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comprising SOD1 and chromogranins (Fig. 4; CgA bottom left, CgB
bottom right). This colocalization was observed in rough ER, transport
vesicles and granule-like structures. In contrast, wild-type SOD1 was
chiefly located in the cytosol and occasionally in mitochondria and
luminal structures including smooth and rough ER. The gold particles
for wild-type human SOD1 tended to be singular or doublets, whereas
clusters for G37R SOD comprised five to ten gold particles (Supple-
mentary Fig. 3). No significant colocalization of wild-type SOD1 and
chromogranins was detected. These findings confirm that mutant
SOD1 can be recruited into the ER-Golgi pathway and interact
with chromogranins.

Expression of CgA in reactive astrocytes in ALS mice

CgA is implicated in several neurodegenerative diseases including
Alzheimer disease?® and prion disease??. The N-terminal bioactive
peptide of CgA, vasostatin, is implicated in microglial activation?%32,
To investigate the distribution of proinflammatory fragments of CgA in
the mutant SODI transgenic mice, we raised a rabbit polyclonal
antibody specific to the N-terminal peptide (16 amino acids) of the

mature mouse CgA (anti-mCgA-N").

ARTICLES

Western analysis showed that anti-mCgA-N" specifically recognized
mouse CgA tagged by HA in the transfected COS-7 cells. Moreover, this
antibody reacts with mouse CgA, but not with human CgA (Supple-
mentary Fig. 4 online). In transgenic mice overexpressing wild-type
SOD1 (9 months old), immunofluorescence using anti-mCgA-N’
showed CgA detection predominantly in neurons co-stained with
anti-NeuN (Fig. 5a) and rarely in astrocytes labeled by antibody
specific to glial fibrillary acidic protein (anti-GFAP; Fig. 5b). In
contrast, prominent anti-mCgA-N" immunoreactivity was observed
in reactive astrocytes of ventral horn in presymptomatic G37R SODI
mice (Fig. 5c-e, 8 months old) and G93A SODI mice (Supplementary
Fig. 5 online, 80 d old). CgA also localized in neurons (Fig. 5¢) but not
in Mac2-labeled microglia (Fig. 5¢) of G37R SODI mice. Pre-incuba-
tion with the peptide antigen completely eliminated the signal (data not
shown). These results suggest that CgA may be involved in the disease
progression concomitant with astrocytosis.

CgA and CgB promote secretion of mutant SOD1
The combined microscopy and immunoprecipitation data presented
above provide compelling evidence for the selective colocalization of
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Figure 6 Chromogranins promote selective secretion of misfolded mutant SOD1. (a) CgA and CgB promoted specific secretion of mutant SOD1 in non-
neurosecretory cells. COS-7 cells transfected with FLAG-SOD1 (wild-type or G93A) and CgA-HA or CgB-HA were incubated in stimulation buffer. Medium was
concentrated and analyzed by western blotting using SOD1-specific antibody. The SDS-PAGE gel was stained by Coomassie brilliant blue (Coomassie). Asterisk
indicates endogenous SOD1. IB, immunoblot. (b) Densitometry of the secreted human SOD1 from the western blots. The values {(mean + s.e.m., n= 3)
represent the ratio compared to control (lane 1 = control for wild-type (asterisk) and lane 4 = control for G93A SOD1 (double asterisks)). (c) LDH release
assay demonstrating that transfection experiments did not provoke cell leakage. Medium was assayed 24 h after transfection. Value represents LDH release

ratio compared with vector control (pcDNA3). Data are mean + s.e.m. (n = 3).

(d) Brefeldin A (BFA) inhibited chromogranin-mediated secretion of mutant

SOD1. COS-7 cells transfected with FLAG-SODI (wild-type or G93A) with or without CgB-HA were treated with 5 pM BFA for 1 h before exposure to
stimulation buffer. (e) Effect of proteasomal inhibitor on mutant SOD1 secretion. Transfected NIH3T3 cells were treated with lactacystin for 20 h before the
secretion assay. (f) Both wild-type and G37R SOD1 were secreted from embryonic spinal cord cultures from human SOD1 transgenic mice. Primary cultures
were treated with basal or stimulation buffer for 15 min. Asterisks indicate endogenous mouse SOD1. Data given as ratio of secreted SOD1 from treated

samples to that in basal-buffer samples {(mean x s.e.m., n= 4).
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Figure 7 Activation of microglia by extracellular

mutant SOD1. (a,b) Activation of microglial cell- a b % 32

line BV2 after treatment with conditioned medium wild 4 3

from Neuro2a cells co-transfected with CgA and hSOD/; - hype GEBSR GY3A 5@@ . % 25

SODI mutants (G85R or G93A). (a) RT-PCR stud CoA — % — % — 4~ & & £ 2

of TNF-a and GAPDH. For control, Neuro2a cells ’ e e e e s =< é 15

were treated with lipopolysaccharide (LPS). TNF & o;

Notably, there was no microglial activation with GAPDH & w ok AR

medium from cells co-transfected with CgA and = 03 g2 ‘4 jms 7@35: ZO;O SO
wild-type SOD1. Templates were examined at c &9 wﬁﬁi‘[og;\

two different concentrations (1:10 diluted and
ariginal). (b) Each densitometric value was
normalized with GAPDH and averaged from
results of two different concentrations of
templates. Each value represents a ratio
compared to control lanes (bar 1 is the control
for bar 2, and bar 3 is the control for 4-10),

TNF-

TNF /GAPDH ratio vs.
control
o e oo

iNOS

COX2/GAPDH ratio vs.
INOS/GAPDH rafio vs.

expressed as mean = s.e.m. (c) Direct effect of
mutant SOD1 on microglial activation. BV2 cells
were treated with recombinant CgA (1 pg mi—1),

human SOD1 (wild-type or G93A, 2 ug mi~! each) or LPS (10 pg mi~?) as a positive control for 18 h, as shown in the bottom box. Semi-quantitative RT-PCR
was performed in the same manner as in a. Each densitometric value was normalized by GAPDH and an expression ratio was obtained by comparison with
control (bar 1 in each graph). The ratio was averaged from three experiments and expressed as mean = s.e.m. *P < 0.05 versus sham treatment (lane 1).

#P < 0.05 versus wild-type SOD1 treatment (lane 4) assessed by analysis of variance (ANOVA).

mutant SOD1 with chromogranins in mouse models of ALS. These
results prompted us to investigate whether mutant SOD1 molecules
were secreted together with chromogranins. We conducted secretion
experiments using nongranular COS-7 cells that are lacking endogen-
ous chromogranins®, Expression plasmids coding for FLAG-tagged
SOD1 (wild-type or G93A mutant) and HA-tagged mouse CgA or CgB
were transiently co-transfected in COS-7 cells. Both wild-type and
G93A mutant SOD1 were detected by western analysis in the control
medjum after a 15-min incubation. Moreover, treatment with stimula-
tion buffer containing 2-mM BaCl, and 50 mM KCl increased the
amount of both wild-type and mutant SOD1 in the medium 1.2-fold
compared with control buffer (data not shown). These data imply the
existence of constitutive and regulatory secretory pathways for SOD1 in
these cells. It is noteworthy that both CgA and CgB promoted secretion
of G93A SOD 1, whereas secretion of wild-type SOD1 was not affected
by CgA or CgB (Fig. 6ab). Judging from the amount of lactate
dehydrogenase (LDH) released, the effects of chromogranins on secre-
tion of mutant SOD1 did not result from cell death or membrane
disintegration caused by overexpression (Fig. 6c). We also examined
the effect of Brefeldin A (BFA) on SOD1 secretion to further address the
involvement of the ER-Golgi network. In COS-7 cells, BFA did not
reduce the secretion of either mutant or wild-type SOD1 in absence of
CgB (Fig. 6d, lanes 2 and 5). BFA did, however, inhibit the CgB-
mediated secretion of mutant SOD1 (Fig. 6d, lanes 7 and 8). This
suggests that CgB contributes to the secretion of mutant SOD1 proteins
through the TGN. We conclude that chromogranins promote the
secretion of mutant SOD1, but not of wild-type SOD1.

Proteasome inhibition enhances secretion of mutant SOD1
Because previous studies showed an impairment of proteasomal activity
in cells expressing mutant SOD1!}, we examined the effect of a protea-
some inhibitor on the secretion of human SOD1 species in non-granular
NIH3T3 cells. The treatment of transfected NIH3T3 cells with a specific
proteasome inhibitor, lactacystin (5 M), enhanced the secretion of
mutant SOD] in the presence or absence of chromogranins (Fig. 6e).

SOD1 secretion from spinal cultures of SOD1 mouse embryo
Both wild-type and mutant SOD1 have been detected in the cere-
brospinal fluid (CSF) of SODI transgenic rats** and humans carrying a

SOD1 mutation®®. However, it is technically difficult to prove this
finding in mice, because of the small space for CSF with high
occurrence of contamination from the blood or tissues. We carried
out spinal cord cultures from SODI transgenic mice to confirm that
SOD1 can be secreted. Spinal cord cultures were prepared from E13
embryos and then analyzed after 14 d in vitro. Secretion analysis of the
culture medium revealed that both wild-type and G37R SOD1 can be
detected in basal secretion buffer. Exposure of the cells to stimulation
buffer containing BaCl, (2 mM) and KClI (50 mM) for 15 min
promoted the secretion of both wild-type and G37R SODI, but
more robustly in G37R (Fig. 6f). This result indicates that SOD1 can
be secreted in both a constitutive and regulated manner.

Extracellular SOD1 muianis cause microgliosis and neuron death
There is evidence for involvement of CgA in microglial activation®?. To
examine the effects of secreted mutant SOD1 together with CgA on
microglial activation, we treated BV2 microglial cells with conditioned
medium from Neuro2a cells that were transfected with various human
SOD1 species (wild-type, G85R and G93A), with or without CgA.
Semi-quantitative reverse-transcriptase PCR (RT-PCR) was performed
using total RNA from BV2 cells to monitor expression of mRNA for
proinflammatory molecules. RT-PCR results showed that the combi-
nation of mutant SOD1 and CgA resulted in 2 medium that induced
TNF-o. expression in BV2 cells (Fig. 7a,b).

