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Abstract: Intrastriatal embryonic ventral mesencephalon grafts have been shown to integrate, survive,
and reinnervate the host striatum in clinical settings and in animal models of Parkinson’s disease.
However, this ectopic location does not restore the physiological loops of the nigrostriatal pathway
and promotes only moderate behavioral benefits. Here, we performed a direct comparison of the
potential benefits of intranigral versus intrastriatal grafts in animal models of Parkinson’s disease.
We report that intranigral grafts promoted better survival of dopaminergic neurons and that only
intranigral grafts induced recovery of fine motor skills and normalized cortico-striatal responses.
The increase in the number of toxic activated glial cells in host tissue surrounding the intrastriatal
graft, as well as within the graft, may be one of the causes of the increased cell death observed in the
intrastriatal graft. Homotopic localization of the graft and the subsequent physiological cell rewiring
of the basal ganglia may be a key factor in successful and beneficial cell transplantation procedures.

Keywords: Parkinson’s disease; intranigral transplantation; L-DOPA; behavior; electrophysiological
assessment

1. Introduction

Parkinson’s disease (PD) is the most common progressive neurodegenerative move-
ment disorder, characterized mainly, but not exclusively, by a marked ongoing degeneration
of mesencephalic dopaminergic neurons in the substantia nigra pars compacta (SNpc),
leading to a loss of dopamine axon terminals and a reduction in dopamine in the target
structure, the striatum [1]. Clinically, this dopaminergic deficit is characterized by mo-
tor disabilities, such as rigidity, resting tremor, altered gait, and postural instability [2,3].
Many therapeutic approaches have been deployed to manage PD symptoms, such as
pharmacological L-3,4-dihydroxyphénylalanine (L-DOPA) treatments [4] or deep brain
stimulation [5]. However, neither of these approaches stops or reverses the progress of
dopamine neuron degeneration in the SNpc, nor do they restore the physiological basal
ganglia loops. An alternative strategy for managing PD is the transplantation of fetal tissue
from the ventral mesencephalon (VM) and, more recently, the induction of pluripotent
stem- (iPS) derived dopamine neurons to replace lost dopamine [6-9]. In the vast majority
of transplantation experiments, dopaminergic cells have been placed not in their ontogenic
site, the SNpc, but in their target area, the striatum [10-14]. Nevertheless, these ectopically
transplanted cells have been shown to survive [15], produce, and secrete dopamine within
the host striatum [15-17]; they have attenuated drug-induced rotational asymmetry [16,18]
and have established synaptic connections with host striatal neurons [15,19-24]. Moreover,
clinical trials of intrastriatal neural transplantation have shown robust reinnervation of
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the striatum, as seen with positron emission tomography [11,13,25,26] and postmortem
studies [27]. Synaptic dopamine release for as long as 10 years after transplantation was
also documented [14]. Three concomitant studies have reported a decade ago that intrastri-
atal grafts can survive for up to 14 years and produce significant but incomplete benefits
to patients [28-30]. One of the critical variables that influences the efficacy of clinical
neural transplantation is optimal graft placement [31,32]. Intrastriatal transplantation of
VM tissue does not allow the reconstruction of the nigrostriatal pathway, excludes the
grafts from specific afferent inputs, and does not restore the basal ganglia loops. The
main reason for this ectopic graft placement is the assumed inability of dopaminergic
neuroblasts placed in the adult substantia nigra to extend axons over long distances to
reach their target area within the striatum [33,34]. Several studies have today refuted this
misconception [35-39]. In previous studies, others and we have shown that embryonic VM
tissue obtained from green fluorescent protein (GFP) mouse fetuses and grafted into the
6-Hydroxydopamine- (6-OHDA) lesioned SNpc of adult mice can survive, differentiate
into dopamine neurons, and develop substantial projections through the medial forebrain
bundle (mfb) to the striatum [37,39]. Grafted cells expressed dopaminergic markers, and
most of the newly developed dopaminergic neurons co-expressed the substantia nigra
marker G-protein-coupled inwardly rectifying potassium channels (Girk2), while a lesser
proportion expressed the ventral tegmental area (VTA) marker calbindin. Dopaminergic ni-
grostriatal circuit reconstruction has been accompanied by an increase in striatal dopamine
levels and a complete abolishment of apomorphine-induced rotations as compared to
unilaterally pre-lesioned animals prior to transplantation [37,39]. While previous studies
have reported that both intranigral and intrastriatal transplants of VM tissue were able
to induce amelioration of simple motor behavior, such as drug-induced rotations [39-43],
only a few studies have documented whether any of these grafts have been able to induce
recovery of more complex motor behavior [42,44,45]. More generally, it is still not clear to
date to what extent intranigral grafts can potentially be more effective than intrastriatal
ones. This is of major importance in cell transplantation strategies, and answering this
question may provide a change of concept and potential significant benefits to PD patients
who would undergo this procedure.

In this study, we compared side-by-side the anatomical and functional effects of fetal
VM grafts placed in the striatum or the SNpc of 6-OHDA-lesioned mice. The functional
effects were tested using a battery of simple to complex behavioral tests and electrophysi-
ological measurements, while the neuroanatomical integration of transplanted cells was
evaluated by immunohistochemical analysis.

2. Materials and Methods
2.1. Animals

Animal experimentation and housing were carried out in accordance with the guide-
lines of the French Agriculture and Forestry Ministry (decree 87849) and the European
Communities Council Directive (2010/63/EU). The procedures referenced under the file
number APAFIS#4928-20 16041 117503028 v3 were approved by ethics committee N°84
COMETHEA Poitou-Charentes. All mice were housed under a standard 12 h light: dark
cycle. The animals had ad libitum access to food and water. All efforts were made to reduce
the number of animals used and their suffering. A total of 118 animals were used in this
study (Table 1). During the staircase test training period, 6 mice failing to reach a criterion
of at least 2 pellets collected with the paw were eliminated from the study. Of the remaining
112, 22 remained intact, and 90 animals were lesioned, among which 33 were transplanted
into the lesioned SNpc (intranigral transplant) and 29 into the striatum (intrastriatal trans-
plant). Among the 62 transplanted mice, 6 were transplanted with beta-actin-GFP mouse
fetal VM tissue (n = 3 intrastriatal; n = 3 intranigral) and 56 with tyrosine hydroxylase-GFP
(TH-GFP) mouse fetal VM tissue (n = 26 intrastriatal; n = 30 intranigral). The 6 mice trans-
planted with VM fetal tissue from beta-actin-GFP mice were used for immunohistological
analysis of the transplant. A total of 39 mice were used for behavioral tests (1 = 8 control;
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n =9 lesioned; n = 11 intrastriatal; # = 11 intranigral). A total of 31 mice were used for
amphetamine-induced rotation to evaluate the effects of removal of the intranigral graft
(n =12 lesioned; n = 8 intrastriatal; n = 5 intranigral; n = 6 intranigral-removed). In total,
37 mice were used for the electrophysiological studies (n = 14 control; n = 8 lesioned;
n = 8 intrastriatal; n = 8 intranigral). An amount of 1 mouse from each transplanted group
(n = 1 intrastriatal; n = 1 intranigral) was used for electron microscopy.

Table 1. Summary of the number of animals used in the different groups.

22 Intact
112 28 Lesioned
Remaining 6 3
B-actin-GFP mouse Intrastriatal
Total Lesi900ned & fetal VM tissue 3'
118 Transplanted Intranigral
56 26 .
TH-GFP mouse M
fetal VM tissue 30 Intranigral
6 Excluded

(Failed to reach the criterion for the staircase test training period)

2.2. Surgical Procedures

6-OHDA Lesioning: Adult female C57BL/6 mice (4-6 months old, Janvier Labs,
Le Genest-Saint Isles, France) weighing 20-25 g at the time of surgery were used in this
study. Under ketamine-xylazine anesthesia (intraperitoneal, 100 mg/kg and 10 mg/kg
body weight, respectively), mice received into the left SNpc 1 uL 6-OHDA (8 pg/uL in
0.2 mg/mL l-ascorbate-saline; Sigma-Aldrich, Lyon, France) at the following coordinates
(in mm relative to bregma): AP, —3.1; ML, 1.4; DV, 3.8. The drug was injected slowly
(0.5 pL/min), and the cannula was left in place for 5 min to allow diffusion of the solution
before being retracted.

Transplantation: To facilitate the identification of the transplanted dopamine neurons
and their axonal projections within the host brain, donor VM tissue cells were isolated
from transgenic mice overexpressing GFP under the influence of the TH promoter [46].
To analyze the cellular composition of the grafts, VM donor tissues were isolated from
transgenic mice over-expressing the GFP under the influence of the beta-actin promoter [47].
Transplantation was performed according to a previously described cell suspension tech-
nique [37,48]. Timed pregnant mice (the day of vaginal plug was designated embryonic
day 0.5 (E0.5)) were generated by crossing wild-type C57BL/6 females with heterozygous
transgenic C57BL/6 males expressing either GFP under the influence of the 9-kb upstream
region of the rat TH gene or GFP under chicken beta-actin promoter. VM tissues were
removed from the embryos at E12.5 and collected in a basic medium (0.6% glucose in
saline). After removing dura and vessels, the tissues were chopped into small pieces and
then dissociated into cell suspensions by gentle trituration using a fire-polished Pasteur
pipette. The viability of cells was established before transplantation by a Trypan blue dye
exclusion test and was found to be 95%. Three weeks after 6-OHDA lesioning, 1.5 pL con-
taining approximately 150,000 cells (100,000 cells/uL) was injected unilaterally into either
the substantia nigra or the striatum of 6-OHDA-lesioned mice at the following stereotaxic
coordinates (respectively: AP, —3.1; ML, 1.3; DV, 3.7 and AP, 0.5; ML, 2; DV, 2.8) using
a 5 uL Hamilton syringe. The cells were stored on ice and gently triturated to maintain
homogeneous suspension during the entire transplantation procedure. For each set of
experiments, the same cell preparation, the same number, and the same volume of cells
was used to graft intranigral and intrastriatal animals. During the grafting procedure,
we alternated the animals by grafting one mouse in the striatum and one mouse in the
substantia nigra, and so on.
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2.3. Behavioral Tests

Cylinder: Forelimb use asymmetry during vertical exploration was assessed using
the cylinder test [49]. The mice were tested for paw preference in a spherical glass beaker
(9 11.5 cm) during a 3 min session before lesion surgery [50] and then three and ten weeks
after transplantation. Two cameras were positioned in order to ensure a 360° view to the
observer. The session was videotaped and later scored by detailed freeze frame analysis.
Forelimb touches were counted, and simultaneous paw touches were excluded from
the analysis. Two lesioned mice and one intranigral-grafted mouse that failed to reach
20 touches during the baseline session were excluded from the analysis [51,52]. Data
were expressed as the percentage of contralateral touches calculated as (contralateral
touches)/ (ipsilateral touches + contralateral touches) x 100 [53,54].

