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Parkinson disease (PD) is the most common neurodegenera-
tive movement disorder. An increase in the amount of a-synuclein
protein could constitute a cause of PD. a-Synuclein is degraded at
least partly by chaperone-mediated autophagy (CMA). The 193M
mutation in ubiquitin C-terminal hydrolase L1 (UCH-L1) is asso-
ciated with familial PD. However, the relationship between
a-synuclein and UCH-L1 in the pathogenesis of PD has remained
largely unclear. In this study, we found that UCH-L1 physically
interacts with LAMP-2A, the lysosomal receptor for CMA, and
Hsc70 and Hsp90, which can function as components of the CMA
pathway. These interactions were abnormally enhanced by the
193M mutation and were independent of the monoubiquitin bind-
ing of UCH-L1. In a cell-free system, UCH-L1 directly interacted
with the cytosolic region of LAMP-2A. Expression of 193M
UCH-L1 in cells induced the CMA inhibition-associated increase
in the amount of a-synuclein. Our findings may provide novel
insights into the molecular links between a-synuclein and UCH-L1
and suggest that aberrant interaction of mutant UCH-L1 with
CMA machinery, at least partly, underlies the pathogenesis of PD
associated with 193M UCH-L1.

Parkinson disease (PD)* is the most common neurodegen-
erative movement disorder characterized by progressive
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degeneration confined mostly to dopaminergic neurons in the
substantia nigra pars compacta. Although the majority of PD
cases occur sporadically, nine genes have been reported to be
associated with familial forms of PD. Several missense muta-
tions in the a-synuclein gene are linked to dominantly inherited
PD (1-3). Duplication and triplication of the a-synuclein gene
were also shown to cause familial PD or parkinsonism (4—6),
indicating that increases in the levels of a-synuclein could con-
stitute a cause of PD. a-Synuclein is a major component of
cytoplasmic inclusions called Lewy bodies in the brains of
patients with sporadic PD (7, 8). These findings raised the idea
that a-synuclein plays a central role in the pathogenesis of PD.
Therefore, elucidating the molecular relationships between
a-synuclein and other familial PD-associated proteins is
important for understanding the mechanisms that underlie the
pathology of PD.

A missense mutation in the ubiquitin C-terminal hydrolase
L1 (UCH-L1) gene, leading to an 193M substitution at the pro-
tein level, has been reported in two affected siblings of a Ger-
man family with dominantly inherited PD (9). In this family,
four of seven family members were affected with PD. However,
the family members, except the two siblings, were not geno-
typed. There was an unaffected presumed carrier of the [93M
mutation in the family. Therefore, the link between the 193M
mutation and the development of PD has been questioned (10,
11). To clarify the link between the mutation and PD, we have
generated UCH-L1'*™ transgenic mice and reported that
these mice exhibit progressive dopaminergic cell loss (12). In
addition, we have shown that, compared with UCH-L1¥7T,
UCH-L1"*M exhibits increased insolubility and levels of inter-
actions with other proteins in mammalian cells, features that
are characteristic of several neurodegenerative disease-linked
mutants (13). These findings suggest that the I93M mutation in
UCH-L1 contributes to the pathogenesis of PD. UCH-L1 has
also been identified as a component of several inclusion bodies
characteristic of neurodegenerative diseases including Lewy
bodies (14). A polymorphism in the UCH-L1 gene, resulting in
an S18Y substitution at the amino acid residue level, has been
reported to be associated with decreased risk of PD in certain
populations but not in other populations (15, 16). We have also
reported that UCH-L1™*™ and carbonyl-modified UCH-L1,
which is associated with sporadic PD (17), display shared aber-
rant properties (13), suggesting that carbonyl-modified
UCH-L1 constitutes one of the causes of sporadic PD.
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UCHS-L1 is one of the most abundant proteins in the brain
(1-5% of total soluble protein) (18) and is thought to hydro-
lyze ubiquitin conjugates into monoubiquitin (19). UCH-L1
was also reported to function as a ubiquitin ligase for
monoubiquitinated a-synuclein in a cell-free system (20).
Other than these enzymatic activities, we have reported that
UCH-L1 stabilizes monoubiquitin by binding to monoubiq-
uitin in neurons (21). Although the hydrolase activity of
UCH-L1"3M and the binding of UCH-L1"* to monoubiq-
uitin are decreased compared with those of UCH-L1¥™ (9,
13, 22), we have shown that mice deficient in UCH-L1 do not
display obvious dopaminergic cell loss (21, 23). These obser-
vations indicate that the main cause of UCH-L1"*-associ-
ated PD may not be a loss of UCH-L1 function but an
acquired toxicity of UCH-L1"*™. Qur previous studies also
suggest that aberrantly enhanced physical interactions
between UCH-L1"°* and multiple proteins, including tubu-
lin, underlie the toxic functions of UCH-L1'3M (13).