To investigate whether extracellular SOD1 mutants activate micro-
glia, we exposed the BV2 cells to recombinant human SOD1 or CgA
(extracellular) to determine whether microglial activation was
mediated directly by these molecules. The results showed that extra-
cellular mutant G93A SOD1 with or without CgA induced BV2 cells to
produce TNF-a, cyclooxygenase-2 (COX-2) and inducible nitric oxide
synthase (iNOS) (Fig. 7¢). In contrast to mutant SOD1, the recombi-
nant wild-type SOD1 caused suppression of microglial activation,
which is in agreement with a protective role for secreted wild-type
SOD1 as recently suggested®,

We further investigated the effects of extracellular SOD1 (wild-type
and G93A) and CgA proteins using primary spinal cord cultures
derived from E13 mouse embryos. Spinal cord cultures at 14 d after
plating were exposed to these recombinant proteins or to lipopolysac-
charide (LPS) for 24 h. Treatment of the cultures with CgA and/or
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holo- or apo-states to spinal cord cultures. Spinal cultures were exposed to metal-deficient (apo) or metallated (Cu/Zn) recombinant G93A SOD1 or wild-type
OD1 for 24 h. Values indicate mean + s.e.m. {n = 8). (d) Elimination of microglia did not affect extracellular SOD1-induced motor neuron death. Cultures
> were pre-treated with LLME (5 mM) for 16 h before application of recombinant G93A SOD1 (2 ug mi—1) for 24 h. Values indicate percent survival compared

with control culture (mean = s.e.m., n = 8-24). *P < 0.01 versus control, #P < 0.01 versus recombinant G93A treatment. (e) Motor neuron death caused by
longer time exposure to CgA. Spinal cultures were exposed to CgA or LPS for 72 h or 24 h. Values indicate mean + s.e.m. {n = 8). *P < 0.01.

G93A SOD1 significantly increased the number of active microglia,
like LPS treatment, as determined with antibody specific to Mac2
(Fig. 8a and top graph in Fig. 8b). On the other hand, whereas
exposure to extracellular CgA (5 ug ml™!) or LPS (10 pg mi™?)
for 24 h did not affect the number of motor neurons stained with
SMI32 (an antibody that labels unphosphorylated neurofilament-H),
recombinant SOD1 mutant (2 pg ml™!) caused massive neuronal death
(bottom row in Fig. 8a and bottom graph in Fig. 8b). Thus,
both CgA and mutant SOD1 were capable of activating microglia,
but only mutant SOD1 was neurotoxic after a 24-h exposure.
This toxicity is not related to the metal content, as the apo G93A
mutant also exhibited toxicity to motor neurons (Fig. 8c). Notably, the
apo form of wild-type SOD1 acquired some toxicity at 20 pg mi™
when compared to holo-state wild-type SOD1 (Fig. 8¢). Furthermore,
we investigated the role of microglia in extracellular mutant SOD1-
induced motor neuron death by eliminating microglia with exposure to
leu-leu methyl ester (LLME), a lysosomotropic agent that kills
actively phagocytic cells such as microglia®. Treatment of spinal

cultures with 5-mM LLME killed approximately 60-70% of Mac2-
positive cells; control cultures showed only mild neurotoxicity
(Fig. 8d). Pretreatment of the cell cultures with LLME did not rescue
motor neurons from the toxicity of recombinant SOD1. Although these
results indicate that extracellular SOD1 mutant can injure motor
neurons independently of microglial activation, the role of microgliosis
in motor neuron death cannot be excluded. The viability of motor
neurons was affected by extracellular CgA or LPS after longer time
exposures (Fig. 8e).

DISCUSSION .

From the data presented here, we propose a novel pathogenic
mechanism for ALS based on chromogranin-mediated secretion of
misfolded SOD1 mutants (Supplementary Fig. 6 online). This model
is supported by the following findings: (i) chromogranins interact with
ALS-linked SOD1 mutants but not with wild-type SOD1, (ii) chromo-
granins can promote selective secretion of mutant SOD1, (iii) mutant
SOD1 is distributed in the TGN, (iv) extracellular mutant SODI can
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trigger microgliosis and neuronal death and (v) CgA expression is
induced in reactive astrocytes.

1t is unclear how the mutant SOD1 proteins are being recruited in
the ER-Golgi secretory granule pathway to interact with chromo-
granins. SOD1 protein has no signal sequence. It is possible that an
increased hydrophobicity of mutant SOD1 underlies its translocation in
the ER-Golgi pathway, as reported for fibroblast growth factor-16
(ref. 37). The cytosolic soluble protein SOD1 normally maintains its
hydrophilicity through intramolecular disulfide bonds. However,
mutant SOD1 proteins are readily monomerized by a reducing envir-
onment®®, resulting in exposure of hydrophobic regions that can be
recognized by Hsp proteins'®. Once recruited into the ER-Golgi system,
it is plausible that oxidative conditions might promote the formation of
oligomers, as detected in Figure 3a. Our findings are consistent with a
previous report that mutant SODI, but not wild-type SOD1, can
induce ER stress when transfected into COS-7 cells, with accumulation
of mutant SODI in or on the ER®. Although we cannot exclude the
possibility of 2 gain of toxic function due to ER stress, our data demon-
strate that secretion of mutant SOD1 may represent a toxic pathway
which would be in line with the non-cell-autonomous nature of ALS*.

1t is still unclear how mutant SOD1 associates with chromogranins
in the ER-Golgi network. The results from our yeast two-hybrid
interaction studies support a direct association. Moreover, in vitro
binding of recombinant CgA with mutant SOD1, but not with wild-
type SOD1, was also confirmed (data not shown). The presence of
Hsp70-like motifs in both CgB and CgA may explain why chromo-
granins interact with mutant forms of SOD1, but not with wild-type
SOD1. Mutant SOD1 proteins are known to show altered solubility and
interact with heat shock/stress proteins!>16,

Previous studies have shown that wild-type SOD1 can be secreted
from cultured astrocytes® or thymus-derived cells*. Moreover, it has
been reported that both wild-type and mutant SOD1 species are
detected in the cerebrospinal fluid of both transgenic rats®® carrying
human SOD1 and ALS patients with the SOD1 mutation®®. Our data
together with these observations support the idea that both wild-type
and mutant SOD1 proteins may be secreted through non-classical
secretory pathways®2. In addition, we propose a chaperone-like function
for chromogranins in mediating the selective secretion of misfolded

| SOD1 mutants through the ER-Golgi network. In a recent study®® with

NSC34 cells, the secretion was interpreted as being beneficial because
the extrusion of mutant SOD1 attenuated formation of toxic intracel-
lular inclusions, ameliorating cell survival. That study did not, however,
consider the presence of glial cells in motor neuron environment in vivo
or the possibility that the disease in not strictly cell autonomous!4.
Conversely, we posit that secretion of mutant SOD1 mediated by
chromogranins is deleterious because extracellular mutant SOD1 pro-
teins caused microgliosis and death of embryonic motor neurons in
mixed cultures (Fig. 8). Unlike secreted mutant SOD1, extracellular
wild-type SOD1 probably has protective properties. Our data suggest
that extracellular wild-type SOD1 suppresses extracellular inflamma-
tion, perhaps through an antioxidant effect (Fig. 7c), which would be
consistent with the finding that intraspinal infusion of exogenous wild-
type SOD1 in G93A SOD! transgenic rats prolonged their lifespan®.
From our in situ hybridization data and immunohistochemistry of
spinal cord samples, it seems that chromogranin expression is elevated
in both motor neurons and interneurons (Supplementary Fig. 2).
Therefore, as depicted in our proposed pathogenic scheme (Supple-
mentary Fig. 6), we view interneurons as important contributors to
the secretion of chromogranins and mutant SOD1 complexes in
the vicinity of motor neurons. In this model, it is the burden of
extracellular mutant SOD1 in close proximity to motor neurons that

would increase the risk of damage. Even though interneurons and motor
neurons themselves would be the predominant source of extracellular
mutant SOD1 mediated by chromogranin interactions, mutant SOD1
secreted by other pathways from other cells such as microglia and
astrocytes could also contribute to pathogenesis. Though the deleterious
effects of intracellular mutant SOD1 can not be excluded, our model of
toxicity based on secreted mutant SOD1 is compatible with the idea that
the disease is not autonomous to motor neurons'4,

Although the exact mechanisms underlying the microgliosis and
neurotoxicity of extracellular mutant SOD1 remain to be elucidated,
various deleterious effects of misfolded SOD1 proteins may occur
through generation of hydroxyl radicals’, toxic oligomers'! or amy-
loid-like filaments®®. This model would support a linkage between
inflammation and ALS pathogenesis*»**. Many factors may contribute
to motor neuron death in the context of inflammation. Proinflamma-
tory molecules such as TNF-a, Fas ligand or nitric oxide may act as
mediators of motor neuron death®. Microglial activation alone is not
usually sufficient to induce motor neuron death. For instance, induction
of innate immunity by intraperitoneal injection of LPS does not injure
motor neurons*, Chronic LPS administration precipitated ALS in mice,
however, supporting the view that chronic inflammation may constitute
a risk factor*. Yet, our data demonstrate that elimination of microglia
by LLME did not alter survival of motor neurons and that LPS is much
less toxic to motor neurons than mutant SOD1 in mixed embryonic
spinal cord cultures (Fig. 8b,e). It is noteworthy that mutant SOD1, and
to some extent wild-type SOD1, can be converted to toxic species even
in absence of copper and zinc (Fig. 8c). This concurs with previous
reports about the misfolded nature of apo-state SOD1 (refs. 16,43).

In conclusion, our results suggest a novel function for chromo-
granins in mediating the secretion of misfolded SOD1 mutants, a
potentially toxic pathway that can induce inflammation and neuronal
death. In future studies, it will be of interest to determine whether
chromogranin-mediated secretion may be applicable to other neuro-
degenerative diseases that involve misfolded proteins.

METHODS

Materials. Commercially available antibodies are listed in Supplementary
Methods online. The Golgi marker plasmid DsRed-Golgi, which carries the
Golgi-targeting sequence of the human gene encoding B1,4-galactosyl trans-
ferase, was a generous gift from Y. Imai (RIKEN Brain Science Institute).

To generate an antibody specific to the N’ terminus of mouse CgA, we
immunized rabbits with the peptide CLPVNSPMTKGDTKVMK, which
encodes the amino terminal residues of mature mouse CgA (amino acids
18-35). The antisera were purified with an affinity column coupled with the
same antigen. The titer and specificity were investigated by western blotting
(Supplementary Fig. 4).

The recombinant proteins of human SOD1 (wild-type and mutant) and
mouse CgA were generated from Escherichia coli as described in Supplemen-
tary Methods.

Transgenic mice. Transgenic mice harboring the G93A mutant of human
SOD1 (B6SJL-TgN[SOD1-G93A]%1Gur, B6SJL-TgN[SODI-G93A]1Gur) and
those harboring wild-type human SODI (C57Bl/6-TgN[SOD1]3Cje,
hSODI™T) were purchased from The Jackson Laboratory. Transgenic mice
carrying G37R SODI (line 29) were a kind gift from D. Cleveland (University of
California, San Diego) and were housed and bred with C57Bl/6 mice. We
selected these mouse lines because they were readily available to us. Since we
maintain a larger colony of G37R SODI (line 29) mice, most of our
experiments involving mouse analysis were done with this line. Mice were
treated with 10% chloral hydrate for anesthesia before they were perfused or
killed. Animals were handled in accordance with the approved protocol by the
animal experiment committees at RIKEN Brain Science Institute and by the
Comité de Protection des Animaux de I'Université Laval.
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Yeast two-hybrid screening. The plasmid pGilda carrying the G93A SODI
mutant was generated as bait for library screening. Yeast two-hybrid analysis
(LexA/transactivation system) was performed on a ¢cDNA library (1.5 x 10°
independent clones) ligated into the pJG4,5 plasmid from the total spinal cords
of five preclinical transgenic mice carrying human G93A SODI (B6SJL-
Tg(SODI1-G93A)1Gur/]). Yeast two-hybrid screening was carried out using
the Matchmaker Two-Hybrid System (Clontech) according to the manufac-
turer’s protocol. There were 250 blue colonies that survived on the agar plates
that contained galactose/raffinose and X-gal, but lacked tryptophan, histidine,
leucine and uracil. All 250 were sequenced.

