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The 26S proteasome is a multisubunit protease responsible for
regulated proteolysis in eukaryotic cells"?. It comprises one
catalytic 20S proteasome and two axially positioned 19S regulat-
ory complexes®. The 20S proteasome is composed of 28 subunits
arranged in a cylindrical particle as four heteroheptameric rings,
0178178 1-7011_7 (refs 4, 5), but the mechanism responsible for the
assembly of such a complex structure remains elusive. Here
we report two chaperones, designated proteasome assembling
chaperone-1 (PAC1) and PAC2, that are involved in the maturation
of mammalian 20S proteasomes. PAC1 and PAC2 associate as
heterodimers with proteasome precursors and are degraded after
formation of the 208 proteasome is completed. Overexpression of
PAC1 or PAC2 accelerates the formation of precursor protea-
somes, whereas knockdown by short interfering RNA impairs it,
resulting in poor maturation of 20S proteasomes. Furthermore,
the PAC complex provides a scaffold for a-ring formation and
keeps the a-rings competent for the subsequent formation of half-
proteasomes. Thus, our results identify a mechanism for the
correct assembly of 208 proteasomes.

It is presumed that assembly of 20S proteasomes starts by the
spontaneous formation of a-rings®™*; however, the exact mechanism
responsible for a-ring formation remains elusive. Seven §-subunits,
some of which are in precursor forms, are arranged on the a-ring to
form a complex named the ‘half-proteasome’, which consists of one
a-ring, one B-ring and the chaperone protein Umpl. To complete
maturation of the 20S proteasome, two half-proteasomes dimerize,
the propeptides of §-subunits are removed and Umpl is
degraded® . This model is based mainly on studies in yeast. In
mammals, POMP or Proteassemblin, a homologue of yeast Umpl
referred to here as human Umpl (hUmpl), is also implicated in
assembly of 20S proteasomes'™'”. However, the biogenesis of 205
proteasomes remains largely elusive, especially in mammalian cells.

To identify proteins that interact with mammalian proteasomes,
B1i subunits with a Flag tag were expressed in cells and anti-Flag
immunoprecipitates were analysed by liquid chromatography
coupled with tandem mass spectrometry'. We identified hUmp1
in addition to almost all of the subunits of 20S proteasomes
and 19S regulatory complexes. We also identified two molecules
with previously unknown relevance to proteasomes. One was
Down syndrome critical region 2 (DSCR2), a small leucine-rich
protein of 288 amino acids' that we have renamed PACI. The
other was a protein of 264 amino acids known as hepatocellular
carcinoma associated gene 3 (HCCA3) (ref. 20), which we have
renamed PAC2. Both PAC1 and PAC2 are ubiquitously expressed in
mammals'>?,

First, we confirmed that these molecules interact physically with
proteasomes by transfecting Flag-PAC1 or Flag-PAC2 into

HEK293T cells. The association increased on treatment of the cells
with MG132, a proteasome inhibitor, in line with the increase in
PAC1 and PAC2 expression (Supplementary Fig. 1a). Next, extracts
of Hela cells stably expressing Flag-PAC1 or Flag—PAC2 were
fractionated by 8-32% glycerol gradient centrifugation. Both Flag—
PAC! and Flag-PAC2 were observed mainly in fractions containing
sediments of precursor forms of proteasomes, as shown by the co-
sedimentation of hUmpl, the unprocessed $1i (pro-f1i) subunit
and a-subunits, and by the lack of chymotrypsin-like activity. Both
Flag-PAC1 and Flag-PAC2 effectively co-precipitated with subunits
from fraction 10 (Supplementary Fig. 1b, d). Moreover, even in
fraction 16, which contained predominantly mature 20S protea-
somes, they precipitated mainly with pro-81i (Supplementary
Fig. 1d), confirming that PAC1 and PAC2 associate specifically
with precursor 20S proteasomes. Notably, the concentrations of
precursor proteasomes were increased in both transfected cell lines
(Supplementary Fig. 1c).

To examine the behaviour of endogenous PACI and PAC2 in
detail, extracts from HEK293T cells were separated by lower density
(4-24%) glycerol gradient centrifugation to resolve the precursor
complexes. PACI and PAC2 were distributed mostly in the precursor
fractions (Fig. 1a). Notably, the peaks of PAC1 and PAC2 were located
in a fraction (fraction 12) lighter than that of the half-proteasomes
(fraction 16), which contained hUmpl and pro-$2. Moreover, the
peaks of at5~a7 in precursor fractions were also located in fraction
12. Treatment with MG132 resulted in an accumulation of PACI and
PAC2 in 20S proteasome fractions (Fig. 1a, right). The association of
PACI and PAC2 with proteasomes was observed in fractions 12, 16
and 22 (Fig. 1b). When cells were treated with MG132, greater
amounts of PAC1 and PAC2 were precipitated from fraction 22.
Neither a4 nor a6 was associated with pro-82 or hUmpl in fraction
12. These results indicate that PACI and PAC2 form a complex with
precursor 20S proteasomes before hUmp! and the pro-8 subunits are
recruited, and suggest that PAC1 and PAC2 are chaperones for the
maturation of 20S proteasomes and are released from or degraded by
the newly assembled 20S proteasomes, analogous to the role of Ump1
in yeast'*.

To determine the composition of the peak of a-subunits that
contained PACI and PAC2, fractions 12 and 16 were immunopreci-
pitated with antibodies against 6 and separated by two-dimensional
polyacrylamide gel electrophoresis (2D-PAGE). Fraction 12 con-
tained all seven a-subunits but no $-subunits, some of which were
apparently detected in fraction 16 (Fig. 1¢). Immunoblot analysis
confirmed that all a-subunits except ol, which was difficult
to distinguish by immunoblotting, were present in fraction 12
(Fig. 1d). The size of this complex (Fig. 1a), coupled with the
absence of pro-8 subunits or hUmpl (Fig. la—c), means that it is
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Molecular Biology and Physiology, University of Copenhagen, 13 Universitetsparken, DK 2100 Copenhagen, Denmark. 3National institute of Advanced Industrial Science and
Technology, Biological Information Research Center, Kohtoh-ku, Tokyo 135-0064, Japan. 4PRESTO, Japan Science and Technology Agency, Kawaguchi, Saitama 332-0012, Japan.
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most probably a ring of all seven a-subunits, namely an o-ring.
Immunoprecipitation in lower salt conditions showed that PAC1 and
PAC2 are near-stoichiometric components of a-rings and that
the association of PAC1 and PAC2 with o-subunits is salt labile
(Fig. le, f). PAC1 was detected at a wide range of isoelectic point (pI)
values, suggesting that it undergoes posttranslational modification
(Fig. 1f). These results suggest that the PACI-PAC2 complex
and hUmpl are distinct entities that work at different points in
20S proteasome assembly, and that PAC1 and PAC2 function as
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Figure 1| PAC1 and PAC2 associate with precursor proteasomes.

a, Glycerol gradient centrifugation (4-24%) of HEK293T cell extracts
untreated or treated with MG132. Fractions were immunoblotted for the
indicated proteins. Size markers and subcomplexes of proteasomes are
indicated by open and filled arrowheads, respectively. Half-PSM indicates
half-proteasomes. Asterisks indicate nonspecific bands. b, Fractions from a
were immunoprecipitated with antibody against 4 or o6 and then
subjected to immunoblotting. ¢~f, Fractions 12 (c—f) and 16 (¢) from a were
immunoprecipitated with beads conjugated to antibody against o6, washed
with buffer A containing 150 mM (¢, d), 0 mM or 50 mM (e, f) NaCl, eluted
with glycine-HCI, and resolved by 2D-PAGE with silver (c) or Coomassie
blue (e) staining. Asterisks denote unidentified spots. The top gel in ¢ was
immunoblotted with MCP231 and MCP34 antibodies against c-subunits
and o4, respectively (d). The top gel in e was immunoblotted with
antibodies against PAC1 and PAC2 (f). The non-uniformity of the spot
intensity (¢, e) may be due to a staining artefact because even in the half-
proteasome fraction (fraction 16), which should contain all «-subunits in
equal amounts, the spot intensities of a-subunits varied, resembling the
pattern of fraction 12.

chaperone-like molecules at an earlier stage of 20S proteasome
assembly relative to hUmp1.

Next, we characterized the interaction between PACI and PAC2.
Coexpression of PAC1 and PAC2 in Escherichia coli and in vitro
cotranscription—translation (IVIT) indicated that the two proteins
bind directly (Supplementary Fig. 2a, b). Furthermore, PAC1 tagged
with glutathione S-transferase (GST) pulled down PAC2 tagged with
haemagglutinin A (HA) but not HA-PAC1, whereas GST-PAC2
pulled down HA-PAC1 but not HA-PAC2 in vitro (Supplementary
Fig. 2b), indicating that PAC1 and PAC2 form hetero-oligomers
but not homo-oligomers. No direct interaction between the PAC
complex and hUmpl was detected (Supplementary Fig. 2c). To
determine the stoichiometry of the PAC complex, we coexpressed
3% Flag-PAC1 and 6X His-PAC2 in E. coli and purified the
complex. PAC1 and PAC2 formed a complex at 1:1 stoichiometry
with a relative molecular mass (M) corresponding to bovine serum
albumin (67,000; Fig. 2a, b), indicating that the complex is a
heterodimer.