However, the molecular relationship between a-synuclein
and UCH-L1 in the pathogenesis of PD has remained largely
unclear. a-Synuclein is known to be degraded at least partly by
chaperone-mediated autophagy (CMA) (24), in which sub-
strate proteins are selectively transported to and degraded in
lysosomes (25). In this study, we sought to identify novel UCH-
L1-interacting proteins. We found that UCH-L1 physically
interacts with lysosome-associated membrane protein type 2A
(LAMP-2A), heat shock cognate protein 70 (Hsc70), and heat
shock protein 90 (Hsp90), all of which are components of the
CMA pathway (26). These interactions were enhanced by the
[93M mutation in UCH-L1 and were independent of the inter-
action between monoubiquitin and UCH-L1. We also provide
the data suggesting that the aberrant interaction of UCH-L1
with CMA machinery results in the accumulation of
a-synuclein.

EXPERIMENTAL PROCEDURES

Plasmids—pCl-neo-hUCH-L1 plasmids containing human
WT UCH-L1 and UCH-L1 variants with or without a FLAG
tag were prepared as described previously (13). The regula-
tory expression plasmids pTRE-Tight-hUCH-L1 containing
WT and 193M UCH-L1 with a FLAG tag at the C terminus of
UCH-L1 were constructed by ligating the cDNA encoding
UCH-L1 into the pTRE-Tight (Clontech) vector. The
expression plasmid pCI-neo-ha-synuclein was constructed
using the pCI-neo mammalian expression vector (Promega),
and the expression plasmid pCI-neo-ADQ a-synuclein was
generated using a QuikChange site-directed mutagenesis kit
(Stratagene).

Cell Culture and Transfection—CQOS-7 cells were maintained
in Dulbecco’s modified Eagle’s medium (Sigma) supplemented
with 10% fetal bovine serum (JRH Biosciences, Lenexa, KS).
IMR-90 cells, which have been used to study CMA (27), were
cultured as described in the literature (27). NIH-3T3 cells stably
expressing human UCH-L1 with a FLAG-hemagglutinin dou-
ble tag at the N terminus were cultured as described previously
(13). Transient transfection of COS-7 and IMR-90 cells with
each vector was performed using Lipofectamine reagent
(Invitrogen) and Lipofectamine LTX reagent (Invitrogen),
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respectively. There was no notable difference in the transfec-
tion efficiency among the culture dishes (wells) in our experi-
mental conditions (data not shown).