Plasmids, cell culture and transfection. Expression plasmids harboring human
SODI (wild-type, A4V, G85R or G93A) were prepared as reported previously!l.
The full-length murine genes encoding CgA (Chga) or CgB (Chgb) were cloned
by RT-PCR using polyA-RNA from total brain of adult normal mice of the
C57Bl/6 strain. See Supplementary Methods and Supplementary Table 1
online for construction of EGFP-tagged CgB or deletion mutants of CgB. Cells
from the murine neuroblastoma cell line Neuro2a, from the mouse fibroblast
cell line NIH3T3 and COS-7 monkey ovary cells were maintained in nutrient
medium containing 10% fetal bovine serum in the Dulbecco’s minimal essential
medium (DMEM, Sigma). The mouse microglial BV2 cells were cultured in
DMEM-F12 Ham’s (DF) medium containing 10% FBS. Cells were used for
transfection using Lipofectamine Plus (Invitrogen) according to the manufac-
turer’s protocol.

Immunoblotting and immunoprecipitation of cultured cells. Cells were lysed
in TNT-G buffer consisting of 50 mM Tris-HCl (pH 7.4), 150 mM NaCl and
1% Triton-X100 with protease inhibitor cocktail (Roche) 24 h after the
transfection. The cell lysates were incubated with anti-FLAG M2 agarose
affinity gel (Sigma) for 1 h at 4 °C and were eluted with 4% SDS sample
buffer. Samples were resolved by SDS-PAGE and transferred to a PVDF
membrane (Polyscreen, PerkinElmer). A western blot image was obtained
using a chemiluminescence detection kit (PerkinElmer).

Immunofluorescence and immunchistochemistry. Fixation of the cells and
preparation of spinal cord slices is described in Supplementary Methods. After
blocking, cultures or sections were incubated with primary antibodies and
subsequently with corresponding fluorescent secondary antibodies (Alexa,
Invitrogen) or with biotinylated secondary antibodies visualized by the
avidin-biotin-immunoperoxidase complex (ABC) method using a Vectastain
ABC kit (Vector Laboratories) and 3.3'-diaminobenzidine tetrahydrochloride
(DAB; Sigma). The dilution rate of the primary antibodies is indicated in
upplementary Methods. Cells and tissue sections were observed by confocal
aser microscopy (Olympus).

Subcellular fractionation of the spinal cord lysates. Spinal cord tissues from
different ages of human SODI transgenic mice were subcellularly fractionated
into cytosolic, heavy and light membrane fractions, as described in Supple-
mentary Methods. The protein concentration was determined by Bradford
assay (BioRad), and an equal amount of protein was analyzed by western
blotting. The percentage distribution of hSOD1 in post-nuclear fractions was
also obtained by densitometric analysis and calculation of proportion from
initial volume.

Sucrose-gradient ultracentrifugation of microsome fraction from spinal
cord lysates. The light membrane (microsomal) fraction from spinal cord of
G37R SODI mice was further separated by sucrose gradient ultracentrifugation
as previously described*, with minor modifications that are decribed in
Supplementary Methods. After overnight ultracentrifugation in sucrose
cushions (5%, 30% and 40%), one-tenth (0.42 ml) was taken from the top
of each sample, and the pellet was resuspended in MBS with 2 mM EDTA and
1% Triton-X100, and then concentrated using a centrifugal filter (Millipore) to
100 pl. Each fraction (20 pl) was separated by SDS-PAGE and analyzed by
western blotting.

Immuno-iselation of TGN. To obtain pure preparations of TGN, we generated
rabbit polyclonal antibody specific to the amino terminal peptides
(CEGKRSKVTRRPKASDYQRLNIKL) of mouse/rat TGN38, a surface marker
of TGNY. This anti-TGN38 or rabbit control IgG was bound to protein
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G-coated magnetic beads (Dynal) and was incubated with precleared
post-mitochondrial fractions (described in more detail in Supplementary
Metheds). After washing, immunoprecipitates were eluted by 4% SDS
sampling buffer and apalyzed by western blotting with human SODI-
specific antibody (StressGen).

Immunoprecipitation of spinal cord lysates. The post-mitochondrial fractions
of spinal cords were prepared by the same protocol as those in the immuno-
isolation experiments. Rabbit polyclonal antibodies to CgA or CgB (Santa
Cruz) or rabbit control IgG was bound to protein G-coated magnetic beads and
incubated with precleared lysates, as described in Supplementary Methods.
Immunoprecipitates were analyzed by Western blotting with human SOD1-
specific antibody (StressGen).

Immunoelectron microscopy. We used post-embedding immunohistochem-
istry for electron microscopic observation, in which ultra-thin sections on the
nickel grids were processed for immunohistochemistry without osmication.
Fixation of the mice and preparation of ultrathin sections are described in
Supplementary Methods. After blocking, grids were incubated with primary
antibodies in the same buffer at 4 °C overnight, followed by a reaction with
immunogold-conjugated secondary antibody (10 nm or 5 nm) for 1 hat 22 °C.
For double staining, grids were further processed using another immuno-
reaction with a different primary and the secondary antibody with differently
sized gold particles. Grids were observed by a TECNAI 12 electron microscope
(FEI company).

Secretion assays, COS-7 and NIH3T3 cells were used in secretion experiments
as non-neuronal cells lacking secretory granules®. At 24 h after transfection,
cells plated onto a 6-well culture dish were washed in prewarmed PBS twice.
Cells were incubated in basal secretion medium containing 10 mM HEPES,
129 mM NaCl, 5 mM NaHCOs;, 4.8 mM KC|, 1.2 mM MgCl,, 12 mM
KH,PO, 1 mM CaCl, and 2.8 mM glucose (pH 7.4) for 1 h, and then
treated with 1 ml of secretagogue-containing medium (stimulation buffer:
10 mM Hepes, 79 mM NaCl, 5 mM NaHCO3;, 50 mM KCl, 1.2 mM KH,PO,,
1.2 mM MgCl, 2 mM BaCly, 2.8 mM glucose, pH 7.4) for 15 min. In some
experiments, Brefeldin A (BFA, 5 pM) was applied before exposure to stimu-
lation medium. Lactacystin was applied in some assays 3 h after transfection
and before incubation with basal buffer. We then collected 950 pl of medium
and centrifuged it for 5 min at 1,000g to remove the debris. The supernatants
were concentrated by a protein concentrator with 3.5 kDa cut-off (Millipore) to
60 pl, followed by western analysis. Secreted SOD1 was estimated by standar-
dization with intracellular SOD1 in total cell lysates.

Primary cultures from embryonic spinal cord of transgenic mice carrying
human SODI (wild-type or G37R) were also investigated by secretion analysis.
Cultures were prepared as explained below. Cell suspension from one spinal
cord was plated onto one chamber in a six-well culture plate coated with
polyethyleneimine. Secretion experiments were done after 14 d of culture
in vitro using the protocol described above.

The content of LDH in the culture medium was measured in the medium
24 h after transfection using an LDH assay kit (Promega) according to
the manufacture’s protocol. Cells transfected with empty vector were used as
a control.

Semi-quantitative reverse transcription PCR of microglial cell lines. Neuro2a
cells were co-transfected with pcDNA-SOD! (wild-type, G85R or G93A) and
pcDNA3-CgA in DF medium containing 10% FBS. At 16 h after transfection,
the conditioned medium was transferred into the culture wells where BV2 cells
had been previously plated, then further incubated for 24 h. Alternatively, BV2
cells were treated directly with recombinant proteins for 24 h. Then, cells were
washed twice in PBS and total RNA was extracted using Trizol (Invitrogen). RT-
PCR was conducted using oligo-dT primers according to the manufacturer’s
protocol (Invitrogen). The sequence of primer pairs is shown in Supplemen-
tary Table 2 online. The gel images of PCR products obtained from illuminator
were scanned, and densitometric analysis was performed using Scion image
(Scion Corp.).

Primary culture of mouse embryonic spinal cord. Dissociated cultures of
embryonic murine spinal cord were grown as previously described!!. The spinal
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cultures were treated at 11 or 14 d after plating. Motor neurons were identified  19.Li, J.Y,, Leitner, B., Lovisetti-Scamihorn, P., Winkler, H. & Dahlstrom, A. Protealytic
as large cells labeled with SMI32 and active microglia were detected with Mac2- processing, axonal transport and differential distribution of chromogranins A and B,

specific antibody. Con focal microscopy images were obtaine d from eight ir{d ;e;sitsof?r(];ng g Secretoneunn) in rat sciatic nerve and spinal cord. Eur. J. Neurosci.

randomly selected fields, and immunoreactive cells were counted by computer. 20, Bagj, S., Goldstein, M., Fischer-Colbrie, R. & Dahistrom, A. Calcitonin gene-related

In several experiments, microglia were eliminated by a 16-h treatment with peptide and chromogranin A: presence and intra-axonal transport in lumbar motor

LLME?® before exposure to recombinant SOD1 proteins. In preliminary neuronsil\r;therat,acor;gais;gvgi(’;tisén;gtgi;:vesicleantigens in immunohistechemical
. . . : studies. Neuroscience 30, - .

experiments, we notu::e'd that 5-mM LLME for 16 h killed approximately 21. Marksteiner, J. et al. Distribution of chromogranin B-like immunoreactivity in the

60~70% of Mac2-positive cells. The number of cells was calculated as cells human hippocampus and its changes in Alzheimer's disease. Acta Neuropathol.

per mm? and averaged. Statistical significance was evaluated by single-factor (Berl.) 100, 205-212 (2000).

ANOVA (analysis of variance) following Scheffe’s method. 22. Rangon, C.M. et al. Different chromogranin immunoreactivity between prion and a-beta

amyloid plaque. Neuroreport 14, 755-758 (2003).