To clarify further the nature of the PAC complex, we examined the
half-lives of PAC1 and PAC2 by pulse-chase experiments. Both
PACI and PAC2 turned over rapidly with similar half-lives of
about 40 min (Fig. 2c). Treating the cells with MG132 markedly
prolonged their half-lives, indicating that the PAC heterodimer is
degraded by proteasomes. Because assembly of 20S proteasomes is
complete within 1 h (ref. 21), the half-life of the PAC complex is
consistent with the complex functioning as a chaperone for protea-
some assembly and with its degradation on the completion of 20S
proteasomes assembly.
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Figure 2 | The PAC1-PAC2 heterodimer is rapidly degraded by
proteasomes. a, Coomassie blue staining of a copurified complex of 3X
Flag-PAC1 and 6x His—PAC2 expressed in bacterial cells. b, The purified
PAC complex in a was separated by 4-17% glycerol gradient centrifugation
and subjected to SDS—-PAGE with Coomassie staining. Arrowheads indicate
size markers. ¢, Half-lives of PACI and PAC2. Hela cells stably transfected
with Flag—PAC]I or Flag-PAC2 were radiolabelled and chased in the presence
or absence of MG132. Bottom panels show autoradiography; top panels
show quantitative analysis of the bands.
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To clarify the role of PAC1 and PAC2 in the assembly of the 205
proteasome in vivo, we used short interfering RNA (siRNA) to knock
down the expression of PAC1 and PAC2. Knockdown of PACI
resulted in loss of both PAC1 and PAC2 protein. Knockdown of
PAC2 was also associated with a decrease in PAC1 protein (Fig. 3a),
indicating that PAC1 and PAC2 are stable only when they form a
heterodimer. Both PAC1- and PAC2-knockdown cells showed
reduced proteolytic activity, as indicated by an assay of the anti-
zyme-dependent degradation of ornithine decarboxylase (Sup-
plementary Fig. 3a). Consequently, PAC-knockdown cells
accumulated polyubiquitin-conjugated proteins, were sensitive to
stress such as Cd®*, and showed slow growth (Supplementary
Fig. 3b-d).

We subjected the PAC-knockdown cells, as well as control and
hUmp1l-knockdown cells, to 4-24% glycerol gradient analysis.
Notably, a-rings were hardly detected in either the PACI- or the
PAC2-knockdown cells (Fig. 3b). Instead, the o-subunits accumu-
lated in fractions corresponding to half-proteasomes. This accumu-
lation was not accompanied by an increase in pro-82, pro-85 or
hUmpl, however, suggesting that the half-proteasomes were not
normal. To confirm this notion, fraction 16 from the knockdown
cells was immunoprecipitated with antibody against o6. Even though
nearly equal amounts of a-subunits were loaded in the different
samples, pro-B2, pro-B5 and hUmpl were detected in much smaller
amounts in PAC-knockdown cells (Fig. 3c), indicating that fraction
16 in PAC-knockdown cells contained mostly abnormally assembled
o-subunits. This abnormal complex did not contain Rpt subunits,
the components of 19S regulatory particles (Supplementary Fig. 3e,
f), precluding the possibility that the mobility shift of o-subunits
in PAC-knockdown cells was due to the premature association of
a-subunits with Rpt subunits. On the basis of their sizes, these
complexes are probably dimers of oc-rings.

In hUmpl-knockdown cells, by contrast, we observed a marked
reduction in 208 proteasomes but apparently normal a-rings and
half-proteasomes, demonstrating the crucial role of hUmpl in the
dimerization of half-proteasomes. There was a strong increase in the
free forms of some a-subunits in hUmpl-knockdown cells and a

moderate increase in PAC-knockdown cells (Supplementary Fig. 3g).
Assays of peptidase activities showed a significant reduction in
activity of both the 20S and the 26S proteasome fractions in
PAC-knockdown cells, although the effect of hUmp1 knockdown
was more intense (Supplementary Fig. 3h). These data show defini-
tively that the PAC complex has a pivotal role in the assembly of 205
proteasomes, specifically in keeping o-rings competent for the
subsequent formation of half-proteasomes.

To elucidate the mechanism of PAC complex function, we tested
the direct association of the complex with all of the subunits of 208
proteasomes. The PAC complex specifically interacted with a5 and
o7, but not with other a-subunits or with any of the f-subunits
in vitro (Supplementary Fig. 4a). Because Fig. la shows that the
PAC1-PAC2 complex is found not only in a-ring fractions but also in
lighter fractions, we considered whether it is involved in o-ring
assembly. Immunoprecipitation with an antibody against Flag
after the coexpression of all seven a-subunits, of which a5 was
Flag-tagged, by IVT T showed that all -subunits co-precipitated with
Flag—o5 in larger amounts in the presence of the PAC complex than
in its absence (Supplementary Fig. 4b). Immunoprecipitation with
anti-Flag antibody after the coexpression of Flag-PAC1, PAC2 and
o-subunits showed that PAC1 precipitated not only a5 and o7 but
also all of the other a-subunits (Supplementary Fig. 4c), implying
that it has a role in attracting o-subunits to each other.

We examined these interactions under more physiological con-
ditions. Extracts of 293T cells that stably express Flag-PAC1 were
separated by 4-24% glycerol gradient, and fractions corresponding
to early a-subunit assembly intermediates and «-rings (fractions
8 and 12 in Fig. la, respectively) were immunoprecipitated with
anti-Flag antibody and subjected to 2D-PAGE. PACI in fraction 12
co-precipitated all seven a-subunits, whereas PACI in fraction 8 co-
precipitated several unidentified spots other than a-subunits, which
made it difficult to identify o-subunits except for o5 and a7 by
Coomassie staining (Fig. 4a, left). Immunoblot analysis showed that
all a-subunits were present in the a-ring fraction, although a1 was
difficult to distinguish (Fig. 4a, right), consistent with the findings in
Fig. 1c. In contrast, PAC! in fraction 8 co-precipitated a restricted set
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Figure 3 | siRNA-mediated knockdown of PAC1 and PAC2 impairs
proteasome assembly. a-c, siRNA targeting PAC1 or PAC2, or control
siRNA, was transfected into HEK293T cells. Knockdown of hUmp1 was also
analysed in b. Whole-cell extracts (a), fractions separated by 4-24% glycerol
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gradient centrifugation (b), and immunoprecipitates obtained from fraction
16 in b with antibodies against a6 (c) were inmunoblotted for the indicated
proteins. Asterisks indicate nonspecific bands.
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of a-subunits in which a3 and a4 were hardly detected. These
results indicate that there is a hierarchy among «-subunits in their
incorporation into a-rings, and that the PAC complex associates with
the «-subunits before o-rings are complete, and functions as a
scaffold for a-ring assembly.

Finally, we tested whether the complex of a-subunits in fraction
12 is a unique species. The afhnity-purified complex from fraction
12 was subjected to native-PAGE. We found that the complex had
a unique electrophoretic mobility (Fig. 4b). Moreover, the
complex was eluted with a single sharp peak by anion-exchange
chromatography (Fig. 4¢). Thus, this complex is a unique species
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Figure 4 | PAC1-PAC2 provides a scaffold for «-ring formation. a, Extracts
of HEK293T cells transfected with Flag—PACI were fractionated as in Fig. 1a.
The Flag-PAC1 complexes from fractions 8 and 12 were purified with M2
agarose, resolved by 2D-PAGE and detected by Coomassie blue staining
(left) or immunoblotting as in Fig. 1d (right). Asterisks denote unidentified
spots. b, ¢, Purified Flag-PACI complex from fraction 12 was subjected to
native-PAGE (b) or anion-exchange chromatography (c), followed by
immunoblotting. d, Multistep model of the ordered assembly of mammalian
208 proteasomes. Some of the newly synthesized free a-subunits bind to the
PACI-PAC2 heterodimer, which provides a scaffold for «-ring formation,
thereby suppressing the off-pathway aggregation of a-subunits and keeping
a-rings competent for half-proteasome formation. Two half-proteasomes
then dimerize, the §-subunits are processed and hUmpl is degraded. The
PACI-PAC2 complex is subsequently degraded by the newly formed active
208 proteasomes.

biochemically and is a genuine w-ring rather than a group of
heterogeneous and incomplete a-ring precursors.

Our present work provides a model in which the chaperone
complex PACI-PAC2 mediates the formation of «-rings, keeps the
rings competent for half-proteasome formation, and is required for
proper proteasome maturation and cellular integrity (Fig. 4d). (See
Supplementary Discussion for a more detailed description.)

METHODS

See Supplementary Methods for procedures used in the experiments in Sup-
plementary Figs 1-4.

DNA constructs and cell culture. We synthesized cDNAs encoding PACI, PAC2,
htmpl and proteasome a- and g-subunits from total RNA isolated from Hela
cells using Superscript 11 (Invitrogen). PCR was carried out on the ¢cDNA with
Pyrobest DNA polymerase (Takara). Al of the amplified fragments were cloned
into pcDNA3ZT (Invitrogen) and sequenced for confirmation. For expression of
GST tusion proteins, the cPDNAs were subcloned into pGEX6P-1 (Amersham).
Transfections of 2937 cells were done with Fugene 6 (Roche). Stable transfec-
tions of HelLa cells or 2937 cells were done with Lipofectamine 2000 (Invitro-
aen), and the cells were selected with Tmgml ™' of G418 or 5pgml ' of
puromycin, respectively. We used 200M MG132 (Peptide Institute) to inhibit
proteasome activities 2 h before the cells were collected.

Protein extracts, immunological analysis and antibodies. Cells were lysed in
ice-cold bulfer A containing 50 mM Tris-FCl (pH 7.5), 0.5% (v/v) Nonidet P40,
I mM dithiothreitol (DTT) and 2mM ATP, and the extracts were clarified
by cemtrifugation at 20,000¢ for 10 min at 4 °C. SDS-PAGE (12% gel or 4-12%
gradient Bis-Tris gel; Invitrogen) and native-PAGE (3-8% gradient Tris-acetate
gels Invitrogen) were done in accordance with the manufacturer’s instructions.
The separated proteins were transferred onto polyvinylidene difluoride
membrane and reacted with the indicated antibody. Development was done
with Western Lighting reagent (Perkin Elmer). Polyclonal antibodies against
hUmpl, PACT and PAC2 were raised in rabbits using a synthetic peptide
(E;sDILNDPSQSE 55 ), and recombinant PACT and PAC2 protein, respectively.
PACI and PAC2 were produced and purified as GST fusion proteins, and GST
was removed by PreScission protease (Amersham).