Challenging beam traversal: Motor performance was measured 6 weeks post-
transplantation using a beam-walking test [55,56] with minor modifications. The beam
consisted of four sections (25 cm each, 1 m total length) of Plexiglas. The animals were
trained to traverse the length of the beam from the widest section (3.5 cm) to the narrowest
(0.5 cm), which directly led into their home cage. At the time of the test, a wire mesh cover
(1 cm?) of corresponding width was placed on the beam surface to increase the difficulty
in such a way that, in a forward motion of the forelimb, the paw could be “placed” on
the grid or “slipped” through the grid. Two days before testing, the animals were trained
without the grid with two assisted trials and were able to traverse the beam until they
completed five unassisted runs across the entire length of the beam. On the second day
of training, the animals were allowed to run five trials. Prior to starting the test, the mice
were allowed to accomplish two trials on the beam and two trials with the grid. The mice
were then videotaped while traversing the grid-surfaced beam for a total of three trials.
The videotapes were viewed and rated in slow motion for measuring time to traverse, and
for each forelimb, the percentage of foot slips was calculated according to the following
formula: % of foot slips (contralateral or ipsilateral) = number of foot slips (contralateral
or ipsilateral) /(number of foot placed (contralateral or ipsilateral) + number of foot slips
(contralateral or ipsilateral)) x 100.

Apomorphine- and amphetamine- induced rotations: Apomorphine- and amphetamine
-induced rotational behaviors were assessed using an automatic rotameter (Omnitech Elec-
tronics, Colombus, OH, USA) according to Ungerstedt and Arbuthnott (1970) [57]. Full
body turns were monitored over a period of 60 min following an injection of apomor-
phine (0.5 mg/kg, subcutaneously) or d-amphetamine sulphate (5 mg/kg, intraperitoneally
(i.p.)) [54,58]. The animals were tested 3 weeks after lesion surgery and 13 weeks after
grafting in order to measure dopaminergic imbalance. Data were expressed as net rotations
(total right—total left 360° turns) per 60 min.

Staircase: The staircase test was designed for the objective assessment of indepen-
dent forelimb use in skilled reaching and grasping abilities [59,60]. The mice were food-
restricted for 4 days prior to testing, while maintaining 90% of their body weight. Prior to
lesion surgery, the mice were trained to collect pellets for 15 min daily over three weeks
and then for 10 min once a week during three consecutive weeks to establish baseline
performance. The animals were tested during six consecutive weeks post-grafting af-
ter two resting weeks. In addition, the mice were tested with the staircase test during
two consecutive days four months after transplantation in order to test the effect of a single
injection of L-DOPA on their grasping performance. The sessions were videotaped by
placing a camera on each side of the staircase, allowing the scoring of both the number of
pellets collected by each paw individually and the trajectory of the grasping movement.
Pellets that were dropped or collected with the tongue were excluded from the analysis.
Reaching deficits were expressed in terms of contralateral side bias, i.e., the number of
pellets retrieved on the right side (impaired, contralateral to lesion) as a percentage of the
total number retrieved on each side.

Videotaping and kinematics: Video recordings were conducted with a miniature
monochrome camera (ViewPoint, Lyon, France) positioned on the right side of the ap-
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paratus. The camera was set to 25 frames/s with a resolution of 500 x 582. Each right
grasping movement was divided frame-by-frame, captured, and saved using an ethological
keyboard (Labwatcher, View Point). A movement component rating scale derived from
Eshkol-Wachman Movement Notation (EWMN) allowed us to decompose and divide the
entire grasping movement into three task phases: the reaching movement ranging from
the moment the paw was lifted from the ground until it touched the pellet; the grasping
movement corresponding to the closing of the digits; and the retrieval movement up to the
release of the pellet into the mouth. To measure the time required for each task phase, we
selected right successful reaches (the mouse retrieved the pellet directly to its mouth) on
the third step of the right staircase (the step most frequently used). Data were collected
the eighth week post-transplantation. In the event that no successful grasping was found,
we used the data from the seventh week post-transplantation. One control, two lesioned,
two intrastriatal-, and four intranigral-grafted mice were excluded from the analysis be-
cause they did not exhibit any successful grasping on the third step of the staircase. The
time required to complete each task phase was calculated according to the following for-
mula: (number of frames constituting the phase — 1) x 40 ms. Analysis of the length of the
reaching movement trajectory was performed after importing corresponding frames into
Image] 1.48V software (NIH, Bethesda, MD, USA). The pellet position on the third step
of the staircase was used as a reference point then the tip of the third finger was pointed
on the successive frame, and the x/y coordinates were determined, allowing us to draw
Cartesian trajectories of each reaching movement [61,62].

2.4. L-DOPA Administration and Behavioral Assessment

In order to test the effects of a single injection of L-DOPA on motor-skilled reaching
and grasping abilities, the staircase test was performed on two consecutive days (16 weeks
post-grafting). L-DOPA methyl ester (10 mg/kg, Sigma-Aldrich, Saint Louis, MO, USA)
and the peripheral DOPA decarboxylase inhibitor benserazide-HCI (10 mg/kg, Sigma-
Aldrich) were freshly dissolved in 0.9% saline immediately prior to use. On the first day,
the mice were tested on the staircase for 10 min in order to measure motor performances
16 weeks after transplantation. On the second day, the mice were injected with drugs
(0.1 mL/10 g body weight, i.p.) 30 min prior to placing them on the staircase for a 10 min
session in order to cover the period of maximal drug effect. During the analysis of the
skilled reaching abilities, one lesioned and two intranigral-grafted mice were excluded
from the count because they did not demonstrate entry into the corridor of the device.

2.5. Electrophysiological Measurements

Before surgery, the mice were deeply anesthetized with urethane (1.8 g/kg) injected
i.p. before being secured to a stereotaxic frame and maintained at 37-38 °C with a heating
pad. A mouse brain stereotaxic atlas [63] was used to guide electrode and pipette place-
ments. Throughout the experiment, the efficiency of the anesthesia was determined by
examining the tail-pinch reflex. Additional urethane (0.25 g/kg, i.p.) was administered
when necessary.

Electrophysiological single-unit activity was recorded in the dorsolateral striatum
(DLS) using electrodes pulled from borosilicate glass capillaries (GC 150 F, Harvard Ap-
paratus, Holliston, MA, USA) with a P-97 Flaming Brown micropipette puller (Sutter
Instrument, Novato, CA, USA). The tip of the electrode was broken to a diameter of 2 pm,
and the electrode was filled with 0.4 M NaCl solution containing 2.5% neurobiotin (Vector
Laboratories, Burlingame, CA, USA). Electrodes had an in vivo resistance of 12-20 MQ.
Recording electrodes were lowered in the DLS ipsilateral to the lesion or transplantation
site (2 to 2.2 mm lateral and 0.9 to 0.6 mm anterior to bregma) at a depth comprised between
2 mm and 3 mm from the brain surface.

Neuronal activity was amplified 10 times, filtered (bandwith: 300 Hz-10 kHz), and
further amplified 100 times (MultiClamp 700B, Axon Instruments, San Jose, CA, USA). The
signal was digitized (Micro1401 mk II, Cambridge Electronic Design Ltd., Cambridge, UK)
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and acquired on a computer using Spike2 software. Recorded neurons were juxtacellularly
labeled with neurobiotin (Vector Laboratories), as described elsewhere [64]. Briefly, positive
250 ms current pulses were applied at 2 Hz with increasing currents (1 to 5 nA) until
driving cell firing for at least 5 min. Immediately after neurobiotin injection, the mice were
transcardially perfused with 0.9% NaCl followed by cold 4% paraformaldehyde (PFA in
0.1 M PB; pH 7.4). The brains were collected and post-fixed for 24 h at 4 °C in 4% PFA and
cryoprotected overnight in sucrose (30% in 0.1 M PB) at 4 °C. Serial coronal sections (40 um)
were cut using a cryostat (CM3050 S, Leica Biosystems, Nussloch, Germany). To reveal
neurobiotin, the sections were rinsed three times in 0.1 M phosphate buffer saline (PBS),
processed for 1 h with a blocking solution (3% BSA and 0.3% Triton X-100 in PBS), and
incubated overnight at 4 °C in Streptavidin Alexa Fluor 568 (Life Technologies, Carlsbad,
CA, USA) diluted at 1:800 in PBS containing 3% BSA and 0.3% Triton X-100. The sections
were then rinsed three times in PBS before being mounted on gelatin-coated slides, air-dried,
and coverslipped with DePeX (Sigma-Aldrich).

Orthodromic stimulations of the cortex ipsilateral to the recording site were performed
using a concentric bipolar electrode (SNEX-100, Rhodes Medical Instruments Inc., Summer-
land, CA, USA) implanted in the motor cortex in order to evaluate the response of striatal
neurons to cortical input. Stimulations (duration: 0.5 ms) were applied every 3 s using an
external stimulator (DS3, Digitimer, Letchworth Garden City, UK) triggered by a 1401 Plus
system (Cambridge Electronic Design Ltd.), as previously reported [65-67].

The recordings were analyzed offline using Spike2 7.0 (Cambridge Electronic Design
Ltd.). The action potential duration was measured from the positive to the negative pic.
In order to assess neuronal activity, the action potential mean firing rate was measured
for 1 min periods. The stimulation threshold was determined by measuring the minimal
stimulation intensity required to evoke a spike response with a probability close to 50%.

2.6. Tissue Processing and Immunohistochemistry

Tissue processing: The mice were anesthetized and transcardially perfused with
150 mL saline (0.9%) followed by 200 mL ice-cold PFA (4%). The brains were removed
and postfixed overnight in 4% PFA and then cryoprotected overnight in sucrose (30%
in 0.1 M PB). The brains were cut into 6 series at a thickness of 40 um on a freezing
microtome (Microm HM450, Thermo Fisher Scientific, Waltham, MA, USA) and stored in
a cryoprotective solution (20% glucose, 40% ethylene glycol, 0.025% sodium azide, and
0.05M PB; pH 7.4).