Immunoblotting and Immunoprecipitation—Preparation of
the detergent (1% Triton X-100)-soluble fraction was per-
formed as described previously (28). The cytosolic fraction
that does not contain LAMP-2, a marker of lysosomes, and
the crude lysosomal fraction containing LAMP-2 (supple-
mental Fig. S1A) were prepared according to the method
described by Pertoft et al. (29). SDS-PAGE was performed
under reducing conditions. Immunoblotting was performed
according to standard procedures as described previously
(30). For some experiments, Can Get Signal Immunoreac-
tion Enhancer Solution (Toyobo, Osaka, Japan) was used.
The signal intensity was quantified by densitometry using
FluorChem software (Alpha Innotech, San Leandro, CA).
Immunoprecipitation was performed using anti-FLAG M2
affinity gel (Sigma) or 10 wg/ml antibodies (unless otherwise
mentioned) with protein G-Sepharose (GE Healthcare), as
described previously (13). The antibodies used were as fol-
lows. Antibodies against UCH-L1, Cu,Zn-superoxide dis-
mutase 1, Hsc70, and Hsp90 were purchased from Ultra-
Clone, Stressgen Bioreagents (Victoria, Canada), Affinity
BioReagents (Golden, CO), and BD Transduction Laborato-
ries (Franklin Lakes, NJ), respectively. Anti-B-actin, Mcl-1,
and FLAG antibodies were from Sigma. Antibodies against
a-synuclein and glyceraldehyde-3-phosphate dehydrogen-
ase (GAPDH) were from Chemicon (Temecula, CA). Anti-
p53 and Bcl-xL antibodies were from Cell Signaling. Anti-
Bcl-2, Ubc9, NF-«B p65, and LAMP-2 antibodies were from
Santa Cruz Biotechnology. The rabbit polyclonal anti-
LAMP-2A antibody was raised in rabbit against a synthetic
peptide (CYFIGLKHHHAGYEQF) containing an amino acid
sequence corresponding to the cytosolic region of human
LAMP-2A. The specificity of the anti-LAMP-2A antibody
was confirmed as shown in supplemental Fig. S1, B and C.

Pulldown Assay—Recombinant human UCH-L1 proteins
without a tag were prepared as described previously (13). A
pulldown assay was performed as described previously (13)
with slight modifications. Streptavidin-Sepharose (GE
Healthcare) was blocked with 3% bovine serum albumin for
15 h to prevent nonspecific binding of UCH-L1 to the beads
and washed three times with phosphate-buffered saline con-
taining 0.05% Triton X-100. Ten ug of UCH-L1 (wild-type or
193M) and 2 nmol of synthetic peptides conjugated to biotin
(control or LAMP-2A peptide, Invitrogen) were mixed and
incubated for 15 h in phosphate-buffered saline containing
0.05% Triton X-100. Twenty ul of streptavidin beads blocked
with bovine serum albumin was then added, and incubation
was continued for 1 h. After beads were washed three times
with phosphate-buffered saline containing 0.05% Triton
X-100, proteins were eluted with SDS sample buffer and sub-
jected to SDS-PAGE.

UCH-L1 Degradation Assay—CQOS-7 cells were cotrans-
fected with pTet-Off and pTRE-Tight-hUCH-L1. Twenty-four
h after transfection, transcription of UCH-L1-FLAG gene was
suppressed by adding 100 ng/ml doxycycline and incubating for
4 h. Then, cells were harvested at the 0-, 24-, and 48-h time
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FIGURE 1. Physical interactions of UCH-L1 with LAMP-2A, Hsc70, and Hsp90. A, lysates of NIH-3T3 cells
stably expressing FLAG-hemagglutinin (HA)-tagged UCH-L1 were immunoprecipitated (/P) with antibodies
against cell death- or protein degradation-related proteins and analyzed by immunoblotting using anti-
UCH-L1 antibody. A representative blot including immunoprecipitant with anti-LAMP-2 antibody is shown.
B, mouse (C57BL/6J) whole brain lysates were immunoprecipitated with control IgG, anti-LAMP-2, or anti-UCH-L1
antibody and immunoblotted with anti-UCH-L1 and LAMP-2 antibodies. C, lysates of COS-7 cells transfected
with the indicated constructs were immunoprecipitated with 5 wg/ml control IgG or anti-LAMP-2 antibody and
analyzed by immunoblotting using anti-UCH-L1 antibody. D, lysates of COS-7 cells transfected with the indi-
cated constructs (—, empty vector) were immunoprecipitated with anti-FLAG beads and immunoblotted using

anti-LAMP2, LAMP-2A, Hsc70, Hsp90, and UCH-L1 antibodies.