Antibodies against proteasome o3 subunit (MCP257), ad (MCP34), o5
(MCP196}), o6 (MCP20), o7 (MCP72), 32 (MCP168) and a-subunits
{MCP231, which reacts with all w-subunits except a4) were purchased from
BioMol. Antibodies against 85 (P93250), $6 (P93199) and 311 were prepared as
described™. We used antibodies against the Flag tag (Sigma) and $-actin
{Chemicon), and horseradish peroxidase (HRP)-conjugated rabbit anti-mouse
and goat anti-rabbit 1gG (Jackson ImmunoResearch) for immunodetection. For
immunoprecipitation of the Flag epitope, we used M2 agarose (Sigma). For
immunoprecipitation of proteasomes, we used antibody MCP34 or MCP20
bound to protein G Sepharose (Amersham). In the experiments in Fig. 1¢—f, we
used MCP20 crosslinked to NHS-activated Sepharose { Amersham). These beads
were added to the extracts, mixed under constant rotation for 2 h at 4 °C, washed
four times with buffer A (except in the experiments in Fig. te—f), and boiled in
SDS sample buffer, or eluted with 100 pgml ' of Flag peptides (Sigma) or with
0.2 M glycine-HCI (pH 2.8). Densitometric analysis was done with Image Gauge
software (Fujifilm), 2D-PAGE was done as described?".

Glycerol gradient analysis. Samples and molecudar weight markers {Amer-
sham) were fractionated by 4=17% (v/v), 4-24% (v/v) or §~32% (v/v} lincar
glycerol density gradient centrifugation (22 h, 100,000g} as described™.
Purification of PACI-PAC2 complex. We coexpressed 3X FLAG-PACT and 6X
His=PAC2 in E. coli using a pRSFDuet-1 vector (Novagen). The cell pellets were
lysed in buffer B containing 20 mM sodium phosphate (pH 7.8), 500 mi NaCl
and 1.0% Triton X-100, and sonicated. Ni-NTA Sepharose (Qiagen) was added
to the extracts, which were then washed with bufler C containing 20 mM sodium
phosphate (plH 6.0) and 500 mM NaCl, and eluted with buffer € plus 100 mM
imidazole. The eluted products were further purified with M2 agarose and cluted
with 100 pgml ™ of Flag peptide (Sigma).

Pulse-chase experiments. Cells were incubated with methionine-free medium
for 1 h, metabolically labelted with S-methionine for 1h, and then washed and
chased for the indicated time. The coll lysates were immunoprecipitated with M2
agarose, fractionated by SDS-PAGE and visualized by autoradiography.

RNAI experiments. siRNAs targeting human PACL, PAC2 and hUmp! with
the following 19-nucleotide sequences were designed by B-Bridge and syn-
thesized by Dharmacon: PACT, 5 -CCAGAAGCUUGAAGGGUUU-3 5 PAC,
5-GCAUAAAUGCUGAAGUGUA-3; hUmpl, a mixture of 5 -GCAAGUGG
ACCUUUUGAAA-3 and 5 -CCUGAGAAUUUCUGCUCAA-3". Control
SIRNA (Non-specific Control Duplex VI was purchased from B-Bridge.
Transtections of siRNAs into HEK2937T cells were done with Lipofectamine
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2000 at a final concentration of 50 nM in six-well dishes. The cells were analysed
72 h after transfection.

Assay of proteasome activity. Peptidase activity was measured by using a
fluorescent peptide substrate, succinyl-Leu-Leu-Val-Tyr-7-amido-4-methyl-
coumarin (Suc-LLVY-MCA), as described™.

Chromatography. Anion-exchange chromatography was done with a Resource
Q column (Amersham). Bound proteins were eluted with a salt gradient of
0—1 M NaCl in a buffer containing 50 mM Tris-HCl (pH 8.0), 1 mM DTTand 5%
glycerol.
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14-3-3y is a novel regulator of parkin ubiquitin

ligase
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Mutation of the parkin gene, which encodes an E3 ubiquitin-
protein ligase, is the major cause of autosomal recessive
juvenile parkinsonism (ARJP). Although various sub-
strates for parkin have been identified, the mechanisms
that regulate the ubiquitin ligase activity of parkin are
poorly understood. Here we report that 14-3-31, a chaper-
one-like protein present abundantly in neurons, could
bind to parkin and negatively regulate its ubiquitin ligase
activity. Furthermore, 14-3-3n could bind to the linker
region of parkin but not parkin with ARJP-causing R42P,
K161N, and T240R mutations. Intriguingly, o-synuclein
(¢-SN), another familial Parkinson’s disease (PD) gene
product, abrogated the 14-3-3n-induced suppression of
parkin activity. ¢-SN could bind tightly to 14-3-3y and
consequently sequester it from the parkin-14-3-34
complex. PD-causing A30P and A53T mutanis of «-SN
could not bind 14-3-3n, and failed to activate parkin.
Our findings indicate that 14-3-37 is a regulator that func-
tionally links parkin and o-SN. The a-SN-positive and
14-3-3n-negative control of parkin activity sheds new light
on the pathophysiological roles of parkin.

The EMBO Journal (2006) 25, 211-221. doi:10.1038/
sj.emboj.7600774; Published online 11 August 2005

Subject Categories: proteins; molecular biology of disease
Keywords: a-synuclein; 14-3-3n; parkin; Parkinson’s disease;
ubiquitin ligase

Introduction

In the last decade, people working in the field of Parkinson’s
disease (PD) witnessed a tremendous progress in uncovering
the mechanisms of PD, and several familial PD genes were
discovered in succession (Vila and Przedborski, 2004). Of
these hereditary PD genes, parkin (PARK2), the causative
gene of autosomal recessive juvenile parkinsonism (ARJP), is
of a special interest because it encodes a ubiquitin ligase, a
critical component of the pathway that covalently attaches
ubiquitin to specific proteins with a polymerization step to
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form a degradation signal (Shimura et al, 2000). Indeed,
parkin catalyzes the addition of ubiquitin to target proteins
prior to their destruction via the proteasome, suggesting that
the misregulation of proteasomal degradation of parkin sub-
strate(s) is deleterious to dopaminergic neurons {Dawson and
Dawson, 2003; Bossy-Wetzel et al, 2004; Kahle and Haass,
2004). Consequently, impaired protein clearance can induce
dopaminergic cell death, supporting the concept that defects
in the ubiquitin-proteasome system may underlie nigral
degeneration in ARJP and perhaps sporadic forms of PD
{McNaught and Olanow, 2003). On the other hand, it was
recently reported that parkin also catalyzes the formation of
the K63-linked polyubiquitylation chain, independent of pro-
teasomal destruction, in which the K48-linked polyubiquity-
lation chain is necessary (Doss-Pepe et al, 2005; Lim et al,
2005). Thus, it is plausible that parkin shares two roles as an
E3 ligase; that is, one linking to and the other independent
of the proteasome.

Among the products of major familial PD genes (Vila and
Przedborski, 2004), a-synuclein (a-SN) is a product of famil-
ial PD gene (PARKI) identified as a presynaptic protein of
unknown function. «-SN is considered in the molecular
mechanisms of PD mainly because it is one of the major
components of the cytoplasmic Lewy body (LB) inclusion
present in the remaining nigral dopaminergic neurons of PD
patients, which is the pathological hallmark of sporadic and
some familial PDs (Forno, 1996). Although various studies
have been conducted on «-SN {(Dawson and Dawson, 2003;
Bossy-Wetzel et al, 2004; Kahle and Haass, 2004), its patho-
physiological role(s) and the interplay between o-SN and
parkin are largely unknown.

To date, little is known about the role of parkin as a
ubiquitin E3 ligase with respect to the underlying molecular
mechanism(s) of ARJP or PD. Here we report for the first time
that 14-3-3n, a member of the 14-3-3 family (B/a, v, &, n, £/9,
o, and 1/0) (Berg et al, 2003; Bridges and Moorhead, 2004;
Mackintosh, 2004) identified in LB (Kawamoto et al, 2002;
Ubl et al, 2002), binds primarily to the linker region of parkin
and functions as a novel negative regulator of parkin. We also
show that o-SN relieves parkin activity suppressed by 14-3-
3n, indicating that 14-3-3n is a novel molecule handling both
parkin and «-SN, and that functionally links the two familial
PD gene products.

Results

Parkin specifically interacts with 14-3-3y but not with
other 14-3-3 isoforms

We first examined the physical association of parkin with
14-3-3 isoforms, which are abundantly expressed in the brain
(Martin et al, 1994; Baxter et al, 2002). Parkin was immuno-
precipitated from mouse brain extracts, and the presence of
14-3-3 was analyzed by Western blotting (Figure 1A). 14-3-3
was clearly detected in the parkin immunoprecipitant, but
not in those of control IgG or parkin antibody preabsorbed
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Figure 1 Physical interaction between parkin and 14-3-3n. (A) Immunoprecipitation by anti-parkin antibody in the mouse brain. Mouse brain
lysates were prepared and treated with anti-parkin or control IgG as described in Materials and methods. The resulting immunoprecipitates
were subjected to SDS-PAGE, followed by Western blotting with anti-14-3-3 and parkin (1A1) antibodies. In all, 1 pg of recombinant parkin was
pretreated with anti-parkin prior to immunoprecipitation. Left lane: the brain lysate (1.5% input). Asterisk denotes an IgG heavy chain.
(B) Specificity analysis of 14-3-3 species. The immunoprecipitation with anti-parkin and subsequent SDS-PAGE were carried out as in (A).
Western blotting was conducted with antibodies against various 14-3-3 isoforms as indicated for lysates and anti-parkin immunoprecipitates.
(C) Immunoprecipitation by anti-14-3-3n antibody. After immunoprecipitation with anti-14-3-3n or control IgG of the brain lysate, the
immunoprecipitates were analyzed by Western blotting with anti-parkin (1A1) and 14-3-3n antibodies, similar to (A). Left lane: the brain lysate
(1.5% input). Asterisk denotes an IgG heavy chain. (D) Interaction between parkin and 14-3-3n in HEK293 cells. FL-parkin (5 pg), Myc-14-3-
3n, o, B, or ¢ (2pg) plasmids were transfected as indicated into HEK293 cells. After 48h, the cell lysate was prepared and used for
immunoprecipitation with anti-Myc antibody. The immunoprecipitates and the lysate (7.5% input) were analyzed by Western blotting with
anti-parkin and Myc antibodies, as in (A).

with recombinant parkin protein (1pg). Intriguingly, two
14-3-3 signals were evident: a faint band and a strongly
stained band, indicating that the 14-3-3 may form homo-
and/or hetero-dimers. Subsequently, we determined the
type(s) of 14-3-3 species that interacts with parkin in the
mouse brain in more detail. In the parkin immunoprecipitant,
14-3-37, but not other 14-3-3 isoforms examined, that is, B, v,
g, and 1, was detected (Figure 1B). In the next step, we
examined whether parkin is coimmunoprecipitated with anti-
14-3-31 antibody and found parkin in the 14-3-3n immuno-
precipitant (Figure 1C). These reciprocal immunoprecipita-
tion experiments revealed that parkin is associated with 14-3-
31 in the mouse brain.