Immunohistochemistry: Free-floating sections were washed in PBS (0.1 M; pH 7.4)
and incubated for 1 h at room temperature (RT) in a blocking solution containing 5% BSA
and 0.3% Triton X-100 in PBS 0.1 M at pH 7.6. Primary antibodies diluted in blocking
solution were applied for 2 h at RT and overnight at 4 °C. After three washings in PBS,
appropriate secondary antibodies coupled to Alexa Fluor fluorochromes (Life Technologies,
Carlsbad, CA, USA) were diluted in PBS and applied for 1 h at RT. The sections were rinsed
and mounted on gelatinized slides before being coverslipped with DePeX (Sigma-Aldrich)
mounting medium. The following antibodies were used in this study: goat anti-GFP
(1/1000; Abcam, Cambridge, UK), rabbit anti-GFP (1:1000; Life Technologies), chicken anti-
GFP (1:1000, Abcam), mouse anti-TH (1:5000; ImmunoStar, Hudson, WI, USA), rabbit anti-
Girk2 (1:100; Sigma-Aldrich), rabbit anti-calbindin (1:5000; Swant, Burgdorf, Switzerland),
rabbit anti-DAT (1:5000; a generous gift from B. Bloch, CNRS UMR 5227 Bordeaux-France),
mouse anti-NeuN (1:500; Sigma-Aldrich), chicken anti-GFAP (1:1000; Abcam), and rabbit
anti-Ibal (1:500; Fujifilm Wako, Osaka, Japan) Rabbit anti-CD86 (1:200; Abcam) and goat
anti-Argl (1:250; Santa Cruz Biotechnology, Dallas, TX, USA.) were used for neurotoxic
and neuroprotective phenotypes, respectively. Rat anti-C3 (1:200; Abcam) and rabbit
anti-CD109 (1:200; Abcam) were used for Al and A2 phenotypes, respectively.

Electron microscopy: The mice were perfused transcardially with 150 mL of saline
(0.9%) followed by 200 mL fixative (2% PFA and 0.2% glutaraldehyde in 0.1 M PB; pH 7.4).
The brains were postfixed overnight in 2% PFA and cut into 60 pm coronal sections with
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a vibrating microtome (Microm HM650V, Thermo Fisher Scientific). The sections were
preincubated for 90 min in a blocking solution (0.2% acetylated BSA (BSAc and Aurion,
Wageningen, The Netherlands) in 0.1 M PBS; pH 7.4). For immunogold detection of GFP,
the vibratome sections were incubated overnight at 4 °C with rabbit anti-GFP (1:1000;
Life Technologies), rinsed in PBS, and incubated for 4 h at RT in goat anti-rabbit IgG
conjugated to ultra-small gold particles (0.8 nm, 1:100; Aurion). The immunogold signal
was intensified using a silver enhancement kit (HQ Silver; Nanoprobes, Yaphank, NY, USA).
After several washes, the sections were postfixed in 2% osmium tetroxide and dehydrated
in an ascending series of dilutions of ethanol, including 70% ethanol containing 1% uranyl
acetate and propylene oxide. Then, the sections were impregnated in LR White resin
overnight (Sigma-Aldrich), mounted on glass slides, and cured at 60 °C for 24 h. Areas
of interest were first visualized in a light microscope and then cut out from the slide and
glued to blank cylinders of resin. Serial ultrathin (60 nm) immunostained sections were cut
with a UC6 Ultramicrotome (Leica Biosystems), contrasted with lead citrate, and observed
with an electron microscope (JEOL Ltd., Tokyo, Japan)

2.7. Data Acquisition and Quantification

Immunofluorescence-treated sections were examined with an Axio Imager M2 Apo-
tome microscope (Carl Zeiss, Oberkochen, Germany). The selected sections were further
analyzed and photographed with an FV1000 confocal laser-scanning microscope (Olympus,
Tokyo, Japan). The extent of dopaminergic depletion was analyzed by quantifying the num-
ber of TH+ neurons remaining in injured SNpcs compared to intact SNpcs in a 1:6 series
of sections (1 = 9). To estimate the total number of dopaminergic neurons found in the
transplants, an extrapolation of the total number of GFP+ cells contained in one series of
the sections from intrastriatal (n = 10) or intranigral (n = 10) grafts immunohistochemically
labeled for GFP was sampled using confocal microscopy. The method of Abercrombie
(1946) [68] was used to correct for the possibility of double-counting due to cells spanning
more than one tissue section. To assess the number of dopamine neurons that co-expressed
Girk2 within the transplant, one series of the sections from intrastriatal (n = 7) or intranigral
(n = 6) grafts immunohistochemically labeled for GFP and Girk2 was sampled using confo-
cal microscopy, and co-localization was confirmed by z-axis analysis. The same procedure
was used to assess the number of GFP+ cells that co-expressed calbindin or dopamine
transporter (DAT) in grafts immunohistochemically labeled for these markers. GFP+ fibers
were quantified for each animal in five sections for each area using a high-magnification
objective (20 x).

2.8. Statistical Analysis

All data were expressed as mean =+ the standard error of the mean (SEM). Normality
was checked using the Shapiro-Wilk test. The Mann—-Whitney U test was used to compare
the average number of GFP+ and NeulN+ cells in the two groups of grafted animals
(intranigral- vs. intrastriatal-grafted mice). For the statistical significance of glial fibrillary
acidic protein (GFAP)+ and ionized calcium binding adaptor molecule 1 (Ibal) + cells
in the host, transplant, and two grafted groups, the Holm-Sidak method was used with
alpha = 0.05. For behavioral studies, the following statistical tests were performed: (i) a
Kruskal-Wallis test to compare the time required to perform movements and the staircase
test with or without L-DOPA injections; (ii) a one-way analysis of variance (ANOVA)
with group as a factor for the challenging beam test, the staircase test, and analysis of the
length of the reaching-movement trajectory 8 weeks post-transplantation; and (iii) repeated
measures of ANOVA using group (for the cylinder test and the analysis of the length of the
reaching-movement trajectory in the L-DOPA condition) or time (rotation tests) as factors.
Post hoc analysis was conducted with Dunn’s model for nonparametric tests and Fisher’s
protected least significance difference (PLSD) test or the Dunnett test, as appropriate.
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For electrophysiological experiments, statistical analyses were performed using a
one-way ANOVA followed by a Tukey post-hoc test. The statistical significance level was
set at p < 0.05.

3. Results
3.1. Both Intranigral and Intrastriatal Transplants Express Dopaminergic Markers

Four months after 6-OHDA injection (n = 9), the number of TH+ neurons in lesioned
SNpcs was 114 & 41 compared to 1259 £ 29 in the intact side (91.4 &+ 3% decrease), which
is in accordance with our previous findings [37]. Grafts survived in 97% of the intranigral
(n =21) and intrastriatal (n = 22) transplants. Intranigral grafts were mainly located in
the dorsal part of the SNpc, and in some cases, a few GFP+ cells were also found along
the injection tract. Intrastriatal grafts were located in the dorsal or medial parts of the
striatum near the lateral ventricle. Some isolated GFP+ cells were observed at the host-graft
interface. Intrastriatal grafts (n = 10) contained significantly less (—48.72%) GFP+ neurons
(732 £ 231) than intranigral ones (1426 & 208, n = 10) (p < 0.05; Mann-Whitney test). Almost
all GFP+ cells within the intranigral or intrastriatal transplants co-expressed TH (>95%),
which is in agreement with previous studies [39,69].

3.2. Dopamine Neurons within the Grafts Express SNpc and VTA Markers

While the vast majority of VTA dopamine neurons expressed the calcium-binding
protein calbindin [70-73], dopamine neurons of the SNpc almost exclusively expressed the
Girk2 protein [13,69,74,75]. It has been shown in embryonic mice [69] and in humans [13]
that dopamine neurons in VM grafts transplanted in host striatum that co-expressed Girk2
innervated the host striatum, while dopamine neurons derived from VTA that co-expressed
calbindin did not innervate the striatum to a great extent.

Here, we aimed at determining the proportion of dopamine neurons for the SNpc vs. VTA
subtypes within the grafts. For this, we examined the expression of Girk2 or calbindin within
the intrastriatal (n = 7) and intranigral (n = 6) grafts (Figure 1, Table 2). In both grafts,
the GFP+ neurons co-expressing Girk2 were preferentially found on the periphery of the
transplant (Figure 1¢,h); these neurons had an angular morphology and were larger than
GFP+/ calbindin+ neurons (Figure 1d,e), a feature characteristic of SNpc dopamine neurons.
GFP+ neurons co-expressing calbindin had a more round morphology (Figure 1i,j), were com-
paratively smaller, round in shape, located mainly within the center of the graft (Figure 1b,g),
and more characteristic of VTA dopamine neurons.

More than half of the GFP+ dopaminergic neurons were positive for Girk2 in both
transplantation conditions. Indeed, with the intrastriatal transplants, we found that among
653 £ 156 GFP+ neurons, 345 £ 85 neurons were also positive for Girk2, and among
342 £ 74 of GFP+ neurons, 154 & 37 neurons were positive for calbindin (Figure 1k,1). With
the intranigral transplants, among 1261 + 197 GFP+ neurons, 690 £ 116 neurons were
positive for Girk2, and among 694 + 123 GFP+ neurons, 335 & 65 were positive for calbindin
(Figure 1k,1). However, the mean percentage of Girk2+ neurons was similar between the
intrastriatal and intranigral grafts (52.2 £ 0.8% and 54.2 £ 0.9%, respectively), as was
the mean percentage of calbindin neurons (44.1 & 2.29% and 47.4 £ 1.9%, respectively)
(Figure 1m,n). Hence, the proportion of GFP+ neurons expressing either calbindin or Girk2
was not significantly different (p = 0.346 and p = 0.137, respectively; Mann-Whitney test) in
both transplantation conditions.

The lower number of TH-GFP+ cells in intrastriatal grafts led us to delve further
into the cellular composition of the grafts. In order to identify all transplanted cells after
grafting, VM donor tissues were isolated from transgenic mice over-expressing GFP under
the influence of beta-actin promoter.

In the first set of experiments, we investigated the proportion of the GFP+ cells that
were differentiated into mature neurons by combining NeuN and GFP immunostaining in
intranigral (n = 6) and intrastriatal (1 = 6) grafts. We reported a significant increase in the
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number of NeuN+ cells in the intranigral grafts (1490 £ 194) compared to the intrastriatal
grafts (331 &£ 66, ** p < 0.002) (Figure 2a—g, Table 2).

Table 2. A summary table of the results obtained.

Intrastriatal Vs Intranigral
Graft survival
Jiemsipliis Decrease in GFP+ neurons within the graft
E;(p;fiis;(:; (ii Same proportion of GFP/Calb+ neurons
P 5 Same proportion of GFP/Girk2+ neurons
markers
Differentiation into Increase in
mature neurons GFP/NeuN+ cells
Astrocytic Increase in GFAP+ cells
evaluation (surrounding and within the graft)
. Level of Increase in Ibal+ cells
Anatorrpcal inflammation (surrounding and within the graft)
comparison Increase of Increase of
Ibal/CD68+ cells Ibal/Argl+ cells
Inﬂammatory Increase in GFAP/C3+ cells
profile (surrounding and within the graft)
Low percentage of GFAP/CD109 + cells
gri??ézcﬁ(e)zrgis Send projections to appropriate dopaminergic targets
Covering the entire . . . .
Pathway taken rostrocaudal extgent of the striatum EN 1grc()ist1£:atal ;:1(111mesfct))hmbocort.lcallpat};lway
by projections Present in the Acb, FC xten tGrI())ug' .t € mib, mgrostr'lata pathway,
exiting the dorsal striatum
and PC
. Establish reciprocal synaptic contacts
=L S EO IR with Fhe hostycircﬁlits
Rotation tests Decreasg apo morphine- or
amphetamine-induced rotations
. Simple and .
Functional complex . No 1mpr0yement . Improve.ment
comparison behavioral tasks in all behavioral tests in all behavioral tests
L-DOPA L-DOPA improved No potentiation
administration motor performance with L-DOPA
. . Restoration of excitability
Electrophysiological . .
assiszmentg Increase cortical stimulation threshold Normalize cortico-

striatal responses

Acb: Accumbens nucleus; Calb: Calbindin; FC: frontal cortex; GFAP: glial fibrillary acidic protein; Girk2: G-
protein-coupled in wardly rectifying potassium channels; GP: globus pallidus; Mfb: medial forebrain bundle;
PC: perirhinal cortex.

