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Parkinson's disease (PD) is a neurodegenerative disorder characterized by a progressive loss of nigral dopaminer-
gic neurons and by the presence of aggregates containing a-synuclein called Lewy bodies. Viral vector-induced
overexpression of a-synuclein in dopaminergic neurons represents a model of PD which recapitulates disease
progression better than commonly used neurotoxin models. Previous studies using this model have reported
motor and cognitive impairments, whereas depression, mood and anxiety phenotypes are less described. To in-
vestigate these psychiatric phenotypes, Sprague-Dawley rats received bilateral injections of a recombinant
adeno-associated virus (AAV) vector expressing human a-synuclein or GFP into the substantia nigra pars
compacta. Behavior was assessed at two timepoints: 3 and 8 weeks post-injection. We report that nigral
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Depression a-synuclein overexpression led to a pronounced nigral dopaminergic cell loss accompanied by a smaller cell
Anxiety loss in the ventral tegmental area, and to a decreased striatal density of dopaminergic fibers. The AAV-o-synucle-
Corticosterone in group exhibited modest, but significant motor impairments 8 weeks after vector administration. The AAV-a-

synuclein group displayed depressive-like behavior in the forced swim test after 3 weeks, and reduced sucrose
preference at week 8. At both timepoints, overexpression of a-synuclein was linked to a hyperactive
hypothalamic-pituitary-adrenal (HPA) axis regulation of corticosterone. The depressive-like phenotype was
also correlated with decreased nigral brain-derived neurotrophic factor and spinophilin levels, and with
decreased striatal levels of the activity-regulated cytoskeleton-associated protein. This study demonstrates that
AAV-mediated a-synuclein overexpression in dopamine neurons is not only useful to model motor impairments
of PD, but also depression. This study also provides evidence that depression in experimental Parkinsonism is cor-
related to dysregulation of the HPA axis and to alterations in proteins involved in synaptic plasticity.

© 2015 Elsevier Inc. All rights reserved.

1. Introduction

Parkinson's disease (PD) is clinically diagnosed based on the pres-
ence of hypokinesia, rigidity, resting tremor and impaired postural con-
trol (Jankovic, 2008, Lima et al., 2012). The neuropathological substrate
of these motor symptoms is the loss of dopaminergic neurons in the
substantia nigra (SN) pars compacta which projects to the striatum
(Ehringer and Hornykiewicz, 1960, Lang and Lozano, 1998). However,
these motor symptoms are often accompanied by non-motor symptoms
(Langston, 2006, Chaudhuri and Schapira, 2009), including autonomic,
mood, cognitive and sensory dysfunctions, as well as sleep disturbances.

Abbreviations: ACTH, adrenocorticotropic hormone; AAV, adeno-associated virus; Arc,
activity-regulated cytoskeleton-associated protein; BDNF, brain-derived neurotrophic fac-
tor; GFP, green fluorescent protein; HPA, hypothalamic-pituitary-adrenal; KPBS,
potassium-phosphate buffer; PD, Parkinson's disease; SN, substantia nigra; TH, tyrosine
hydroxylase; VTA, ventral tegmental area.
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These non-motor symptoms significantly contribute to the reduced
quality of life in PD patients, but are frequently undiagnosed and left un-
treated (Den Oudsten et al., 2007, Soh et al., 2011, Hemmerle et al.,
2012). Depression is the most frequent psychiatric complication in PD
and affects around 35% of the patients (Aarsland et al., 2011). Although
depression often precedes motor symptoms in PD (Aarsland et al.,
2011) it may still reflect impairments of the nigrostriatal dopaminergic
circuit (Frisina et al., 2009). Anxiety is also comorbid with PD and can af-
fect around 40% of patients, sometimes together with depression
(Martinez-Martin and Damian, 2010). Despite the high incidence of de-
pression and anxiety in PD, there is yet no established animal model to
study them.

PD is known to be strongly associated with an a-synuclein related
pathology. Indeed, the discoveries that point mutations, duplications
or triplications in the a-synuclein gene cause PD, and that a-synuclein
is the main component of protein aggregates (i.e. Lewy bodies) in
both familial and idiopathic forms of PD, suggest that a-synuclein
plays a central role in the disease process (Feany and Bender, 2000;
Martin et al., 2006; Dauer and Przedborski, 2003). Under normal condi-
tions, a-synuclein has been proposed to play a role in synaptic plasticity
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and to regulate dopamine (DA) release and uptake (Clayton and George,
1998, Abeliovich et al., 2000). Accumulating evidence suggest a role of
a-synuclein in the presynaptic SNARE complex (Burré et al., 2014).
However, in pathological conditions, there is an accumulation of
a-synuclein inclusions in Lewy bodies that interferes with several cellu-
lar functions at the nerve terminal and in the cell nucleus (Decressac
et al., 2012a).

Several groups have used viral vectors, lentiviruses or adeno-
associated viruses (AAV), to overexpress a-synuclein in animals as a
way to induce a PD-like progressive synucleinopathy (Kirik et al.,
2002, Klein et al., 2002, Lo Bianco et al., 2002, Lauwers et al., 2003,
Mochizuki et al., 2006). Viral overexpression of a-synuclein, specifically
in the nigrostriatal system, induces a progressive dopaminergic neuro-
nal death, reminiscent of what occurs in some transgenic a-synuclein
models (Fernagut and Chesselet, 2004) and in human PD (Kirik et al.,
2002, Klein et al., 2002, Yamada et al., 2004, Lee and Trojanowski,
2006, Gorbatyuk et al., 2008, Azeredo da Silveira et al., 2009, Ulusoy
et al., 2010, Decressac et al., 2011). In this study, we overexpressed
wild-type human a-synuclein with AAV vectors driven by the neuron-
specific synapsin-1 promoter in the SN pars compacta. This model of
a-synuclein overexpression is known to induce degeneration of dopa-
minergic neurons in the nigrostriatal pathway and to cause motor im-
pairments (Kirik et al., 2002, Decressac et al., 2012b, 2012c). However,
changes in mood and anxiety, have, so far, not been thoroughly investi-
gated in this model.

In the present study we therefore addressed whether a-synuclein
overexpression in nigral DA neurons is sufficient to induce depressive-
or anxiety-like symptoms in rats. The behavior was assessed at two
timepoints post-injection: at week 3, corresponding to the pre-motor
phase of PD, and at week 8, corresponding to an early motor phase of
PD (Decressac et al., 2012c). We report that a-synuclein overexpression
in dopaminergic neurons of the SN pars compacta is accompanied by a
depressive-like phenotype. This behavioral phenotype is paralleled by
hyperactivity of the hypothalamic-pituitary-adrenal (HPA) axis
reflected by higher peripheral ACTH and corticosterone concentrations,
as well as by decreased striatal activity-regulated cytoskeleton-
associated protein (Arc) levels and decreased nigral brain-derived neu-
rotrophic factor (BDNF) and spinophilin levels.

2. Methods
2.1. Production of recombinant AAV viral vectors

We used an AAV6-a-synuclein vector construct to overexpress o-
synuclein, in which the expression of the transgene is driven by the
human synapsin-1 promoter and enhanced using a woodchuck hepati-
tis virus posttranscriptional regulatory element, as described previously
(Decressacetal., 2011). Genome copy titers were determined using real
time quantitative PCR. The genome copy titers for AAV6-GFP and AAV6-
o-synuclein were 7.7 x 10'* genome copies/mL, and an equivalent
number of genome copies (2.3 x 10'! genome copies in 3 uL) were
then injected in both groups.

2.2. Animals

Adult female Sprague-Dawley rats were used in this longitudinal
study since they gain weight and body size much more slowly than
male rats, thus making them more suitable for long-term studies of
fine behavioral analyses. Rats, weighing 200-250 g at the time of sur-
gery, were housed 4 per cage with ad libitum access to food and water
during a 12 h light/dark cycle. The experiments were performed in
agreement with the European Council Directive (86/609/EEC) and ap-
proved by the local Animal Ethics Committee (Stockholms Norra
Djurférsoksetiska Namnd, ethical permits N524/11 and N62/13). All ef-
forts were made to minimize suffering and the number of animals used.

2.3. Surgical procedures

Surgical procedures were adapted from a previous protocol devel-
oped by the Bjérklund group (Decressac et al., 2011) and were per-
formed under general anesthesia using a mix of 90 mg/kg ketamine
and 10 mg/kg xylazine (Apoteket, Solna, Sweden), diluted in 0.9% saline
and injected i.p. Rats were placed in a stereotaxic frame (Stoelting Co.,
Wood Dale, IL, USA) and vector solutions were injected using a 10 pL
Hamilton syringe fitted with a glass capillary with an outer diameter
of 250 um. 3 pL of viral solution (AAV6-GFP or AAV6-ai-syn) were slowly
infused manually at a rate of 0.2 uL/min. The coordinates (flat skull po-
sition) for bilateral injections in the SN were — 5.3 mm (antero-posteri-
or), £1.7 mm (medio-lateral) and —7.2 mm (dorso-ventral), as
calculated relative to bregma and according to the stereotaxic atlas of
Paxinos and Watson (Paxinos and Watson, 2007). The capillary was
left in place for 1 min before it was slowly moved 1 mm upwards and
left in place for one additional minute. The capillary was cleaned be-
tween each injection with 30% H,0, diluted in dH,0, 70% EtOH and
dH,0. The anesthesia was reversed by a combination of atipamezole
(0.264 mg/kg) and buprenorphine (0.036 mg/kg) (Antisedan® and
Temgesic®, respectively, Apoteket).

