failed to respond to cholesterol depletion (Fig. 2). The
negative response of the P691S mutant suggested that an intact
SSD was required for NPCI1 to undergo this modification,
whereas the negative response of the SLLNF mutant suggested
that the modification took place in the endosomes, where
NPC1 normally resides.

Ubiquitylation of a protein can serve as a signal for its
degradation or intracellular sorting. Unlike the case of HMG-
CoAR, cholesterol-level-dependent NPC1 ubiquitylation does
not appear to serve a major role in the control of protein
degradation, since cholesterol depletion caused little effect on
the steady-state levels of expressed Flag-NPC1 (Fig. 1). Its
effect on the steady-state levels of endogenous NPC1 was also
marginal (Fig. 6). This finding agrees with the observation by
Zhang et al. (Zhang et al., 2001), who found negative effects
of cholesterol depletion on the NPC1 protein levels in human
skin fibroblasts. Ubiquitylated proteins can be degraded either
by the lysosome or by the proteasome in the cytosol. The
negative effects of the lysosomal inhibitor leupeptin on
ubiquitylation of NPC1 and its steady-state levels (Fig. 3)
argue against a role of the lysosome in NPC1 degradation. Our
findings with the proteasomal inhibitor MG132 suggest that,
like HMG-CoAR, NPC1 does undergo ubiquitylation and
proteasomal degradation, but these events appear to be
independent to cellular cholesterol levels. MGI132 caused
accumulation of ubiquitylated Flag-NPC1 and increased its
steady-state levels regardless of cellular cholesterol levels (Fig.
3). MG132 induced ubiquitylation of the P691S and SLLNF
mutant proteins that failed to respond to cholesterol depletion
(Fig. 2). Therefore, as for the role of the proteasome in
NPC1 degradation, we hypothesize that NPC1 undergoes
ubiquitylation and proteasomal degradation because of protein
misfolding, but not because of cholesterol depletion, and that
the quality control takes place in the ER, but not in the
endosome.

Our findings on the interaction between NPC1 and SKD1
suggest that ubiquitylation of NPC1 induced by cholesterol
depletion serves as a sorting signal. The interaction between
NPC1 and the ATP-bound, membrane-associated form of
SKD1 was indicated by co-localization and co-precipitation of
NPC1 and SKDI1(E235Q) (Fig. 4C-E). This interaction only
occurs with the ATP-bound form of SKD1, as shown by the in
vitro binding of NPC1 to immobilized SKD1, which depended
on the presence of ATP/ATPys (Fig. 4F). Importantly,
cholesterol depletion induced an interaction between NPC1
and wt SKDI1, which presumably was in the ATP-bound,
membrane-associated form (Fig. 5). The effect of cholesterol
depletion on NPC1 ubiquitylation was also demonstrated for
the endogenous protein in human skin fibroblasts (Fig. 6B)
and, again, this ubiquitylation was accompanied by recruitment
of SKD1 to the endosomal fractions (Fig. 6C). In yeast, Vps4
is required for disassembly of the ESCRT-III, which contains
other Vps proteins Vps2, Vps20, Vps24 and Vps32/Snf7
(Babst et al., 2002a). Mammalian counterparts to these proteins
have recently been identified (Fujita et al., 2004; Peck et al.,
2004; Yan et al., 2003). Our findings suggest that NPCl1
interacted with these proteins in the presence of SKD1(E235Q)
or in cells depleted of cholesterol.

Two lines of questions can be addressed regarding the
interaction between NPC1 and the ESCRT complex. First, how
is ubiquitylated NPC1 recognized by the ESCRT complex?
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Tsg101 is a mammalian ortholog of yeast Vps23 and has been
shown to bind directly to ubiquitylated EGFR (Bishop and
Woodman, 2001; Bishop et al., 2002). We tested whether Flag-
NPC1 interacted with endogenous Tsgl0! in COS cells, but
could not detect any interaction between these two proteins.
Therefore, it is likely that NPC1 is recognized by the ESCRT
complex in a manner that is different to EGFR. Second, what
is the role of the ESCRT complex in the intracellular sorting
of NPC1? NPCl is primarily localized on the late endosome
and can transiently associate with cholesterol-enriched
lysosomes (Higgins et al., 1999). The ESCRT complex plays
a crucial role in the sorting of ubiquitylated proteins form the
endosome to the lysosome through multivesicular bodies
(Bishop and Woodman, 2000; Yoshimori et al., 2000; Bishop
et al., 2002; Fujita et al., 2003) and, in Vps mutant yeast cells,
Nerl is trapped in the pre-vacuolar compartments (Zhang et
al,, 2004), which correspond to mammalian endosomes.
Therefore, it is likely that the ESCRT complex is required for
the sorting of NPC1 from the late endosome to the lysosome.
At least in yeast, it has been shown that the entry of the
ubiquitylated protein to multivesicular bodies is preceded by
de-ubiquitylation of the protein (Babst et al., 2002a). Given the
effects of cholesterol depletion, we propose that the sorting of
NPC1 is regulated by the local cholesterol content of the
endosomal membrane. When it is low, NPC1 is ubiquitylated
and is associated with the ESCRT complex. Its entry into
multivesicular bodies and subsequent delivery to the lysosome
might be triggered by cholesterol feeding, which presumably
induces de-ubiquitylation of the protein. This sorting might be
an obligatory step for the NPC1 function to relocate LDL-
derived lysosomal cholesterol; further analysis is required to
test our hypothesis.