In the second set of experiments, we used GFAP to detect astrocytes in the host tissue
surrounding the grafts and within the grafts. We observed a significant increase in the num-
ber of GFAP+ cells in the host tissue surrounding the intrastriatal grafts (host intrastriatal:
471 £ 80) compared to the intranigral grafts (host intranigral: 183 £52,n =6, * p <0.01). We
also observed a significant increase in the number of GFAP+ cells in the intrastriatal grafts
(622 £ 124) compared to the intranigral grafts (207 £ 30, n = 6, ** p < 0.008) (Figure 2h-m).
In order to determine the origin of the GFAP+ cells within the graft, we combined GFAP
and GFP labelling. We found a higher number of GFAP+/GFP+ cells in intrastriatal grafts
(137 £ 38) compared to intranigral grafts (33 £ 8, n = 6, ** p < 0.006) (Figure 2n), indicating
that more grafted cells were differentiated into astrocytes in intrastriatal grafts.

As the number of astrocytes was different in relation to graft placement, we investi-
gated whether the level of inflammation in the host tissue surrounding the graft and within
the graft was different between the two transplanted conditions. For this, we used an Ibal
antibody to detect microglia cells and observed a significant increase in the number of
Ibal+ cells in the host tissue surrounding the intrastriatal grafts (317 & 47) compared to
the intranigral grafts (197 £ 19, n = 6, * p < 0.05) (Figure 20). There was also a significant
increase in the number of Ibal+ cells in the intrastriatal grafts (323 &+ 44) compared to the
intranigral grafts (158 + 18, n = 6, ** p < 0.006) (Figure 20). We further performed double
labeling of Ibal with GFP to identify the origin of Ibal+ cells within grafts. We found
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that, for both graft locations, nearly all the Ibal+ cells in the graft were negative for GFP,
suggesting infiltration of the host microglia into the graft.

] l Intranigral graft
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Figure 1. Identification of dopamine neuron subtypes within the intranigral and intrastriatal trans-
plants four months post-transplantation. High magnification confocal photomicrographs of coronal
sections showing GFP (GFP; green), calbindin (Calb; blue), and Girk2 (Girk; red) in either intranigral
(a—e) or intrastriatal (fj) transplants. The GFP+/calbindin+ double-labelled neurons (red arrows)
were located preferentially towards the center of both the intranigral (a,b) and intrastriatal (f,g) grafts.
These cells were of the typical small and rounded morphology indicative of the A10 dopamine neuron
types (i,j). The GFP+/Girk2+ double-labelled neurons (white arrows) were located preferentially in
the periphery of both the intranigral (a,c) and intrastriatal (f h) grafts and were of the typical large
and angular morphology (d,e) indicative of the A9 dopamine neuron type. Yellow arrows point to
rare populations of GFP+/calbindin+/Girk2+ cells. Also shown are quantifications of the number of
surviving GFP+/Girk2+ (k) or GFP+/calbindin+ (1) cells within intrastriatal (n = 7) and intranigral
(n = 6) transplants and the percentage of GFP+/calbindin+ (m) or GFP+/Girk2+ (n) cells within
intrastriatal and intranigral transplants. Note that, although there are more surviving GFP+/Girk2+
and GFP+/calbindin+ in intranigral versus intrastriatal transplants, the proportion of these dopamin-
ergic neurons was similar in both transplantation conditions. Data are presented as mean 3+ SEM.
Comparison between the groups was performed by a Mann-Whitney nonparametric test. * p < 0.05.
Scale bar: 60 um.

3.3. Astrocyte and Microglia Polarization in the Grafts

As the level of inflammation within the graft was different between the intrastriatal and
intranigral transplants, we investigated the pro-inflammatory vs. anti-inflammatory pro-
files of activated microglia and astrocytes in the grafts. Microglial cells respond to brain in-
jury by becoming activated and shifting between neurotoxic (detected with CD86) or neuro-
protective phenotypes (detected with arginase-1). We observed that the percentage of Ibal+
cells co-expressing CD86 was higher in intrastriatal grafts (70 & 36%, Figure 3a-d,a’-d’)
compared to intranigral grafts (6 + 2.8%, Figure 3e-h,e’-h’, p < 0.006). We also observed
a higher number of Ibal+ cells co-expressing Argl in intranigral grafts (20.4 & 9.7%,
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Figure 3m—p,m’-p’) compared to intrastriatal grafts (3.7 £ 1.9%, Figure 3i-1i"-1’, Table 2,
p <0.05).

/

M |ntrastriatal
2500+ B ntranigral
fd

2000+ -

— —
o w
1= (=]
s 2

NeuN positive cells

500

N g0, mIntrastriatal O * *k
2 Bintranigral 4007 T ! J !
S 600 @
o B 300
2 -
= S
@ 400 $ e
@ =] ‘
8 7 2001
% o
2004 b
[ S 1004
o 2
o o
S & & > >
(s} i 2 ) kS
N &Q\\o@ &Q\éqx F ‘gq\'b
G N
B '\@ A\‘@

Figure 2. Cellular composition of the grafts. Representative images of NeuN (red) and GFP (green) in
intrastriatal (a—c) and intranigral (d—f) grafts. (b,c) are high-magnification views of boxed areas in (a);
(e,f) are high-magnification views of boxed areas in (d); arrows indicate NeuN+ cells labeled with GFP.
Also shown are quantifications of the number of NeuN+ cells in intrastriatal and intranigral grafts
and (g) representative images of GFAP (red) and GFP (green) in intrastriatal (h—j) and intranigral
(k—m) grafts. (i,j) are high-magnification views of the boxed areas in (h); (1,m) are high-magnification
views of the boxed areas in (k); arrows indicate GFAP+ cells labeled with GFP. Also shown are
quantifications of the number of GFAP+ (n) or Ibal+ (o) cells in the host tissues both surrounding
the intrastriatal (n = 6) and intranigral (n = 6) grafts and within the intrastriatal and intranigral
grafts. Data are presented as mean = SEM. Comparison between the groups was performed by a
Mann-Whitney nonparametric test. * p < 0.05; ** p < 0.01. Scale bar: 235 pm (a,h k); 65 um (b,c,ef,ij);
40 um (1,m).

Reactive astrocytes can be divided into toxic Al astrocytes (detected with Complement
3 (C3)), which induce the rapid death of neurons and oligodendrocytes, and neuroprotec-
tive A2 astrocytes (detected with CD109), which promote neuronal survival and tissue
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repair [76,77]. We observed a significant increase in the percentage of GFAP+ cells co-
expressing the C3 marker in host tissue surrounding the intrastriatal grafts (41 & 8%,
Figure 4a—d) compared to the intranigral grafts (23 & 7%, Figure 4e-h, * p < 0.05), and the
percentage of GFAP+ cells co-expressing the C3 marker was higher in intrastriatal grafts
(44 £ 6%, Figure 4a—d,a’-d") compared to intranigral grafts (27 &= 4%, Figure 4e-h,e’-h’,
* p < 0.05). The percentage of GFAP+ cells co-expressing the CD109 marker was very low
and not significantly different between the two graft conditions (intrastriatal graft: 6 & 2%,
Figure 4i,k,]; intranigral: 10 £ 6%, Figure 4m,0,p, Table 2).

Transplant / Iba1 / CD86 |
Intrastriatal graft |

Transplant / Iba1 / Arg1

[Intranigral graft |[Intrastriatal graft|[ Intranigral graft |

Figure 3. Microglia polarization in the grafts. Representative images of transplant (blue), Ibal (red),
and CD86 (green) in intrastriatal (a—d) and intranigral (e-h) grafts. (a’-d”) are high-magnification
views of boxed areas in (a—d), respectively. Arrows indicate Ibal+ cells within the graft labeled with
CD86. Representative images of transplant (blue), Ibal (red), and Argl (green) in intrastriatal (i-1)
and intranigral (m-p) grafts. (i’-1’) are high-magnification views of boxed areas, respectively, in (i-1).
(m’-p’) are high-magnification views of the boxed areas, respectively, in (m-p). Arrows indicate Ibal+
cells in the graft labeled with Argl. Scale bar: 360 um (a-p) and 115 um (a’—p”).

3.4. Projection of Grafted Neurons

GEFP fibers from the intrastriatal (Figure 5a—c) or intranigral (Figure 5d-f) grafts were
dopaminergic, as the vast majority also co-expressed DAT. We observed that both types of
grafts sent projections to appropriate dopaminergic targets (Table 2). However, the path-
ways used by these axons and their densities were different. In the striatal transplantation
position, GFP fibers were found leaving the graft and running through the grey matter
(data not shown) of the host striatum. Dense GFP+ fibers were found covering the entire
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rostrocaudal extent of the striatum (Figures 5 and 6j—m). GFP+ fibers were also present
in the nucleus accumbens (Figure 6j,k), frontal cortex (Figure 6h,i), and perirhinal cortex
(Figure 6i-1). In the nigral transplantation position, grafted neurons sent projections along
trajectories resembling those of the intrinsic dopaminergic nigrostriatal and mesolimbo-
cortical pathways. Indeed, GFP+ fibers extended rostrally from the graft core through
the median forebrain bundle (Figure 6f) and the nigrostriatal pathway, globus pallidus
(Figure 6f), exiting the dorsal striatum, which was the main target of nigral dopamine
neurons (Figures 5d—f and 6b—e). GFP fibers were also detected in VTA target areas, in-
cluding the nucleus accumbens (Figure 6¢) and the septum (Figure 6¢,d), as well as the
medial prefrontal cortex (Figure 6a—c). We performed a quantitative analysis of the axonal
projections from VM grafts placed in the SNpc or striatum. In the nigral graft position, a
large number of GFP fibers were identified within the mfb (624 & 142). Both intranigral
and intrastriatal grafts sent projections to the striatum (intrastriatal: 3093 =+ 892; intranigral:
1255 +£ 352), nucleus accumbens (intrastriatal: 2053 + 764; intranigral: 831 + 183), and
frontal cortex (intrastriatal: 354 & 91; intranigral: 129 + 43). In both grafted groups, GFP+
fibers were still present in the target areas up to sixteen weeks post-grafting.