2.4. Tissue processing and immunohistochemistry

Eight weeks after vector injection, rats were deeply anesthetized
with a mix of 90 mg/kg ketamine and 10 mg/kg xylazine i.p., per-
fused through the ascending aorta with 40 mL 0.1 M phosphate buff-
er (PB) and then by 80 mL ice-cold paraformaldehyde (4% w/v in
0.1 M PB). Brains were removed, post-fixed for 24 h in 4% parafor-
maldehyde and cryoprotected in sucrose (30% w/v in 0.1 M PB) for
72 h. They were then sectioned into 35 um-thick coronal sections
which were collected in 6 different series using a freezing microtome
(Leica, Wetzlar, Germany). Immunohistochemical stainings were
performed on free-floating sections using antibodies raised against
tyrosine hydroxylase (TH) (rabbit 1:2000; Chemicon AB 152),
GFP (chicken 1:1000; AbCam ab13970) and a-synuclein (mouse
1:1000; Santa Cruz sc12707). Sections were rinsed three times in
phosphate buffered saline with potassium (KPBS) after each incuba-
tion. All incubation solutions contained 0.25% Triton X-100 in KPBS.
The sections were quenched for 10 min in 3% H,0, and 10% metha-
nol. One hour of pre-incubation with 5% normal goat serum, normal
horse serum and normal rabbit serum was followed by incubation
overnight with the primary antibody in 2% serum at room tempera-
ture and incubation with 1:200 dilutions of biotinylated goat anti-
rabbit (BA 1000 for TH), goat anti-chicken (BA9010, for GFP)
or horse anti-mouse (BA 2001 for a-synuclein) antibodies (Vector
Laboratories, Burlingame, CA, USA), followed by avidin-biotin—-per-
oxidase complex (ABC Elite; Vector Laboratories), and visualized
using 3,3-diaminobenzidine as a chromogen and H,0, as a catalyst,
mounted and cover-slipped with DPX mounting medium.

2.5. Cell counting and optical densitometry analysis

Assessment of the total number of TH + neurons in the SN was made
manually from pictures obtained with a microscope (Axioskop 2, Zeiss,
10x magnification). Every six sections covering the SN were included in
the counting procedure. We excluded three brains that were not cor-
rectly injected in one hemisphere (two AAV-GFP brains and one AAV-
a-synuclein brain). Striatal TH + fiber density was measured by densi-
tometry at four different levels relative to bregma (1.4, 1.0, 0.4 and
0.0 mm) using Image] software (Version 1.43u, NIH, USA), after
converting each image to 8-bit and transforming it into a binary picture.
Data was expressed as a percentage of the corresponding AAV-GFP
control animals.



D. Caudal et al. / Experimental Neurology 273 (2015) 243-252 245

2.6. Behavioral evaluation

Assessment of behavior was performed 3 and 8 weeks after AAV-o-
synuclein or AAV-GFP vector injection in the SN.

2.7. Ledged beam-walking test

Animals were trained on a tapered/ledged beam-walking test,
adapted from the procedure previously described (Schallert and
Woodlee, 2005, Zhao et al., 2005). This test is sensitive to dopaminergic
function (Feeney et al., 1982, Walsh and Wagner, 1992). Rats walked
along a 165 cm-long, progressively narrowing (6.5 cm wide at the
wide end, 1.5 cm at the narrow end) Plexiglas beam, elevated above
the floor with an incline of 15°, to reach their home cage. The main sur-
face of the beam was covered in rubber matting to provide traction. Two
centimeters below the beam was a 2.5 cm wide Plexiglas ledge that pro-
vided a platform to step on when there was a motor deficit. This ledge
allowed rats to express their motor deficit, and removed the need for
postural compensation to prevent falling off the beam. Taking a step
with only one or two toes on the main surface of the beam (and the
other four or three toes overhanging the ledge) was scored as a half
foot-fault, whereas stepping with the entire foot on the ledge rather
than on the main surface of the beam was scored as a full foot-fault. Be-
fore testing, each animal was allowed one refresher trial, which was not
videotaped. One test consisted of 3 consecutive trials videotaped from
the rear to allow a clear observation of the hind limbs.

2.8. Forced swim test

Rats were gently placed in a vertical glass cylinder (45 cm-high and
20 cm-diameter) filled to 35 cm with 25 + 1 °C water during 15 min for
the habituation phase. A 5 minute test session took place the next day
and was video-recorded. The water was changed after each animal to
avoid the influence of decreased water temperature and olfactory traces
made by the previous animal. Immobility and climbing behaviors were
scored manually from video files by a trained observer blind to the
groups. Animals were considered immobile when they were motionless
or only made brief and non-rhythmical movement of the paws or tail in
order to keep their nose above the water level, and were considered to
be climbing when they were making active movements with their
forepaws in and out of the water, directed against the walls (Porsolt
et al., 1977, Lucki, 1997). Swimming (i.e. active swimming motions,
more than necessary to maintain their head above water) and activity
behavior (all other behaviors different from immobility, climbing and
swimming) were also recorded. During analysis, the test session was di-
vided into time segments.

2.9. Sucrose preference

Sucrose preference is a locomotor-independent test in which the rel-
ative preference for a sucrose-sweetened solution (vs. water) gives a
measure related to the anhedonia observed in depressive patients
(Willner et al., 1987). Rats were given a choice between two bottles con-
taining either tap water or a 2% sucrose solution in their home cages
during 48 h. The position of the two bottles was switched after 24 h
to avoid a side preference. Water and sucrose consumption were
measured each day at the end of the afternoon by weighing the bottles.
Sucrose preference (sucrose solution consumption (g) / water con-
sumption (g) + sucrose solution consumption (g)) was calculated
over the 48 h-period and compared between both groups.

2.10. Elevated plus-maze
The elevated plus-maze was used to measure the level of anxiety-

like behavior. The maze was made of gray plastic and consisted of
4 arms, two with high walls and two without walls. The maze was

elevated 1 m above the floor. At the start of the test, each rat was placed
in the center of the maze and was allowed to explore it for 10 min. Each
trial was videotaped, and the number of arm entries and the time spent
in the opened and the closed arms were measured using Noldus
EthoVision XT 9 (Noldus Information Technology, The Netherlands).
The maze was cleaned with 70% ethanol between trials.

2.11. Stress-induced hyperthermia

Stress-induced hyperthermia (SIH) is a locomotor-independent,
physiological anxiety-related measure (Van der Heyden et al., 1997).
This test addresses the activation of the autonomic nervous system by
measuring the increase in core body temperature in response to isola-
tion and mild physical stress (Van der Heyden et al., 1997). The test
was conducted as previously described (Fitzgerald et al., 2010), by mea-
suring the core body temperature with a lubricated thermometer probe
(Physitem RET-2) inserted 2 cm into the rectum for about 5 s. Rats were
then isolated in a smaller cage for 10 min before a second measurement.
The measure for anxiety is defined as the increase in rectal temperature
over the 10 minute time window in response to the mild stress of mea-
suring rectal temperature and isolation.

2.12. Hormonal assays for corticosterone and ACTH

We collected feces in the morning, and plasma samples at the time of
euthanasia which occurred between 9 AM and 3 PM. Corticosterone
(feces and plasma) and ACTH (plasma) levels were measured by
ELISA (Enzo Life Sciences, Inc., Farmingdale, NY) and RIA (Phoenix Phar-
maceuticals, Inc., Burlingame, CA, USA), respectively. Briefly, for the
ELISA assay, blood was centrifuged at 4 °C for 15 min at 1500 rpm to
isolate the plasmatic fraction, and 500 mg of feces of each sample
were homogenized in 80% ethanol, incubated overnight on a rotator,
and centrifuged for 15 min at 1500 rpm. Supernatants were processed
accordingly to the manufacturer's recommendations, after adding 2.5%
of steroid displacement reagent to displace the steroid binding proteins
from corticosterone. RIA assay was used for measuring ACTH in plasma
samples and was based upon the competition of 125I-ACTH and
ACTH binding to a limited quantity of ACTH-specific antibodies. The
sensitivities for the corticosterone and ACTH assays were 1.6 ng/mL
and 64.7 pg/mL, respectively.

2.13. Sample processing and analysis of protein expression by Western blot

Animals were sacrificed after the last behavioral test, 8 weeks after
the AAV administration. Brains were rapidly removed after decapitation
and stored at — 80 °C until processed. Using hole punchers of either
0.25 mm or 1 mm diameter (Harris Uni-core™), samples from different
brain regions were extracted from 100 um thick brain sections in a cryo-
stat (HM-500 M, Microm) at — 20 °C. The striatum was sampled from
bregma 1.70 mm to — 0.40 mm, and the SN from bregma —4.80 mm
to —6.04 mm. Samples were immediately sonicated in 1% sodium dode-
cyl sulfate (SDS), 10 mM NaF and 1 mM NasVOy, centrifuged at 1000 g
for 10 min at 4 °C to remove any cellular debris, and boiled for 10 min.
Protein concentrations were determined with a BCA kit in 96 well plates
(Thermo Fisher Scientific Inc., Waltham, MA, USA). Each sample was re-
suspended in Laemmli homogenisation buffer (Tris-base 250 mM, glyc-
erol 40%, SDS 8%, 3-mercaptoethanol 20%, bromophenol blue 0.1%).