points after the suppression of the gene and analyzed by immu-
noblotting. Pulse-chase analyses were performed as described
previously (21) with some modifications. COS-7 cells trans-
fected with pCI-neo-hUCH-L1-FLAG were washed and incu-
bated with methionine-, cysteine-, and cystine-free medium for
1 h. The cells were pulsed with 0.1 mCi/ml [**S]Met and
[**S]Cys (Expre®>S**S protein labeling mixture, PerkinElmer
Life Sciences) for 1 h and then washed and chased with 3 mm
methionine and cysteine for 48 h. At the 0-, 24-, and 48-h time
points, the cells were harvested for immunoprecipitation with
anti-FLAG M2 affinity gel. Following SDS-PAGE on a 15% gel,
radioactive bands were detected and analyzed by using a BAS-
5000 imaging analyzer (Fuyjifilm, Tokyo, Japan).

Statistical Analysis—For comparison of two groups, the sta-
tistical significance of differences was determined by the Stu-
dent’s ¢ test.

RESULTS

UCH-L1 Interacts with LAMP-2A, Hsc70, and Hsp90—We
have previously shown that soluble UCH-L1 interacts with
multiple proteins in mammalian cells and that one of the UCH-
L1-interacting proteins is a/B-tubulin (13). In this study, we
further screened for UCH-Ll-interacting proteins using a
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mal membrane (26). Because
a-synuclein has been reported to
interact with LAMP-2A (24), we
tested for interactions between
UCH-L1 and LAMP-2A, Hsc70,
and Hsp90. The UCH-L1 immu-
noprecipitant included LAMP-2A
as well as Hsc70 and Hsp90 (Fig.
1D). These results indicate that
UCH-L1 interacts with LAMP-2A,
Hsc70, and Hsp90 in mammalian
cells.

UCH-L1 Can Be Degraded by
Macroautophagy— Although UCH-
L1 physically interacts with LAMP-
2A, UCH-L1 is not a presumable
substrate for CMA  because
UCH-L1 does not contain a KFERQ-like motif, which is
required for substrate proteins to be degraded by CMA (32).
Therefore, we speculated that UCH-L1 is degraded by other
degradation pathways in mammalian cells. We used a regula-
tory protein expression system to switch off the expression of
UCH-L1 by adding doxycycline, to follow UCH-L1 degrada-
tion. Degradation of UCH-L1 was observed 24 or 48 h after
expression was switched off, compared with the time point at
which expression was switched off (Fig. 24). The half-life of
UCH-L1 was >48 h (Fig. 2A). Long-lived proteins are known to
be mainly degraded by macroautophagy (33). We therefore
investigated whether UCH-L1 was degraded by macroautoph-
agy using 3-MA, an inhibitor of macroautophagy (24, 28, 34).
The 3-MA treatment significantly inhibited the degradation of
UCH-L1 (Fig. 2A). Similar results were obtained when we used
UCH-L1"*M (Fig. 2B). Pulse-chase experiments also showed
that the degradations of UCH-L1%" and UCH-L1"*™ were sig-
nificantly inhibited by 3-MA treatment (Fig. 2, C and D). These
results suggest that macroautophagy is one of the major path-
ways that degrade UCH-L1 in our cell model.