I Intranigral graft H Intrastriatal graft H Intranigral graft “ Intrastriatal graft |

\ .

Transplant /| GFAP / C3

A *
H
N

»
3 v
* q -
% -
} S .
\ . N y 3 . 3 .
: - Wi
fL LY 4 P q 3’ -
‘ IIH

-2

| IIH
: I
A

Transplant /| GFAP /| CD109 ||

Figure 4. Astrocyte polarization in the grafts. Representative images of transplant (blue), GFAP
(red), and C3 (green) in intrastriatal (a-d) and intranigral (e-h) grafts. (a’-d’) are high-magnification
views of the boxed areas in (a—d), respectively; (e’-h’) are high-magnification views of boxed areas
in (e-h), respectively. Arrows indicate GFAP+ cells in the graft labeled with C3. Representative
images of transplant (blue), GFAP (red), and CD109 (green) in intrastriatal (i-1) and intranigral
(m—p) grafts. (i"-1") are high-magnification views of boxed areas in (i-1), respectively; (m'—p’) are
high-magnification views of boxed areas in (m—p), respectively. Arrows indicate GFAP+ cells in the
graft labeled with CD109. Scale bar: 515 um (a—p) and 130 um (a’-p’). H: host; T: transplant.
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Intrastriatal graft

Intranigral graft

Figure 5. Striatal projections of grafted neurons four months post-grafting. Numerous fibers co-
expressed GFP (green) and dopamine transporter (DAT) (red) within the striatum in both the intrastri-
atal (a—c) and intranigral (d—f) conditions. Boxed areas from (a,d) are shown at higher magnification,
respectively, in (b,c,e f) as single-color channels. Scale bar: 60 um for (b,c,ef), 150 um for (a),
and 200 pum for (d). Cx: cortex; CPu: caudate putamen; GP: globus pallidus; iC: internal capsule;
T: transplant.

3.5. Establishment of Reciprocal Synaptic Contacts between Intrastriatal or Intranigral Transplants
and Host Neurons

In order to investigate to which level transplanted dopamine neurons integrated
into the host circuits, we assessed the reciprocal synaptic contacts between intrastriatal
or intranigral transplants and the host by electron microscopy four months post-grafting
(Figure 7, Table 2). Host neurons developed axosomatic contacts on GFP+-transplanted
neurons both in intrastriatal (Figure 7a) and intranigral (Figure 7c) grafts. In addition,
we found that transplanted neurons developed symmetric synaptic contacts mainly on
dendritic spines and shafts of the striatal neurons in both graft locations (Figure 7b,d). We
also observed the presence of axosomatic contacts only at the intrastriatal graft location.
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Intranigral Intrastriatal

Figure 6. Camera lucida drawings illustrating patterns of dopaminergic fiber outgrowth from
intranigral (a-g) and intrastriatal (h—n) grafts. Scale bar: 2 mm. Acb: accumbens nucleus; cc: corpus
callosum; Cg: cingulate cortex; CPu: caudate putamen; Cx: cortex; ic: internal capsule; fmi: forceps
minor of the corpus callosum; mfb: medial forebrain bundle; Pir: perirhinal cortex; Pr: prelimbic
cortex; Sep: septum; SN: substantia nigra; T: transplant.
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Figure 7. Both intrastriatal- and intranigral-grafted neurons were able to establish reciprocal synaptic
contacts with the host circuits. Electron microscopy combined with GFP immunostaining of the
synaptic contacts from host to graft within the striatum (a) or the substantia nigra (c) and from graft
to host within the striatum (b,d) 4 months after grafting. Black arrows show GFP immunogold
detection. White arrows show pre-synaptic vesicles. Scale bars represent 1 um in (a—c) and 500 nm
in (d). H: host; T: transplant.

3.6. Functional Recovery of Lesioned Mice with Either Intranigral or Intrastriatal Transplants

The net contralateral rotation response to apomorphine during a 60 min session
was recorded pre-grafting and thirteen weeks after transplantation in the same animals,
as shown in Figure 8a. There was a significant effect of time between the groups (week,
F1 28 = 5.82; p < 0.05). Lesioned animals (1 = 9) did not show any spontaneous improvement
in their rotation scores between the first testing session (61 & 15) and the second one
(68 £ 18, p = 0.68, NS). On the other hand, the intranigral-transplanted mice (n = 11) net
contralateral turns were significantly reduced by 55% (20 + 12) in comparison to their
pre-grafting scores (44 £ 18, p < 0.05). In the same way, the intrastriatal-transplanted
mice (n = 11) rotations were also significantly reduced by a similar proportion of 68% than
before grafting (18 & 6 versus 56 & 24, respectively; p < 0.05). In another set of mice, we
evaluated amphetamine-induced rotations both before and after transplantation (Figure 8b)
during a 60 min session. There was a significant effect of time between the groups (Week,
F1,12 =49.73; p < 0.0001). Lesioned animals (# = 5) did not show any significant difference
in their rotation scores between the first testing session (346 + 49) and the second one
(237 £ 56, p = 0.074, NS). On the other hand, the intranigral-transplanted mice (n = 5) turns
were significantly reduced (24.8 = 14) in comparison to their pre-grafting scores (317 +£ 25,
p <0.001). In the same way, the intrastriatal-transplanted mice (1 = 5) rotations were also
significantly reduced in comparison to their pre-grafting scores (35 4= 14 vs. 313 + 46,
respectively; p < 0.001).

At three and ten weeks post-grafting, the mice were tested for forelimb asymmetries
using the cylinder test. We found a difference between the groups (control, n = 8; lesioned,
n = 7; intrastriatal-grafted, n = 11; intranigral-grafted, n = 10) in the use of the forepaws
contralateral to the lesion site (group, F33; = 4.09, p < 0.05) and a significant interaction
between the groups and times of testing (group x week, Fg ¢4 = 2.66, p < 0.05) (Figure 8c).
At three weeks post-transplantation, both the lesioned and transplanted mice showed
significant deficits in the use of the forepaws contralateral to the lesion site in comparison
to control (control vs. lesioned, p < 0.001; control vs. intrastriatal and control vs. intranigral,
both p < 0.05). Ten weeks after transplantation, both lesioned and intrastriatal-grafted
mice showed a marked impairment of the contralateral forelimb contacts in comparison to
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control mice (both, p < 0.01). However, no difference was observed between intranigral-
grafted and control mice, indicating a recovery in fine motor skills was required for this

motor task.
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Figure 8. Lesion and transplantation effects on simple behavioral tasks. (a) Full body contralateral turns
per minute assessed during apomorphine-induced rotation tests. The mice were challenged after the
lesioning (post-lesion; empty bars) and after the transplantation (post-transplantation; pattern bars). No
difference was found in the lesioned group. Both intrastriatal- and intranigral-grafted mice showed
significant reduction in their rotations after the grafting. Data are expressed as mean + SEM, and
asterisks indicate a difference between groups (lesioned, n = 9; intrastriatal-grafted, n = 11; intranigral-
grafted, n = 11). (b) Full body ipsilateral turns per minute assessed during amphetamine-induced rotation
tests; the mice were challenged after lesioning (post-lesion; empty bars) and after the transplantation
(post-transplantation; pattern bars). No difference was found in the lesioned group. Both intrastriatal-
and intranigral-grafted mice showed significant reduction in their rotations after the grafting. Data
are expressed as mean & SEM, and asterisks indicate a difference between groups (lesioned, n = 5;
intrastriatal-grafted, n = 5; intranigral-grafted, n = 5). (c) Motor performance for the cylinder test. No
difference was found between groups at baseline time. Three weeks following transplantation, all
lesioned and grafted mice used their contralateral forepaws significantly fewer times than control mice.
Ten weeks post-grafting, while contralateral deficits were still present in both lesioned and intrastriatal-
grafted mice, no difference in paw performance was found between control and intranigral-grafted
mice (control, n = 8; lesioned, n = 7; intrastriatal-grafted, n = 11; intranigral-grafted, n = 10). (d—f) Motor
coordination was assessed using the challenging beam-walking test (control, n = 8; lesioned, n = 9;
intrastriatal-grafted, n = 11; intranigral-grafted, n = 11). (d) Quantification of the time to traverse the
beam six weeks after grafting revealed a significant increase in time for the lesioned mice in comparison to
both control and intranigral-grafted mice. (e) Percentage of foot slips made with the ipsilateral forelimbs;
no difference was found between groups. (f) Percentage of foot slips made with the contralateral
forelimbs. Both lesioned and intrastriatal-grafted mice displayed a significantly greater number of foot
slips in comparison to both control and intranigral-grafted mice. (a,b) Two-way repeated ANOVA
measures followed by Fisher’s PLSD. (c) Two-way repeated ANOVA measures followed by Dunnett’s
multiple comparisons test vs. control. (d-f) One-way ANOVA followed by Fisher’s PLSD. * p < 0.05;
**p <0.01;**p < 0.001.
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Six weeks after transplantation, we observed a significant group difference in the chal-
lenging beam test in the time required to cross the beam (group, F5 35 = 3.45, p < 0.05). In-
deed, 6-OHDA-lesioned mice needed a much longer time to cross the beam than intranigral-
grafted (more than 1.4-fold; p < 0.05) and control (1.6-fold; p < 0.01) mice. No significant
difference was found between the control group and either the intrastriatal (p = 0.1024) or
intranigral (p = 0.4079) group (Figure 8d, Table 2). In order to determine forelimb gait and
fine motor coordination, we analyzed the percentage of foot slips performed during the
cross. Whereas no difference was found between groups in the percentage of foot slips
made with forelimbs that were ipsilateral to the lesion site (Figure 8e; group, F3 35 = 0.218,
p = 0.883, NS), one-way ANOVA revealed a main effect between groups in the percentage
of foot slips made with forelimbs that were contralateral to the lesion. (Figure 8f; group,
F335 = 4.429, p < 0.01). Post-hoc analysis indicated that lesioned mice exhibited a signif-
icantly greater percentage of contralateral forelimb errors in comparison to the control
group (p < 0.05). Intrastriatal-transplanted mice displayed significantly more contralateral
forelimb errors than the control group (p < 0.01) and were not different from lesioned mice
(p = 0.7837; NS). Intranigral-grafted mice displayed a significant decrease in contralateral
forelimb errors in comparison both to the lesioned and intrastriatal-transplanted groups
(both p < 0.05) and were not different from control mice (p = 0.4931; NS), indicating a
restoration of contralateral forelimb use following intranigral transplantation.