Fifteen pg of each sample was separated using 9% or 12% SDS-PAGE
gels and transferred to a 0.2 um PVDF membrane (Merck Millipore,
Darmstadt, Germany). Membranes were then incubated for 30 min at
room temperature in blocking buffer (0.1% TBS-Tween 20, 5% milk). Im-
munoblotting was carried out overnight at 4 °C with specific antibodies
against BDNF (rabbit, 1/500, Alomone Labs, Jerusalem, Israel), pro-BDNF
(rabbit, 1/500, Alomone Labs), Arc (mouse, 1/500, BD Transduction
Laboratories, New Jersey, USA), spinophilin (mouse, 1/200, Santa Cruz
Biotechnology inc., Dallas, Texas, USA) and Actin (rabbit, 1/250,
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Sigma-Aldrich, St. Louis, MO, USA). Membranes were washed three
times with 0.1% TBS-Tween 20 and incubated with secondary HRP
anti-rabbit antibody or HRP anti-mouse antibody (dilutions 1/1000,
Dako Sweden AB, Stockholm, Sweden) for 1 h at room temperature.
At the end of the incubation, membranes were washed three times
with TBS-Tween 20 and the immunoreactive bands were detected by
chemiluminescence (Clarity Western ECL kit, Bio-Rad Laboratories,
Inc., Berkeley, CA, USA). A series of primary, secondary antibody dilu-
tions and exposure times were used to optimize the experimental con-
ditions for the linear sensitivity range of the autoradiography films
(Kodak Biomax MR). Films were scanned and the density of each band
was quantified using the NIH Image] 1.29 software.

2.14. Statistical analysis

Statistical analyses were performed in Statistica (StatSoft Inc., Tulsa,
OK, USA). All data were initially analyzed for normal distribution by the
Shapiro-Wilk test. Normally distributed data was analyzed using a re-
peated measures ANOVA. When data was not normally distributed
comparisons across time were analyzed using the non-parametric re-
peated Friedman ANOVA. Upon detection of significant effects, pairwise
analyses were made by Newman Keuls post hoc test. Corticosterone and
ACTH levels were analyzed using Mann-Whitney tests since data were
not normally distributed. Histological and immunoblotting data from
both AAV-a-synuclein and AAV-GFP groups were analyzed with a two
tailed Student's t-test after a comparison of variances with an F-test

A

(GraphPad Prism, GraphPad Software, Inc., La Jolla, CA, USA). p < 0.05
was used as the threshold for statistical significance.

3. Results

3.1. Loss of dopaminergic neurons and striatal fiber degeneration following
a-synuclein overexpression in the SN

Animals used for behavioral studies were sacrificed 8 weeks after
AAV-o-synuclein injection in the SN. Forebrain and midbrain sections
were stained for TH in order to assess striatal TH + fiber density and
TH + neuronal cell body counting, respectively. Histological analysis
revealed a clear loss of nigral dopaminergic neurons and their striatal
terminals in the animals injected with AAV-a-synuclein in the SN, com-
pared with the AAV-GFP animals (Fig. 1A and B). Quantifications re-
vealed that oi-synuclein overexpression in the SN induced a 43% loss
of TH+ neurons in the SN (unpaired t-test: t = 4.62; p < 0.01), a 30%
loss in the VTA (t = 2.97; p < 0.05). Although expecting the VTA being
affected, it was somewhat surprising that the difference in TH + loss
between SNc and VTA was rather small. The reductions in TH + neurons
were paralleled by a 30% decrease of striatal TH + fiber density (t =
2.86; p < 0.05) (Fig. 1B). The reduction of TH + fiber density was more
prominent in the dorsolateral striatum, primarily innervated by SN,
when compared to the ventromedial striatum, mainly innervated by
VTA.
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Fig. 1. Stereological estimates of dopaminergic neurons quantity in the SN and optical densitometry of striatal dopaminergic terminals in response to nigral AAV-GFP or AAV-a-synuclein.
(A) Immunostaining of nigral TH+ neurons in animals injected with AAV-GFP or AAV-o-synuclein into the SN, 8 weeks after injection. In AAV-GFP injected rats, the SN and the VTA
contained densely packed TH + neurons, but in AAV-a-synuclein animals a reduction in the number of dopaminergic neurons was observed. (B) Striatal TH immunostaining in animals
injected with AAV-GFP or AAV-a-synuclein in the SN, 8 weeks after injection. A reduction in striatal TH + fiber density was observed after 8 weeks in animals injected with the AAV-o-
synuclein. Data are presented as a percentage of TH + neurons number and as a percentage of TH striatal immunoreactivity, both compared to the AAV-GFP group. Data are expressed as

mean + SEM. Scale bar: 1 mm (A), 2 mm (B). #p < 0.05 and ##p < 0.01 (Student's t-test).
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3.2. Motor impairment in a-synuclein overexpressing animals

To assess the functional consequences of human a-synuclein over-
expression in midbrain dopaminergic neurons we examined the ani-
mals at two timepoints, 3 and 8 weeks after bilateral vector injections,
corresponding to the pre-motor and motor stages, respectively
(Decressac et al., 2012c¢). The ledged beam-walking test revealed a
weak progressive motor impairment in the a-synuclein overexpressing
animals, expressed as an increased number of errors per step at week 8
compared with week 3 (Fig. 2A). The Shapiro-Wilk test revealed a sig-
nificant effect at both time points (p < 0.001 at week 3; p < 0.001 at
week 8), demonstrating that the data were not normally distributed.
Therefore, a Friedman ANOVA was performed and revealed a significant
effect in the AAV-a-synuclein group at week 3 when compared with
week 8 (p < 0.05), but not in the AAV-GFP group (p = 0.206). Post
hoc analysis revealed a significant difference between week 3 and
week 8 in the AAV-a-synuclein group (p < 0.05). However, the time
spent to cross the beam was not significantly affected either in the
AAV-a-synuclein or in the AAV-GFP groups. For these data, the
Shapiro-Wilk test was significant at week 3, revealing that the data
were not normally distributed (p < 0.05 at week 3; p = 0.140 at week
8). A Friedman ANOVA was therefore used but showed no significance
(p = 0.317 for the AAV-GFP group; p = 0.763 for the AAV-a-synuclein
group) (Fig. 2B).

3.3. Depressive-like phenotype occurring 3 and 8 weeks after nigral injec-
tion of AAV-a-synuclein

In parallel with the motor evaluation, the animals were tested for a
potential depressive-like phenotype in the locomotor-dependent forced
swim test and the locomotor-independent sucrose preference test. The
forced swim test revealed that AAV-a-synuclein injected animals
displayed decreased climbing behavior at 3 weeks after vector adminis-
tration when compared to the AAV-GFP controls, indicating a
depressive-like phenotype (unpaired t-test: p < 0.05) (Fig. 3A). Impor-
tantly, locomotor activity evaluated in an open field arena was not
affected at this time-point (AAV-GFP: 4464 + 352.4 vs. AAV-a-synucle-
in: 4363 4+ 412.2; Student's unpaired t-test: p = 0.856). It is therefore
reasonable to assume that the reduced climbing in the forced swim
test was not a reflection of hypolocomotion.

We also assessed the preference for sucrose, reflecting the hedonic
drive of animals in a locomotor-independent manner (Fig. 3B). The
Shapiro-Wilk test revealed a significant effect at both time points (p <
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Fig. 2. Motor functions in the ledged-beam walking test after nigral AAV-GFP or AAV-a-
synuclein. (A) Number of errors per step and (B) time spent to cross the beam in animals
3 weeks and 8 weeks after injection with AAV-GFP or AAV-a-synuclein. AAV-a-synuclein
administration induced a higher number of errors per step at week 8 when compared with
week 3, but had no significant effect on crossing time. Data are expressed as mean =+ SEM.
*p < 0.05 (Friedman ANOVA followed by Newman Keuls post hoc test).

0.05 at week 3; p < 0.001 at week 8), thus indicating that data were
not normally distributed. Therefore, a Friedman ANOVA was performed
and revealed a significant effect of time in both groups (p < 0.01 for the
AAV-GFP group and p < 0.05 for the AAV-a-synuclein group). Post hoc
analyses demonstrated a significant effect of AAV-a-synuclein between
week 3 and week 8 (p < 0.001). Moreover, at week 8 there was a signif-
icant difference (p <0.001) between the AAV-a-synuclein and AAV-GFP
groups.

To examine whether this effect could be due to drinking and licking
impairments, we also measured total fluid (water and sucrose) con-
sumption during the 48 h duration of the test. At week 3, the AAV-GFP
group consumed similar amounts of fluid as the AAV-a-synuclein
group (719.4 £ 31.8 gvs. 616.7 & 61.6 g; Student's unpaired t-test:
p = 0.276). At week 8, the AAV-GFP group tended to consume more
fluid than the AAV-a-synuclein group (821.2 4 71.9 g vs. 552.1 +
97.6 g; Student's unpaired t-test: p = 0.156).

3.4. Anxiety assessment after nigral injections of AAV-a-synuclein and AAV-
GFP

To investigate whether the AAV-a-synuclein animals displayed a
potential anxiety-like phenotype, the locomotor-dependent elevated
plus-maze and the locomotor-independent SIH test were performed.
AAV-a-synuclein injected animals and AAV-GFP control animals spent
a similar percentage of time in the open arms at 3 and 8 weeks following
AAV injection (Fig. 3C). The Shapiro-Wilk test showed that our data was
not normally distributed (p < 0.05 at 3 weeks and p <0.001 at 8 weeks).
A Friedman ANOVA revealed a significant effect in the a-synuclein
group over time (p < 0.05), but not in the control group (p = 0.366).
However, the Newman-Keuls post hoc test did not reveal any
differences.