23. Schiffer, D., Cordera, S., Giordana, M.T., Attanasio, A. & Pezzulo, T. Synaptic vesicle
proteins, synaptophysin and chromogranin A in amyotrophic lateral sclerosis. J. Neurol.
Sci. 129 Suppl, 68-74 (1995).
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Summary

The neuropeptide head activator (HA) is a mitogen for
mammalian cell lines of neuronal or neuroendocrine origin.
HA signalling is mediated by a G-protein-coupled receptor
(GPCR). Orphan GPCRs with homology to peptide
receptors were screened for HA  imteraction.
Electrophysiological recordings in frog oocytes and in
mammalian cell lines as well as Ca?* mobilisation assays
revealed nanomolar affinities of HA to GPR37. HA signal
transduction through GPR37 was mediated by an
inhibitory G protein and required Ca?" influx through a
channel of the transient receptor yotentnal (TRP) family. It
also required activation of Ca*'-dependent calmodulin

kinase and phosphoinositide 3-kinase. Respective
inhibitors blocked HA signalling and HA-induced mitosis
in GPR37-expressing cells. HA treatment resulted in
internalisation of GPR37. Overexpression of GPR37 led to
aggregate formation, retemfion of the receptor in the
cytoplasm and low survival rates of transfected cells,
confirming the notion that misfolded GPR37 contributes to
cell death, as observed in Parkinson’s disease.

Key words: G-protein-coupled receptor, GPR37, Head activator, Pael
receptor, Parkinson, Signal transduction

Introduction

The undecapeptide head activator (HA) was originally isolated
and characterised from hydra, where it mediates head-specific
growth and differentiation processes, hence its name. In hydra,
HA is produced by nerve cells and is stored in neurosecretory
granules, from which it is released to initiate head regeneration
and budding, and to maintain the normal head-to-foot
morphology of hydra. At the cellular level, HA promotes
proliferation of all cell types of hydra by acting as mitogen in
the G2-mitosis ftransition; as for early mammalian
development, this transition is the most important checkpoint
to control cell-cycle progression. At higher concentrations, HA
acts on the determination of stem cells to head-specific fates
(Schaller et al., 1996).

HA was isolated with identical sequence from mammalian
brain and intestine (Bodenmuller and Schaller, 1981). In adult
mammals, HA enhances neurite outgrowth and is
neuroprotective. HA is present during early mammalian
development and is expressed in cells of the nervous and
neuroendocrine system. Like in hydra, HA stimulates entry
into mitosis and proliferation of cell lines derived from such
origins. The signalling cascade from HA to mitosis includes
activation of an inhibitory G protein and requires Ca®* influx,
downregulation of adenylyl cyclase and hyperpolarisation of
the membrane potential (Kayser et al., 1998; Niemann and
Schaller, 1996; Ulrich et al., 1996). For Ca?* influx, a transient
receptor potential (TRP)-like channel is responsible, which can
be regulated by growth factors, such as insulin growth factor I

(IGF-I) and platelet-derived growth factor (PDGF) (Kanzaki et
al., 1999), and by HA (Boels et al., 2001). The increase in
intracellular Ca?* then triggers influx of K* through a Ca®*-
activated K* channel, leading to hyperpolarisation, which is an
absolute requirement for entry into mitosis (Kayser et al.,
1998).

In the search for receptors mediating the action of HA on
stimulating mitosis in mammalian cells, we concentrated on
orphan G-protein-coupled receptors (GPCRs) reacting with
small peptides as ligands. GPCRs are the largest family of cell-
surface receptors that mediate transduction of signals from the
extracellular environment to intracellular effectors. They
contain seven transmembrane domains and are activated by
ligands of extremely different molecular origins and sizes
including light, ions, metabolic intermediates, amino acids,
nucleotides, lipids, peptides and proteins. These ligands
primarily interact with the extracellular domains, but in part
also with transmembrane regions of GPCRs. The classification
of GPCRs into subfamilies is primarily based on their
homology within the heptahelical structure (Frederiksson et al.,
2003), but also on extracellular domains, and has been used to
predict ligands for orphan receptors (Boels and Schaller, 2003;
Ignatov et al., 2003a; Ignatov et al., 2003b). To find a receptor
for HA, we concentrated on GPCR subfamilies reacting with
small peptides as ligands.

Several orphan receptors failed to show interactions with
HA, including GPR6 and GPR12, for which we found
lysophospholipids as cognate ligands (Ignatov et al., 2003a;



Head activator is a ligand for GPR37 543

Ignatov et al., 2003b). HA had no effect on GPR99, GPR100,
GalRL, GPR1, GPR7, GPRS, GPR19, GPR75 and SALPR,
just to name a few. Of special interest was a sub-branch of
GPCRs that regulate cellular proliferation, namely the
endothelin, bombesin and neuromedin receptors. Two orphan
receptors are part of this group: GPR37 and GPR37L1
(Marazziti et al., 2001). We focused our interest on GPR37
because of its prominent expression in neurons of the brain
compared with a more glial location of GPR37L1 (Marazziti
et al., 1997; Zeng et al., 1997). GPR37 has also been isolated
and characterised as a substrate for the ubiquitin ligase parkin,
hence its alternative name — parkin-associated endothelin-like
receptor (Pael R) (Imai et al., 2001). GPR37 was shown to fold
improperly in the absence of parkin, and its aggregation to
insoluble complexes results in endoplasmic reticulum stress
(Imai et al., 2001; Imai et al., 2003). This leads to preferential
loss of dopaminergic neurons in the substantia nigra and
contributes to neurodegeneration in Parkinson’s disease (Yang
et al., 2003). Accumulation of GPR37 in Lewy bodies in the
brain of patients with Parkinson’s disease supports this notion
(Murakami et al., 2004).

To study a possible interaction of HA with GPR37, various
assay systems were used that allow detection, directly or
indirectly, of ligand-receptor interactions. In this paper, we
present evidence that HA is a high-affinity ligand for GPR37.

Results

HA stimulates internalisation of GPR37 in COS-7 cells
We tried to express GPR37 heterologously in Chinese hamster
ovary (CHO-K1) cells, in human embryonic kidney (HEK-
293) cells and in green monkey kidney (COS-7) cells.
Transient transfection efficiencies in HEK-293 and CHO-K1

cells were far below 5%, and cells expressing GPR37 looked
sick and decreased in number at 48 hours compared with 24
hours after transfection. Transfection efficiencies in COS-7
cells were better and reached levels in the range of 15-30%
(Fig. 1A). COS-7 cells were therefore suitable for experiments
with individual, transfected cells. There was no difference in
expression levels between GPR37 with (Fig. 1B) and without
(Fig. 1C) FLAG tag at the C-terminus. This indicated that the
tag did not interfere with GPR37 protein biosynthesis and
localisation. GPR37 immunoreactivity was visible in the
cytoplasm of transfected COS-7 cells, but also extended to cell
protrusions, hinting at cell-surface expression (Fig. 1B,C).
Cell-surface expression was confirmed by treating living cells
before fixation with a monoclonal antibody against GPR37
(Fig. 1D) that reacts with extracellular epitopes of GPR37
(Imai et al., 2001).

HA treatment of COS-7 cells transiently transfected with
GPR37-FLAG led to internalisation of the receptor. This was
visible as  disappearance of the GPR37-FLAG
immunoreactivity from the protrusions after 10 minutes
(compare Fig. 1E and F), and as translocation into the
cytoplasm after 20 minutes (Fig. 1G). Protrusions started to
show FLAG staining again after 30-60 minutes (Fig. 1H,I).

GPR37 aggregation is prevented by stable inducible
expression in HEK-293 cells

Transient expression of GPR37 led in all cell lines assayed to
aggregation of complexes with apparent molecular masses of
2250 kDa (Fig. 2A). Surface biotinylation showed that only
the monomeric receptor appeared at the outer cell membrane
(Fig. 2B), indicating that most of the overproduced GPR37 was
not properly folded, stayed in the cytoplasm and was probably

Fig. 1. GPR37 is expressed at the cell surface of COS-7 cells and internalises after HA treatment. (A-I) COS-7 cells were transfected with
GPR37 with (B,D-I) or without (A,C) FLAG tag, immunostained with anti-GPR37 antibody (A,C,D) or with anti-FLAG antibody (B,E-I) and
visualised with alkaline phosphatase-coupled secondary antibodies for light microscopy (A) or with Cy3-coupled antibodies for confocal
analysis (B-I). Cells were permeabilised (perm) by fixation with 1% acetic acid in ethanol and by washing with Triton X-100, exceptin D,
where living cells were incubated with the primary antibody before fixation (non-perm) to show surface staining. (E-I) COS-7 cells 48 hours
after transfection with GPR37-FLAG were treated at 37°C with 2 nM HA for 0, 10, 20, 30 and 60 minutes, respectively, and immunostained

with anti-FLAG antibody.
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degraded (Imai et al, 2001). To prevent aggregation and
subsequent degradation, we integrated GPR37 stably into
HEK-T-REx cells with a construct that allowed induction by
tetracycline (HEK-T-REx—GPR37). Incubation of cells with
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Fig. 2. Inducible, stable expression of GPR37 prevents aggregate
formation. (A) CHO-K1, COS-7 and HEK-293 cells were transiently
transfected with GPR37, and membrane fractions were assayed by
immunoblotting (IB) with anti-GPR37 antibody («-GPR37).

(B) COS-7 cells transiently transfected with GPR37-FLAG were
cell-surface biotinylated, and the solubilised membrane fraction was
immunoprecipated (IP) with anti-FLAG antibody («-FLLAG) and
visualised after immunoblotting with avidin. (C) GPR37 was
introduced stably into the flip-in cell line HEK-T-REX, where GPR37
expression is inducible by doxycycline (DOX). Membrane fractions
were subjected to western blotting with anti-GPR37 antibody (a-
GPR37) with (first lane) and without (second lane) induction for 24
hours with doxycycline. (D-I) HEK-T-REx~GPR37 cells with
(D,EH,]) and without (E,G) doxycycline induction for 24 hours were
immunostained with anti-GPR37(R2) antibody after permeabilisation
(D,E) and with anti-GPR37 antibody without permeabilisation (F-I).
(H,I) HEK-T-REx—GPR37 cells were treated with 2 nM HA for 0
and 10 minutes at 37°C, respectively, fixed with 2% formaldehyde
for 10 minutes and subsequently immunostained with anti-GPR37
antibody.

the tetracycline derivative doxycycline for 24 hours resulted in
production predominantly of the monomeric form of GPR37
(Fig. 2C, first lane). Without doxycycline induction, GPR37
was not detectable (Fig. 2C, second lane). Confocal image
analysis revealed that, after induction with doxycycline,
GPR37 localised mainly to the outer cell membrane, both in
permeabilised (Fig. 2D) and non-permeabilised cells (Fig. 2F).
The non-induced cells showed no GPR37 immunoreactivity
(Fig. 2E,G). To study internalisation, HEK-T-REx~GPR37
cells were incubated in defined medium for 24 hours with
doxycycline to induce GPR37 expression. Subsequent
treatment with HA for 10 minutes led to rapid internalisation
of GPR37 (Fig. 2H,I). This internalisation was much faster in
HEK than in COS-7 cells, probably as a result of differences
in B-arrestin levels (Ménard et al.,, 1997).