Lesions of the nigro-striatal pathway produced skilled-forelimb reaching deficits that
we assessed here in four groups of animals (control, n = 8; lesioned, n = 9; intrastriatal-
grafted, n = 11; intranigral-grafted, n = 11). Prior to surgery, the animals were trained
on the staircase apparatus in order to assess baseline performance and were thereafter
tested once a week during six consecutive sessions (from weeks three to eight post-
transplantation) divided into two blocks of three sessions (from weeks three to five
and from weeks six to eight). No significant difference between groups was found in
the baseline performance (all p > 0.05, NS), indicating that all groups acquired the test
similarly (Figure 9a, left panel). Starting at three weeks following the transplantation
surgery and until the fifth week post-transplantation, all lesioned (29.01 + 4.97), intranigral-
(35.20 + 6.84), and intrastriatal- (37.68 £ 7.26) grafted mice exhibited severe and signifi-
cant impairment (F3 35 = 2.899, p < 0.05, Figure 9a, middle panel) of contralateral skilled-
limb movements compared to the control group (57.30 & 6.53, all p < 0.05). Six to eight
weeks post-transplantation, one-way ANOVA revealed difference between the groups
(F335 = 4.211, p < 0.05, Figure 9a, right panel), indicating that forelimb reaching deficits
were still present for both lesioned and intrastriatal-grafted mice (both, p < 0.01) compared
to the control group. However, intranigral-grafted mice showed a significant improve-
ment in grasping performance compared to lesioned and intrastriatal-transplanted mice
(both, p < 0.05), and no difference was found between control and intranigral-grafted mice
(p=0.47).

We evaluated the kinetics of forelimb movements contralateral to the lesion site from
seven to eight weeks post-transplantation. For this, the complete movement was divided
into three tasks (reaching, grasping, retrieval), and we measured the time required to
complete each task phase on the third step of the staircase (the step commonly reached by
the majority of animals). We found that the time required to achieve the reaching phase
was different between the groups (Figure 9b, p < 0.001; Kruskal-Wallis test). In particular,
lesioned mice (n = 7) needed more time than both control (1 = 7) and intranigral-grafted
(n=7) mice (p < 0.01 and p < 0.05, respectively) to contact the pellet. In addition, this
reaching phase was also significantly longer with the intrastriatal-grafted mice (n = 9) in
comparison to both control and intranigral-grafted mice (both, p < 0.05). In contrast to
the reaching time, the time taken to execute the grasping, the retrieval, or the complete
movement was similar between the groups (Figure 9c—e; p = 0.752, p = 0.302, and p = 0.890,
respectively). In conclusion, we found that the time required to achieve the reaching phase
was similar between control and intranigral-grafted mice, indicating a marked recovery of
movement in this task.
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Figure 9. Lesion and transplantation effects on a complex behavioral task. (a) Motor performances
were assessed using the staircase test. The data were collated over 3 consecutive weeks as baseline and
2 blocks of 3 consecutive weeks post-transplantation (weeks 3-5 and 6-8). At baseline time (left panel),
no difference was found between groups. Three to five weeks post-transplantation (middle panel), a
reaching deficit was found for all the lesioned and transplanted mice. While this reaching deficit was
still present in both the lesioned and intrastriatal mice 6 to 8 weeks post-transplantation (right panel),
only intranigral-grafted mice displayed an improvement in reaching performance. (b-e) Time
required to achieve each task phase or the totality of the grasping movement (control, n = 8; lesioned,
n =9; intrastriatal-grafted, n = 11; intranigral-grafted, n = 11). (b) Both lesioned and intrastriatal-
grafted mice required a significantly longer time to achieve the reaching phase in comparison to
control and intranigral-grafted mice (control, n = 7; lesioned, n = 7; intrastriatal-grafted, n = 9;
intranigral-grafted, n = 7). (c-e) All groups performed the grasping, the retrieval, and the totality
of the grasping movement within the same timeframe. (f) Lateral view of paw trajectories of the
reaching movement corresponding to (b). Note that control and intranigral-grafted mice displayed
rectilinear trajectories in contrast to the nonlinear outlines of the lesioned and intrastriatal-grafted
mice. (g) Length of the reaching trajectories corresponding to (f). Both lesioned and intrastriatal-
grafted mice displayed a significantly longer reaching movement than both control and intranigral-
grafted mice (control, n =7; lesioned, n = 7; intrastriatal-grafted, n = 9; intranigral-grafted, n = 7).
(a,g) Comparison between groups was performed using a one-way ANOVA test followed by Fisher’s
PLSD and (b—e) the Kruskal-Wallis test followed by Dunn’s multiple comparisons test. * p < 0.05;
**p <0.01; *** p < 0.001.
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In order to refine this initial reaching phase, we analyzed the reaching trajectories
of each group (Figure 9f). Interestingly, while the reaching trajectories of both control
and intranigral-grafted mice were quite rectilinear, both lesioned and intrastriatal-grafted
mice demonstrated very irregular reaching trajectories. To quantify these trajectories, we
computed the length of the reaching-movement trajectories expressed in mm and found a
significant difference between groups (Figure 9¢g; F3 26 = 10.39, p < 0.001; one-way ANOVA),
with the lesioned mice displaying a significant increase in the length of the trajectories
compared to both control and intranigral-transplanted mice (p < 0.001 and p < 0.01, respec-
tively). Following the same pattern, the trajectories of intrastriatal-grafted mice were also
significantly longer than in both control and intranigral-transplanted mice (both, p < 0.001).
Interestingly, no difference was found in the length of trajectories between both control
and intranigral (p = 0.52) mice or between lesioned and intrastriatal-grafted (p = 0.69) mice.
This indicated that only intranigral grafts were able to restore this motor behavior.

We then analyzed the length of reaching-phase trajectories following a single i.p. L-
DOPA injection (Table 2). For this purpose, we performed the staircase test for one session
per day on two consecutive days (without and with an L-DOPA injection) 16 weeks
post-grafting in all groups of the animals (control, n = 8; lesioned, n = §; intrastriatal-
transplanted, n = 11 and intranigral-transplanted, n = 9, Figure 10a). Sixteen weeks
after transplantation, the first session revealed a difference within groups (Figure 10a,
left panel; p < 0.05, Kruskal-Wallis test). We found a robust 6-OHDA lesion effect in the
contralateral forelimb bias between lesioned and control mice (p < 0.05). Additionally,
only intranigral-grafted mice displayed significant improvement of their contralateral
forelimb bias in comparison to lesioned mice (p < 0.01), and no significant difference was
found between control and intranigral-transplanted mice (p = 0.4947). Interestingly, a
single injection of L-DOPA improved the performance of the reaching task with impaired
limbs of intrastriatal-transplanted mice. The contralateral bias of lesioned and intrastriatal-
grafted mice increased from 17.5 £ 6.66% to 34.37 & 8.09% and from 34.54 &+ 12.89% to
43.18 &£ 9.59%, respectively, following the L-DOPA injection (Figure 10a, right panel). De-
spite a marked impairment in the contralateral forelimb of lesioned mice compared to
control mice (p < 0.05), no difference was found among all the other groups.

We next conducted a detailed analysis of the grasping movement for each group
during the two sessions (without and with an L-DOPA injection) in the staircase test.
Sixteen weeks post-grafting and without an L-DOPA injection, we found a similar pattern
in the grasping trajectories as described above with very irregular reaching movements
for both lesioned (n = 7) and intrastriatal-grafted (1 = 7) mice in comparison to control
(n =7) and intranigral-grafted (n = 7) mice (Figure 10b). Conversely, after a single L-DOPA
injection, no modification was observed in control, lesioned, or intranigral-grafted mice,
whereas intrastriatal-grafted mice showed more regular grasping movements (Figure 10c).
Repeated two-way ANOVA measures on the length of the trajectories revealed a main
effect between groups (Figure 10d; group, F3 24 = 10.98, p < 0.0001). Without an L-DOPA
injection, both lesioned and intrastriatal-grafted mice displayed a significantly longer
length of trajectory in comparison to control (p < 0.001 and p < 0.01, respectively) and
intranigral-grafted mice (p < 0.001 and p < 0.05, respectively). However, following a single
L-DOPA injection, no difference was found between intrastriatal-grafted mice and control
or intranigral-grafted mice (p = 0.532 and p = 0.317, respectively). In contrast, the length
of trajectory for the lesioned mice was not affected by the treatment and was significantly
longer than control, intrastriatal-, and intranigral-transplanted mice (p < 0.05, p < 0.05, and
p < 0.01, respectively). This set of experiments indicated that only intranigral grafts restored
normal behavior in this task, and this was not further potentiated by an L-DOPA injection.
Intrastriatal grafts were deficient but were able to demonstrate this behavior restored to
normal levels by a single L-DOPA treatment.
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Figure 10. Effects of a single injection of L-DOPA on motor performance. The staircase test was
performed 16 weeks post-transplantation during two sessions without and with an L-DOPA injection.
(a) The data are expressed as the percentage of contralateral bias. Without an L-DOPA injection
(left panel), lesioned mice displayed a significant deficit in contralateral paw bias in comparison
to both control and intranigral-grafted mice. After an L-DOPA injection (right panel), lesioned
mice were significantly different from control mice but not from intranigral-grafted mice (control,
n = §; lesioned, n = 8; intrastriatal-grafted, n = 11; intranigral-grafted, n = 9). (b) Lateral view of
paw trajectories for the reaching movement in the session without L-DOPA injection. Note that,
as previously described, both control and intranigral-grafted mice displayed rectilinear trajectories
in contrast to the nonlinear outlines of both the lesioned and intrastriatal-grafted mice. (c) Lateral
view of paw trajectories of the reaching movement in the session after a single L-DOPA injection.
(d) Length of the reaching trajectories corresponding to (b,c). Without L-DOPA, both lesioned and
intrastriatal-grafted mice exposed longer trajectories than both control and intranigral-grafted mice.
In contrast, after a single L-DOPA injection, only the lesioned group exhibited trajectories that were
significantly longer than the control and grafted groups (control, n = 7; lesioned, n = 7; intrastriatal-
grafted, n = 7; intranigral-grafted, n = 7). Comparison between groups in (a) was performed using
a Kruskal-Wallis test followed by Dunn’s test, and was performed in (d) using two-way repeated
ANOVA measures followed by Fisher’s PLSD. * p < 0.05; ** p < 0.01; *** p < 0.001.
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3.7. Removal of Intranigral Graft Abolishes Functional Recovery

In order to confirm that the functional recovery was induced by intranigral grafts, we
proceeded to remove the intranigral-grafted transplant by an injection of 6-OHDA 2 months
after transplantation. The functional impact of the graft lesion was assessed 4 weeks after
6-OHDA injection using amphetamine-induced rotation. In transplanted-then-lesioned
animals, the original motor asymmetry deficit re-appeared, and the number of rotations
was no longer different from the performance observed in the pre-graft rotation scores
(Figure 11d). Histological evaluation of the brain 3 weeks after the injection of 6-OHDA into
the graft showed an almost-disappearance of the GFP signal in the transplant (Figure 11a,b),
as well as in brain areas normally innervated by the graft, such as the striatum and the
cortex. Our results showed that a second lesion induced the degeneration of the grafted
dopaminergic neurons and projections and reversed the improvement in rotation behavior
induced by the intranigral transplants, confirming that the functional recovery was indeed
induced by the intranigral graft.
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Figure 11. Removal of the grafts abolished graft-induced recovery. (a—c) Representative images of an
intranigral graft after an injection of 6-OHDA into the graft. TH (red), GFP (green), and calbindin
(blue) intranigral grafts. (b) High-magnification view of boxed area in (a) showing an almost complete
absence of GFP signal in comparison with an intact intranigral graft (c). (d) Histogram showing
quantifications of amphetamine-induced rotations in lesioned (1 = 4) animals before intranigral
grafting (nigral graft intact; n = 4) and after the nigral graft was removed (n = 4). Scale bar: 400 um (a,c)
and 185 pum (b). * p < 0.05.