Finally, our findings regarding the NPC2 cells provided an
important insight into a functional relationship between NPC1
and NPC2. In cells that lack functional NPC2, ubiquitylation
of NPC1 (Fig. 6B) and endosomal recruitment of SKD1 (Fig.
6C) occurred under cholesterol-rich conditions, similar to the
results obtained in control cells depleted of cholesterol. Thus,
under cholesterol-rich conditions, the presence of functional
NPC2 was required to prevent NPC1 ubiquitylation and
subsequent association with SKD1. NPC2 contains an MD-2-
like lipid-recognition domain and binds cholesterol. By
analogy to other proteins that contain this domain, it can be
postulated that NPC2 extracts membrane-embedded
cholesterol and makes it available to other proteins (Inohara
and Nunez, 2002). Therefore, one possible explanation for
NPC] ubiquitylation in NPC2 cells is that cholesterol is
unavailable to the membrane domains where NPC] resides,
inducing NPCI modification that normally takes place under
conditions of cholesterol deprivation. This explanation is
consistent with the increased protein levels of NPC1 in NPC2
cells (Millat et al., 2001a), given that NPC1 ubiquitylation
caused by cholesterol depletion does not lead to ifts
degradation. Alternatively, it is also possible that NPC2
deficiency  acts  indirectly, by inducing  aberrant
compartmentalization of NPCIl, and triggering its
ubiquitylation. However, this alternative explanation does not
agree with our observation that UI8666A, which induces
aberrant compartmentalization of NPC1, failed to affect its
ubiquitylation (Fig. 1F). We suggest that cholesterol-level-
dependent ubiquitylation of NPC1 is a crucial event not only

to understand the intracellular sorting of NPC1 but also to
unravel the functional relationship between NPC1 and NPC2
in future studies.

Materials and Methods

Materials

Dulbecco’s modified Eagle's medium (DMEM), Ham’s F12 medium and
Lipofect AMINE reagent were from Life Technologies. Bovine calf serum (BCS)
was from Atlanta Biologicals. Bovine lipoprotein-deficient serum (LPDS), human
LDL, anti-Flag M2 agarose and rabbit polyclonal anti-Flag antibody were from
Sigma. Rabbit polyclonal anti-NPC1 antibody and mouse monoclonal antibodies
against ubiquitin (P4D1), myc, Hiss and GFP were from Santa Cruz Biotech. Rabbit
polyclonal anti-SKIDD1 has been described (Yoshimori et al., 2000).

Mammalian expression of recombinant proteins
pASCY/Flag-NPC1, an expression plasmid for human NPC1 with a Flag tag inserted
in the Clal site, has been described (Davies and Ioannou, 2000). pSV-SPORT/NPCI
wild-type (wt) and the P691S mutant were a gift from J. F. Strauss Il (Department
of Obstetrics and Gynecology, University of Pennsylvania School of Medicine, VA).
The Psyl fragment of the Flag-NPC1 cDNA that flanks the Flag epitope was
introduced to the corresponding site of pSV-SPORT/NPC1 wt and P691S to
generate a Flag-tagged version of the cDNAs. The C-terminal 12 bp were deleted
from pSV-SPORT/Flag-NPC1 by PCR-based mutagenesis to generate a cDNA that
encoded Flag-NPC1(8LLNF). An expression plasmid for myc/Hisg-tagged yeast
ubiquitin was a gift from R. Kopito (Department of Biological sciences, Stanford
University, CA). Expression plasmids for GFP-tagged mouse wt and E235Q mutant
SKD1 have been described (Yoshimori et al., 2000). The entire coding sequence of
human SKD1 ¢DNA (Vps4-B) (Scheuring et al., 2001) was obtained by RT-PCR
with primers 5'-TCCGCCATGTCATCCACTTCG-3' and 5'-GCTTTTGGCTTAG-
CCTTCTTG-3’ from human skin fibroblasts cDNA. A Hisg epitope was introduced
at the C-terminus by PCR and the cDNA was subcloned to the EcoRI/Xhol site of
a mammalian expression vector pME18sf. An amino acid substitution E235Q was
introduced to pME/Hiss-SKD1 using a Quick Change Site-Directed mutagenesis kit
(Stratagene) and was confirmed by direct sequencing. Cells were transfected using
Lipofect AMINE reagent according to the manufacturer’s instructions.