HA binds to GPR37

To show direct interaction of HA with GPR37, COS-7 cells
were analysed after incubation with 2 nM HA by fluorescence
resonance energy transfer (FRET). Localisation of HA was
detected with a HA-specific polyclonal antiserum and was
visualised with a Cy2-coupled secondary antibody (green). To
detect GPR37, monoclonal antibodies directed against the
extracellular domain of human GPR37 were used in
combination with a Cy3-coupled secondary antibody (red).
Fig. 3A-D shows a typical example of FRET between HA and
ectodomains of GPR37. After bleaching a discrete area in a
GPR37-positive cell (Fig. 3A,B), an increase in HA
fluorescence was observed (Fig. 3C,D). The difference in
staining pattern is due to the fact that COS-7 cells, in addition
to GPR37, express endogenous HA receptor(s) (Boels et al.,
2001). The experiment was repeated several times on different
days yielding similar results. On average, the calculated
energy-transfer efficiencies were in the range of 19.424.5%,
indicating the close association of GPR37 and HA. Non-
transfected cells were negative, and no transfer of signal was
obtained if an antibody against the FLAG tag at the C-terminus
of GPR37 was used (data not shown).

For visualisation of HA binding to GPR37, a fluorescent
derivative of HA was produced. For this purpose, the
fluorophore Cy3B was coupled to the e-amino group of Lys7
of HA. The neuroblastoma cell line NH15-CA2, which reacts
with HA (Ulrich et al., 1996) and endogenously expresses
GPR37 (Fig. 3E), was used as positive control. Binding of
Cy3B-labelled HA to NH15-CA2 cells was observed starting
from a concentration of 50 nM, with optimal binding at 150
nM, achieved after incubation for 10 minutes at 37°C (Fig. 3F).
Pre-incubation with unlabelled HA for 50 minutes prevented
Cy3B-HA binding (Fig. 3G). Cy3B-labelled HA did not bind
to HEK-T-REx-GPR37 cells without induction of GPR37
expression by doxycycline (Fig. 3H), but reacted after
induction for 24 hours with doxycycline (Fig. 3I). Pre-
incubation with unlabelled HA inhibited binding (Fig. 3J),
demonstrating that the two ligands compete for the same
receptor and that the receptor is either occupied or, more likely,
internalised after interaction with HA.

HA induces an increase in Ca?* mobilisation in cells
expressing GPR37

To confirm the interaction of HA with GPR37, (Ca®*
mobilisation was measured in CHO-K1 cells stably
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transfected with apoaequorin as Ca®** sensor and with the
promiscuous G-protein subunit Gal6 for signal enhancement,
After reconstitution with the aequorin cofactor coelenterazine,
agonist action was monitored as increase in bioluminescence
(Stables et al., 1997). Since GPR37 was not sufficiently
expressed in this cell line (CHO) by transient transfection, a
stable cell line was established that, in addition to Gal6 and
apoaequorin, also expressed GPR37 (CHO-GPR37).
Treatment of these cells with HA dose dependently led to an
increase in Ca®* mobilisation with an ECsq value of 3.3 nM
(Fig. 4A). To our surprise, an endogenous response was also
observed (Fig. 4A). Northern blots were negative, but
immunocytochemistry (Fig. 4B) and western blots (Fig. 4C)
probed with an antiserum against the very conserved
intracellular C-tail confirmed presence of GPR37 in CHO
cells. The hippocampal mouse cell line HT22, expressing

HA signal transduction

One of the most prominent effects of HA is that it stimulates
cells to enter mitosis (Hampe et al., 2000; Kayser et al., 1998;
Ulrich et al., 1996). At the G2-mitosis transition, histone H3
is phosphorylated and is, therefore, an excellent marker for
mitotic events. HEK-T-REx-GPR37 cells were incubated
with and without doxycycline for 24 hours, before HA was
added for 1.7 hours. Cells induced with doxycycline to
express GPR37 showed an increase over uninduced cells in
the percentage of mitotic cells, as visualised with the
antibody against phosphorylated histone H3 (Fig. 6A). This
suggested a direct role for GPR37 in mediating the action of
HA as a mitogen. To monitor HA signalling mediated by
GPR37, transiently transfected COS-7 cells and HEK-T-
REx~-GPR37 cells were subjected to electrophysiological
analysis by patch clamping. Treatment of cells with HA led

GPR37 endogenously, was used as a
positive control (Fig. 4C). The active
monomeric form of GPR37 was
predominantly present both in CHO-
GPR37 and HT22 cells.

HA stimulates a current increase in
frog oocytes expressing GPR37

In our hands, the frog oocyte system has
proven to be very reliable and robust for
studying the interaction of ligands with
orphan GPCRs (Ignatov et al,, 2003a;
Ignatov et al., 2003b). Since HA signal
transduction for mitotic stimulation is
coupled to an inhibitory G protein (Kayser
et al,, 1998; Ulrich et al.,, 1996), frog
oocytes were injected not only with
complementary RNAs (cCRNAs) coding for
human GPR37, but also with cRNAs
coding for the G-protein-coupled inwardly
rectifying K* channel GIRK, which is
activated by By subunits of inhibitory G
proteins (Kofuji et al., 1995). The
concatemer between GIRK1 and GIRK2
(GIRK1/2) was chosen to enhance the
current increase and improve the signal to
noise ratio (Wischmeyer et al.,, 1997).
Treatment with HA led to an additional
increase in the basal inward current
induced by changing the external bath
medium to high K* in oocytes expressing
GPR37 together with GIRK1/2 (Fig. 5A).
A minute, negligible response was also
obtained with medium alone (Fig. 5A).
The effect of HA was concentration
dependent, and a dose-response curve
yielded an ECsg value of 5.6 nM (Fig. 5B).
Since HA was diluted about twofold by
addition to the oocyte bath medium, this
ECso value is in agreement with that
obtained in the Ca®*-mobilisation assay in
CHO cells. Oocytes expressing GIRK1/2
without GPR37 were unresponsive to HA
(Fig. 5B). Comparable dose-response
curves were obtained from 30 oocytes.

B # o oh

%‘&

P

g9
LY e
%w'i‘« ; * ;

> .
«-GPR37 [R1)

2% o2 &

Fig. 3. HA colocalises with and binds to GPR37. (A-D) Interaction of HA and GPR37
analysed by FRET. Shown is a typical example of FRET between HA and an extracellular
epitope of GPR37. COS-7 cells transiently transfected with GPR37 were treated with 2 nM
HA for 20 minutes on ice to prevent internalisation, followed by incubation for 20 minute on
ice with the antiserum against HA (a-HA). After fixation with 4% formaldehyde in PBS,
cells were immunostained with anti-GPR37 antibody («-GPR37). GPR37 immunoreactivity
was visualised with Cy3 (A,B) and that of HA with Alexa Fluor 488 (C,D). (A) The Cy3
signal (GPR37) is shown after excitation at 568 nm. (B) A discrete area was photobleached
using intense 568 nm laser. The Alexa Fluor 488 signal (HA) after excitation at 488 nm is
shown before (C) and after (D) photobleaching. In this example, the Alexa Fluor 488 signal
was increased by 18%. (E-G) The neuroblastoma cell line NH15-CA2 was used as a positive
control to show specific Cy3B-HA binding to endogenous HA receptors. (E) NH15-CA2
cells endogenously express GPR37, as visualised with anti-GPR37(R1) antibody [a-
GPR37(R1)]. (EG) Binding is optimal at 150 nM of Cy3B-HA after incubation for 10
minutes at 37°C (Cy3B-HA) and is inhibited by pretreatment for 50 minutes at 37°C with
100 nM unlabelled, monomerised HA (Cy3B-HA comp). (H-J) HEK-T-REx—GPR37 cells
bound Cy3B-HA only after GPR37 induction with doxycycline (+DOX), and binding was
competed with unlabelled HA (+DOX comp).



546  Journal of Cell Science 119 (3)

>

A CHO-GPR37
1 4 CHO

Bioluminescence {RLU)

8
-Log [HA] (M)

B C N
« 4]
E &
- ,éz N
(@] (@) v
* ob 1 ()Z\ i $
CHO-GPR37 874
664
D IR
45
314
211
CHO
«-GPR37(R1) a-GPR37(R1)

Fig. 4. HA stimulates Ca®* mobilisation in CHO-K1 cells stably
transfected with GPR37-FLAG, Ga 16 and apoaequorin. (A) The
Ca®*-bicluminescence response was measured at 469 nm and is
expressed in relative light units (RLU), from which the medium
response was subtracted. Values are given as means =+ s.d. CHO-
Gal16-AEQ cells stably expressing GPR37-FLAG (CHO-GPR37)
responded with an ECsp value of 3.3 nM; the endogenous response of
CHO-Ga16-AEQ cells (CHO) resulted in an ECsp value of 11 nM.
Data show representative results of three independent experiments.
(B) CHO-GPR37 (upper panel) and CHO cells (lower panel) reacted
with anti-GPR37(R1) antibody [«~GPR37(R1)], a polyclonal
antiserum produced against the conserved intracellular C-tail.

(C) Western blot analysis of membrane fractions confirmed an
increased expression of GPR37 in transfected cells. The mouse
hippocampal cell line HT22, expressing GPR37 endogenously, was
used as a positive control.

to an increase in membrane currents (Fig. 6B), which was
blocked by La** and by SKF (Fig. 6B), both of which are
known inhibitors of TRP-like Ca?* channels. These Ca®*
channels, upon stimulation of receptors with ligands,
translocate from an intracellular pool to the plasma
membrane, for which activation of phosphoinositide 3-kinase
(PI 3-kinase) and Ca**-dependent calmodulin (CaM) kinase
is a prerequisite (Boels et al., 2001). The HA-induced
increase in current was prevented by pre-incubating cells with
pertussis toxin, wortmannin and KN93 (Fig. 6C), which
demonstrates that an inhibitory G protein, PI 3-kinase and
CaM-kinase II, respectively, are involved in the HA-GPR37
signalling cascade. A preliminary scheme of HA signalling is
shown in Fig. 7.

A 20 HA 100 nM medium
<
k=
=
[
5
O
@
jad
[u]
8
£
[}
=
100 200
Time (s)
B 191 mGIRK1/2-GPR37 a
0O GIRK1/2

]
£ 05
5

|

00

10 8 7
-Log [HAT (M)
Fig. 5. HA is a high-affinity ligand for GPR37 expressed in frog
oocytes. (A) Currents induced by 100 nM HA were recorded from
Xenopus oocytes injected with cRNAs coding for GPR37 and for
GIRK1/2. Stimulation with medium served as control. (B) The
current increase was dependent on HA concentration. Dose-response
curves for a HA-induced increase in GIRK1/2-mediated inward
currents were normalised against maximal currents obtained for each
oocyte. Current increases were averaged over four oocytes prepared
and injected on the same day. The values represent means = s.d. Data
are representative of several independent experiments.