The Interactions of UCH-L1 with LAMP-2A, Hsc70, and
Hsp90 Are Enhanced by the 193M Mutation in UCH-L1 and Are
Independent of the Interaction between Monoubiquitin and
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FIGURE 2. Degradation of UCH-L1 by macroautophagy.Aand B, COS-7 cells
were transfected with pTet-Off and pTRE-Tight-hUCH-L1"T (A) or pTRE-Tight-
hUCH-L1'93M (B). Twenty-four h after transfection, transcription of UCH-L1-
FLAG gene was suppressed by adding 100 ng/ml doxycycline and incubating
for 4 h. Then, 3-MA (+) or vehicle (—) was added, and cells were harvested at
the indicated times after the suppression of the gene and analyzed by immu-
noblotting (upper panels). The relative levels of UCH-L1-FLAG at 48 h after the
suppression (% of 0-h control) were quantified by densitometry. Mean values
are shown with S.E.(A,n = 4;B,n = 3).*,p < 0.05; **, p < 0.01.Cand D, COS-7
cells were transfected with pCl-neo-hUCH-L1W™-FLAG (C) or pCl-neo-hUCH-
L1'3M-FLAG (D). Twenty-four h after transfection, cells were labeled with
[**SIMet and [**S]Cys. Autoradiograms of anti-FLAG immunoprecipitates
pulse-chased at the indicated times in the absence or presence of 3-MA are
shown (upper panels). Relative band intensities at 48 h (% of 0-h control) are
quantified. Mean values are shown with S.E. (n = 3). **, p < 0.01.

UCH-L1—We have previously shown that the amount of each
protein interacting with UCH-L1"*™ is mostly higher than the
amount interacting with UCH-L1¥™ (13). Consistent with this
observation, we found that the amount of LAMP-2A, Hsc70,
and Hsp90 interacting with UCH-L1™*™ is higher than the
amount interacting with UCH-L1¥" (~1.8-, 1.3-, and 1.3-fold
increases, respectively) (Fig. 1, C and D, and supplemental Fig.
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S2A). The interactions of LAMP-2, Hsc70, or Hsp90 with UCH-
L158Y, UCH-L1P3°%, which lacks hydrolase activity and bind-
ing affinity for ubiquitin (21), and UCH-L1<°%%, which lacks
hydrolase activity but maintains binding affinity for ubiquitin
(21), were not notably changed compared with those of UCH-
L1¥T (Fig. 1C, supplemental Fig. S24, and data not shown).
These results suggest that the interaction between UCH-L1 and
CMA machinery is independent of both UCH-L1-binding
affinity for ubiquitin and the hydrolase activity of UCH-L1. To
further show that these interactions are independent of
monoubiquitin binding to UCH-L1, and to elucidate the amino
acid residues of UCH-L1 involved in the interaction with
LAMP-2A, Hsc70, and Hsp90, we performed coimmunopre-
cipitation assays using a series of alanine substitutions (13) of
basic and acidic residues located on the surface of UCH-L1 (Fig.
3A). The R63A mutant displayed increased levels of interac-
tions with LAMP-2, Hsc70, and Hsp90, whereas other muta-
tions had no notable effect on the interactions (Fig. 34). We
further performed alanine-scanning mutagenesis experiments
and found that E174A, D176A, and H185A mutants also dis-
played increased levels of interactions with LAMP-2, Hsc70,
and Hsp90 (Fig. 3B and data not shown). Glu*”#, Asp'”®, and
His'®® are located near Arg®® (Fig. 3C). The surface region con-
taining Arg®® and His'® possesses features that are character-
istic of a protein-protein interacting site (35). These observa-
tions suggest that this surface region, which is distinct from the
ubiquitin-binding region (13, 35), is involved in the interactions
with LAMP-2, Hsc70, and Hsp90. The R63A, E174A, D176A, or
H185A mutation possibly causes partial misfolding, resulting in
increased interactions.