Cell culture

COS cells and human skin fibroblasts were maintained in DMEM/10% BCS at 37°C
in a humidified atmosphere containing 5% CO,. Human skin fibroblasts were from
a control human subject (H34), and from patients with NPC1 (UCH) (Yamamoto
et al,, 2000) and NPC2 (90031 and 88082) (Millat et al., 2001b) diseases, CHO
cells were maintained in F12 medium as above. To deplete cellular cholesterol, cells
were cultured for the time indicated in 10% LPDS supplemented with an HMG-
CoAR inhibitor compactin (2 uM) and sodium mevalonate (0.1 mM), which assures
cell viability (Ravid et al,, 2000). Where indicated, this cholesterol-depleted
medium was supplemented with 20 pg/ml LDL. For determination of cholesterol
levels, cells in 6-well plates were scraped into PBS and lysed by sonication.
Concentrations of protein and total cholesterol in the lysates were determined by
using the microprotein assay kit (BioRad) and the Amplex red cholesterol assay kit
(Molecular Probes), respectively, according to the manufacturer’s instructions.

Immunoprecipitation and affinity purification

All procedures were carried out at 4°C. Cells were washed with PBS and lysed by
sonication in buffer A [Tris-HC1 10 mM pH 7.4, NaCl 150 mM, 1 mM EDTA, 1
mM EGTA, 0.5% CHAPS and a protease inhibitor cocktail (Boehringer)]. After a
brief centrifugation to remove insoluble material, the supernatant was precleared
with an aliquot of agarose beads. For immunoprecipitation of Flag-NPC1, the
extracts were incubated for 16 hours with anti-Flag M2 agarose beads, washed with
buffer A, followed by elution of bound proteins by heating at 65°C for 10 minutes
in SDS-PAGE sample buffer. SDS-PAGE, western transfer and immunoblotting
were carried out as previously described (Sugimoto et al., 2001). The blot was
developed using an ECL kit (Amersham Pharmacia). For immunoprecipitation of
ubiquitylated proteins, cell extracts were incubated with anti-ubiquitin P4D1
antibodies for 16 hours and the immunoprecipitates were collected with protein A
sepharose. For affinity purification of Hise-tagged proteins (myc/Hisg-ubiquitin or
Hisg-SKD1), cell extracts were incubated for 16 hours with TALON metal affinity
resin (Clontech). Bound proteins were analyzed as described above.

Cell fractionation

Cells were harvested in Tris-buffered saline (TBS; Tris-HC1 10 mM pH 7.4, NaCl
150 mM) supplemented with a protease inhibitor cocktail and lysed by sonication.
The cell lysates were incubated on ice for 30 minutes in TBS supplemented with
1% Triton X-100 and 0.1% SDS to give total extracts. To prepare 1% Triton X-100-
soluble and Triton X-100-insoluble fractions, the cell lysates were incubated in TBS
+ 1% Triton X-100 and, after centrifugation at 100,000 g for 30 minutes, the pellet
was suspended in TBS + 1% Triton X-100 + 0.1% SDS. For subcellular
fractionation, membranes were fractionated by using an Opti-prep gradient (Axis-
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Shield) as described (Lin et al,, 2004). Briefly, cells were homogenized with a potter
homogenizer in ice-cold buffer (Hepes 10 mM pH 7.0, 1 mM EDTA, 1 mM EGTA
supplemented with a protease inhibitor cocktail). After centrifugation at 100,000 g
for 1 hour at 4°C, the supernatant was discarded and the pellet was resuspended in
the same buffer, overlaid onto an Opti-prep gradient and centrifuged at 100,000 g
for 16 hours at 4°C. The top 12 fractions of the gradient were recovered and
numbered accordingly.

immunofiuorescence

All procedures were carried out at room temperature. Cells were fixed for 2 minutes
with acetone:methanol (1:1 v/v) and incubated for 30 minutes in PBS + 1% bovine
serum albumin (BSA). They were then incubated for 1 hour with anti-Flag antibody
or anti-Hiss antibody in PBS + 1% BSA. Bound antibodies were visualized with an
Alexa Fluor 546-conjugated secondary antibody and images were obtained using a
BioRad MRC1024 confocal laser-scanning microscope.