Discussion

We present evidence that HA is a high-affinity ligand for
GPR37. After heterologous expression in frog cocytes and in
mammalian cells, ECsg values in the low nanomolar range were
obtained. Electrophysiological analysis revealed that GPR37
activation by HA involved the same signalling cascade (Fig. 7)
as found earlier for the endogenous HA receptor (Boels et al.,
2001; Kayser et al., 1998; Ulrich et al., 1996). Interaction with
HA resulted in GPR37 internalisation and stimulated entry into
mitosis.

HA is bound to a carrier-like molecule both in hydra and in
mammals, which improves the half-life and function of HA
(Roberge et al., 1984; Schaller et al., 1996). The HA-binding
protein HAB was isolated from hydra using HA-affinity
chromatography, and later SorlLA was discovered as an
orthologue of HAB (Hampe et al., 2000). SorLA is a multi-
ligand sorting receptor that, in addition to HA, binds glial-cell-
derived neurotrophic factor (GDNF), PDGF and
apolipoprotein E (ApoE) (Gliemann et al., 2004; Taira et al.,
2001; Westergaard et al., 2004). HAB and SorLA are type I
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Fig. 6. GPR37 mediates HA signalling to stimulate mitosis.

(A) HEK-T-REx~GPR37 cells were treated with and without
doxycycline for 24 hours. Incubation with 2 nM HA for 1.7 hours led
to an increase of cells in mitosis after induction of GPR37
expression. Immunostaining of cells with anti-phospho-histone H3
(1:1000) was used to determine cells in mitosis. 6X350 cells were
counted, and the percentage of stained mitotic cells is given as means
+s.d. (B) Membrane currents were measured in the perforated patch
configuration at a holding potential of —~80 mV. Treatment with 1 nM
HA induced an increase in membrane currents in COS-7 cells
transiently expressing GPR37 (COS-GPR37), but not in mock-
injected cells (COS-Mock). Membrane currents activated by HA in
HEK-T-REx—GPR37 cells were blocked by application of 1 mM
La> or 10 uM SKE. (C) Membrane-current densities were recorded
from mock- and GPR37-transfected COS-7 cells. HA signal
transduction was inhibited by pretreating cells for 2-3 hours with 200
ng ml™ pertussis toxin (PTX), for 30-60 minutes with 100 nM
wortmannin (WORT), or 30 pM KN93 (KN). Each symbol
represents one cell measured in the whole-cell (filled symbols) or the
perforated patch (open symbols) configuration

transmembrane receptors with a large extracellular domain that
can be shed by metalloprotease cleavage (Hampe et al., 2000).
This represents an ideal mechanism to regulate the range of
action of a morphogen like HA. GPR37 contains a relatively
large extracellular domain, which is unusual for a peptide
receptor. The notion that SorLA interacts with this domain of
GPR37 as co-receptor to enhance HA binding (Hampe et al.,,
2000) is plausible and outlined in Fig. 7.

GPCRs play key physiological roles, and their dysfunction
is implicated in several diseases. This might be reflected by
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Fig. 7. Scheme of the signalling pathway from HA through GPR37
to stimulate mitosis. After binding of HA to GPR37 with or without
help of the coreceptor SorL A, a pertussis-toxin-sensitive inhibitory G
protein (Gi) is activated, which interacts through the
phosphoinositide 3-kinase (PI3K) and the calcium-calmodulin
dependent kinase II (CaMK) with a Ca?* channel of the transient
receptor potential family (TRPV2-like). The resulting Ca®* influx
activates a Ca**-dependent K* channel of the small and intermediate
conductance family (SK4-like), leading to hyperpolarisation, which
is a prerequisite for cells to enter mitosis. Dashed lines indicate
hypothetical pathways.

Mitosis

the fact that about half of the current drugs, and certainly
more in the future, are targeted to these receptors. GPR37 is
of special interest for pharmacology, since it was shown to
contribute to Parkinson’s disease. GPR37 was characterised
as a substrate for the E3 ubiquitin ligase parkin (Imai et al.,,
2001). Ubiquitylation marks proteins for degradation. Parkin
mutations have been shown to be causative for
neurodegeneration in  Parkinson’s disease, where
dopaminergic neurons of the substantia nigra are especially
affected (Imai et al., 2001; Yang et al., 2003). We found that
overexpression of GPR37 resulted in complexes of
molecular masses =250 kDa. Aggregated GPR37 did not
translocate to the cell surface, as shown by cell-surface
biotinylation experiments, and most probably led to
preferential cell death of transfected cells. We could express
GPR37 successfully in frog oocytes and in mammalian cells
after stable integration into the chromosome. Since frog
oocytes are cultured at room temperature, more time for
proper folding may have been advantageous for GPR37
expression. Similarly, lower levels of GPR37 transcripts by
stable expression may have caused less stress for the cells.
The fact that insoluble GPR37 was enriched in brains of
patients with juvenile Parkinson’s disease (Imai et al., 2001)
and its presence in Lewy bodies (Murakami et al., 2004)
supports the notion that GPR37 misfolding contributes to
neuronal cell death (Imai et al, 2003). This might be
confirmed by the recent finding that GPR37-knockout mice
showed altered dopaminergic signalling and were resistant
to the neurotoxin 1-methyl-4-phenyl-1,2,3,6-
tetrahydropyridine (MPTP), which preferentially Kkills
dopaminergic neurons (Marazziti et al., 2004). As SorLA
was found to be downregulated in the brains of patients with
Alzheimer’s disease (Scherzer et al., 2004), it is intriguing
to speculate that a connection exists between SorLLA, GPR37
and HA to improve neuronal cell survival.
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Materials and Methods

Monomerisation of HA and synthesis of Cy3B-labelled HA

HA was from Bachem AG. Monomerisation was achieved by heating a 10 pM
solution of HA in 0.1 N HCl for 5 minutes to 95°C. After neutralisation with NaOH
to pH 7.0, samples were stored frozen at -20°C and used 2-3 times only
(Bodenmuller et al., 1986). For labelling Cy3B, 150 nmoles of monomerised HA
were lyophilised and dissolved in 100 pl dimethylformamide containing 0.2% N-
methylmorpholine. Cy3B-mono-N-hydroxysuccinimide (NHS) ester (Amersham
Biosciences) was dissolved in the same buffer (0.5 mg in 50 p.1) and incubated with
HA ovemight in the dark. The Cy3B-labelled HA was purified by C18 reverse-phase
HPLC, yielding approximately 30-40 nmoles of Cy3B-labelled HA.

Molecular biology

Human GPR37 ¢cDNA was inserted into pcDNA 3.1 (+) and into pcDNA3-FLAG-
His6C as described earlier (Imai et al, 2001). GPR37 and GPR37-FLAG were
subcloned into the dual-function vector pXOON, a kind gift from T. Jespersen,
optimised for expression both in frog cocytes and in mammalian cells (Jespersen et
al, 2002). GPR37-FLAG was introduced into CHO-K1 cells stably expressing
Gal6 and apoaequorin (CHO-Ga16-AEQ) (Stables et al., 1997) with the vector
pIRES-P, a kind gift from S. Hobbs (Hobbs et al., 1998). Stable integration was
monitored by immunostaining with antibodies against FLAG (Sigma-Aldrich). For
inducible expression, GPR37 was transfected into HEK-293 cells using the Flp-In
T-REx system of Invitrogen (Karlsruhe, Germany). The concatemeric construct
between GIRK1 and GIRK2 (GIRK1/2) was kindly provided by A. Karschin
(Wischmeyer et al,, 1997). All constructs were confirmed by sequencing.

Expression of GPR37 in Xenopus laevis oocytes and
electrophysiology

For functional expression in frog oocytes, the GPR37 ¢cRNA was transcribed in vitro
with T7 polymerase from the Xbal-linearised pXOON-GPR37-FLAG vector and
co-injected at a ratio of 5:1 with cRNA of the concatemeric GIRK1/2 construct
transcribed from the Nhel-linearised plasmid. For recordings, oocytes were
superfused with ND-96 medium (96 mM NaCl, 2 mM KCJ, 1.8 mM CaCl,, 1 mM
MgCl;, 5 mM Hepes, pH 7.5). Two-electrode voltage-clamp recordings were
performed with electrodes pulled to a tip resistance of 0.5-2.0 MQ. A Gene Clamp
500B amplifier (Axon Instruments), pClamp9 (Axon Instruments) and Origin
(Microcal Software) served for data acquisition and analysis. Whole cells were
clamped at —100 mV. For agonist measurements, the medium was changed to high
K* (ND-96 with 96 mM KCl, 2 mM NaCl). After the initial inward current had
reached a plateau, agonists were applied in high K* medium. Agonist treatment was
terminated by wash-out with low K* to control intactness of the oocyte membrane.
All recordings were performed at room temperature.

Cell culture, transfection and immunostaining

NHI15-CA2, HT22 and COS-7 cells were cultured in DMEM supplemented with
10% fetal calf serum (FCS), HEK-T-REx-GPR37 cells with 10% newbom calf
serum (tetracycline-free) and CHO-K1 cells in DMEM-F12 with 5% FCS. For
routine culture, 100 U ml™! penicillin, 100 pg mI™ streptomycin and 10 mM Hepes,
pH 7, were added to these media. CHO-Ga16-AEQ cells stably expressing GPR37
required the addition of 750 g ml™* geneticin, 200 p.g mI™! hygromycin and 5 pg
ml”! puromycin. HEK-T-REx-GPR37 cells were induced to express GPR37 by
incubation in 1 pg ml™ doxycycline. Lipofectamine 2000 (Invitrogen), Fugene 6
(Roche Diagnostics), or electroporation were used for transfection. To assay ligands,
cells were transferred overnight into serum-free defined medium consisting of the
respective basal media to which 5 jug mI™ insulin, 30 pg mI! transferrin, 20 pM
ethanolamine, 30 nM sodium selenite, 1 uM sodium pyruvate, 1% non-essential
amino acids and 2 mM glutamine were added.