UCH-LI Directly Interacts with the Cytoplasmic Region of
LAMP-2A—LAMP-2 is a type 1 membrane protein, consisting
of a short cytoplasmic tail (12 amino acids), one transmem-
brane domain, and a glycosylated luminal domain (31). To test
whether UCH-L1 directly interacts with the cytosolic region of
LAMP-2A, we prepared purified recombinant wild-type and
193M UCH-L1 proteins, a peptide containing an amino acid
sequence corresponding to the C-terminal cytoplasmic tail of
LAMP-2A, and a control peptide (Fig. 44). Purified UCH-L1
proteins and the peptides were mixed, and pulldown assays
were performed. A direct interaction between wild-type
UCH-L1 and the cytosolic region of LAMP-2A was observed
(Fig. 4, B and C). Consistent with the results of the coimmuno-
precipitation assay, UCH-L1'*™ exhibited an abnormally
increased level of interaction with the cytosolic region of
LAMP-2A compared with wild-type UCH-L1 (Fig. 4D).
Because chaperones, including Hsc70, are considered to be
required for the interaction of the CMA substrates with
LAMP-2A (36), our results may indicate that UCH-L1 interacts
with LAMP-2A in a manner different from the interaction
between CMA substrates and LAMP-2A.

UCH-L1"3™ Causes Accumulation of a-Synuclein—It has
been reported that a-synuclein™¥'™ is a CMA substrate, but
pathogenic mutants A30P and A53T a-synuclein inhibit CMA
by tight binding to LAMP-2A (24). Thus, UCH-L1"*™, which
exhibits elevated interactions with LAMP-2A, Hsc70, and
Hsp90, may also inhibit CMA. To examine this possibility in
mammalian cells, we assessed the effects of UCH-L1"°* on the
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FIGURE 3. Alanine-scanning mutagenesis of UCH-L1. A and B, lysates of COS-7 cells transfected with the
indicated constructs wereimmunoprecipitated (/P) with anti-FLAG antibody and analyzed by immunoblotting.
C,astructural model for human UCH-L1 is shown. Arg®®, Glu'”#, Asp' ¢, and His '®° are shown in blue, green, magenta,
and red, respectively, using Cn3D software (version 4.1) and NCBI structural model mmdbld:38174 (35).

protein level of GAPDH, an established substrate of CMA (24),
in the lysosomal fraction and whole-cell lysate. The GAPDH
level in whole-cell lysate was increased in cells expressing
UCH-L1"*™ compared with that in cells expressing UCH-
L1¥" (an ~1.5-fold increase) (Fig. 54), whereas the GAPDH
level in the lysosomal fraction was decreased in cells expressing
UCH-L1"3M (an ~2.1-fold decrease) (Fig. 5B), supporting the
idea that the aberrant interaction of UCH-L1'**™ with CMA
machinery inhibits CMA. The inhibition of CMA also results in
the accumulation of other CMA substrates, including
a-synuclein (24). We found that the amount of a-synuclein™™
was increased in cells expressing UCH-L1'*™ compared with
cells expressing UCH-L1¥T (~1.7 and 1.4-fold increases,
respectively) (Fig. 5, C and D) or control mock cells (data not
shown). The physical interaction between UCH-L1 and
a-synuclein was not detected under these experimental condi-
tions (data not shown). These results suggest that the accumu-
lation of a-synuclein in cells expressing UCH-L1'**™ is due to
the inhibition of CMA-dependent degradation of a-synuclein.
a-Synuclein contains a CMA recognition motif, *>VKKDQ?,
and mutant a-synuclein®”?, in which **DQ% is replaced by
Ala-Ala, is not degraded by CMA (24). To confirm that the
accumulation of a-synuclein in cells expressing UCH-11"*M

AUGUST 29, 2008 +VOLUME 283 +NUMBER 35

cells transfected with UCH-L1"*™
were not increased compared with
those in cells expressing UCH-
L1¥7T (an ~1.0-fold increase) (Fig.
5G and data not shown), suggesting
that the 193M mutation does not
considerably affect the degradation
of proteins by macroautophagy and
the proteasome under these experi-
mental conditions.