Bacterial expression of GST-SKD1 and in vitro binding assays
The EcoRUXhol fragment of pME/SKD1 was transferred to pGEX-6P (Amersham
Pharmacia). DH5« competent cells were transformed with the plasmid and protein
expression was induced with I mM IPTG at 37°C for 3 hours. GST-SKD1 was
recovered from bacterial pellets in 8 M urea, dialyzed against TBS and immobilized
on glutathione sepharose. For in vitro binding assays, GST-SKD1 glutathione
sepharose was incubated with 0.5% CHAPS extracts from Flag-NPCl-expressing
cells at 4°C for 2 hours, in the absence or presence of ADP, ATP or ATPys (all at
0.5 mM). The sepharose resin was washed with TBS + 0.5% CHAPS and bound
proteins were eluted with glutathione and analyzed by SDS-PAGE followed by
immunoblotting with anti-Flag antibody.

We thank J. F. Strauss HI for mutant NPC1 cDNAs and R. Kopito
for ubiquitin cDNA. This work was supported in part by a Grant-in-
Aid for Scientific Research from the Ministry of Education, Culture,
Sports, Science and Technology of Japan.

References

Babst, M., Sato, T. K., Banta, L. M. and Emr, S. D. (1997). Endosomal transport
function in yeast requires a novel AAA-type ATPase, Vpsdp. EMBO J. 16, 1820-1831.

Babst, M., Wendland, B., Estepa, E. J. and Emr, S. D. (1998). The Vpsd4p AAA ATPase
regulates membrane association of a Vps protein complex required for normal
endosome function. EMBO J. 17, 2982-2993.

Babst, M., Katzmann, D. J., Estepa-Sabal, E. J., Meerloo, T. and Emm, S. D. (2002a).
ESCRT-III: an endosome-associated heterooligomeric protein complex required for
MVB sorting. Dev. Cell 3, 271-282.

Babst, M., Katzmann, D. J,, Snyder, W. B., Wendland, B. and Emr, S. D. (2002b).
Endosome-associated complex, ESCRT-II, recruits transport machinery for protein
sorting at the multivesicular body. Dev. Cell 3, 283-289.

Berger, A. C., Hanson, P. K., Wylie Nichols, J. and Corbett, A. H. (2005). A yeast
model system for functional analysis of the niemann-pick type C protein 1 homolog,
nerlp. Traffic 6, 907-917.

Bishop, N. and Woodman, P. (2000). ATPase-defective mammalian VPS4 localizes to
aberrant endosomes and impairs cholesterol trafficking. Mol. Biol. Cell 11, 227-239.

Bishop, N. and Woodman, P. (2001). TSG101/mammalian VPS23 and mammalian
VPS28 interact directly and are recruited to VPS4-induced endosomes. J. Biol. Chem.
276, 11735-11742.

Bishop, N., Horman, A. and Woodman, P. (2002). Mammalian class E vps proteins
recognize ubiquitin and act in the removal of endosomal protein-ubiquitin conjugates.
J. Cell Biol. 157, 91-101,

Carstea, E. D., Morris, J. A., Coleman, K. G., Loftus, S. K., Zhang, D., Cummings,
C., Gu, J., Rosenfeld, M., Pavan, W. J., Krizman, D. B. et al. (1997). Niemann-Pick
C1 disease gene: homology to mediators of cholesterol homeostasis. Science 277, 228~
231.

Davies, J. P. and Ioannon, Y. A. (2000). Topological analysis of Niemann-Pick Ci
protein reveals that the membrane orientation of the putative sterol-sensing domain is
identical to those of 3-hydroxy-3-methylglutaryl-CoA reductase and sterol regulatory
element binding protein cleavage-activating protein. J, Biol. Chem. 275, 24367-24374.

Davies, J. P., Chen, F. W. and Ioannou, Y. A. (2000). Transmembrane molecular pump
activity of Niemann-Pick C1 protein. Science 290, 2295-2298.

Fujita, H., Yamanaka, M., Imamura, K., Tanaka, Y., Nara, A., Yoshimori, T., Yokota,
S. and Himeno, M. (2003). A dominant negative form of the AAA ATPase
SKD1/VPS4 impairs membrane trafficking out of endosomal/lysosomal compartments:
class E vps phenotype in mammalian cells. J. Cell Sci. 116, 401-414.