Moreover, AAV-a-synuclein injected animals and AAV-GFP control
animals performed a similar percentage of open arms entries (i.e. the
number of open arm entries divided by the total number of arm entries).
Shapiro-Wilks test was significant in both groups at week 8 (AAV-GFP
3W: p = 0.400; AAV-a-synuclein 3W: p = 0.220; AAV-GFP 8W: p <
0.001; AAV-a-synuclein 8W: p < 0.001), so a non-parametric was
chosen for further analysis. A Friedman ANOVA revealed significant ef-
fects over time in both groups (AAV-GFP 3W: 29.650 + 4.954 vs AAV-
GFP 8W: 7.069 + 3.310 and AAV-a- synuclein 3W: 31.33 + 2.812 vs.
AAV-a-synuclein 8W: 6.475 + 2.940; AAV-GFP: p < 0.05; AAV-o-synu-
clein: p < 0.05), and post hoc analysis by Newman-Keuls test revealed a
significant difference (p < 0.001) in both groups between week 3 and
week 8. These data demonstrate that animals from both groups
explored the open arms less at week 8, likely due to habituation.

The stress-induced hyperthermia (SIH) test was used to assess anx-
iety independently of motor functions, and revealed no significant
differences between AAV-ai-synuclein and AAV-GFP control animals at
3 or 8 weeks after AAV injection. The Shapiro-Wilk test showed that
this data was normally distributed (p = 0.179 at week 3 and p =
0.303 at week 8), so a parametric test was chosen for further analysis.
Arepeated two-way ANOVA did not detect any significant effects (effect
of AAV-a-synuclein: F(; 20y = 0.643, p = 0.432; effect of time: F; 20) =
0.387, p = 0.541; interaction: F(; 20y = 1.600, p = 0.221) (Fig. 3D).

Overall, these data indicate that no anxiety-like phenotype was
induced in animals injected with AAV-a-synuclein.

3.5. Corticosterone and ACTH levels after nigral injections of AAV-a--synu-
clein and AAV-GFP

We measured corticosterone levels to study the response of the HPA
axis following a-synuclein overexpression. To avoid invasive blood
sampling at the 3 week timepoint, we measured the concentration of
corticosterone extracted from feces samples, revealing elevated levels
in feces in the AAV-a-synuclein group compared with AAV-GFP con-
trols (unpaired t-test: t = 2.13; p < 0.05) (Fig. 4A). At week 8, plasma
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Fig. 3. Depressive-like and anxiety-like behaviors in response to nigral AAV-GFP or AAV-a-synuclein. (A) Time spent climbing in the forced swim test in animals 3 weeks after injection
with AAV-GFP or AAV-a-synuclein. AAV-a-synuclein administration induced a decrease in climbing time compared with the AAV-GFP group. (B) Sucrose preference was decreased in o-
synuclein overexpressing animals at week 8 when compared with week 3. (C) Time spent in the open arm of the elevated plus maze was not affected by AAV-GFP or AAV-a-synuclein
administration. (D) Stress-induced hyperthermia was not affected by AAV-GFP or AAV-a-synuclein administration. Data are expressed as mean + SEM. *p < 0.05, **p < 0.01,
***p < 0.001 (Friedman ANOVA or repeated measures ANOVA followed by Newman Keuls post hoc test).

ACTH and corticosterone levels were significantly increased in the AAV-
a-synuclein group compared to AAV-GFP group (t = 2.19; p<0.05 and
t = 2.13; p < 0.05, respectively) (Fig. 4B and C).

3.6. Arc, BDNF, pro-BDNF and spinophilin levels in the striatum and SN in-
duced by a-synuclein overexpression

The levels of candidate proteins for depressive-like states; Arc, BDNF,
pro-BDNF and spinophilin, were studied in the striatum and SN of AAV-
GFP and AAV-a-synuclein injected animals. At the 8 week timepoint -
synuclein overexpression caused a decrease of Arc levels in the striatum
(unpaired t-test: t = 2.33; p < 0.05), but not in the SN (t = 1.09; p =
0.33) (Fig. 5A). Moreover, reduced BDNF and spinophilin levels were
found in the SN of AAV-a-synuclein animals compared to AAV-GFP con-
trols (t = 6.887; p < 0.001 and t = 2.34; p < 0.05), whereas no signifi-
cant changes were observed in the striatum for these markers (t =
0.53; p = 0.61 and t = 041; p = 0.69) (Fig. 5B and C). In contrast, no
significant changes in pro-BDNF were detected in the striatum or in
the SN (t = 0.17; p = 0.87 and t = 0.35; p = 0.73) (Fig. 5D).

4. Discussion
In this study we investigated the effects of bilateral AAV-mediated

overexpression of human a-synuclein in dopaminergic neurons from
the SN. In the bilaterally injected rats we report a 43% loss of TH in SN,
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and a 30% loss of TH in VTA dopaminergic neurons, along with a 31% re-
duction of striatal TH + innervation 8 weeks after the vector injection,
accompanied by a mild motor deficit measured by the ledged beam-
walking test. Indeed, the nigrostriatal dopaminergic pathway is
known to function in the dexterity of movement (Takakusaki, 2013;
Takakusaki et al., 2008 ), which can be correlated with the number of er-
rors performed upon crossing the beam in the present a-synuclein
overexpression model. This motor impairment was significantly more
severe at 8 weeks compared with at 3 weeks post-injection. This pro-
gressive loss of motor functions is in accordance with previous results
using a unilateral a-synuclein overexpressing model, revealing a loss
of motor functions in the cylinder test emerging at 5-8 weeks after
AAV-a-synuclein injection (Decressac et al., 2012c). Moreover, the
motor impairment revealed in our experiments was mild, and thus
less likely to bias the assessment of emotional behaviors, which in
many tests is dependent on mobility.

About 35% of PD patients exhibit clinically significant depressive
symptoms contributing to severe disability, impaired quality of life,
and shortened life expectancy (Reijnders et al., 2008, Aarsland et al.,
2011). Relatively few studies have used animal models to examine
depressive-like behavior and their associated neurochemical mecha-
nisms in experimental Parkinsonism (Schintu et al., 2012). The forced
swim test is a well-established paradigm for rodent studies on
depression-like states. The decreased duration of climbing activity and
increased duration of immobility in this test are considered as
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Fig. 4. Hormones levels of corticosterone and ACTH after nigral AAV-GFP or AAV-oi-synuclein. (A) Fecal corticosterone concentrations were elevated in animals injected with AAV-ot-sy-
nuclein compared with the AAV-GFP control group 3 weeks following AAV administration. (B, C) ACTH (B) and corticosterone (C) concentrations were elevated in plasma in animals
injected with AAV-a-synuclein 8 weeks after the AAV administration compared with the AAV-GFP control group. Data are expressed as mean + SEM. #p < 0.05 (Student's t-test).
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Fig. 5. Effects of nigral AAV-GFP and AAV-a-synuclein administration on striatal or nigral Arc, spinophilin, BDNF and pronBDNF levels. (A-D) Immunoblots and histograms of the ratio
between the amount of Arc (A), spinophilin (B), BDNF (C) and pro-BDNF (D) and of actin band intensities, in the striatum and SN of rats 8 weeks after injection with AAV-GFP or AAV-
a-synuclein. Upper immunoblots illustrate Arc (50 kDa), spinophilin (130 kDa), BDNF (14 kDa) and pro-BDNF (28 kDa) levels of the proteins (left: AAV-GFP group, right: AAV-a-synuclein
group). AAV-a-synuclein induced a decrease of striatal Arc levels (A), of spinophilin (B) and BDNF (C) nigral levels compared to the AAV-GFP control group. Data are normalized to the

AAV-GFP group and expressed as mean + SEM. *p < 0.05 (Student's t-test).

“behavioral despair”. Many rodent models of depression exhibits be-
havioral despair in the forced swim test, a behavior that is reversed by
clinically used antidepressants. However, results from this acute test
need to be interpreted cautiously when extrapolated to human depres-
sion, a complex multifactorial chronic disorder. Nonetheless, here we
demonstrate that the a-synuclein group displayed a reduced
climbing behavior already 3 weeks after the viral vector administra-
tion. This is the first time a depressive-like behavior is observed at a
premotor stage in the AAV-a-synuclein model, recapitulating
human PD. It has previously been shown that climbing behavior in
the forced swim test can be increased by norepinephrine reuptake
blockers (Detke et al., 1995, Lucki, 1997, Cryan and Lucki, 2002). Nor-
adrenergic cell loss and combined depletion of noradrenaline and
dopamine levels have been associated with depression in PD
(Delaville et al., 2011). Our present data indicates a role for the dopa-
minergic system in the depressive-like phenotype, perhaps via direct
interactions between a-synuclein and TH (Perez et al., 2002) or with
the dopamine transporter (Lee et al., 2001), but we cannot exclude
an indirect effect also on the noradrenergic system. The
depression-like behavior in the forced swim test in response to ni-
gral ai-synuclein overexpression could also indicate an altered stress
reactivity. It would be interesting in future studies to explore

whether animals with nigral a-synuclein overexpression are more
susceptible to other stressors, such as social defeat stress.