Contrary to UCH-L1™*™, UCH-
L17%°% and UCH-L1¢°*® did not
increase the amount of a-synuclein
in cells (supplemental Fig. S2B),
indicating that the accumulation of
a-synuclein in cells expressing
UCH-L1"™*M is independent of the
hydrolase activity of UCH-L1 and the interaction between
monoubiquitin and UCH-L1. These observations are con-
sistent with the results showing that the interaction between
UCH-L1 and LAMP-2A, Hsc70, or Hsp90 is independent of
the enzymatic activity of UCH-L1 and the interaction
between monoubiquitin and UCH-L1 (Figs. 1C and 3) and
also with the idea that the main cause of UCH-L1"**M-asso-
ciated PD is not a loss of UCH-L1 function but an acquired
toxicity of UCH-L1"3M,

DISCUSSION

An increase in the amount of a-synuclein protein could
constitute a pathogenic factor underlying sporadic PD
because the heterozygous duplication of the a-synuclein
gene causes familial PD (4, 5), and the deposition of
a-synuclein protein is associated with sporadic PD (7, 8, 37).
a-Synuclein™¥™" is a CMA substrate, but mutant A30P and
A53T a-synuclein inhibit CMA by aberrant tight binding to
LAMP-2A (24). Thus, inhibition of CMA by mutant
a-synuclein might result in an increase in the amount of
a-synuclein protein, leading to the neurodegeneration in
familial PD associated with mutant a-synuclein. To date, the
relationships between a-synuclein and other familial PD-
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FIGURE 4. Direct interaction between UCH-L1 and the cytosolic region of
LAMP-2A. A, an amino acid sequence of biotin-conjugated peptides is shown.
Band G, 10 ug of recombinant UCH-L1 and 2 nmol of peptides (control or LAMP-2A
peptide) were mixed, and a pulldown assay was performed using streptavidin
beads. Precipitants were analyzed by immunoblotting (B). The levels of UCH-L1
relative to input were quantified by densitometry. Mean values are shown with S.E.
(n = 3).% p <0.05.D, 10 ug of UCH-L1 (wild-type or 193M) and 2 nmol of peptides
(control or LAMP-2A peptide) were mixed, and a pulldown assay was performed.
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FIGURE 5. Effects of the 1993M mutation of UCH-L1 on CMA and a-synuclein levels. Aand B, COS-7 cells were
transfected with the indicated constructs. Forty-eight h after transfection, whole-cell lysates (A) and a lysoso-
mal fraction (B) were prepared and analyzed by immunoblotting. C-G, COS-7 cells (C, E, and G) or IMR-90 cells
(D and F) were transfected with the indicated constructs. Cell lysates were prepared and analyzed by immu-
noblotting. Accumulation of a-synucleinV" in cells transfected with UCH-L1'**™ was observed in COS-7 (C),
IMR-90 (D), and SH-SY5Y cells (data not shown). The assays were performed at least three times; representative

results are shown. SOD1, Cu,Zn-superoxide dismutase 1.

23736 JOURNAL OF BIOLOGICAL CHEMISTRY

associated mutant proteins in the pathogenesis of PD have
remained largely unclear. Although it was reported that
UCH-L1 polyubiquitinates monoubiquitinated a-synuclein
in a cell-free system (20), the relationship between UCH-L1
and non-ubiquitinated a-synuclein in the pathogenesis of
PD has also remained unknown.

In the present study, we have shown that familial PD-
associated UCH-L1'*™ abnormally interacts with LAMP-
2A, Hsc70, and Hsp90 and causes an increase in the amounts
of a-synuclein and GAPDH, which are CMA substrates, in
cultured cells. The increase can be explained by an inhibition
of CMA via an aberrant interaction between UCH-L1'3M
and CMA machinery because the GAPDH level in the lyso-
somal fraction was decreased in cells expressing UCH-
L1'*M (Fig. 5B), and the I93M mutation in UCH-L1 does not
affect the levels of a-synuclein®®2, which is not degraded by
CMA (Fig. 5, E and F). These findings suggest that an
increase in the amount of a-synuclein protein by inhibition
of CMA via the interaction between UCH-L1'*™ and CMA
machinery underlies one of the causes of familial PD associ-
ated with mutant UCH-LI. It is also possible that increases
in the amount of other CMA substrates, such as GAPDH, are
involved in the pathogenesis of PD. Taken together with a
report that pathogenic mutant A30P and A53T a-synuclein
exhibit an enhanced interaction with LAMP-2A compared
with a-synuclein™¥™ (24), our results indicate that UCH-
L1"3*™ and mutant A30P and A53T a-synuclein share aber-
rant biochemical properties with respect to their interac-
tions with LAMP-2A. These observations further support
the idea that the 193M mutation in UCH-L1 contributes to
the pathogenesis of PD.