Fu_uta H, Umezuk:, Y., lmamura, K., Ishikawa, D., Uchimura, S., Nara, A.,

hi i, T., Hayashizaki, Y., Kawax, J., Ishidoh, K et al. (2004). Mammahan
class E Vps proteins, SBP! and mVps2/CHMP2A, interact with and regulate the
function of an AAA-ATPase SKD1/VpsdB. J. Cell Sci. 117, 2997-3005.

Garver, W. S., Heidenreich, R. A., Erickson, R. P., Thomas, M. A. and Wilson, J. M.
(2000). Localization of the murine Niemann-Pick Cl protein to two distinct
intracellular compartments. J. Lipid Res. 41, 673-687.

Hicke, L. (2001). A new ticket for entry into budding vesicles-ubiquitin. Cell 106, 527-
530.

Higaki, K., Ninomiya, H., Sugimoto, Y., Suzuki, T., Taniguchi, M., Niwa, H.,
Pentchev, P. G., Vanier, M. T. and Ohno, K. (2001). Isolation of NPC]-deficient
Chinese hamster ovary cell mutants by gene trap mutagenesis. J. Biochem. 129, 875-
880.

Higgins, M. E., Davies, J. P., Chen, I. W. and Ioannou, Y. A. (1999). Niemann-Pick
Cl is a late endosome-resident protein that transiently associates with lysosomes and
the trans-Golgi network. Mol. Genet. Metab. 68, 1-13.

Inchara, N. and Nunez, G. (2002). ML - a conserved domain involved in innate
immunity and lipid metabolism. Trends Biochem. Sci. 27, 219-221.

Katzmann, D. J., Babst, M. and Emr, S. D. (2001). Ubiquitin-dependent sorting into
the multivesicular body pathway requires the function of a conserved endosomal
protein sorting complex, ESCRT-1. Cell 106, 145-155.

Ko, D. C,, Gordon, M. D,, Jin, J. Y. and Scott, M. P. (2001). Dynamic movements of
or Hes e ing Ni Pick C1 protein: NPCI involvement in late endocytic
events. Mol. Biol. Cell 12, 601-614.

Lin, H., Sugimoto, Y., Ohsaki, Y., Ninomiya, H., Oka, A., Taniguchi, M., Ida, H., Eto,
Y., Ogawa, S., Matsuzaki, Y. et al. (2004). N-octyl-beta-valienamine up-regulates
activity of F2131 mutant beta-glucosidase in cultured cells: a potential chemical
chaperone therapy for Gaucher disease. Biochim. Biophys. Acta 1689, 219-228.

Millard, E. E., Gale, S. E., Dudley, N., Zhang, ., Schaffer, J. E. and Ory, D. 8. (2005).
The sterol-sensing domain of the Niemann-Pick C1 (NPCI) protein regulates
wafficking of low density lipoprotein cholesterol. J. Biol. Chem. 280, 28581-28590.

Millat, G., Marcais, C., Tomasetto, C., Chikh, K., Fensom, A, H., Harzer, K., Wenger,
D. A,, Ohno, K. and Vanier, M. T. (2001a). Niemann-Pick C1 disease: correlations
between NPC1 mutations, levels of NPCI protein, and phenotypes emphasize the
functional significance of the putative sterol-sensing domain and of the cysteine-rich
luminal loop. Am. J. Hum. Genet. 68, 1373-1385.

Millat, G., Chikh, K., Naureckiene, S., Sleat, D. E., Fensom, A. H., Higaki, K.,
Elleder, M., Lobel, P. and Vanier, M. T. (2001b). Niemann-Pick disease type C:
spectrum of HE! mutations and genotype/phenotype correlations in the NPC2 group.
Am. J. Hum. Genet. 69, 1013-1021.

Naureckiene, S., Sleat, D, E,, Lackland, H., Fensom, A., Vanier, M, T., Wattiaux, R.,
Jadot, M. and Lobel, P. (2000). Identification of HE1 as the second gene of Niemann-
Pick C disease. Science 280, 2298-2301.

Patterson, M. C., Vanier, M. T., Suzuki, K., Morris, J. A., Carstea, E. D., Neufeld,
E. B., Blanchette-Mackie, E. J. and Pentchev, P. G, (2001). Niemann-Pick disease
type C: a lipid wrafficking disorder. In The Metabolic and Molecular Bases of Inherited
Disease (ed. C. R. Scriver, A. L. Beaudet, W. S. Sly, D. Valle, B. Childs, K. W. Kinzler
and B. Vogelstein), pp. 3611-3634. New York: McGraw Hill.

Peck, J. W., Bowden, E. T. and Burbelo, P. D. (2004). Structure and function of human
Vps20 and Snf7 proteins. Biochem. J. 377, 693-700.