To confirm the specific interaction of parkin with 14-3-3n,
Myc-tagged 14-3-3n, o, B, or { was cotransfected with FLAG
(FL)-parkin into HEK293 cells, and their interactions were
tested. FL-parkin was detected in the immunoprecipitant
of Myc-14-3-31, but not those of Myc-14-3-30, B, and {

212 The EMBO Journal VOL 25 | NO 1 | 2006

(Figure 1D). Taken together with the results of Figure 1B,
our data indicate that parkin mainly interacts with 14-3-3n.

Parkin domain interacts with 14-3-3

We next investigated the region of parkin necessary for
interaction with 14-3-3n. Structurally, parkin is characterized
by the presence of the N-terminal ubiquitin-like domain
(UBL) (which is highly homologous to ubiquitin), the
C-terminal RING box, consisting of two RING finger motifs,
RING1 and RING2, flanked by one IBR (in between RING
finger) motif, and a linker region, which connects these
N- and C-terminal regions (Shimura et al, 2000). In these
experiments, various deletion mutants of FL-tagged parkin
were expressed in HEK293 cells and immunoprecipitated by
FL-antibody beads (Figure 2A). FL-parkin or its derivatives
on the beads were further incubated with cell lysates
that expressed Myc-14-3-3n, and then the amounts of Myc-
14-3-31 bound to the beads were determined (Figure 2B).

©2006 European Molecular Biology Organization
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Figure 2 Domain analysis of the parkin region that interacts with
14-3-37. (A) Schematic representation of WT parkin and its dele-
tion- and disease-related missense mutants. See text for the domain
structures of parkin and mutants. The dotted line denotes the
deleted region. (B) Interaction between 14-3-3r and parkin mu-
tants. FL-parkin (2pg) or its mutant (10 pg) plasmids were trans-
fected into HEK293 cells, as described in Figure 1D. The cell lysates
(200-600pl) were immunoprecipitated with anti-FL-antibody
beads. Note that various amounts of the lysates were used to adjust
roughly the levels of expressed parkin mutants. The resulting
immunoprecipitates were mixed with other cell lysates (200 pl)
prepared from cells that had been transfected with Myc-14-3-3n
plasmid (2 ug) and incubated for 6h at 4°C. Then, the extensively
washed immunoprecipitates and cell lysate (7.5% input) were
analyzed by Western blotting with anti-Myc and FL antibodies.
Asterisks denote nonspecific bands.

The full-length parkin could bind 14-3-37. Deletion of either
UBL or RING-box domain reduced the binding compared to
the full-length parkin, although these deletion mutants re-
tained the ability to bind to 14-3-37. Furthermore, mutants
with combined deletions of the UBL and RING-box domains,
that is, the linker region, could also bind 14-3-3m to a lesser
extent. Conversely, deletion of the linker region resulted in
the loss of ability to bind 14-3-3m. Taken together, it is
concluded that the linker region is necessary for the inter-
action between parkin and 14-3-37, although the UBL and
RING-box domains may enhance the binding affinity.

©2006 European Molecular Biology Organization
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Interestingly, the ARJP disease-causing missense mutation
within the linker region, that is, parkin(K161N), in which the
Lys residue at position 161 was replaced by Asn residue,
showed complete loss of binding to 14-3-37, confirming the
importance of the linker region in the interaction between
14-3-3n and parkin. Unexpectedly, other disease-causing
missense mutations of the UBL region, parkin(R42P), and
the RING1 region, parkin(T240R), also showed complete loss
of interaction with 14-3-3n (Figure 2). Thus, although the
UBL and RING-box domains are not primarily required for
the binding, both R42P and T240R mutations in the UBL and
RING-box domains, respectively, deleteriously affect the
neighboring linker domain. Alternatively, since 14-3-3 is
known to form a homo- or hetero-dimer, and thus has two
binding sites (Aitken et al, 2002), it is plausible that 14-3-3n
interacts with two distinct regions of parkin, one major site
of which is the linker region.

Effect of suppression of 14-3-3n on parkin E3 activity
We next investigated the role of parkin-14-3-3n binding on
parkin activity. At first, we tested its effect on the ubiquitin
ligase activity of parkin. We incubated recombinant His-
parkin with ubiquitin, E1, and E2 (UbcH?) in vitro. Under
this condition, His-parkin appeared as a smear band, which
likely reflects self-ubiquitylation (Figure 3A). Addition of
recombinant GST-14-3-3n (Figure 3A, left panel) or untagged
14-3-37 (Figure 3A, right panel) to the reaction reduced the
smear of His-parkin, and such reduction was proportionate
to the added amount of GST-14-3-3nj or 14-3-37 and resulted
in the recovery of His-parkin of intact size. In addition, we
found that 14-3-31 had no effect on the ubiquitylating activity
of phosphorylated IxBo by a fully in vitro reconstituted
system, containing E1, E2 (Ubc4), and E3 (the SCFP™
complex; Kawakami et al, 2001), indicating that 14-3-3n
does not interfere with ubiquitylating reactions in general
(data not shown). These results strongly suggest that 14-3-3n
suppresses the intrinsic self-ubiquitylation activity of parkin.

We next tested whether 14-3-3nj also affects the ubiquityla-
tion activity of parkin in HEK293 cells. First, we examined the
self-ubiquitylation of parkin, whose activity was observed by
cotransfections of HA-ubiquitin and FL-parkin. Myc-14-3-311
almost completely suppressed the self-ubiquitylation activity
of parkin, while Myc-14-3-3c, B, and { had no inhibitory
effect (Figure 3B), indicating the specific role of 14-3-3n for
parkin. Second, we examined the effect of 14-3-31 on the
ubiquitylation of a model substrate for parkin. When V5-
tagged synphilin-1, a known parkin substrate (Chung et al,
2001), was transfected with FL-parkin and HA-ubiquitin in
the cells, V5-synphilin-1 was found in ubiquitylated form,
as demonstrated by the poly-ubiquitin chain formation
(detected by anti-HA antibody) in anti-V5 immunoprecipitant
(Figure 3C, top panel). V5-synphilin-1 was not ubiquitylated
when FL-parkin was not cotransfected, suggesting that this
ubiquitylation is mediated by coexpressed FL-parkin. Indeed,
FL-parkin was found to be associated with V5-synphilin-1,
further supporting the above notion {Figure 3C, second panel
from the top). Note that the polyubiquitylated bands ob-
served as the smear profile were considered to include not
only major synphilin-1 bands over 90-kDa size but also seli-
ubiquitylated bands of parkin over 52-kDa size.

In the next step, we tested the effects of 14-3-3n
on the ubiquitylation and binding activities of parkin to
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Figure 3 Effects of 14-3-3n) on the E3 activity of parkin. (A) In vitro autoubiquitylation. The ubiquitylating assay was conducted as described
in Materials and methods with or without various amounts of GST-14-3-37) (left panel) or 14-3-3n (right panel). After incubation, the reaction
mixtures were subjected to SDS-PAGE, followed by Western blotting with anti-parkin. Arrow on the right indicates the position of His-parkin.
(B) In vivo autoubiquitylation. HA-Ub (3 pg), FL-parkin (3 pg), and Myc-14-3-3n, o, B, or { (6pug) plasmids were transfected for 48 h into
HEK293 cells as indicated. After immunoprecipitation with anti-FL, Western blotting was performed using antibodies against HA and parkin.
Western blotting of all lysates was performed to test the expression levels (Lysate). (C) Ubiquitylation of synphilin-1 in HEK293 cells. HA-Ub
(2pg), FL-parkin (3 ug), FL-parkin(K161N) (3 pg), FL-parkin(T240R) (3 pg), Myc-14-3-3n (6pg), and V5-synphilin-1 (4 pg) plasmids were
transfected into HEK293 cells as in (B) at the indicated combinations. After immunoprecipitation with anti-V5 antibody, Western blotting was
performed using antibodies against HA, FL, V5, and 14-3-3. Asterisk denotes an IgG heavy chain.

V5-synphilin-1. Cotransfection of 14-3-3n} resulted in almost
complete inhibition of the ubiquitylation of synphilin-1 by
parkin and/or self-ubiquitylation of parkin (Figure 3C, top
and second panels), as well as inhibition of the interaction
between synphilin-1 and parkin (Figure 3C, second panel).
14-3-3m did not interact with synphilin-1 (Figure 3C, bottom
panel). Taken together, these results suggest that 14-3-3n
does not only inhibit the intrinsic ubiquitylation activity of
parkin, but also its binding activity to the substrate and its
ubiquitylation.

The  ARJP disease-related  parkin(K161N) and
parkin(T240R) mutants, which cannot bind with 14-3-3q,
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could not bind and ubiquitylate synphilin-1 and/or self-
ubiquitylation of parkin even in the absence of 14-3-37
(Figure 3C, top panel). Hence, the linker and RING-box
domains of parkin are essential not only for the negative
regulation by 14-3-3n, but also for the substrate recognition
and ubiquitin-ligase activity. These results illustrate the
importance of these regions of parkin on its positive and
negative regulation.