We revealed that the R63A, E174A, D176A, or H185A sub-
stitution in UCH-L1 increases the levels of interactions of
UCH-L1 with LAMP-2, Hsc70, and Hsp90 (Fig. 3), suggesting
that the surface region containing Arg®® and His"® in UCH-L1
(35) is involved in its interaction with LAMP-2, Hsc70, and
Hsp90. We have previously reported that the R63A or H185A
substitution in UCH-L1 enhances
the interaction of UCH-L1 with

WTUCHLT + -
193M UCH-L1 -+ tubulin (13). These results suggest
SOD1(G93A) + + that tubulin, LAMP-2A, Hsc70, and
SOD1 (G93A) [ ] Hsp90 interact with the same region

in UCH-L1. Arg®® and His'® are
distinct from Asp>°, which is one of
the ubiquitin-binding sites (21, 38),
and from Cys®° (13), which is a cat-
alytic center cysteine residue. We
have shown that D30K or C90S
mutation in UCH-L1 does not alter
its interactions with tubulin (13)
and LAMP-2 (Fig. 1C). Thus, the
interactions of UCH-L1 with tubu-
lin and LAMP-2 are independent of
the monoubiquitin-binding and
hydrolase activity of UCH-LI.

It is known that the majority of
PD cases occur sporadically and
that oxidative/carbonyl stresses are

UCH-L1 ’t‘
B-actin | e
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elevated in PD brains (17, 39). In the brains of sporadic PD
patients, UCH-L1 is a major target of carbonyl formation (17).
We previously reported that carbonyl-modified UCH-L1 and
UCH-L1"™*M share biochemical properties: both of these
UCH-L1 variants display increased insolubility, elevated inter-
actions with multiple proteins including tubulin, and decreased
interaction with monoubiquitin compared with UCH-L1%™
(13). We have also shown that both carbonyl-modified UCH-L1
and UCH-L13*M abnormally promote tubulin polymerization
(13). Our previous studies using circular dichroism suggest that
both of these UCH-L1 variants display decreased a-helix and
increased B-sheet content (13, 22, 40). Thus, both carbonyl
modification and the I93M mutation in UCH-L1 may alter its
conformation, resulting in changes in the biochemical and
functional properties of UCH-L1. It is an interesting issue
whether carbonyl-modified UCH-L1 can also inhibit CMA.
Other than tubulin, LAMP-2A, Hsc70, and Hsp90, UCH-L1
interacts with multiple proteins (13). These other interactors
may also be involved in the mechanism of UCH-L1-mediated
PD and are currently under investigation. It is also possible that
the interaction of Hsc70 or Hsp90 with UCH-L1 plays roles
other than in the CMA pathway.

a-Synuclein and UCH-L1 have been reported to be
expressed abundantly in dopaminergic neurons in the human
brain (41). Thus, UCH-L1"*™ is possibly overproduced in do-
paminergic neurons in familial PD, leading to an accumulation
of a-synuclein and the selective loss of dopaminergic neurons.
In conclusion, familial PD-associated mutant UCH-L1"3M
physically interacts with LAMP-2A, Hsc70, and Hsp90 and
causes an increase in the amount of a-synuclein in cells. We
propose that aberrant interaction of mutant UCH-L1 with
CMA machinery, at least in part, underlies the pathogenesis of
familial PD associated with UCH-L1"*M,
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