Ravid, T., Doolman, R., Avner, R., Harats, D. and Roitelman, J. (2000). The ubiquitin-
proteasome pathway mediates the regulated degradation of mammalian 3-hydroxy-3-
methylglutaryl-coenzyme A reductase. J. Biol. Chem. 275, 35840-35847.

Scheuring, S., Rohricht, R. A., Schoning-Burkhardt, B., Beyer, A., Muller, S.,
Abts, H. F. and Kohrer, K. (2001). Mammalian cells express two VPS4 proteins
both of which are involved in intracellular protein trafficking. J. Mol. Biol. 312, 469-
480.

Scott, C., Higgins, M. E., Davies, J. P. and Ioannou, Y. A. (2004). Targeting of NPC1
to late endosomes involves multiple signals, including one residing within the putative
sterol-sensing domain. J. Biol. Chem. 279, 48214-48223.

Sever, N, Song, B. L., Yabe, D., Goldstein, J. L., Brown, M. 8. and DeBose-Boyd, R.
A. (2003a). Insig-dependent ubiquitination and degradation of mammalian 3-hydroxy-
3.methylglutaryl-CoA reductase stimulated by sterols and geranylgeraniol. J. Biol.
Chem. 278, 52479-52490.

Sever, N., Yang, T., Brown, M. 8., Goldstein, J. L. and DeBose-Boyd, R. A. (2003b).
Accelerated degradation of HMG CoA reductase mediated by binding of insig-1 to its
sterol-sensing domain. Mol. Cell 11, 25-33.

Sharma, M., Pampinelia, F., Nemes, C., Benharouga, M., So, I, Dy, K., Bache, K.
G., Papsin, B., Zerangue, N., Stenmark, H. et al. (2004). Misfolding diverts CFTR
from recycling to degradation: quality control at early endosomes. J. Cell Biol. 164,
923-933.

Shenoy, S. K., McDonald, P. H., Kohout, T. A. and Lefkowitz, R. J. (2001). Regulation
of receptor fate by ubiquitination of activated beta 2-adrenergic receptor and beta-
arrestin. Science 294, 1307-1313.

Simons, K. and Ikonen, E. (1997). Functional rafts in cell membranes. Nanwre 387, 569-
572,

Sleat, D. E., Wiseman, J. A., El-Banna, M., Price, S. M., Verot, L., Shen, M. M., Tint,
G. S., Vanier, M. T., Walkley, S. U. and Lobel, P. (2004). Genetic evidence for
nonredundant functional cooperativity between NPC1 and NPC2 in lipid transport.
Proc. Natl. Acad. Sci. USA 101, 5886-5891.

Sugimoto, Y., Ninomiya, H., Ohsaki, Y., Higaki, K., Davies, J. P, loannou, Y. A. and
Ohno, K. (2001). Accumulation of cholera toxin and GM1 ganglioside in the early
endosome of Niemann-Pick Cl-deficient cells. Proc. Natl. Acad. Sci. USA 98, 12391-
12396.

Vanier, M. T. and Millat, G. (2004). Structure and function of the NPCZ protein.
Biochim. Biophys. Acta 1685, 14-21.

Watari, H., Blanchette-Mackie, E. J., Dwyer, N. K., Watari, M., Neufeld, E. B., Patel,
S., Pentchev, P. G. and Strauss, J. F, HI (19992). Mutations in the leucine zipper
motif and sterol-sensing domain inactivate the Niemann-Pick C1 glycoprotein. J. Biol.
Chem. 274, 21861-21866.

‘Watari, H., Blanchette-Mackie, E. J., Dwyer, N. K., Glick, J. M., Patel, S., Neufeld,
E. B, Brady, R. O., Pentchev, P. G. and Strauss, J. E, III (1999b). Niemann-Pick

— 93 —



Q)
=
g
[©}
.(D'
O
(Fiy
1o
®
fex
A
2

Cholesterol-regulated ubiquitylation of NPC1

2653

C1 protein: obligatory roles for N-terminal domains and lysosomal targeting in
cholesterol mobilization. Proc. Nail. Acad. Sci. USA 96, 805-810.

Yabe, D., Brown, M. S. and Goldstein, J. L. (2002). Insig-2, a second endoplasmic
reticulum protein that binds SCAP and blocks export of sterol regulatory element-
binding proteins. Proc. Natl. Acad. Sci. USA 99, 12753-12758.