3.8. Electrophysiological Assessment of Striatal Projection Neurons

Dopaminergic denervation resulted in an alteration of striatal neuron basal-firing
properties, as well as in cortico-striatal information processing [78,79]. In order to assess
the ability of the two grafting locations to restore striatal neuron function, we recorded the
electrophysiological activity of striatal projection neurons using single-unit recordings in
anesthetized mice. We evaluated the spontaneous firing frequency and the response of
striatal neurons to cortical stimulations in control, lesioned, intrastriatal- and intranigral-
grafted mice (n = 14, n = 8, n = 8, and n = 8 mice, respectively).

Striatal projection neurons represent 90% of total striatal population. They can be
electrophysiologically identified by their slow firing rate and their action potential duration,
which is intermediate between fast spiking interneurons and cholinergic interneurons
(Figure 12a). As the firing rate was expected to be altered by the manipulation of dopamin-
ergic transmission [78,79], we categorized neurons based on their action potential duration.
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For this purpose, a distribution histogram of action potential duration was performed for
all neurons recorded (Figure 12b). Only neurons exhibiting an action potential duration
between 0.6 and 1.1 ms were included in this study and considered as putative projection
neurons (Figure 12b), and neurons with an action potential duration that were represented
in less than 5% of the neuronal population were excluded. Spontaneous firing frequency
recorded from striatal neurons increased (one-way ANOVA, p = 0.0041) in the lesioned
group (0.86 =+ 1.47) compared to the control (0.03 £ 0.11) and both grafted groups (intrastri-
atal: 0.07 & 0.19; intranigral: 0.02 & 0.06) (Figure 12c,d). This suggests that the increased
excitability observed in striatal neurons following dopamine denervation was restored
after both grafting procedures.
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Figure 12. Lesion and transplantation effects on striatal neuron firing properties. (a) Example of an ac-
tion potential and morphology of a medium spiny neuron recorded in the striatum (scale bar = 20 um).
Dashed lines indicate the time points used to measure action potential duration. (b) Inclusion criteria
of medium spiny neurons based on distribution of action potential durations. The dashed red line
indicates the level corresponding to the number of neurons representing 5% of the total neuronal
population; the red line indicates the limits of inclusion. (c) The proportion of neurons spontaneously
active was calculated for each group. (d) Examples of spontaneous spike firing recorded in each
condition (control, lesioned, STR graft, and SNc graft). Spontaneous spike firing frequency (e) and
cortico-striatal responses (f) were recorded for putative medium spiny neurons in the striatum in
control mice (n = 14), SNc-lesioned mice (lesioned; n = 8), SNc-lesioned and intrastriatal-grafted
mice (STR graft; n = 8), and SNc-lesioned and intranigral-grafted mice (SNc graft; n = 8). * p < 0.05;
**p<0.01.

In order to assess changes in cortico-striatal transmission, we evaluated the response
of striatal neurons to cortical stimulations by measuring the threshold intensity required to
evoke a spike response with a probability close to 50%. The cortical stimulation threshold
was increased (one-way ANOVA, p = 0.0006) in the lesioned and striatal-grafted groups
(respectively, 1.26 & 0.48 and 1.15 £ 0.51) compared to control and SNpc-grafted animals
(respectively, 0.63 + 0.13 and 0.55 £ 0.23) (Figure 12e). These sets of findings indicated
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that, while both intrastriatal and intranigral transplantation protocols induced the recovery
of striatal firing properties, only intranigral transplantation efficiently normalized cortico-
striatal responses (Table 2).

4. Discussion

The purpose of the present study was to compare the effects of intranigral versus
intrastriatal transplantation of fetal VM tissue in a 6-OHDA mouse model of PD. We
analyzed graft survival, integration, expression of dopaminergic markers, and projections,
as well as behavioral and electrophysiological activity. Our data showed that: (1) fetal VM
tissue transplanted either into the SNpc or the striatum is able to survive, re-innervate the
denervated striatum, express dopaminergic markers in same proportions, and establish
reciprocal synaptic contacts with host neurons. (2) Both graft locations significantly reduced
apomorphine- and amphetamine-induced rotations, ameliorated motor performance of
simple behavioral tasks, and (3) induced the recovery of striatal firing properties of MSN.
In contrast, only intranigral transplantation (4) dramatically increased the number of
dopaminergic neurons found within the transplant, (5) sent appropriate projections to the
striatum through the mfb, (6) improved recovery of forelimb fine motor skills for complex
behavior tasks without further need for L-DOPA treatment, and (7) efficiently normalized
cortico-striatal responses.

Homotopic placement of the intranigral transplant may expose the cells to appropriate
nigral trophic factors and afferent inputs, allowing the better survival of the grafted neurons,
as previously indicated [29,80-82]. In line with this hypothesis, two studies on a long-term
post-mortem analysis of parkinsonian patients transplanted with fetal nigral neurons in the
striatum reported that a very small percentage of fetal nigral neurons developed Lewy body
(LB) aggregates. It has been suggested that the presence of LBs in the transplanted cells may
be the result of ectopic placement of fetal nigral neurons because, in their ectopic location, the
transplanted cells lack normal SN local neural growth-factor support [29,30]. Dopaminergic
neurons transplanted either into the striatum or the SNpc were both able to send projections to
the striatum. However, only dopaminergic neurons transplanted into the SNpc extended their
process through the MFB to the striatum and were able to restore the damaged nigrostriatal
pathway in adult mice and, thus, restore physiological circuitry [37,39,41,81].

We observed that the axon terminals of both intranigral- and intrastriatal-grafted
dopamine neurons formed synapses on dendritic spines and shafts of striatal neurons.
These results are in agreement with findings reported in intact animals [83-85]. In addition,
we observed the presence of axosomatic contacts between the axons of grafted neurons and
host striatal somata only at the intrastriatal graft location.

The distribution pattern of dopaminergic terminals in contact with different parts of
the striatal neurons is known to impact synaptic functions. Indeed, most dopaminergic
inputs that occur on the necks of dendritic spines seem to be more selective, as they prevent
excitatory glutamatergic input to the same spines from reaching the dendritic shaft [83,86].
In contrast, DA terminals that contact the cell somata and proximal dendritic shafts produce
a less specific effect mediated by the volumic transmission of dopamine [87].

The anatomical origin of host inputs to grafted neurons is largely influenced by graft
placement, as recently shown by Alder et al., 2020 [88]. In their study, they mapped the
pattern of host neurons creating synapses with VM cells transplanted in the striatum or
in the SN of dopamine-depleted rats. Both intranigral and intrastriatal grafts received
appropriate synaptic inputs from the same subtypes of major excitatory (cortical) and
inhibitory (striatal and pallidal) populations known to innervate the substantia nigra. Only
intrastriatal VM grafts received inappropriate inputs from FOXP2+ arkypallidal neurons,
which project normally to the striatum [89,90].

Fetal VM tissue used for transplantation contains both nigral (A9, Girk2+) and VTA
(A10, calbindin+) dopamine subtypes. We found that a majority of the dopaminergic
neurons grafted both in the striatum and the SNpc expressed the nigral subtype Girk2 in a
similar proportion between the two graft conditions. Both in intrastriatal and intranigral
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transplants, the majority of dopamine neurons that co-expressed Girk2 were found in the
periphery of the graft, while dopamine neurons co-expressing the VTA marker calbindin
were primarily located within the center of the graft, as previously reported [37,69,91].

Despite the identical number of cells transplanted in the striatum and in the SNpc,
we reported a significant increase in the number of NeuN+ cells in the intranigral grafts
compared to the intrastriatal grafts. These results suggest a higher rate of cell survival or a
lower rate of cell death of neurons in the intranigral position compared to the intrastriatal
position and, thus, a better outcome for the homotopic placement of the graft.

Neuroinflammation in PD contributes to disease pathogenesis [92-94]. Microglia-
mediated dopaminergic neuronal degeneration has been demonstrated in several studies
using animal models and was found in the substantia nigra and along the nigrostriatal
tract in 6-OHDA rat and mouse PD models, respectively [95,96]. In addition, reactive
astrocytes were observed in the substantia nigra and the striatum of a 6-OHDA rat model
of PD [97]. We observed a significant increase in the number of microglia cells in the host
tissue within and surrounding the intrastriatal grafts compared to the intranigral grafts.
Here, we observed for both graft locations that nearly all microglial cells within the graft
were negative for GFP, suggesting infiltration of the host microglia into the graft. These
results are in agreement with a previous study showing that endogenous microglia of
the grafted tissue was rapidly lost after transplantation and that host-derived microglia
infiltrated and colonized the graft [98].

Different activation statuses of microglial cells can promote either neurotoxicity or
neuroprotection [97,99,100]. In our study, we found that most of the activated microglial
cells expressed a pro-inflammatory marker in host tissue surrounding and within the intras-
triatal grafts to a greater extent than the intranigral grafts. In addition, we found a higher
number of Ibal+ cells co-expressing Argl in intranigral grafts compared to intrastriatal
grafts. Collectively, these results suggested that the increased number of toxic reactive
microglia phenotype and the decreased number of protective reactive microglia phenotype
in intrastriatal transplants may promote greater neuronal cell death in intrastriatal grafts
compared to intranigral grafts.

In addition to microglia, astrocytes also participate in the neuropathology of PD [101,102],
where an elevation in the number of astrocytes in the substantia nigra, as well as pathological
changes, have been reported postmortem [101,103]. The extent of glial reaction surrounding
the graft is negatively correlated with the number of integrated neurons [104]. Reactive
astrocytes can be divided into toxic A1 astrocytes, which induce the rapid death of neurons
and oligodendrocytes, and neuroprotective A2 astrocytes, which promote neuronal survival
and tissue repair [76,77]. We observed that the percentage of GFAP+ cells co-expressing the
C3 marker (for Al astrocytes) was higher in intrastriatal grafts compared to intranigral grafts
and that the percentage of GFAP+ cells co-expressing the CD109 marker (for A2 astrocytes)
was very low and not significantly different between the two graft conditions. The increase
in the number of toxic astrocytes in host tissue surrounding the intrastriatal graft, as well
as within the graft, may contribute to the cell death observed in the intrastriatal graft. The
processes of glial cell activation and polarization are highly dynamic [100,105], and it may
be interesting to perform a time-course study to analyze the evolution of the glial activation
and development of grafted neurons to determine whether there is a correlation between the
polarization of astrocytes and the survival of grafted neurons.