Since parkin is known to associate with E2 (Shimura et al,
2000), we also examined the effect of 14-3-31 on the ability of
parkin to recruit E2. For this purpose, we coexpressed HA-
parkin with FL-UbcH? or FL-Ubc?, both of which are known
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to bind to parkin (Shimura et al 2000; Imai et al, 2001).
Almost the same amounts of UbcH7 (Figure 4A) and Ubc?
(Figure 4B) were detected in the anti-parkin immunoprecipi-
tants irrespective of cotransfection with Myc-14-3-3n. These
findings indicate that 14-3-3n does not influence the recruit-
ment of E2, that is, UbcH? or Ubc?, to parkin.

a-Synuclein abrogates 14-3-3vw-related parkin
inactivation

Based on the above findings, we next examined the mechan-
ism that regulates the 14-3-3n-parkin binding. As a-SN partly
has a high homology to 14-3-3 isoforms (Ostrerova et al,
1999), we tested the effects of a-SN on the 14-3-3n-induced
suppression of parkin. By cotransfection experiments in
HEK293 cells, parkin again ubiquitylated synphilin-1, and
14-3-3n, inhibited the parkin-mediated ubiquitylation
(Figure 5A). Coexpression of «-SN resulted in the recovery
of ubiquitylation of synphilin-1 and the association of syn-
philin-1 with parkin, suggesting that a-SN.abrogates the 14-3-
37-induced suppression of parkin (Figure 5A, top panel).
Importantly, the familial PD-related mutants of a-SN{A30P)
(Kruger et al, 1998) and a-SN(A53T) (Polymeropoulos et al,
1997) could not abrogate the inhibitory role of 14-3-37.
Similar results were observed by detection of self-ubiquityla-
tion activity of parkin (Figure 5A, second panel).

We then tested whether o-SN can release the binding
of Myc-14-3-3ny from parkin in cotransfection experiment.
As shown in Figure 5B (top panel), FL-parkin was self-
ubiquitylated in the absence of 14-3-3n. Coexpression of
14-3-3m inhibited the self-ubiquitylation of parkin, and this
was accompanied by the binding of 14-3-3n to FL-parkin.
Coexpression of a-SN abrogated the binding of 14-3-3nj to

A Lysate IP:anti-HA
HA-parkin + + + + + +
FL-UbcH7 - + 4+ - + +
Myc-14-3-3n - - + - =~ +

WB:anti-FL

WB:anti-parkin

| WB:anti-Myc
B Lysate IP:anti-HA
HA-parkin + 4+ o+ o+ + 4+
FL-UbcH7 - 4+ + = + *
Myc-14-3-3n

WB:anti-FL

WB:anti-parkin

WB:anti-Myc

Figure 4 Effect of 14-3-3n on the recruitment of E2 (UbcH? or
Ubc?) to parkin. (A) HA-parkin (3 pg), FL-UbcH?7 (3 pg), or Myc-14-
3-37 (6 ug) plasmids were transfected for 48 h into HEK293 cells at
the indicated combinations. After immunoprecipitation with anti-
HA antibody, Western blotting was performed using antibodies
against FL, Myc, and parkin. (B) The experiment was conducted
as in (A), except that FL-Ubc? was used instead of FL-UbcH?.
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parkin and resulted in the recovery of self-ubiquitylation
of parkin. These effects were not seen by coexpression of
o-SN(A30P) and «-SN(A53T) (Figure 5B, top panel). In addi-
tion, while the 14-3-3n-parkin interaction was considerably
reduced by «-SN, it was not reduced by a-SN(A30P) or
®-SN(A53T) (Figure 5B, bottom panel). Taken together,
&-SN, but not a-SN(A30P) or a-SN(AS53T), binds strongly to
14-3-3m and thereby releases parkin from the parkin-14-3-3n
complex.

We also tested the interaction of Myc-14-3-3n with FL-a-
SN, FL-0-SN{A30P), and FL-a-SN(AS53T). Myc-14-3-3n
interacted only with FL-a-SN, but not o-SN(A30P) nor
a-SN(A53T) (Figure 5C, upper-top panel), suggesting that
a-SN relieves parkin activity from binding to 14-3-3n. The
14-3-31/a-SN interaction was not affected by parkin
(Figure 5C, upper-top panel), and parkin was not associated
with a-SN (Figure 5C, upper-second panel). Interestingly,
FL-a-SN did not interact with Myc-14-3-3c, B, and { in the
same experiment (Figure 5C, lower panel). These results
further strengthen the notion that a-SN specifically activates
parkin through binding 14-3-37.

We then investigated whether the interaction of 14-3-3n
and parkin is direct or indirect by using purified recombinant
His-parkin and GST-14-3-3n. GST or GST-14-3-37n1 was mixed
with His-parkin, and pulled down by glutathione beads. His-
parkin bound to GST-14-3-3n, but not GST (Figure 5D, left
panel), indicating that parkin directly interacts with 14-3-3n.
On the other hand, a similar in vitro binding assay showed
that GST-14-3-3n did not interact with recombinant &-SN
(Figure 5D, right panel), suggesting that certain modifica-
tion(s) of o-SN may be required for the interaction of 14-3-3n.

Subsequently, we measured the binding affinities of parkin
and a-SN for 14-3-3n by the surface plasmon resonance
(SPR) method. As shown in Figure 5E, parkin bound 14-3-
3n with a considerably strong affinity (Kq=4.2nM, upper),
whereas the affinity of «-SN for 14-3-3ny was much lower than
that of parkin (Kq=1.1pM, lower). These results are consis-
tent with those of the immunoprecipitation/Western analysis
using recombinant proteins (Figure 5D).

Finally, we examined whether 14-3-3n bound to parkin
can be released by «-SN. To test this, we first mixed the
lysates coexpressing FL-parkin and Myc-14-3-31 of HEK293
cells with those expressing o-SN. Then the mixtures were
incubated under three different conditions, as indicated in
the upper panel of Figure 5F. Next, the lysates were immuno-
precipitated with anti-FL antibody, and followed by
Western blotting with anti-Myc and anti-parkin antibodies.
As shown in Figure 5F (upper panel), the amount of 14-3-31
bound to parkin was significantly lower in all incubation
conditions, when the cell lysates that simultaneously
expressed both parkin and 14-3-3n were incubated with
o-SN-expressing lysates. Incubation for 1h at 37°C reduced
the amount of 14-3-37} bound to parkin in proportion to the
added amount of a-SN-expressing cell lysate (Figure 5F,
lower panel). Intriguingly, the a-SN(A30P) and a-SN(AS53T)
mutants had no effect on the release of 14-3-37, unlike wild-
type (WT) a-SN (Figure 5F, lower panel). These observations
strongly indicate - that o-SN, but not o-SN(A30P) or
a-SN(A53T), can capture and release 14-3-3n from the
parkin-~14-3-3n complex, which supports our notion that
the negative regulation of parkin activity by 14-3-37n is
relieved by «-SN (Figure 5A and B).

The EMBO Journal VOL 25 | NO 112006 215

- 246 -



216 The EMBO Journal

14-3-3n regulates parkin ubiquitin ligase
S Sato et al

Parkin, 14-3-3v, and o-SN levels in the substantia nigra
of PD

Finally, we analyzed the levels of parkin, 14-3-3n}, and «-SN
in the substantia nigra of the midbrain from patients with
sporadic PD. Western blotting revealed no significant differ-
ences in parkin, 14-3-3m, and actin in the substantia nigra
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between control (patients without PD) and PD patients,
whereas o-SN was significantly increased in the substantia
nigra of PD patients (Figure 6A, upper panel). As parkin did
not interact physically with «-SN in our immunoprecipitation
analysis (Figure 5C; data not shown), we then examined the
interactions of 14-3-3n with parkin or o-SN by measuring
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these proteins in the anti-14-3-3n immunoprecipitant. Discussion
Whereas the levels of parkin associated with 14-3-3n from
PD appeared to be decreased relative to the control, the levels The major finding of the present study was the identification
of o-SN that interacted with 14-3-3n were clearly increased in of 14-3-3n) as a novel regulator of parkin. First, parkin was in
patients with PD (Figure 6A, lower panel). Thus, it is sug- a complex with 14-3-37, but not B, v, €, or t isoforms, in the
gested that the elevated levels of a-SN are associated with its mouse brain (Figure 1). 14-3-31y could bind primarily to the
interaction with 14-3-3n and the activity of parkin may be linker region of parkin, but not with the ARJP-causing mis-
aberrantly regulated in the substantia nigra of sporadic PD. sense mutant parkin (K161N), which has a mutation in the
A Lysate
Controt PD

WB8: anti-parkin
WB: anti-14-3-3n

WB: anti-o-SN

sos. | WB: anti-actin

IP: anti-14-3-3n
Control P!

WB: anti-parkin

WB: anti-a-SN

WB: anti-14-3-3n

Paridn Parkin oSN
Unactive) = yutation ( PARK2) (Active) 14-3-3n
S-nitrosylation Triplication
Phosphorylation a-8N (PARK4) & Aggr 1
BAGS binding J Mutation (PARKT)
Par!dn aSN"
14-3-37
{Latent)

Figure 6 (A) Levels of parkin, 14-3-3n, and ¢-SN in the substantia nigra of PD. Brain of a representative patient with PD (upper panel).
Samples (30 ug) of the crude extract of the brains (substantia nigra) of control (patients without PD) and PD patients were subjected to SDS-
PAGE, following Western blotting against antibodies against parkin, 14-3-3n, a-SN, and actin. Physical interaction between 14-3-3n and parkin
or a-SN (lower panel). After the same samples used in the upper panel were immunoprecipitated with anti-14-3-3n, Western blotting was
carried out using antibodies against parkin, «-SN, and 14-3-3n. (B) A schematic diagram showing the pathways involved in the regulation of
parkin activity by 14-3-3n and o-SN. -SN, o-synuclein; o-SN*, modified form of a-SN. Note that whether parkin is phosphorylated to bind to
14-3-3n remains unknown at present. See text for details.