To measure anhedonia in a-synuclein overexpressing animals, we
used the sucrose preference test, reflecting the hedonic drive in a
locomotor-independent manner (Cryan and Holmes, 2005). Anhedonia,
defined as a “markedly diminished interest or pleasure in all, or almost
all, activities most of the day, nearly every day”, is considered as one of
the core symptoms of depression in PD (Chaudhuri et al., 2006,
Aarsland et al., 2011). The preference for the sucrose solution was
found to be significantly reduced in animals overexpressing ot-
synuclein at 8 weeks post-injection, further supporting that this
model manifests a depressive-like phenotype which is maintained
upon aging. Our data agree with a recent study showing that sucrose
preference was reduced 22 days after nigral injection of the neuro-
toxin 6-hydroxydopamine (6-OHDA) (Santiago et al., 2015). More-
over, this toxin model has also been shown to induce a depressive-
like behavior in the forced swim test along with neurotransmitter
alterations that are similar to those observed in PD (Santiago et al.,
2014). Another study also demonstrated motivational deficits and
affective impairments after 6-OHDA lesioning (Drui et al., 2014).
Specifically, 3 weeks after the toxin infusion, there was an increased
immobility time in the forced swim test and a decreased percentage
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of time spent in the open arms of the elevated plus-maze. No parallel
alterations were found on sucrose preference or on motor functions.
In another PD toxin model, using 1-methyl-4-phenyl-1,2,3,6-
tetrahyropyridine (MPTP) intranigral infusions, it was shown that
animals displayed an increased immobility time in the forced swim
test 14 days after the surgery (Castro et al., 2013). This was later
confirmed in another study, in which animals demonstrated an
increased immobility time and decreased swimming time 22 days
after the MPTP administration (Barbiero et al., 2014).

It is important to note that a recent study using nigral human o-
synuclein overexpression did not find behavioral deficits in the
depressive-like tests (Campos et al., 2013). However, compared to our
study, Campos et al. (2013) used different coordinates for ai-synuclein
injection (—5.3 mm; 4+1.8 mm; —7.4 mm instead of —5.3 mm;
+ 1.7 mm; — 7.2 mm), a different serotype for the vector (AAV2 instead
of AAV6) and a different volume of injection (2 pL instead of 3 pL). More-
over, using their protocol, Campos et al. (2013) did not find any cogni-
tive deficits, which is in contrast to several reports using a-synuclein
models (Freichel et al., 2007, Masliah et al., 2011, Magen et al., 2012).

In addition to depression, many studies suggest comorbidity be-
tween anxiety and PD (Menza et al., 1993, Shiba et al., 2000, Marinus
et al., 2002) and a role for dopamine in these anxiety-like behaviors
(Pogorelov et al., 2005). From a clinical point of view, PD-associated de-
pression can be distinguished from major depression by a higher rate of
anxiety symptoms (Cummings, 1992). In order to assess the potential
anxiety-like phenotype of animals overexpressing a-synuclein, we
used the elevated plus-maze and SIH test. However, no significant
effects were found on anxiety-like behaviors using these paradigms.

Hyperactivation of the HPA axis is commonly found in depression
and anxiety (McEwen, 2005). It is therefore interesting that the
depressive-like phenotype observed in a-synuclein overexpressing an-
imals is associated with increased corticosterone and ACTH levels,
pointing to a hyperactivation of the HPA axis. In accordance with an
early depression-like phenotype, corticosterone levels were higher in
feces already 3 weeks after vector injection. Normal functioning of the
limbic system and hypothalamus relies on dopamine supplied by pro-
jections from the SN and VTA, which is in line with the maladaptive re-
sponse to stress and the abnormal HPA axis activation observed here.
Clinical studies have demonstrated that acute treatment with levodopa
can reduce plasma cortisol levels in PD patients (Miiller et al., 2007),
thus supporting a link between dopaminergic dysfunction and in-
creased activity of the HPA axis.

The AAV-a-synuclein model used here causes less severe dopamine
degeneration than the classic 6-OHDA toxin model. Indeed, a-synuclein
overexpressing animals exhibit less cell and terminal loss of TH. The
progressive nature of the AAV-a-synuclein model replicates the
human pathology more closely than the 6-OHDA lesion model. The neu-
ropathological and temporal differences between the models may ex-
plain the discrepancies observed here with other studies using classic
toxin models, and also why the motor deficits we observed are weaker
than in the toxin models (Barbiero et al., 2014; Castro et al., 2013; Drui
et al,, 2014; Santiago et al., 2014; Santiago et al., 2015). It may be inter-
esting in future studies to explore the possibility of using higher titers of
AAV-a-synuclein as well as targeting other monoaminergic nuclei.

Previous work using this AAV-a-synuclein model has described an
early premotor phase in which dopaminergic neurons show synaptic
dysfunction, with impairments of dopamine release and reuptake, pre-
ceding overt axonal damage and neuronal degeneration in the SN
(Lundblad et al., 2012, Decressac et al., 2012a, 2012b, 2012c). The
depressive-like phenotype demonstrated in the forced swim test at
the 3 week timepoint and in the sucrose preference test at the 8 week
timepoint may therefore partly rely on a synaptic dysfunction of the
surviving neurons. In this context, it is highly relevant that the current
understanding of the neurobiology of depression emphasizes dysregu-
lation of synaptic plasticity (Duman and Aghajanian, 2012). To under-
stand the molecular mechanisms underlying this behavioral deficit we

performed studies of candidate proteins involved in synaptic plasticity.
We found a downregulation of Arc levels in the striatum of animals with
nigral a-synuclein overexpression. The functions of Arc are multiface-
ted and are involved in cytoskeletal rearrangements during synaptic
plasticity mechanisms in the striatum, hippocampus, amygdala, hypo-
thalamus and cortex (Steward and Worley, 2002). Arc is enriched in
neuronal dendrites, where it localizes in a distribution resembling that
of F-actin (Lyford et al., 1995), interacts with cytoskeletal proteins
(Fujimoto et al., 2004), AMPA receptors (Chowdhury et al.,, 2006) and
promotes CaM kinase II-dependent neurite extension (Donai et al.,
2003). It was previously demonstrated that a 6-OHDA lesion could in-
hibit acute cocaine-induced Arc mRNA expression in the striatum
(Fosnaugh et al., 1995, Tan et al., 2000). Therefore, the reduced striatal
Arc expression observed here may be involved in the inhibitory ef-
fects on motor functions and depressive-like behavior induced by
a-synuclein overexpression.

We also report a reduction of mature BDNF levels in the SN o-
synuclein overexpressing animals, but no significant modifications
of proBDNF levels. BDNF, which is one of the most abundant
neurotrophins expressed in the brain (Conner et al., 1997), promotes
the survival, proliferation, and differentiation of neurons (Zhou et al.,
2005), and modulates synaptic plasticity (Huang and Reichardt,
2001). The decreased BDNF levels observed here may contribute to
the phenotype induced by a-synuclein overexpression. For instance,
infusing antisense BDNF oligonucleotides into the rat SN pars
compacta lead to animals exhibiting classic PD features (Porritt
et al., 2005). Moreover, mice expressing half the normal levels of
BDNF display a compromised striatal dopaminergic output and are
behaviorally impaired (Fumagalli et al., 2003). It has been demon-
strated that decreased TH and dopamine levels were correlated
with motor dysfunctions in mutant mice lacking BDNF (Dluzen
et al., 1999). This suggests a role of reduced BDNF in the motor im-
pairments we reported in the ledged-beam transversal test. Vice
versa, in some animal models of PD, BDNF delivery can rescue
degenerating dopaminergic neurons in the SN pars compacta
(Murer et al., 2001). For instance, in the MPTP model, cell-
mediated delivery of BDNF can increase dopamine levels (Isacson
et al., 1995). Moreover, post mortem clinical studies have demon-
strated a reduction of BDNF levels in the SN pars compacta of Parkin-
sonian patients, both at the transcriptional (Howells et al., 2000) and
the translational (Mogi et al., 1999, Parain et al., 1999) levels. More-
over, pathogenic mutations of a-synuclein associated with early-
onset familiar PD are linked to a loss of BDNF production (Kohno
et al., 2004). Interestingly, previous work from many labs indicate
that BDNF underlies the antidepressant response in rats, suggesting
that the decreased BDNF levels found here in the SN of AAV-a-synu-
clein injected animals may also be linked to the depressive-like be-
havior. For instance, chronic infusion of BDNF into posterior
midbrain nuclei has the same effects as antidepressants in the forced
swim test and in the learned helplessness paradigm (Siuciak et al.,
1997), whereas hippocampal BDNF administration has antidepres-
sant properties (Shirayama et al., 2002).

In addition to BDNF, we also found decreased spinophilin levels in
the SN from rats overexpressing a-synuclein. Spinophilin is a cytoskel-
etal protein associated with the postsynaptic density, thus supporting
the morphology of dendritic spines (Allen et al., 1997, Satoh et al.,
1998, Muly et al., 2004). This protein is required for normal dopamine
signaling. It interacts with the dopamine D, receptor (Smith et al.,
1999), modulates D, receptor signaling efficacy, and might also serve
to stabilize D, receptors at the cell surface (Allen et al., 2006).

In conclusion, the present study provides evidence that a-synuclein
overexpression in the SN induces depressive-like behaviors which are
subsequently followed by motor deficits. These behavioral dysfunctions
are associated with HPA axis hyperactivation and with changes in BDNF,
Arc and spinophilin levels in the nigrostriatal circuitry. Thus, our re-
sults offer a novel framework for explaining effects of a.-synuclein
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overexpression in emotional disturbances in experimental Parkin-
sonism, recapitulating important aspects of human PD.

Acknowledgments

The study was supported by a grant from Swedish Foundation for
Strategic Research. The authors thank Marie Guirguis and Ulla Jarl for
technical assistance, and Jenny G. Johansson for production of the AAV
vectors used in this study. The authors declare no conflict of interest.

References

Aarsland, D., Pahlhagen, S., Ballard, C.G., Ehrt, U., Svenningsson, P., 2011. Depression in
Parkinson disease—epidemiology, mechanisms and management. Nat. Rev. Neurol.
8, 35-47.

Abeliovich, A., Schmitz, Y., Farinas, I., Choi-Lundberg, D., Ho, W.H,, Castillo, P.E., Shinsky,
N., Verdugo, ].M., Armanini, M., Ryan, A., Hynes, M., Phillips, H., Sulzer, D.,
Rosenthal, A., 2000. Mice lacking alpha-synuclein display functional deficits in the
nigrostriatal dopamine system. Neuron 25, 236-252.