Yamamoto, T., Ninomiya, H., Matsumoto, M., Ohta, Y., Nanba, E., Tsutsumi, Y.,
Yamakawa, K., Millat, G., Vanier, M. T., Pentchev, P. G. et al. (2000). Genotype-
phenotype relationship of Niemann-Pick disease type C: a possible correlation between
clinical onset and levels of NPC1 protein in isolated skin fibroblasts. J. Med. Genet.
37, 707-712.

Yan, Q., Hunt, P. R,, Frelin, L., Vida, T. A., Pevsner, J. and Bean, A. J. (2005).
mVps24p functions in EGF receptor sorting/trafficking from the early endosome. Exp.
Cell Res. 304, 265-273.

Yang, T., Espenshade, P. J.,, Wright, M. E., Yabe, D., Gong, Y., Aebersold, R.,

Goldstein, J. L. and Brown, M. 8. (2002). Crucial step in cholesterol homeostasis:
sterols promote binding of SCAP to INSIG-1, a membrane protein that facilitates
retention of SREBPs in ER. Cell 110, 489-500.

Yoshi i, T., Yamagata, F., Y: to, A., Mizushi N., Kabeya, Y., Nara, A.,
Miwako, 1., Ohashi, M., Ohsumi, M. and Ohsumi, Y. (2000). The mouse SKD1, a
homologue of yeast Vpsdp, is required for normal endosomal trafficking and
morphology in mammalian cells. Mol. Biol. Cell 11, 747-763.

Zhang, M., Dwyer, N, K., Neufeld, E. B., Love, D. C., Cooney, A., Comly, M., Patel,
S., Watari, H., Strauss, J. ¥, III, Pentchev, P. G. et al. (2001). Sterol-modulated
glycolipid sorting occurs in niemann-pick C1 late endosomes. J. Biol. Chem. 276,
3417-3425.

Zhang, S., Ren, J, Li, H., Zhang, Q., Armstrong, J. S., Munn, A. L. and Yang, H.
(2004). Nerlp, the yeast ortholog of mammalian Niemann Pick C1 protein, is
dispensable for endocytic transport. Traffic §, 1017-1030.




EEL i I

E

2RV TRMBRCEEST 50T T, BERIERE
FEORBTIELDIVa—A05 2T LD ATP BE4L
ENZOIXL, 2P aY N TEFEERTI 6 ELD
ATP BEL 2N, £ TLELZZ ALY —DBLEBEEDOKX
ﬁliﬁ@%?‘c%?ﬁofwé Shar RN T7TRBEELT

LPEFEERE, BFEPABCMEESRYT, KEAL Y

(H“) % intermembrane space () w2t U (BB F1E
H#ER), £U 5 HNBEAM (BAE, pHE) 2HWT, &g
BB THEI ATP OG5 %175 (B ) Bk,
NoHD\EREE I Fa Y 7W‘&f¥¥i mitochondrial respi-
ratory chain &FERY, 13 R Y 7 RGOS
KERYT, T haRY 7[@2[9)7(@;%“& @é\ﬁil (NADH-
ubiquinone oxidoreductase), II (SDH-ubiquinone oxido-

-
—

reductase), [I(ubiquinone-cytochrome ¢ oxido-
reductase), IV (cytochrome ¢ oxidase : COX) & FFiEn %
4 ODEERER» OB SN, 2 P2 N TRHRECE
FELTW5a, BRI ATP &REBEZESE V) TATP
DERMPTONG. S ba Y FU 7RSO 1 -VOEEKE
O E B3I DOEEAVEFRECILETHS. Th
213 dihydroorotate-CoQ oxidoreductase (DHO-QO),

TE2 OTH  ERHRERRRE ¥ >y —FR//DNEsEER
TEZ LI EMWBERRES vy — /NS

7

B FER BILETF

electron transfer flavoprotein-CoQ oxidoreductase
(ETF-QO), adenosine nucleotide translocator (ANT) T
HBHEFED, T raryFNY)7ORBEIIZRZ O coenzyme
QCoQ, x>, Frrzu—AhcHbh, CoQ izl
BERNEPERCEIE LD, BFE2EELLD H 5 EEE
KRAETEEE L T05, WAETHE, ATP © 80~90%

u, Trary R T TORBENY VBt DAERERS
, —FHI  NarPFU 7 ATP 285 L THEIBO & %
%?%hﬁ?&<,7$b~ka%@%LM@®%%k

RHR mya
o
Acetyl CoA
NADH °

NADH NAD +H™ o/ JvUE
A

Matrix |

co,

ADP ATP

i CoQ
Intermembrane\~ H+ H+
space H* \Ax\g_ﬂ e
B 1 3 by Py T7HESEOBR

gL

#EEEHI

HEMWI Bawv
2 = NADH- SDH- Ubiquinone- Cytochrome ¢
ubiguinone ubiquinone cytochrome ¢ oxidase
oxidoreductase oxidoreductase oxidoreductase
Y7oz b
nDNA 43 10 10
mtDNA 7 0 | 3
674