Figure 5 Effects of a-SN on 14-3-3n-induced suppression of parkin E3 activity and interaction between 14-3-3n and «-SN in HEK293 cells.
(A) Ubiquitylation of synphilin-1. Transfection was conducted at various combinations, as in Figure 3C, except for cotransfection of 4 pg of
0-8N, 0-SN(A30P), and «-SN(AS53T). After immunoprecipitation with anti-VS antibody, Western blotting was carried out with antibodies
against HA, parkin and «-SN, and V5. Asterisk denotes an IgG heavy chain. (B) Autoubiquitylation of parkin. Transfection was performed as in
(A). After immunoprecipitation with anti-FL. antibody, Western blotting was carried out with antibodies against parkin and 14-3-3. ©
Interaction of 14-3-3n and o-SN with or without parkin. Various expression vectors at the indicated combinations were transfected.
Immunoprecipitation was conducted by anti-FL antibody and the resulting immunoprecipitates were used for Western blotting with antibodies
against Myc, parkin, and FL. (D) Physical interaction between 14-3-3n and parkin (left panel) or «-SN (right panel) in recombinant proteins.
After recombinant His-tagged parkin produced from baculovirus-infected HiFive insect cells (3 pg) or GST-a-SN expressed in E. coli whose GST
moiety was removed by PreScission Protease digestion prior to use (3 ug) was incubated for 1h at 32°C with 3 pg of GST or GST-tagged 14-3-3n
expressed in E. coli, glutathione-Sepharose was added and the incubation vessels were slowly rotated for 3h at 4°C. The washed Sepharose
resin was eluted with 50 pl of 50 mM Tris~HC1 (pH 8.0) buffer containing 10 mM reduced glutathione, and aliquots (15 ul) were analyzed by
Western blotting with antibodies against parkin (left-top panel), a-SN (right-top panel), and GST (bottom panel). Input: 500 ng of parkin or a-
SN. (E) SPR analyses of parkin and a-SN binding to 14-3-3n. Upper: subtracted sensorgrams of interaction between a subset of parkin
concentrations and immobilized 14-3-3n. Lower: subtracted sensorgrams of interaction between a subset of 14-3-3n concentrations and
immobilized o-SN. (F) Sequestration of 14-3-31y by o-SN from the parkin-14-3-3n complex. Various expression vectors were transfected as
indicated. Upper panel: 5 pg of the lysate-(a) from cells co-expressing FL-parkin and Myc-14-3-3n were mixed with 10 pg of cellular lysate-(b)
expressing o-SN. The mixtures were incubated under various conditions; that is, 37°C for 11, 20°C for 3h, or overnight at 4°C (O/N), then
immunoprecipitation by anti-FL antibody was conducted, followed by Western blotting with antibodies against Myc (14-3-37m) and parkin.
Lower panel: the experiments were conducted as for the top panel, except that incubation was carried out at 37°C for 1h using a-SN-,
0-SN{A30P)-, or a-SN {AS3T)-expressing lysates as indicated. The experimental protocol is shown in the flow charts on the right.
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linker region (Figure 2). Second, the binding of 14-3-3m to
parkin was associated with suppression of the ubiquitin-
ligase activity, suggesting that certain parkin bound to 14-3-
3n is present at a latent status in the brain (Figure 3}. Third,
overexpression of o-SN abrogated the 14-3-3m-induced sup-
pression of parkin activity, indicating that «-SN relieves the
negative regulation of parkin by 14-3-3n (Figure 5A and B).
Intriguingly, PD-causing A30P and AS3T mutations of a-SN
could not bind 14-3-3n and failed to activate parkin. These
results indicate that 14-3-3m is a regulator that functionally
links parkin and «-SN, as illustrated in Figure 6B.

It is of particular note that we report unusual isoform
specificity for 14-3-3m to interact with parkin among all 14-3-
3 species examined. However, the possibility that the other
species are also involved in the interaction by forming a
heterodimer with 14-3-3n cannot be excluded in vivo, be-
cause 14-3-3 bands immunoprecipitated by anti-parkin anti-
body from the brain extracts showed doublet with one weak
signal for Western blotting (Figure 1A). Nevertheless, herein
we address that recombinant parkin could directly bind to
14-3-3n (Figure 5D, left panel), with considerably high
affinity (Kq=approximately 4 nM) (Figure 5E) and that the
14-3-3n homodimer is a negative factor for autoubiquitylat-
ing activity of parkin in vitro (Figure 3A).

It is known that the 14-3-3 family proteins interact with the
majority, but not all, proteins after their phosphorylation
(Aitken et al, 2002; Bridges and Moorhead, 2004;
Mackintosh, 2004). Indeed, parkin contains the RKDSPP
sequence in the linker region that resembles the typical
binding motifs with a potential phosphorylation residue for
14-3-3 proteins (Yaffe et al, 1997; Mackintosh, 2004). It is also
known that parkin has several possible phosphorylation
sites, and recent studies showed that parkin is phosphory-
lated in vitro (Yamamoto et al, 2004), although there is no
direct evidence demonstrating phosphorylation of parkin
in vivo to date. However, it remains elusive whether or not
phosphorylation of parkin is responsible for its specific
binding to 14-3-37, because known potential phosphoryla-
tion motifs are capable of associating with many 14-3-3
species in general. The specificities of 14-3-3: client-protein
interactions do not result from different specificities for the
phosphopeptide-binding motifs, but probably arises from
contacts made on the variable surface of 14-3-3 outside the
binding cleft, as discussed previously by Yaffe et al (1997).
In this regard, some reports showed functional specificities
of 14-3-3 isoforms (Aitken, 2002; Aitken et al, 2002; Roberts
and de Bruxelles, 2002), and indeed several enzymes retain
several nonphosphorylated binding motifs for 14-3-3s
(Hallberg, 2002; Sribar et al, 2003), though parkin lacks
such 14-3-3-interacting sequences. Thus, parkin, in particular
its linker region, may have a new binding motif(s) for 14-3-
31, but the interacting motif(s) remains to be identified.
If 14-3-3n binds to parkin through two sites as a dimmer, it
is plausible that the phosphorylation of parkin is involved
in their interactions at least in part.

With regard to the mechanistic action of 14-3-3n, it may
suppress parkin activity by preventing access of the substrate,
because the binding of synphilin-1 (used here as a model
substrate to parkin) was inhibited by 14-3-3n (Figure 3C).
Accumulating evidence suggests that parkin can bind various
targets by the UBL domain or the RING box, in particular the
RING 1 domain (Dawson and Dawson, 2003). Accordingly,
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14-3-3n may have function(s) other than suppressing the
access of the substrate to parkin. Indeed, 14-3-37y strongly
inhibits substrate-independent self-ubiquitylation of parkin,
indicating blockage of the intrinsic E3 activity. It was also
anticipated that 14-3-3n hinders the recruitment of E2 to
parkin. However, this was not the case, because 14-3-3n had
no effect on the binding of UbcH?7 and Ubc? to parkin
(Figure 4). Thus, while the mechanism of 14-3-3n-induced
suppression of parkin activity remains to be identified, it is
possible that it involves preventing the positioning of the
ubiquitin-charged E2 toward the target Lys residue by steric
hindrance due to the association of 14-3-3n to parkin.

It is worth noting that parkin does not interact with «-SN
directly, because we could not demonstrate the physical
binding of parkin to «-SN in vivo and in vitro (data not
shown; see also Dawson and Dawson, 2003). Nevertheless,
we found that the negative regulation of parkin by 14-3-3n
was relieved by o-SN, which could bind tightly to 14-3-3n
in vivo (Figure 5A-C). In this regard, it is of note that the
amounts of 14-3-3n bound to parkin were decreased when
the lysates of cells coexpressing parkin and 14-3-3n were
incubated with those expressing WT oSN, but not PD-related
a-SN(A30P) or o-SN(AS3T) mutants in vitro (Figure 5F).
These results clearly indicate that 14-3-3n bound to parkin
is sequestered by a-SN, but not competition by «-SN toward
the binding of 14-3-3m to parkin. Unlike the association
between parkin and 14-3-3m, there is little or no interaction
between o-SN and 14-3-3n in vitro, as recombinant «-SN did
not bind to 14-3-3n (Figure 5D, right panel, and E). Thus, it is
plausible that certain modification(s) of a-SN is required for
its association to 14-3-3n in mammalian cells (see our model
in Figure 6B). Judging from the characteristic properties of
14-3-3 family proteins capable of binding many phosphory-
lated proteins (Yaffe et al, 1997), certain phosphorylation(s)
of a-SN seems quite possible for the interaction with 14-3-37m.
Indeed, there are several reports regarding phosphorylation
of «-SN (Fujiwara et al, 2002; Hirai et al, 2004). Although
previous studies clearly demonstrated that «-SN deposited in
synucleinopathy brains is extensively phosphorylated at Ser-
129 (Fujiwara et al, 2002; Hirai et al, 2004), this is probably
not the case in our study, because the chemically synthesized
peptide phosphorylated at Ser-129 of ¢-SN did not bind to the
14-3-3n (our unpublished results). However, the possibility
that a-SN is phosphorylated at other site(s) cannot be exclu-
sively ruled out. Alternatively, one cannot exclude a possible,
though yet unknown, modification(s) of «-SN other than
phosphorylation as a mechanism responsible for the in-
creased affinity toward 14-3-3m. In this regard, o-SN is
structurally related to 14-3-3 family proteins (Ostrerova
et al, 1999), but it is unknown whether the homologous
region is involved in the physical interaction with o-SN.
Further studies are required to clarify the mode of «-SN
modification.