For immunocytochemistry, cells were fixed either with 4% formaldehyde in
PBS for 30 minutes at room temperature or with ice-cold 1% acetic acid in
ethanol for 5 minutes. After washing with 0.1% Triton X-100 and pre-absorption
with 1% bovine serum albumin, first and second antibodies were applied. For
cell-surface staining, living cells were incubated with ligand and/or antisera for
20-30 minutes on ice, washed, fixed and visualised as indicated. No Triton X-
100 was added to prevent permeabilisation. For western blotting, cells were
harvested by treatment with 2 mM EDTA in PBS for 10 minutes, collected by
centrifugation, and ultrasonicated for 20 seconds in Tris-HCl buffer, pH 7.4,
containing 2 mM EDTA and a protease-inhibitor cocktail (Roche Diagnostics).
After centrifugation at 100,000 g, the membrane pellets were dissolved in
sample buffer and separated by SDS-PAGE. The monoclonal mouse anti-GPR37
antibody, recognising an extracellular domain of recombinant human GPR37,
was used at a dilution of 1:400, the polyclonal rabbit antisera against the
intracellular C-terminal domain of GPR37, anti-GPR37(R1) and anti-
GPR37(R2), were diluted 1:1000 and 1:2000, respectively. All GPR37-specific
antibodies were produced in the laboratory of Takahashi and have been
described previously (Imai et al., 2001). The antibody against FLAG (M2) was
from Sigma-Aldrich and that against phospho-histone H3 from Biomol. Cy2 or
Cy3 secondary antibodies were used for confocal analysis, and alkaline
phosphatase- or peroxidase-conjugated secondary antibodies were used for light

microscopy and western blotting. Western blots were visualised by ECL.
Biotinylated proteins were detected with an avidin-peroxidase conjugate (Bio-
Rad).

FRET analysis

For fluorescence resonance energy transfer (FRET) experiments, HA was reacted
with the highly specific HA antiserum 102.8, which binds to HA in the picomolar
range and was described earlier (Schaller et al., 1984). It was used at a dilution
of 1:3000 and visualised with Alexa Fluor 488 goat anti-rabbit as donor
(Invitrogen). GPR37 was detected with anti-GPR37 antibody and visualised with
Cy3 anti-mouse antibody (Amersham) as acceptor. The energy transfer was
detected as increase in donor fluorescence (Alexa Fluor 488) after complete
photobleaching of the acceptor molecule (Cy3). Initial images were recorded after
excitation at 488 and 568 nm. A discrete area of the sample was illuminated with
intense 568 nm light (laser power 100%) for a few minutes to destroy completely
the acceptor fluorescence. The cell was then rescanned using excitation at 488
nm. An increase within the photobleached area was used as a measure for the
amount of FRET obtained. The efficiency of energy transfer (E) was expressed
as E=1-(D1/D2), where D1 is the donor fluorescence before, and D2 after,
photobleaching. Data were collected for 4-5 different fields from a single
coverslip; 2-3 coverslips were used for each measurement; the experiment was
repeated at least three times.

Biotinylation of surface proteins

COS-7 cells were transiently transfected with GPR37-FLAG using the Fugene 6
reagent (Roche Diagnostics). 48 hours after transfection, cells were washed 2X with
PBS and biotinylated for 30 minutes at room temperature with 1 mM S-NHS-biotin
(Perbio Science). The reaction was stopped by addition of 0.5 M Tris-HCl, pH 7.5,
for 5 minutes at room temperature, and the cells were washed with PBS to remove
free biotin. Cell lysates were prepared in a buffer consisting of 5 mM EDTA, 10
mM Tris-HCl, pH 7.4, and protease-inhibitor cocktail. Samples were ultrasonicated
for 20 seconds and centrifuged at 100,000 g for 30 minutes. Pellets were solubilised
in buffer containing 1% Triton X-100, 0.5% NP40, 150 mM NaCl, 7 mM EDTA,
1 mM EGTA, 10 mM Tris-HC, pH 7.4, and protease-inhibitor cocktail for 30
minutes on ice, followed by centrifugation at 16,000 g for 15 minutes at 4°C. The
supernatant was used for immunoprecipitation,

Immunoprecipitation with anti-FLAG M2-agarose

Since high concentrations of NP40 inhibited binding to FLAG-agarose, the
supernatant from the NP40-solubilised and biotinylated COS-7 cells was diluted
fivefold with TBS (150 mM NaCl, 50 mM Tris-HCl, pH 7.4) to reduce the NP40
concentration to 0.1%. Samples were incubated with 100 1 anti-FLLAG M2-agarose
(Sigma-Aldrich) overnight at 4°C and then centrifuged at 1500 g for 5 minutes at
4°C. Pellets were resuspended in 1 ml TBS and centrifuged again at 16,000 g for
2 minutes at 4°C. After washing with TBS, pellets were dissolved in 50 p.l sample
buffer and subjected to western blotting.

Electrophysiology with mammalian cells

For electrical recordings, COS-7 cells were microinjected with 50 ng pl™
GPR37-pcDNA3 and 5 ng pl? EGFP-N1-pcDNA3, the latter being used to
facilitate detection of successfully transfected cells. Membrane currents were
recorded in the whole-cell configuration of the patch-clamp technique (Hamill et
al., 1981) or the perforated-patch configuration with nystatin (Horn and Marty,
1988). An EPC9 patch~clamp amplifier was used in conjunction with the PULSE-
stimulation and data-acquisition software (HEKA Elekironik). The patch
electrodes were made from 1.5 mm diameter borosilicate glass capillaries with
resistances of 2.5-4 M(}. Data were low-pass filtered at 3 kHz and compensated
for both fast and slow capacity transients. Series resistance was compensated by
75-90%. All experiments were performed at room temperature (22-25°C). The
pipette solution contained 140 mM KCl, 2 mM MgCl,, 1 mM CaCl,, 2.5 mM
EGTA, 10 mM HEPES and had a calculated free Ca® concentration of 66 nM.
The pH was adjusted to 7.3 with KOH. The standard extemal solutions contained
140 mM NaCl, 2 mM MgCl,, 2 mM CaCl,, 5 mM KCl, 10 mM HEPES and 10
mM glucose, buffered to pH 7.3 with NaOH. Nystatin was dissolved in dimethyl
sulfoxide (DMSO). Its final concentration in the standard pipette solution was
0.2 mg ml~. All chemicals for electrophysiology were purchased from Sigma-
Aldrich.

Statistical analysis

The results are expressed as means of 3-6 determinations =+ s.d. Curve fittings were
performed with the Prism program (GraphPad). Each experiment was repeated at
least three times.

We thank T. Jespersen for providing the vector pXOON, S. Hobbs
for pIRES-P, A. Karschin for the concatemeric GIRK1/2 construct, J.
Stables for the CHO-Ga16-AEQ cell line and S. Hempel for help with
the figures.
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SUMMARY

1. Parkinson’s disease (PD) is considered to be an aging-related neurodegeneration
of catecholamine (CA) systems [typically A9 dopamine (DA) neurons in the substantia
nigra and A6 noradrenaline (NA) neurons in the locus coeruleus]. The main symptom is
movement disorder caused by a DA deficiency at the nerve terminals of fibers that project
from the substantia nigra to the striatum. Most PD is sporadic (sPD) without any hereditary
history. sPD is speculated to be caused by some exogenous or endogenous substances that
are neurotoxic toward CA neurons, which toxicity leads to mitochondrial dysfunction and
subsequent oxidative stress resulting in the programmed cell death (apoptosis or autophagy)
of DA neurons.

2. Recent studies on the causative genes of rare familial PD (fPD) cases, such as alpha—
synuclein and parkin, suggest that dysfunction of the ubiquitin-proteasome system (UPS)
and the resultant accumulation of misfolded proteins and endoplasmic reticulum stress may
cause the death of DA neurons.

3. Activated microglia, which accompany an inflammatory process, are present in
the nigro-striatum of the PD brain; and they produce protective or toxic substances,
such as cytokines, neurotrophins, and reactive oxygen or nitrogen species. These acti-
vated microglia may be neuroprotective at first in the initial stage, and later may be-
come neurotoxic owing to toxic change to promote the progression toward the death of
CA neurons.

4. All of these accumulating evidences on sPD and fPD points to a hypothesis
that multiple primary causes of PD may be ultimately linked to a final common signal-
transduction pathway leading to programmed cell death, i.e., apoptosis or autophagy, of the
CA neurons.

KEY WORDS: Parkinson’s disease; dopamine; noradrenaline; neurotoxins; alpha-
synuclein; parkin; inflammation; microglia; cytokines; neurotrophins; apoptosis; auto-
phagy.
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INTRODUCTION

Parkinson’s disease (PD) is assumed to be a systemic neurodegenerative disease of
the catecholamine (CA) neurons. The neurons mainly affected are the A9 dopamine
(DA) neurons in the substantia nigra and the A6 noradrenaline (NA) neurons in
the locus coeruleus, both of which contain neuromelanin. PD is the second most
common aging-related neurodegenerative disease after Alzheimer’s disease (AD).
The main symptom of PD is a movement disorder called parkinsonism, i.e., muscle
rigidity, akinesia, and resting tremor, symptoms which are caused by a DA deficiency
in the striatum due to degeneration of the A9 DA neurons in the substantia nigra. A
small percentage of PD is familial (fPD), but most PD is sporadic (sPD) without any
hereditary history and is related to aging. A deficiency of DA in the striatum in PD
patients was predicted by Carlsson (1959) when he discovered DA as a new neuro-
transmitter, and this prediction was confirmed in postmortem brains by Ehringer and
Hornykiewicz (1960). DA supplementation therapy by L-DOPA was also predicted
by Carlsson from the results of animal experiments (1959); and after many clinical
trials by several groups in the world, L-DOPA is now established as the gold standard
of drug therapy for PD. sPD and some cases of fPD are characterized by the presence
of intracytoplasmic eosinophilic inclusions called Lewy bodies in the neurons and
glial cells of the affected individuals. Lewy bodies consist mainly of alpha-synuclein
protein, which is encoded by the causative gene of fPD/PARK1 (familial Parkin-
son’s disease 1), and are observed not only in PD but also in dementia with Lewy
bodies (DLB), a disorder also called diffuse Lewy body disease (DLBD; Kosaka,
2000), and in other neurodegenerative diseases. Thus, such neurodegenerative dis-
eases with Lewy bodies are generally referred to synucleinopathies. Lewy bodies are
frequently observed in the surviving DA and NA neurons of the substantia nigra
and locus coeruleus of the PD brain. Braak et al. (2003) recently proposed, based on
anatomical investigation of Lewy bodies, that the pathological process of sPD starts
from the lower brain stem and spreads throughout the brain to the midbrain, limbic
brain, and cerebral cortex and that the main symptom of PD, i.e., movement disorder,
appears at the late stage when the nigro-striatal DA neurons in the midbrain become
involved. In this theory, movement disorder parkinsonism in PD is speculated to be
a late symptom. Lewy bodies are also observed not only in CA neurons but also in
non-CA neurons such as acetylcholine, amino acid, or peptide neurons in the central
and peripheral nervous systems, i.e., in neurons of the anterior olfactory nucleus,
dorsal nucleus of the vagus nerve, peripheral autonomic nervous system including
sympathetic ganglia, adrenal medulla, and parasympathetic ganglia, and intestinal
Auerbach’s plexus. In relation to this wide distribution of Lewy bodies in sPD, var-
ious non-DA symptoms, e.g., REM sleep behavior disorder (RBD) (Abott, 2005),
olfaction disturbance, neurocircuitry abnormalities due to cardiac sympathetic den-
ervation (Goldstein et al., 2005), or constipation, have been noticed as early signs of
sPD before the appearance of parkinsonism,

The pathogenesis of sPD is still enigmatic (Foley and Riederer, 1999), but free
radicals produced by mitochondrial dysfunction and oxidative stress are thought to
play an important role (Youdim and Riederer, 1997; Mizuno et al., 1998; Schapira
et al., 1998). Mitochondrial dysfunction in sPD is supported by the findings on
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complex I (NADH-ubiquinone reductase complex, one of the five enzyme com-
plexes of the inner mitochondrial membrane involved in oxidative phosphoryla-
tion) deficiency in the nigro-striatum of the postmortem brain from sPD patients
and of complex I inhibition in the substantia nigra of animal PD models produced
by treatment with neurotoxins such as 1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine
(MPTP; Langston et al., 1983) or the insecticide rotenone (Betarbet et al., 2000). The
discovery of MPTP causing PD in humans suggests the neurotoxin hypothesis, in
which MPTP-like exogenous or endogenous neurotoxins acting together with pre-
sumed PD-susceptibility genes are assumed to be the cause of sPD.