BERV ANT

ATP synthase

DHO-00 ETF-Q0

Dihydroorotate- Electron transfer Adenosine

CoQ flavoprotein-  nucleotide

oxidoreductase CoQ
oxidoreductase

translocator

0289-0585/06/ ¥ 500/ /JCLS



KEREEER-L TS,
| senramy |
BEBER LWORT IO KESEI 2EE, S barP
Y 7 DNA (mtDNA) & % DNAMDNA) Ol 3 2 27— F
ENBEHOY T2y PSRRI NTVS, Ko7
¥R 7REOEEI, mtDNA OB CEE T UTHE
FEEERTH, nDNA OEE THh L Mendel :B{RTEE
% Lol mtDNADERREIZLLZDDBZIIFLEAL
DPIEBITH 5. & BB ERO mtDNA 2EE L T
w%%%%%émﬂ SHE SR ZFDOHEOBHBLETH
AR EEER OIS T, pedigree THIL E HICHEE
L BE,» SEBEMEHL TOAERTIE I ba Y RY T
7R, I mtDNA O SERBRDN LY,

B
—MEC s b

F ) 79513 multisystemic 2iER 2 2

2 MELAS £2EI-85(7 3% ragged-red fiber
Gomori- b+ V 7 o — A5,

MERRFZEH

COXRiIE ATPOEE

.

/N

wmDNA
| PDHCZ 45 -»| LEIGH SYNDROME | getetion |

T35, B B OBRZOFTHIEEEZFIL T LES
Thb. FORHERREICIHERE VT, b,
B, S{LERESTOILE 2 L35\ ragged-red fiber
(RRF) (K 2) 3t ZEHC I v a vy FY T REDEE
REZT, S haYFPYTEREED 10~80%ICAH N5,
L LTRTOI pary P U TEBECHEDSNLELT
B, B nDNAOERC L2 LEZONDEBRTH
RRFRERIFEAFHEELZW BETEERERORBECIIE
R L U BB, MR, D v R ETEER
BREESHESNS, HEEOBRIIEEROBE LA
%Y, BREEVLHORTFREBCEGENTLETDHY,
IR OETRNE L W L - Th R BE AR T
B35 5 DT, EEEERT 2 1I3ERR REMFICDOWTH
ELRDBSHRT 5 2 ENLBETH Y. —kic, EEHE
[+, H+ITOEEETHAESNTEEIE CoQ DFE
B, OEESE T, I, I, BXU aconitase DT~ THE
TLTWw3EEE iron sulfur protein DEE, EEMEIT,
I, I, WIRTOBRETHNEERSDI b FY 7
ANDOEEEE, £ mtDNADORKRZ, &K1, IVKHE
THNIE mDNA DRER, REZELZEED LN TE
%9,

|| EAnEERBLERORS

23y R TIROFESRE 3 10~15/100,000 A &
WHhIT W3, FERFERICIIELRLARY NI 408355
tm,%@@@%f@%v&bgm@fi&m#t%z6
nb. ks R Y PR OFREICIIEE ORENDH
DED, BE mtDNA(mutant mtDNA) 3 IEH mtDNA
(wild mtDNA) & & & & F o8& THllE, BERcaoml ¢

% (heteroplasmy) 7z &, R EREEIR D 6N 5. F

72_, FIEWCELIWIE, BEI MY FIUTREDOEEDL
BTZFOME, BRCEELTVLLONPEET, £
mtDNA O 5% % HEn b % BE ixfumu%&m
iDL #2513 (threshold effect) . Lizdd-> TEE
Fary R T7EBFLTWTHREEULT CHANTEERT
Holh, BFETHoD LEROBE, HEIEL VLA
JrYILEETEIEERSL. 222K T ubiqui-

Complex IR Unknown ) )

tous WEME L Tw5 DS, HoOEHMICEREMNCETE o

RrELbULTEAR mDNAZER V7 WMELET % (skewed heteroplasmy) &2 H Y,

B . e
3 Leigh B e R ERE RS L LR D,

B eigh B4EE s R T S e 2
A) T CT 7 5, PSR O SRS TS & h 5. PAZEVTIHREOL O —OOREE LT, R SIRE
B) EEOSREM FRETHY 2nofA—OEBOREREZELLD, —D0
- BEFRYETHYZNS, RIBHERVWERTH12D T 5.

CLINICAL NEUROSCIENCE vol.24 no.6 (2006-6) 675