Allen, P.B., Ouimet, C.C.,, Greengard, P., 1997. Spinophilin, a novel protein phosphatase 1
binding protein localized to dendritic spines. Proc. Natl. Acad. Sci. U. S. A. 94,
9956-9961.

Allen, P.B., Zachariou, V., Svenningsson, P., Lepore, A.C,, Centonze, D., Costa, C., Rossi, S.,
Bender, G., Chen, G., Feng, ]., Snyder, G., Bernardi, G., Nestler, EJ., Yan, Z., Calabresi,
P., Greengard, P., 2006. Distinct roles for spinophilin and neurabin in dopamine-
mediated plasticity. Neuroscience 140, 897-911.

Azeredo da Silveira, S., Schneider, B.L., Cifuentes-Diaz, C., Sage, D., Abbas-Terki, T.,
Iwatsubo, T., Unser, M., Aebischer, P., 2009. Phosphorylation does not prompt, nor
prevent, the formation of alpha-synuclein toxic species in a rat model of Parkinson's
disease. Hum. Mol. Genet. 18, 872-887.

Barbiero, ].K., Santiago, R.M., Persike, D.S., da Silva Fernandes, M.J., Tonin, F.S., da Cunha, C,,
Lucio Boschen, S., Lima, M.M,, Vital, M.A., 2014. Neuroprotective effects of peroxisome
proliferator-activated receptor alpha and gamma agonists in model of parkinsonism
induced by intranigral 1-methyl-4-phenyl-1,2,3,6-tetrahyropyridine. Behav. Brain
Res. 274, 390-399.

Burré, J., Sharma, M., Siidhof, T.C.,, 2014. «-Synuclein assembles into higher-order
multimers upon membrane binding to promote SNARE complex formation. Proc.
Natl. Acad. Sci. U. S. A. 111, E4274-E4283.

Campos, F.L, Carvalho, M.M,, Cristovdo, A.C,, Je, G., Baltazar, G., Salgado, AJ., Kim, Y.S.,
Sousa, N., 2013. Rodent models of Parkinson's disease: beyond the motor symptom-
atology. Front. Behav. Neurosci. 7 (175), 1-11.

Castro, A.A., Wiemes, B.P., Matheus, F.C,, Lapa, F.R,, Viola, G.G., Santos, AR, Tasca, Cl.,
Prediger, R.D., 2013. Atorvastatin improves cognitive, emotional and motor impair-
ments induced by intranasal 1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP)
administration in rats, an experimental model of Parkinson's disease. Brain Res.
1513, 103-116.

Chaudhuri, KR., Schapira, A.H., 2009. Non-motor symptoms of Parkinson's disease: dopa-
minergic pathophysiology and treatment. Lancet Neurol. 8, 464-474.

Chaudhuri, K.R., Healy, D.G., Schapira, A.H., 2006. Non-motor symptoms of Parkinson's
disease: diagnosis and management. Lancet Neurol. 5, 235-245.

Chowdhury, S., Shepherd, ].D., Okuno, H., Lyford, G., Petralia, R.S., Plath, N., Kuhl, D.,
Huganir, RL., Worley, P.F., 2006. Arc/Arg3.1 interacts with the endocytic machinery
to regulate AMPA receptor trafficking. Neuron 52, 445-459.

Clayton, D.F., George, ].M., 1998. The synucleins: a family of proteins involved in synaptic
function, plasticity, neurodegeneration and disease. Trends Neurosci. 21, 249-254.

Conner, J.M., Lauterborn, J.C,, Yan, Q., Gall, C.M,, Varon, S., 1997. Distribution of brain
derived neurotrophic factor (BDNF) protein and mRNA in the normal adult rat
CNS: evidence for anterograde axonal transport. ]. Neurosci. 17, 2295-2313.

Cryan, ].F,, Holmes, A., 2005. The ascent of mouse: advances in modelling human depres-
sion and anxiety. Nat. Rev. Drug Discov. 4, 775-790.

Cryan, J.F., Lucki, I., 2002. Antidepressant-like behavioral effects mediated by 5-
hydroxytryptamine 2C receptors. J. Pharmacol. Exp. Ther. 295, 1120-1126.

Cummings, J.L., 1992. Depression and Parkinson's disease. Am. J. Psychiatry 149, 443-454.

Dauer, W., Przedborski, S., 2003. Parkinson's disease: mechanisms and models. Neuron
39, 889-909.

Decressac, M., Ulusoy, A., Mattsson, B., Georgievska, B., Romero-Ramos, M., Kirik, D.,
Bjorklund, A., 2011. GDNF fails to exert neuroprotection in a rat alpha-synuclein
model of Parkinson's disease. Brain ]. Neurol. 134, 2302-2311.

Decressac, M., Kadkhodaei, B., Mattsson, B., Laguna, A., Perlmann, T., Bjérklund, A., 2012a.
a-Synuclein-induced down-regulation of Nurr1 disrupts GDNF signaling in nigral do-
pamine neurons. Sci. Transl. Med. 4 (163ra156), 1-5.

Decressac, M., Mattsson, B., Bjorklund, A., 2012b. Comparison of the behavioural and his-
tological characteristics of the 6-OHDA and alpha-synuclein rat models of Parkinson's
disease. Exp. Neurol. 235, 306-315.

Decressac, M., Mattsson, B., Lundblad, M., Weikop, P., Bjorklund, A., 2012c. Progressive
neurodegenerative and behavioural changes induced by AAV-mediated overexpres-
sion of alpha-synuclein in midbrain dopamine neurons. Neurobiol. Dis. 45, 939-953.

Delaville, C., Deurwaerdere, P. De, Benazzouz, A., 2011. Noradrenaline and Parkinson's
disease. Front. Syst. Neurosci. 5, 31.

Den Oudsten, B., Van Heck, G., De Vries, J., 2007. Quality of life and related concepts in
Parkinson's disease: a systematic review. Mov. Disord. 22, 1528-1537.

Detke, M., Rickels, M., Lucki, 1., 1995. Active behaviors in the rat forced swimming test
differentially produced by serotonergic and noradrenergic antidepressants. Psycho-
pharmacology (Berlin) 121, 66-72.

Dluzen, D.E., Story, G.M,, Xu, K., Kucera, J., Walro, ].M., 1999. Alterations in nigrostriatal
dopaminergic function within BDNF mutant mice. Exp. Neurol. 160, 500-507.

Donai, H., Sugiura, H., Ara, D., Yoshimura, Y., Yamagata, K., Yamauchi, T., 2003. Interaction
of Arc with CaM kinase Il and stimulation of neurite extension by Arc in neuroblasto-
ma cells expressing CaM kinase II. Neurosci. Res. 47, 399-408.

Drui, G., Carnicella, S., Carcenac, C,, Favier, M., Bertrand, A., Boulet, S., Savasta, M., 2014.
Loss of dopaminergic nigrostriatal neurons accounts for the motivational and affec-
tive deficits in Parkinson's disease. Mol. Psychiatry 19 (3), 358-367.

Duman, R.S., Aghajanian, G.K,, 2012. Synaptic dysfunction in depression: potential thera-
peutic targets. Science 338, 68-72.

Ehringer, H., Hornykiewicz, 0., 1960. Distribution of noradrenaline and dopamine
(3-hydroxytyramine) in the human brain and their behavior in diseases of the
extrapyramidal system. Klin. Wochenschr. 38, 1236-1239.

Feany, M.B., Bender, W.W., 2000. A Drosophila model of Parkinson's disease. Nature 404,
394-398.

Feeney, D.M.,, Gonzalez, A., Law, W.A,, 1982. Amphetamine, haloperidol, and experience
interact to affect rate of recovery after motor cortex injury. Science 217, 855-857.

Fernagut, P.O., Chesselet, M.F., 2004. Alpha-synuclein and transgenic mouse models.
Neurobiol. Dis. 17, 123-130.

Fitzgerald, P.J., Barkus, C,, Feyder, M., Wiedholz, L.M., Chen, Y.C., Karlsson, R.M., Machado-
Vieira, R., Graybeal, C,, Sharp, T., Zarate, C., Harvey-White, ], Du, J., Sprengel, R., Gass,
P., Bannerman, D., Holmes, A., 2010. Does gene deletion of AMPA GluA1 phenocopy
features of schizoaffective disorder? Neurobiol. Dis. 40, 608-621.

Fosnaugh, .S., Bhat, R.V., Yamagata, K., Worley, P., Baraban, ].M., 1995. Activation of Arc, a
putative “effector” immediate early gene, by cocaine in rat brain. J. Neurochem. 64,
2377-2380.

Freichel, C., Neumann, M., Ballard, T., Muller, V., Woolley, M., Ozmen, L., Borroni, E.,
Kretzschmar, H.A,, Haass, C., Spooren, W., Kahle, P.J., 2007. Age-dependent cognitive
decline and amygdala pathology in alpha-synuclein transgenic mice. Neurobiol.
Aging 28, 1421-1435.

Frisina, P., Haroutunian, V., Libow, L., 2009. The neuropathological basis for depression in
Parkinson's disease. Parkinsonism Relat. Disord. 15, 144-148.

Fujimoto, T., Tanaka, H., Kumamaru, E., Okamura, K., Miki, N., 2004. Arc interacts with
microtubules/microtubule-associated protein 2 and attenuates microtubule- associ-
ated protein 2 immunoreactivity in the dendrites. J. Neurosci. Res. 76, 51-63.