On the other hand, recent molecular genetical studies on mutations of the
causative genes of autosomal dominant or recessive fPD, especially alpha-synuclein
for autosomal dominant and Lewy body-positive PARK1 (Polymeropoulos et al.,
1997) and parkin for autosomal recessive and Lewy body-negative juvenile PARK?2
(Kitada et al., 1998), have led to a new hypothesis, that {PD is caused by the accumu-
lation and/or aggregation of misfolded proteins due to dysfunction of the ubiquitin—
proteasome system (UPS; Table I). The discovery of the causative genes of fPD may
also give important clues for elucidating the signaling pathway of cell death in SPD
(for reviews, see Bonifati et al., 2004; Feany, 2004; Forman et al., 2004; Cookson,
2005; Krueger, 2004; Selko, 2004; Vila and Przedborski, 2004; Grandhi and Wood,
2005; Lozano and Kalia, 2005; Mizuno, 2006).

As another mechanism of neuronal death in PD, an inflammatory process in
the brain called neuroinflammation, which is accompanied by changes in the levels
of neuroprotective or neurotoxic cytokines and neurotrophins and the presence of
activated microglia, has recently gained much attention with respect to not only
PD, but also AD and other neurodegenerative diseases (for reviews, see McGeer
and McGeer, 1995; Anglade et al., 1997; Hirsch et al., 1999; Mogi and Nagatsu,
1999; Nagatsu et al., 1999, 2000a,b; Hartmann et al., 2000; Jellinger, 2000; Nagatsu,
2002a; Hayley, 2005; Herrera et al., 2005; Nagatsu and Sawada, 2005). The brain is
considered to be an immune privileged site, i.e., one free from immune reactions,
since it is protected by the blood-brain-barrier. However, accumulating findings have
revealed that immune responses may occur in the brain, especially due to activation
of the microglia, which cells are known to produce pro-inflammatory cytokines. This
inflammatory process is now thought to be fundamental to, if not at first the initiator
of, the progression of PD pathogenesis. Not only DA neurons but also other non-DA
neurons may be affected by this process, whose dysfunction may negatively impact
DA and non-DA pathways in the PD patients.

Herein, we will review advances in our understanding of the cellular and molec-
ular pathogenesis of PD by separately focusing on these three groups of causative
factors, i.e., neurotoxins, causative genes, and inflammatory cytokines.

NEUROTOXIC SUBSTANCES PRODUCING PD IN HUMANS
AND ANIMALS

The cell death of A9 DA neurons in sPD may be caused by both genetic factors
and environmental factors. As to the latter, certain neurotoxins are speculated to
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cause sPD. This neurotoxin hypothesis of PD started in the 1980s from the discovery
of MPTP, which produces PD in humans (Davis et al., 1979; Langston et al., 1983).
Since then, environmental or endogenous neurotoxins similar to MPTP in the brain
and/or cerebrospinal fluid (CSF) of PD patients have been investigated, and two
groups of amine-related compounds, i.e., isoquinolines and beta-carbolines, have
been suggested as candidates of such neurotoxins (for review, see Nagatsu, 1997,
Nagatsu, 2002b).

MPTP, an analogue of meperidine (a synthetic heroin) is a highly lipophilic
precursor neurotoxin. After its systemic administration, it rapidly crosses the blood-
brain barrier to enter the brain. Once in the brain, MPTP, which is a proneurotoxin,
is metabolized to N-methyl-4-pheny-2,3-dihydropyridinium (MPDP+ ) by the en-
zyme monoamine oxidase B (MAO B), which is localized in the outer membrane of
mitochondria within non-DA cells such as glial cells and serotonin neurons. MPDP+
is then probably spontaneously oxidized to 1-methyl-4-phenylpyridinium (MPP+ ),
the active neurotoxin. MPP+ is taken up across the cell membrane to enter into the
A9 nigro-striatal DA neurons via DA transporters, which are mostly localized at the
nerve terminals in the striatum. MPP+ then passes from the cytoplasm of these neu-
rons into synaptic vesicles by the action of vesicular monoamine transporter type
2 (VMAT2). MPP+ also accumulates within the inner mitochondrial membrane,
where it inhibits complex I; interrupts electron transport; releases reactive oxygen
species (ROS); and depletes ATP. Inhibition of the mitochondrial complex I also
results in the opening of mitochondrial permeability transition pores, allowing the
release of cytochrome ¢, which may trigger the signal transduction pathway culmi-
nating in apoptotic cell death. As a consequence of these actions, MPP+ decreases
the DA level in the striatum, resulting in the appearance of PD-like symptoms.
MPTP produces cell death specifically in A9 nigro-striatal DA neurons. Selegiline
(L-deprenyl), which is a specific inhibitor of MAO B, completely blocks the neu-
rotoxicity of MPTP by preventing the conversion of MPTP to MPP+ in glial cells.
This may suggest that MAO B allele activity could play an important genetic com-
ponent of sPD. Humans and monkeys are the most susceptible to MPTP, but mice
and other non-primate animals also produce parkinsonism-like movement disorder
in response to MPTP. In MPTP-induced animal models of PD, typical cytoplas-
mic inclusions such as the Lewy bodies found in sPD are not observed. However,
chronic infusion of mice with MPTP via an osmotic minipump caused the appearance
of alpha-synuclein- and ubiquitin-positive aggregates that looked like Lewy bodies
(Fornai et al., 2005).

As a group of MPTP-like neurotoxins, the following isoquinolines have been
identified by gas chromatography-mass spectrometric analysis of postmortem brain
specimens and/or CSF from PD patients and normal controls: tetrahydroiso-
quinoline (TIQ), 1-methyl(Me)-TIQ, 2-Me-TIQ, N-Me-6,7-(OH),-TIQ (N-Me-
norsalsolinol), R-1,N-(Me),-6,7-(OH),-TIQ (R-N-Me-salsolinol), 1-phenyl-TIQ,
N-Me-1-phenyl-TIQ, and 1-benzyl-TIQ (Kajita et al., 2002; Kotake et al., 1995;
Moser and Koempf, 1992; Naoi et al., 1996; Niwa erf al., 1987; Ohta et al., 1987).
TIQs are also found in various foods in small concentrations. Exogenously ad-
ministered TIQ easily crosses the blood-brain barrier and passes into the brain,
although TIQs are metabolized in the liver to 4-OH-TIQs by the action of
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debrisoquine hydroxylase (P-450 CYP2D6). On the other hand, TIQs in the
brain are also speculated to be synthesized from endogenous amines such as
phenylethylamine or DA by various enzymes. However, the synthetic pathway and
the enzymes for the biosynthesis of TIQs (versus beta-carbolines described be-
low which arise from tryptophan metabolism) have not yet determined. Among
these TIQs in the brain, 2-Me-TIQ (Fukuda, 1994), R-N-Me-salsolinol (Naoi et al.,
1996), N-Me-norsalsolinol (Moser and Koempf, 1992), and 1-Bn-TIQ (Kotake
et al., 1995) have gained much attention as neurotoxins that probably cause PD.
R-N-Me-salsolinol, after its stereotaxic injection into the striatum of rats, induces
behavioral changes similar to those seen in PD and is metabolized to 1,N-(Me);-6,7-
(OH),-isoquinolinium in the substantia nigra, similar to the MPTP/MPP+ conver-
sion (Naoi et al., 1996). Among TIOs, 1-Me-TIQ is unique in that its concentration
is not increased but actually decreased in the striatum of PD patients and that it
prevented PD-like behavior abnormalities produced by MPTP, TIQ, and 1-Bn-TIQ
(Tasaki et al., 1991).

Beta-carbolines have structures similar to those of MPTP/MPP+, and may
be synthesized in vivo from tryptophan via tryptamine (Collins and Neafsey,
2000; Matsubara, 2000). Like MPTP, beta-carbolines may be precursor neuro-
toxins that are N-methylated and oxidized by MAO B to form, in their case,
beta-carbolinium ions, which may trigger apoptotic neuronal death and PD symp-
toms. Norharman, harman, 2-Me-norharmanium, and 2,9-(Me);-norharmanium
were found in the human brain and/or the CSE. A neurotoxic 2,9-dimethylated
beta-carbolinium ion (2,9-(Me);- norharmanium) was found in half of the PD,
but not at all in non-PD, patients examined (Matsubara et al, 1995; Kuhn
et al., 1996). These results suggest that beta-carbolinium compounds as well
as isoquinolinium compounds may also be candidate neurotoxins that produce
PD.

Endogenous isoquinolines and beta-carbolines in the brain, as in the case
of MPTP, are speculated to be first N-methylated and then oxidized by MAO
to the corresponding isoquinolinium ions or beta-carbolinium ions in glial cells.
The mechanisms of the DA cell death caused by PD-producing neurotoxins,
i.e., MPTP/MPP+ , isoquinoline/isoquinolinium, or beta-carboline/beta-carbolinium,
may be similar, acting to inhibit mitochondrial complex I, to induce ROS for-
mation, and ATP depletion, and finally to cause apoptotic cell death of DA
neurons.

Rotenone is a naturally occurring, lipophilic compound isolated from roots of
certain plants (Derris species), and is used as the main component of many insec-
ticides. Rotenone is not structurally related to amines, but is a specific inhibitor of
mitochondrial complex I. Betarbet ez al. (2000) reported that in Lewis rats, chronic,
systemic inhibition of complex I by rotenone caused highly selective degeneration
of the A9 nigro-striatal DA neurons with behavioral PD symptoms of hypokinesia
and rigidity. Important morphological findings in these rotenone-treated rats were
that the nigro-striatal DA neurons had accumulated fibrillar cytoplasmic inclusions
containing ubiquitin and alpha-synuclein, similar to the Lewy bodies seen in hu-
man sPD. It was reported that the primary mechanism underlying the toxic effect
of rotenone was a significant increase in O,~ generation that causes damage to