In the present study, we found reciprocal regulation of
parkin activity by «-SN and 14-3-3n, whose ftripartite
control could enhance our understanding of the pathogenesis
of PD. As illustrated in Figure 6B, to date there are several
reports on the post-translational modification of parkin.
Recent findings indicate that the ubiquitin E3 ligase activity
of parkin is modified by nitric oxide (NO). Namely, parkin is
S-nitrosylated in PD patients and an in vivo mouse model of
PD, and S-nitrosylation shows inhibition of the E3 activity of
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parkin (Chung et al, 2004; Kahle and Haass, 2004; Yao et al,
2004), which could contribute to the degenerative process
in PD by impairing the ubiquitylation of parkin substrates.
Moreover, Kalia et al (2004) showed that the bcl-2-associated
athanogene 5 (BAGS) enhanced the death of dopaminergic
neurons in an in vivo model of PD by inhibiting the E3 ligase
activity of parkin. In addition, recent studies reported that
phosphorylation of parkin causes a small but significant
reduction of parkin auto-ubiquitylating activity {(Yamamoto
et al, 2004). More recently, it was reported that Nrdpl/FLRF
RING-finger E3 ligase binds and ubiquitylates parkin, result-
ing in reduction of parkin activity, implying its involvement
in the pathogenesis of PD (Zhong et al, 2005). Considered
together, these results indicate that the apparent loss of parkin
E3 ubiquitin ligase activity associated with the pathogenesis
of PD (see the model displayed in Figure 6B) is in agreement
with the ARJP-linked mutations that lead to loss of function of
parkin, and that the functional loss of parkin activity is linked
to the death of dopaminergic neurons. In addition, we re-
ported herein the imbalance of tripartite.interactions among
parkin, 14-3-3n, and o-SN levels in the substantia nigra of
sporadic PD, but it is still not clear how these alterations
influence parkin activity in neural cells. Thus, parkin is an E3
ubiquitin ligase involved in the ubiquitylation of proteins,
irrespective of its involvement of K48- or K63-linked ubiqui-
tylation (Doss-Pepe et al, 2005; Lim et al, 2005), that are
important in the survival of dopaminergic neurons in PD.

In the present study, we found that parkin E3 activity is
regulated positively and negatively by «-SN and 14-3-37,
respectively, suggesting that derangements of this regulation
may be responsible for ARJP. For instance, the activated
parkin free from 14-3-3n may be labile, and thus sensitive
to other stresses, such as S-nitrosylation, and inactivated
secondarily in PD. This situation resembles the effect of
S-nitrosylation, in which nitrosative stress leads to S-nitrosy-
lation of WT parkin, which leads initially to a marked increase
followed by a decrease in the E3 ligase-ubiquitin-proteasome
degradative pathway (Yao et al, 2004). The initial increase in
the activity of parkin’s E3 ubiquitin ligase leads to autoubi-
quitylation of parkin and subsequent inhibition of its activity,
which would impair ubiquitylation and clearance of parkin
substrates. In turn, 14-3-31 may protect against impairment of
parkin induced by various environmental stresses, including
S-nitrosylation. It is also noteworthy that, although 14-3-3n
acts as a negative regulator of parkin, it may play a positive
role in maintaining a large pool of parkin by preventing its
self-ubiquitylation in the brain. Finally, we assume that
gradual reduction of parkin activity may be associated with
the development of ARJP as well as sporadic PD.

Current evidence suggests that a-SN increases in response
to various stresses (Sherer et al, 2002; Gomez-Santos et al,
2003). This finding is compatible with the results of recent
studies that dopamine-dependent neurotoxicity (Tabrizi et al,
2000; Zhou et al, 2000; Junn and Mouradian, 2002) is
mediated by the formation of protein complexes that contain
a-SN and 14-3-3, which are selectively increased in the
substantia nigra in PD (Xu et al, 2002). Further studies are
needed to determine the levels of parkin, 14-3-37, a-SN, and
parkin and o-SN-14-3-3n complexes in the substantia nigra of
the midbrain of patients with sporadic PD.

Here we suggest that «-SN and parkin function through the
same pathway. Indeed, both proteins, if not all, are associated
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with presynaptic vesicles (Dawson and Dawson, 2003). So
far, however, the physiological role of «-SN is largely un-
known, though various roles including its involvement in
synaptic plasticity have been suggested (Liu et al, 2004). We
here provided the first evidence that «-SN acts as a positive
regulator of parkin E3 activity. It is worth noting that disease-
causing mutations of «-SN(A30P) and a-SN(A53T) could not
activate the latent parkin-14-3-31 complex, and thus, these
mutations may accelerate the development of PD by failing
to activate parkin. Our results identified a functional link
between these two familial PD-gene products, thus highlight-
ing the existence of a novel regulatory mechanism that could
help us further understand the pathogenesis of ARJP as well
as sporadic PD. However, it must be stressed here that a-SN is
the causative gene product of familial PD. It is noteworthy
that «-SN is an aggregation-prone protein due to its natively
unfolded protein nature. It is of note that the locus of PARK4
is triplication of the o-SN gene (PARK1) (Singleton et al,
2003), indicating that overexpression of o-SN itself is toxic
and induces dopaminergic neuronal death. Indeed, «-SN
tends to self-aggregate, and this tendency, which is augmen-
ted in the o-SN{A30P) and «-SN(A53T) mutants (Conway
et al, 2000) (see our model in Figure 6B), causes autosomal
dominant PD (Narhi et al, 1999). Both WT and mutant «-SN
form amyloid fibrils akin to those seen in LBs, as well as
nonfibrillary oligomers termed protofibrils (Dawson and
Dawson, 2003; Bossy-Wetzel et al, 2004). However, whether
aggregation and fibrillary formation of «-SN- and PD-linked
mutants play a role in neuronal dysfunction and death of
neurons in PD are a matter of fierce debate. At this point of
view, we emphasize that the feature of o-SN as an aggrega-
tion-prone protein is probably not linked directly to its role as
a potent activator of parkin E3 in the pathogenesis of PD.
Even if these two unique properties of a-SN account for the
development of PD independently or synergistically, how-
ever, it is clear that their mechanistic actions differ as
illustrated in Figure 6B.

Materials and methods

Immunological analysis

For immunoprecipitation analysis of endogenous proteins in the
brains of adult mouse and human, these brains were homogenized
in three volumes of ice-cold lysis buffer (20mM HEPES (pH 7.9)
buffer containing 0.2% NP-40, 1mM dithiothreitol (DTT) and
protease inhibitor cocktail (Sigma, Chemical Co., St Louis, MO}).
The tissue homogenate was centrifuged at 20000g at 4°C for
20min. The supernatant (2 mg protein) was used for immunopre-
cipitation with one of the following antibodies: anti-polyclonal
parkin (Cell Signaling Technology, Beverly, MA) and anti-14-3-3n
antibodies (Immuno-Biological Lab. Co., Gunma) or control IgG
(700 ng). The resulting immunoprecipitates were resolved in 30 ul
of the sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) sample buffer; and one-third of the samples (10pl)
were subjected to SDS-PAGE, followed by Western blotting with
anti-14-3-3 (Santa Cruz Biotechnology, Santa Cruz, CA), anti-14-3-
3B, 14-3-3y, 14-3-3¢, 14-3-3n, and 14-3-3t (Immuno-Biological Lab.
Co., Ltd, Japan) and anti-monoclonal parkin (1Al) antibodies
(Shimura et al, 1999). In all, 10 pg of the supernatant (lysate) was
used as input (1.5%).

For immunoprecipitation analysis of the cell culture system,
HEK293 cells were transfected with the respective plasmids. After
48 h, the cells were washed with ice-cold PBS (in mM, 10 NayPQ,, 2
KH,PQ,, 137 NaCl, and 2.7 KCI), pH 7.4, and harvested in the lysis
buffer (600 pl). The lysate was then rotated at 4°C for 1h, followed
by centrifugation at 20000g for 10min. The supernatant (200 pl)
was then combined with 50 ul protein G-Sepharose (Amersham Life
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Science, Buckinghamshire, UK), pre-incubated with anti-Myc
(Santa Cruz Biotechnology, Santa Cruz), VS (Invitrogen), and HA
(Santa Cruz Biotechnology) antibodies or anti-FL. antibody beads
(Sigma) for 3h. The protein G-Sepharose or Fl-beads were
precipitated and the pellets were extensively washed using the
lysis buffer containing 500 mM NaCl. The precipitates were used for
Western blot analysis using anti-parkin, Myc, FL, HA, V5, 14-3-3,
and «-SN (BD Transduction Lab.) antibodies, as mentioned above.
A volume of 5 pl of the supernatant was used as input (7.5%).

In vitro autoubiquitylation assay

Recombinant GST-14-3-3n1 was produced in Escherichia coli.
Untagged 14-3-3n) was produced from GST-14-3-3n by digestion
with PreScission Protease (Amersham Bioscience). Recombinant
His-parkin and E1 were produced from baculovirus-infected HiFive
insect cells. Reactions were performed for 3h at 37°C in 50ul of
assay mixture containing 40mM Tris-HCI buffer (pH 7.5), 5mM
MgCl,, 2mM ATP, 2 mM DTT, 15 pg ubiquitin (Sigma), 200 ng of E1,
and 600ng of E2 (UbcH7) (Affiniti-Research, Exeter, Devon, UK) in
the presence or absence of GST-14-3-3n or 14-3-3n. After incuba-
tion, the reaction was terminated by the addition of the sample
buffer for SDS-PAGE (17 ui), and aliquots (15 pl) were subjected to
SDS-PAGE followed by Western blotting with anti-parkin antibody.

In vivo ubiquitylation assay
HEK293 cells were transfected for 48 h with pcDNA3 1 expression
plasmids, in which FL-tagged parkin or FL-parkin mutants, «-SN or
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Mutational dysfunction of PARKIN gene, which encodes a double
RING finger protein and has ubiquitin ligase E3 activity, is the major
cause of autosomal recessive juvenile Parkinsonism. Although
many studies explored the functions of Parkin, its biochemical char-
acter is poorly understood. To address this issue, we established an
E3 assay system using maltose-binding protein-fused Parkin puri-
fied from Escherichia coli. Using this recombinant Parkin, we found
that not the front but the rear RING finger motif is responsible for
the E3 activity of Parkin, and it catalyzes multiple monoubiquityla-
tion. Intriguingly, for autosomal recessive juvenile Parkinsonism-
causing mutations of Parkin, whereas there was loss of E3 activity in
the rear RING domain, other pathogenic mutants still exhibited E3
activity equivalent to that of the wild-type Parkin. The evidence
presented allows us to reconsider the function of Parkin-catalyzed
ubiquitylation and to conclude that autosomal recessive juvenile
Parkinsonism is not solely attributable to catalytic impairment of
the E3 activity of Parkin.