Fumagalli, F., Racagni, G., Colombo, E., Riva, M.A., 2003. BDNF gene expression is reduced
in the frontal cortex of dopamine transporter knockout mice. Mol. Psychiatry 8,
898-899.

Gorbatyuk, 0.S,, Li, S., Sullivan, LF., Chen, W., Kondrikova, G., Manfredsson, F.P., Mandel,
RJ., Muzyczka, N., 2008. The phosphorylation state of Ser-129 in human alpha-
synuclein determines neurodegeneration in a rat model of Parkinson disease. Proc.
Natl. Acad. Sci. U. S. A. 105, 763-768.

Hemmerle, A,, Herman, J., Seroog, K., 2012. Stress, depression and Parkinson's disease.
Exp. Neurol. 233, 79-86.

Howells, D.W., Porritt, M.J., Wong, ].Y., Batchelor, P.E., Kalnins, R., Hughes, A.J., Donnan,
G.A.,, 2000. Reduced BDNF mRNA expression in the Parkinson's disease substantia
nigra. Exp. Neurol. 166, 127-135.

Huang, EJ., Reichardt, L.F., 2001. Neurotrophins: roles in neuronal development and func-
tion. Annu. Rev. Neurosci. 24, 677-736.

Isacson, O., Deacon, T.W., Pakzaban, P., Galpern, W.R., Dinsmore, ]J., Burns, L.H., 1995.
Transplanted xenogeneic neural cells in neurodegenerative disease models exhibit
remarkable axonal target specificity and distinct growth patterns of glial and axonal
fibres. Nat. Med. 1, 1189-1194.

Jankovic, J., 2008. Parkinson's disease: clinical features and diagnosis. ]. Neurol. Neurosurg.
Psychiatry 79, 368-376.

Kirik, D., Rosenblad, C., Burger, C., Lundberg, C., Johansen, T.E., Muzyczka, N., Mandel, R .,
Bjorklund, A., 2002. Parkinson-like neurodegeneration induced by targeted overex-
pression of alpha-synuclein in the nigrostriatal system. J. Neurosci. 22, 2780-2791.

Klein, R.L, King, M.A., Hamby, M.E., Meyer, E.M., 2002. Dopaminergic cell loss induced by
human A30P alpha-synuclein gene transfer to the rat substantia nigra. Hum. Gene
Ther. 13, 605-612.

Kohno, R., Sawada, H., Kawamoto, Y., Uemura, K., Shibasaki, H., Shimohama, S., 2004.
BDNF is induced by wild-type alpha-synuclein but not by the two mutants, A30P or
AS53T, in glioma cell line. Biochem. Biophys. Res. Commun. 318, 113-118.

Lang, AE., Lozano, A.M.,, 1998. Parkinson's disease: first of two parts. N. Engl. ]. Med. 339,
1044-1053.

Langston, J.W., 2006. The Parkinson's complex: parkinsonism is just the tip of the iceberg.
Ann. Neurol. 59, 591-596.

Lauwers, E., Debyser, Z., Van Dorpe, ., De Strooper, B., Nuttin, B., Baekelandt, V.,
2003. Neuropathology and neurodegeneration in rodent brain induced by
lentiviral vector-mediated overexpression of alpha-synuclein. Brain Pathol.
13, 364-372.

Lee, V.M., Trojanowski, J.Q., 2006. Mechanisms of Parkinson's disease linked to patholog-
ical alpha-synuclein: new targets for drug discovery. Neuron 52, 33-38.

Lee, FJ., Liu, F., Pristupa, ZB., Niznik, H.B., 2001. Direct binding and functional coupling of
alpha-synuclein to the dopamine transporters accelerate dopamine-induced apopto-
sis. FASEB J. 15, 916-926.

Lima, M., Martins, E., Delattre, A., Proenc, M., Mori, M., Carabelli, B., 2012. Motor and non-
motor features of Parkinson's disease: a review of clinical and experimental studies.
CNS Neurol. Disord. Drug Targets 11, 439-449.

Lo Bianco, C., Ridet, J.L, Schneider, B.L, Deglon, N., Aebischer, P., 2002. Alpha-
synucleinopathy and selective dopaminergic neuron loss in a rat lentiviral-based
model of Parkinson's disease. Proc. Natl. Acad. Sci. U. S. A. 99, 10813-10818.


http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0005
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0005
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0005
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0010
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0010
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0015
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0015
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0015
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0020
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0020
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0025
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0025
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0025
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0030
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0030
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0030
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0030
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0040
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0040
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0040
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0045
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0045
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0050
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0050
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0050
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0050
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0060
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0060
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0055
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0055
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0065
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0065
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0070
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0070
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0075
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0075
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0075
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0080
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0080
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0085
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0085
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0090
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0095
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0095
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0115
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0115
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0100
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0100
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0105
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0105
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0105
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0110
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0110
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0110
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0120
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0120
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0125
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0125
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0130
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0130
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0130
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0135
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0135
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0140
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0140
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0140
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0145
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0145
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0150
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0150
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0155
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0155
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0155
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0160
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0160
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0165
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0165
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0170
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0170
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0175
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0175
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0180
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0180
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0180
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0185
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0185
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0185
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0190
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0190
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0195
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0195
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0195
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0200
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0200
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0200
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0205
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0205
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0205
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0210
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0210
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0220
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0220
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0225
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0225
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0230
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0230
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0230
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0235
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0235
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0240
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0240
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0245
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0245
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0245
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0250
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0250
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0255
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0255
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0260
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0260
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0265
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0265
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0265
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0275
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0275
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0270
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0270
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0270
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0280
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0280
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0280
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0285
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0285
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0285

252 D. Caudal et al. / Experimental Neurology 273 (2015) 243-252

Lucki, I, 1997. The forced swimming test as a model for core and component behavioral
effects of antidepressant drugs. Behav. Pharmacol. 8, 523-532.

Lundblad, M., Chesselet, M., Mattsson, B., Bjorklund, A., 2012. Impaired neurotransmission
caused by overexpression of alpha-synuclein in nigral dopamine neurons. Proc. Natl.
Acad. Sci. U. S. A. 109, 3213-3219.

Lyford, G.L., Yamagata, K., Kaufmann, W.E., Barnes, C.A.,, Sanders, LK., Copeland, N.G.,
Gilbert, D.J., Jenkins, N.A,, Lanahan, A.A., Worley, P., 1995. Arc, a growth factor and
activity-regulated gene, encodes a novel cytoskeleton-associated protein that is
enriched in neuronal dendrites. Neuron 14, 433-445.

Magen, I, Fleming, S.M., Zhu, C., Garcia, E.C,, Cardiff, K.M., Dinh, D., De La Rosa, K., Sanchez,
M, Torres, E.R., Masliah, E., Jentsch, ].D., Chesselet, M.F., 2012. Cognitive deficits in a
mouse model of pre-manifest Parkinson's disease. Eur. J. Neurosci. 35, 870-882.

Marinus, J., Leentjens, A., Visser, M., Stiggelbout, A., van Hilten, J., 2002. Evaluation of the
hospital anxiety and depression scale in patients with Parkinson's disease. Clin.
Neuropharmacol. 25, 318-324.

Martin, LJ., Pan, Y., Price, A.C,, Sterling, W., Copeland, N.G., Jenkins, N.A., Price, D.L,, Lee,
M.K., 2006. Parkinson's disease alpha-synuclein transgenic mice develop neuronal
mitochondrial degeneration and cell death. J. Neurosci. 26, 41-50.

Martinez-Martin, P., Damian, J., 2010. Parkinson disease: depression and anxiety in
Parkinson disease. Nat. Rev. Neurol. 6, 243-245.

Masliah, E., Rockenstein, E., Mante, M., Crews, L., Spencer, B., Adame, A., Patrick, C., Trejo,
M., Ubhi, K., Rohn, T.T., Mueller-Steiner, S., Seubert, P., Barbour, R., McConlogue, L.,
Buttini, M., Games, D., Schenk, D., 2011. Passive immunization reduces behavioral
and neuropathological deficits in an alpha-synuclein transgenic model of Lewy
body disease. PLoS One 6 (e19338), 1-17.

McEwen, B.S., 2005. Glucocorticoids, depression, and mood disorders: structural remodel-
ing in the brain. Metabolism 54, 20-23.

Menza, M., Robertson-Hoffman, D., Bonapace, A., 1993. Parkinson's disease and anxiety:
cormorbidity and depression. Biol. Psychiatry 34, 465-470.

Mochizuki, H., Yamada, M., Mizuno, Y., 2006. Alpha-synuclein overexpression model.
J. Neural Transm. Suppl. 70, 281-284.

Mogi, M., Togari, A., Kondo, T., Mizuno, Y., Komure, O., Kuno, S., Ichinose, H., Nagatsu, T.,
1999. Brain-derived growth factor and nerve growth factor concentrations are
decreased in the substantia nigra in Parkinson's disease. Neurosci. Lett. 270, 45-48.

Miiller, T., Welnic, ], Muhlack, S., 2007. Acute levodopa administration reduces cortisol re-
lease in patients with Parkinson's disease. J. Neural Transm. 114, 347-350.

Muly, E.C, Smith, Y., Allen, P., Greengard, P., 2004. Subcellular distribution of spinophilin
immunolabeling in primate prefrontal cortex: localization to and within dendritic
spines. J. Comp. Neurol. 469, 185-197.

Murer, M.G., Yan, Q., Raisman-Vozari, R., 2001. Brain-derived neurotrophic factor in the
control human brain, and in Alzheimer's disease and Parkinson's disease. Prog.
Neurobiol. 63, 71-124.