Recessive mutations in the human PARKIN gene are the most fre-
quent cause of autosomal recessive juvenile parkinsonism, the common
form of familial Parkinson disease (PD).? It has been shown that almost
50% of patients with familial autosomal recessive juvenile parkinsonism
carry a series of exon rearrangements or point mutations in PARKIN.
Moreover, recent findings of the haploinsufficiency of parkin and S-ni-
trosylation also imply its association in sporadic PD (1). The causal gene
PARKIN encodes a double RING finger protein with ubiquitin ligase
(E3) activity (2—5) and interestingly, missense mutations in the double
RING finger motif resulted in an earlier onset of the disease than muta-
tions in other function-unknown regions (6). To date, numerous bio-
chemical studies have been performed to understand how mutations in
Parkin lead to its dysfunction and to pathogenic outcome. However,
because the biochemical characterization of E3 activity of Parkin has
been difficult, it is still controversial whether the disease-relevant Parkin
mutants lose their E3 activity or not. For example, one group of inves-
tigators implied that Parkin harboring K161N mutation loses its E3
activity (7), whereas another group suggested the same mutation dose
not impair E3 activity (8). In the case of other PD mutations, the situa-
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tion is even more complex (see supplemental Table 1). Thus, the mode
of Parkin-catalyzed ubiquitylation remains poorly understood to date.

Little is known about the reconstituted ubiquitylating experiment
using recombinant Parkin. Almost all of the biochemical analyses
reported so far have been performed using in vitro translated Parkin or
immunoprecipitated Parkin. However, it is difficult to avoid trace con-
taminants of other proteins that could physically interact with Parkin.
Indeed it has been reported that Parkin interacts with other E3s such as
CHIP (9) and Nrdp1/FLRF (10), and thus the results of experiments
using immunoprecipitated or in vitro translated Parkin require careful
interpretation. To study the E3 activity of intrinsic Parkin, a biochemical
approach using bacterially expressed recombinant Parkin that is free
from other contaminating E3 enzyme(s) is obviously required. We thus
attempted to reconstitute a sensitive E3 assay system using Parkin puri-
fied from Escherichia coli.

EXPERIMENTAL PROCEDURES

Purification of Recombinant Proteins—To express Parkin in E. coli, it
was important to use a modified E. coli strain BL21(DE3) codon-plus
(RIL) strain (Stratagene, La Joila, CA), because Parkin possesses many
rare codons for E. coli that might cause low expression and/or amino
acid misincorporation. For example, Parkin contains eight AGA codons
that lead to mistranslation of lysine for arginine in E. coli (11). pMAL-
p2T, in which the thrombin recognition site was inserted into pMALp2
(New England BioLabs, Beverly, MA), was prepared to purify maltose-
binding protein (MBP)-LVPRGS-Parkin. Parkin cDNAs of wild type
and various mutants/deletions were subcloned into BamHI site of
pMAL-p2 and pMAL-p2T. All mutants/deletions were generated by
PCR-mediated site-directed mutagenesis (details of the plasmid con-
struction processes can be provided upon request). All recombinant
fusion proteins were purified from bacterial lysate applying the method
advocated by the supplier (New England BioLabs) using a column buffer
containing 20 mM Tris-HCl, pH 7.5, 200 mm NaCl, 1 mu dithiothreitol,
and 100 puM ZnSO,. The eluted fraction containing 10 mm maltose was
not dialyzed because Parkin tends to lose its E3 activity during dialysis.
Instead, it was subjected to the ubiquitylation assay directly. We
attempted to purify sole IBR-RING2 region of Parkin also by splitting
MBP-IBR-RING2 (see “Results”). Specifically, we added E2, various
detergents and stabilizers during the cleavage process expecting that
they solubilize and/or stabilize free IBR-RING2 in solution. Even in all
the above experimental conditions, however, we could not obtain solu-
ble-free IBR-RING2 (data not shown). Six histidine-tagged proteins
such as Uevl/Ubcl3 were purified by the conventional method and
dialyzed by a buffer containing 20 mm Tris-HCl, pH 8.0, 200 mM NaCl
and 1 mwm dithiothreitol. Glycerol of 6% was added as a stabilizer for
preservation of recombinant MBP-Parkin and E2 proteins at —80°C.

In Vitro Ubiguitylation Assay—The in vitro ubiquitylation assay was
performed as described previously (12-14). Briefly, the purified MBP-
Parkin (20 ug of MBP-Parkin/ml) was incubated in a reaction buffer (50

200
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FIGURE 1. In vitro ubiquitylation assay using
Parkin derived from E. coli, A, purified MBP-Par-
kin was visualized by CBB staining. The arrow indi-
cates MBP-Parkin, and the asterisks indicate oli-
gomerization bands. B, MBP-Parkin catalyzes
autoubiquitylation in cooperation with Ubc7,
UbcH7, and Uev1-Ubc13 {solid circles). MBP-Parkin

c

Ub GST-Ub -
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was subjected to in vitro ubiquitylation assay and
to immunoblotting with anti-MBP antibody. Ub,
ladders derived from autoubiquitylation, ¥, ofi-
gomerization bands. C, confirmation of autoubig-
uitylation of MBP-Parkin. To demonstrate that the
slower migrating ladders are because of autoubig-
uitylation, a reconstitution assay was repeated in
the absence (—) or presence of ubiquitin (Ub) or
GST-ubiquitin (GST-Ub). D, the high molecular
weight forms of MBP-Parkin are recognized by
anti-ubiquitin antibody. Double asterisks indicate
the signal derived from MBP-Parkin autoubiquity-
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body was used in B, C, and £, and anti-Parkin anti-
body was used in F.
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mM Tris-HCl, pH 8.8, 2 mM dithiothreitol, 5 mm MgCl,, and 4 mM ATP)
with 50 g of ubiquitin/ml (Sigma), 1.6 ug of recombinant mouse E1/ml
and 20 ug of purified E2 or 100 ug of various E2-expressing E. coli
lysate/ml at 32 °C for 2 h and subjected to immunoblotting with anti-
MBP antibody (New England BioLabs), anti-parkin (1A1) antibody (15),
or anti-ubiquitin antibody (DakoCytomation, Carpinteria, CA). In some
cases, GST-ubiquitin or methylated ubiquitin (BostonBiochem, Cam-
bridge, MA) was used instead of native ubiquitin. The subsequent
thrombin cleavage was performed by incubation on ice for 3 h in the
presence of thrombin and 2 mm CaCl,.

RESULTS

Autoubiquitylation by MBP-Parkin Fusion Protein—In 2001, Rankin
et al. (16) reported that glutathione S-transferase (GST)-tagged Parkin
purified from E. coli possesses E3 activity. However, we found that the
E3 activity of this GST-Parkin is very weak (Fig. 1F), and thus there isa
need for a more sensitive E3 assay system for bacterially expressed
recombinant Parkin. During studies of other RING finger proteins, we
recognized the superiority of the MBP-tag relative to GST-tag in puri-
fying RING finger proteins that retain their E3 activities (12, 13, 17, 18)
and hence decided to use MBP-Parkin, MBP-Parkin was purified using
a modified £. coli strain BL21(DE3) codon-plus-RIL (Fig. 1A) and then

incubated with ATP, ubiquitin, E1, and one of the E2 enzymes indicated -

in Fig. 1B, and we subjected it to immunoblotting with anti-MBP anti-
body. High molecular mass ladders derived from autoubiquitylation
(see below) were observed when MBP-Parkin was incubated with Ubc7,

a0
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UbcH?7, and Uev1-Ubc13 (Fig. 1B, highlighted by the solid circles). Note
that the slower migrating bands of more than 160 kDa observed even at
reaction time zero (Fig. 1B, asterisks) or without ubiquitin (Fig. 1, A and
C, asterisks) are derived from MBP-Parkin oligomerization. To test
whether the modification acquired by MBP-Parkin is due to ubiquity-
lation, the same reaction products were subjected to immunoblotting
with anti-ubiquitin antibody. When Ubc7 was used as E2 (Fig, 1D, lanes
1~6), only modified MBP-Parkin was detected by anti-ubiquitin anti-
body (lane 6, double asterisks), indicating that the modification acquired
by MBP-Parkin was indeed autoubiquitylation. When Uevl-Ubcl3 was
used, a polyubiquitylation signal was observed even in the absence of
MBP-Parkin (Fig. 1D, lanes 9 and 10), because Uev1-Ubcl3 complex
itself can catalyze polyubiquitin chain formation (19). Also in this case,
modified MBP-Parkin reacted with anti-ubiquitin antibody, confirming
the above conclusion (see Fig. 1D, double asterisks in lane 12; note that
the difference between lanes 10 and 12 corresponds to the autoubiqui-
tylation signal of MBP-Parkin). Moreover, the replacement of ubiquitin
with GST-ubiquitin retarded the mobility of these ladders (Fig. 1C, lanes
3 and ¢), and the exclusion of ubiguitin completely quenched such lad-
ders (Fig. 1C, lanes 5 and 6). Based on these results, we concluded that
MBP-Parkin catalyzes autoubiquitylation in cooperation with Ubc7,
UbcH?7, and Uevl-Ubc13. Interestingly, autoubiquitylation became evi-
dent when the pH of the reaction buffer was increased to 8.0 and 8.8,
indicating that Parkin prefers weak alkaline conditions to exhibit its E3
activity in vitro (Fig. 1E). Because MBP-Parkin possesses stronger E3
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