Parain, K., Murer, M.G., Yan, Q., Faucheux, B., Agid, Y., Hirsch, E., Raisman-Vozari, R., 1999.
Reduced expression of brain-derived neurotrophic factor protein in Parkinson's dis-
ease substantia nigra. NeuroReport 10, 557-561.

Paxinos, G., Watson, C., 2007. The Rat Brain in Stereotaxic Coordinates. 6th ed. Elsevier
Academic Press, San Diego.

Perez, R.G., Waymire, J.C,, Lin, E., Liu, J.J., Guo, F., Zigmond, M.J., 2002. A role for alpha-
synuclein in the regulation of dopamine biosynthesis. J. Neurosci. 22, 3090-3099.

Pogorelov, V., Rodriguiz, R., Insco, M., Caron, M.G., Wetsel, W., 2005. Novelty seeking and
stereotypic activation of behavior in mice with disruption of the Datl gene.
Neuropsychopharmacology 30, 1818-1831.

Porritt, MJ., Batchelor, P.E., Howells, D.W., 2005. Inhibiting BDNF expression by antisense
oligonucleotide infusion causes loss of nigral dopaminergic neurons. Exp. Neurol.
192, 226-234.

Porsolt, R.D., Le Pichon, M., Jalfre, M., 1977. Depression: a new animal model sensitive to
antidepressant treatments. Nature 266, 730-732.

Reijnders, ].S., Ehrt, U., Weber, W.E., Aarsland, D., Leentjens, A.F., 2008. A systematic
review of prevalence studies of depression in Parkinson's disease. Mov. Disord. 23,
183-189.

Santiago, R.M., Barbiero, ]., Gradowski, RW., Bochen, S., Lima, M.M., Da Cunha, C.,
Andreatini, R,, Vital, M.A., 2014. Induction of depressive-like behavior by intranigral

6-OHDA is directly correlated with deficits in striatal dopamine and hippocampal se-
rotonin. Behav. Brain Res. 259, 70-77.

Santiago, R.M., Tonin, F.S., Barbiero, ]., Zaminelli, T., Boschen, S.L., Andreatini, R., Da Cunha,
C., Lima, M.M,, Vital, M.A., 2015. The nonsteroidal antiinflammatory drug piroxicam
reverses the onset of depressive-like behavior in 6-OHDA animal model of
Parkinson's disease. Neuroscience 300, 246-253.

Satoh, A., Nakanishi, H., Obaishi, H., Wada, M., Takahashi, K., Satoh, K., Hirao, K., Nishioka,
H., Hata, Y., Mizoguchi, A, Takai, Y., 1998. Neurabin-II/spinophilin. An actin filament-
binding protein with one pdz domain localized at cadherin-based cell-cell adhesion
sites. J. Biol. Chem. 273, 3470-3475.

Schallert, T., Woodlee, M.T., 2005. Motor systems: orienting and placing. In: Whishaw,
1.Q,, Kolb, B. (Eds.), The Behavior of the Laboratory Rat: A Handbook With Tests.
Oxford University Press, New York, pp. 129-140.

Schintu, N., Zhang, X., Svenningsson, P., 2012. Studies of depression-related states in ani-
mal models of Parkinsonism. J. Parkinson's Dis. 2, 87-106.

Shiba, M., Bower, ., Maraganore, D., McDonald, S., Peterson, B., Ahlskog, ]., Schiad, D.,
Rocca, W., 2000. Anxiety and depressive disorders preceding Parkinson's disease: a
case control study. Mov. Disord. 15, 669-677.

Shirayama, Y., Chen, A.C,, Nakagawa, S., Russell, D.S., Duman, R.S., 2002. Brain-derived
neurotrophic factor produces antidepressant effects in behavioral models of depres-
sion. ]. Neurosci. 22, 3251-3261.

Siuciak, J.A., Lewis, D.R., Wiegand, S.J., Lindsay, R.M., 1997. Antidepressant-like effect of
brain-derived neurotrophic factor (BDNF). Pharmacol. Biochem. Behav. 56, 131-137.

Smith, F.D., Oxford, G.S., Milgram, S.L., 1999. Association of the D2 dopamine receptor
third cytoplasmic loop with spinophilin, a protein phosphatase-1-interacting protein.
J. Biol. Chem. 274, 19894-19900.

Soh, S., Morris, M., McGinley, ]., 2011. Determinants of health-related quality of life in
Parkinson's disease: a systematic review. Parkinsonism Relat. Disord. 17, 1-9.

Steward, O., Worley, P., 2002. Local synthesis of proteins at synaptic sites on dendrites:
role in synaptic plasticity and memory consolidation? Neurobiol. Learn. Mem. 78,
508-527.

Takakusaki, K., 2013. Neurophysiology of gait: from the spinal cord to the frontal lobe.
Mov. Disord. 28, 1483-1491.

Takakusaki, K., Tomita, N., Yano, M., 2008. Substrates for normal gait and pathophysiology
of gait disturbances with respect to the basal ganglia dysfunction. J. Neurol. 255,
19-29.

Tan, A., Moratalla, R., Lyford, G.L., Worley, P., Graybiel, A.M., 2000. The activity-regulated
cytoskeletal associated protein Arc is expressed in different striosome matrix pat-
terns following exposure to amphetamine and cocaine. J. Neurochem. 74, 2074-2078.

Ulusoy, A., Decressac, M., Kirik, D., Bjérklund, A., 2010. Viral vector-mediated overexpres-
sion of alpha-synuclein as a progressive model of Parkinson's disease. Prog. Brain Res.
184, 89-111.

Van der Heyden, ].A., Zethof, T,J., Olivier, B., 1997. Stress-induced hyperthermia in singly
housed mice. Physiol. Behav. 62, 463-470.

Walsh, S.L., Wagner, G.C., 1992. Motor impairments after methamphetamine-induced
neurotoxicity in the rat. J. Pharmacol. Exp. Ther. 263, 617-626.

Willner, P, Towell, A., Sampson, D., Sophokleous, S., Muscat, R., 1987. Reduction of sucrose
preference by chronic unpredictable mild stress, and its restoration by a tricyclic an-
tidepressant. Psychopharmacology (Berlin) 93, 358-364.

Yamada, M., Iwatsubo, T., Mizuno, Y., Mochizuki, H., 2004. Overexpression of
alphasynuclein in rat substantia nigra results in loss of dopaminergic neurons,
phosphorylation of alpha-synuclein and activation of caspase-9: resemblance
to pathogenetic changes in Parkinson's disease. ]. Neurochem. 91, 451-461.

Zhao, CS., Puurunen, K, Schallert, T., Sivenius, ]., Jolkkonen, J., 2005. Behavioral and histo-
logical effects of chronic antipsychotic and antidepressant drug treatment in aged
rats with focal ischemic brain injury. Behav. Brain Res. 158, 211-220.

Zhou, X.F,, Li, W.P., Zhou, F.H., Zhong, ].H., Mi, ].X,, Wu, L.L,, Xian, CJ., 2005. Differential
effects of endogenous brain-derived neurotrophic factor on the survival of
axotomized sensory neurons in dorsal root ganglia: a possible role for the p75
neurotrophin receptor. Neuroscience 132, 591-603.


http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0290
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0290
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0295
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0295
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0295
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0300
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0300
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0300
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0305
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0305
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0310
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0310
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0310
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0315
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0315
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0320
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0320
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0325
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0325
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0325
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0330
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0330
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0335
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0335
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0340
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0340
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0345
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0345
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0350
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0350
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0355
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0355
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0355
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0360
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0360
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0360
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0370
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0370
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0375
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0375
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0380
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0380
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0385
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0385
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0385
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0390
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0390
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0390
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0395
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0395
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0400
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0400
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0400
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0405
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0405
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0405
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0410
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0410
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0410
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0415
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0415
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0415
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0420
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0420
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0420
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0425
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0425
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0430
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0430
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0435
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0435
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0435
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0440
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0440
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0445
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0445
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0445
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0450
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0450
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0455
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0455
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0455
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0460
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0460
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0465
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0465
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0465
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0470
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0470
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0470
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0475
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0475
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0475
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0480
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0480
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0485
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0485
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0490
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0490
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0490
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0495
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0495
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0495
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0495
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0500
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0500
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0500
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0505
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0505
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0505
http://refhub.elsevier.com/S0014-4886(15)30084-4/rf0505

	Depressive-�like phenotype induced by AAV-�mediated overexpression of human α-�synuclein in midbrain dopaminergic neurons
	1. Introduction
	2. Methods
	2.1. Production of recombinant AAV viral vectors
	2.2. Animals
	2.3. Surgical procedures
	2.4. Tissue processing and immunohistochemistry
	2.5. Cell counting and optical densitometry analysis
	2.6. Behavioral evaluation
	2.7. Ledged beam-walking test
	2.8. Forced swim test
	2.9. Sucrose preference
	2.10. Elevated plus-maze
	2.11. Stress-induced hyperthermia
	2.12. Hormonal assays for corticosterone and ACTH
	2.13. Sample processing and analysis of protein expression by Western blot
	2.14. Statistical analysis

	3. Results
	3.1. Loss of dopaminergic neurons and striatal fiber degeneration following α-synuclein overexpression in the SN
	3.2. Motor impairment in α-synuclein overexpressing animals
	3.3. Depressive-like phenotype occurring 3 and 8weeks after nigral injection of AAV-α-synuclein
	3.4. Anxiety assessment after nigral injections of AAV-α-synuclein and AAV-GFP
	3.5. Corticosterone and ACTH levels after nigral injections of AAV-α-synuclein and AAV-GFP
	3.6. Arc, BDNF, pro-BDNF and spinophilin levels in the striatum and SN induced by α-synuclein overexpression

	4. Discussion
	Acknowledgments
	References