To evaluate the ability of the two graft strategies to restore physiological striatal
activity, electrophysiological investigation of spontaneous striatal activity and cortico-
striatal synaptic efficacy were investigated. Our data demonstrated that lesioned animals
exhibited increased spike-firing that could be restored to control levels by both striatal
and nigral grafts. However, the drop in cortico-striatal transmission efficiency following
lesioning was restored only by the striatal graft. Thus, although spontaneous striatal
activity was rescued both by striatal and nigral grafts, fine modulation by cortical input
was restored only by nigral grafts.
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In order to evaluate the integration of the grafted neurons into the host motor cir-
cuitries, we investigated the ability of the grafts to restore motor function by using a battery
of behavioral tests. For all tests used, lesioning of the nigrostriatal pathway induced strong
behavioral deficits. Moreover, both the intrastriatal and intranigral groups showed an
improvement of simple motor behavior, such as apomorphine-induced rotation. However,
only intranigral-grafted mice displayed significant improvements in fine motor skills evalu-
ated in the staircase test and the trajectories of grasping-movement analysis. Until this study,
contrasting results have been previously reported concerning functional recovery following
intrastriatal or intranigral VM grafts. For instance, while some investigations have reported
partial restoration in drug-induced rotation behavior in rodents after intranigral transplan-
tation [37,106-108], only very limited [24,109,110] or no [111,112] improvement on more
complex tasks have been reported. Similarly, in the case of intrastriatal transplantations,
several studies have reported significant improvements in motor performance for simple
tests [19,106,110,112-114] but only limited [42,44,45] or no improvement [40,109,115-117]
in more complex tests, such as the grasping task. In our study, the detailed analysis of the
grasping movement demonstrated that the trajectory of the reaching movement observed
in the staircase test was more regular for the intranigral-transplanted group compared
to the intrastriatal-grafted condition. These results suggest that dopaminergic neurons
grafted within the homotopic location allowed better recovery of fine complex movements
in contrast to the intrastriatal graft. In line with this observation, a previous study assessing
movement components following an intrastriatal graft demonstrated that reaching move-
ments, such as orient, digit close, advance, or pronation, remained impaired [118]. Hence,
our findings support the hypothesis that graft location and task complexity are key factors
determining the functional efficacy of VM grafts [119].

Intrastriatal-grafted dopamine neurons establish synaptic contacts with the host stri-
atal neurons [120,121], restore dopamine release close to normal level [16,122], and reduce
dopamine receptor supersensitivity in the vicinity of the graft [123]. However, despite
their ability to re-innervate the host striatum, in their ectopic position, intrastriatal-grafted
dopaminergic neurons are unlikely to receive appropriate afferent inputs from the host
that are necessary to control fine reaching movement. Indeed, nigrostriatal projections
were shown to be necessary to relay specific pattern information involved in the control
of complex responses [40,124]. Thus, the incomplete restoration of neural circuitry may
be a major contributor to the default in trajectory grasping movement observed in the
intrastriatal-grafted group.

The present study demonstrated that skilled forelimb movements were improved
after a single L-DOPA injection in intrastriatal-grafted mice but not in lesioned mice. L-
DOPA did not produce additional amelioration in intranigral-transplant mice, as this
group spontaneously showed similar behavior to the control group. L-DOPA is the most
effective and commonly used medication to alleviate motor symptoms for Parkinson’s
disease. Previous studies in parkinsonian patients treated with L-DOPA have shown
impressive efficacy, reducing tremor [125-128] or bradykinesia [125,126,128,129]. However,
this treatment has failed to significantly improve gait parameters or aspects of reaching
movements [130-133]. The absence of motor behavioral recovery observed in lesioned
animals treated with L-DOPA is in line with previous studies showing that skilled reaching
movements were more resistant to L-DOPA treatment [134,135] while improving general
bradykinesia [136]. One of the assumptions explaining the presence of these remaining
deficiencies despite L-DOPA treatment was that restoration of complex motor behavior
requires as a precondition the re-establishment of synaptic function. This hypothesis
is strengthened by several findings in which, after cell-dopaminergic grafts, behavioral
recovery has been evident only in simple, but not in complex, tasks [40,137], suggesting
the necessity of combination therapy. Additionally, while intrastriatal transplantation
alone does not lead to the restoration of fine motor performance, our results indicated that
the combination of intrastriatal transplantation and L-DOPA treatment seems to improve
the trajectory of skilled reaching movements. A number of studies have reported that,
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in 6-OHDA-lesioned rodents, L-DOPA administration has had the capacity to restore the
control dopamine level within the substantia nigra, but only partially in the striatum
area [138-140]. The mechanisms underlying this arise from the significant innervation
of the substantia nigra pars reticulata (SNpr) from the descending striato-nigral fibers.
Specifically, it is now recognized that dendritic dopamine release plays a key role in the
regulation of striato-nigral input (via D1-receptors), as well as in nigral output [111,141,142].

In light of these elements, it can be proposed that recovery of fine motor skills requires
the near-complete restoration of the nigrostriatal circuitry and that intrastriatal transplanta-
tion or L-DOPA treatment alone do not lead to improvements in grasping movements. In
contrast, intranigral transplantation may sustain the capacity to ameliorate complex motor
behaviors without further need for L-DOPA therapy and its subsequent complications, such
as tardive dyskinesia, possibly through dendritic dopaminergic control of SNpr activity
and its ability to partially re-innervate not only the denervated striatum but also other
nigral targets, such as the subthalamic nucleus or the globus pallidus, as we also reported
here. This is of interest, as L-DOPA therapy is notorious for its decreasing beneficial effect
with time, a drawback that might not be observed with intranigral transplantation, which
restores physiological loss and fine motor skills, as shown here.

Several mechanisms are responsible for the functional improvements observed following
neural transplantation. Grafted cells could either directly integrate within the host brain or
indirectly affect the host-injured microenvironment. Indeed, several studies, including our own,
have demonstrated that grafted neurons integrate neuroanatomically into the host circuitries
and promote the reconstruction of damaged connections [36,37,54,81,143,144]. Transplanted
cells may also act at the host-injured tissue and may produce neurotrophic factors acting on
the remaining or degenerating adult host neurons [145,146]. Grafted cells may also modulate
host inflammation and enhance recovery by reducing pro-inflammatory factors [100,147].

In conclusion, by combining analyses of anatomical, electrophysiological, and both
qualitative and quantitative aspects of fine motor skills, our results indicated that homotopic
placement of immature dopaminergic neurons within the SNpc-lesioned site appeared
to be an appropriate strategy to restore physiological functioning of the basal ganglia
loops with a subsequent beneficial fine motor behavioral effect and no further need for
L-DOPA adjuvant therapy. Whether this homotopic graft placement also restores nonmotor
parkinsonian symptoms is yet to be determined.

Author Contributions: M.D. carried out behavioral and neuroanatomical experiments, conducted
data analysis, and wrote the manuscript. S.B. performed behavioral and neuroanatomical experiments
and conducted data analysis. L.B., M.P. and A.L. performed part of the behavioral experiments. E.B.
carried out the electron microscopy study. C.V. and M.B.-M. performed the electrophysiological
studies. M.J. sought funding, discussed findings, and wrote the manuscript. A.G. designed and
supervised the study, sought funding, and wrote the manuscript. All authors have read and agreed
to the published version of the manuscript.

Funding: This work was funded by grants from the Fondation de France, the financial participa-
tion of the European Union’s FEDER funds, and the region of Nouvelle-Aquitaine, Inserm, and
Poitiers University.

Institutional Review Board Statement: The study was conducted according to the guidelines of
the French Agriculture and Forestry Ministry (decree 87849) and the European Communities Coun-
cil Directive (2010/63/EU). The procedures referenced under file number APAFIS#4928-20 16041
117503028 v3 were approved by ethics committee N°84 COMETHEA Poitou-Charentes.

Informed Consent Statement: Not applicable.

Data Availability Statement: Some or all data used during the study are available from the corre-
sponding author by request.



Cells 2022, 11,1191 28 of 33

Acknowledgments: We thank M. Okabe for providing (3-actin-GFP transgenic mice and C. Hammond
for TH-GFP transgenic mice. This work benefited from the facilities and expertise of PREBIOS animal
facility and the Image’UP platform (University of Poitiers). We thank P. O. Fernagut for advice with
the behavioral experiments.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Dauer, W.; Przedborski, S. Parkinson’s disease: Mechanisms and models. Neuron 2003, 39, 889-909. [CrossRef]

2. Hornykiewicz, O. Dopamine (3-hydroxytyramine) and brain function. Pharmacol. Rev. 1966, 18, 925-964. [PubMed]

3.  Gelb, DJ.; Oliver, E.; Gilman, S. Diagnostic criteria for Parkinson disease. Arch. Neurol. 1999, 56, 33-39. [CrossRef] [PubMed]

4. Leveque, X.; Nerriere-Daguin, V.; Neveu, L; Naveilhan, P. Pig neural cells derived from foetal mesencephalon as cell source for
intracerebral xenotransplantation. Methods Mol. Biol. 2012, 885, 233-243. [CrossRef] [PubMed]

5. Wakeman, D.R,; Dodiya, H.B.; Kordower, ].H. Cell transplantation and gene therapy in Parkinson’s disease. Mt. Sinai J. Med.
2011, 78, 126-158. [CrossRef]

6.  Peschanski, M.; Defer, G.; N'Guyen, J.P; Ricolfi, F.; Monfort, ].C.; Remy, P.; Geny, C.; Samson, Y.; Hantraye, P; Jeny, R.; et al.
Bilateral motor improvement and alteration of L-dopa effect in two patients with Parkinson’s disease following intrastriatal
transplantation of foetal ventral mesencephalon. Brain 1994, 117 Pt 3, 487-499. [CrossRef] [PubMed]

7. Lindvall, O.; Bjorklund, A. Transplantation strategies in the treatment of Parkinson’s disease: Experimental basis and clinical
trials. Acta Neurol. Scand. Suppl. 1989, 126, 197-210. [CrossRef]

8. Bjorklund, A. Dopaminergic transplants in experimental parkinsonism: Cellular mechanisms of graft-induced functional recovery.
Curr. Opin. Neurobiol. 1992, 2, 683-689. [CrossRef]

9.  Mendez, I; Hong, M.; Smith, S.; Dagher, A.; Desrosiers, ]. Neural transplantation cannula and microinjector system: Experimental
and clinical experience. Technical note. . Neurosurg. 2000, 92, 493—499. [CrossRef]

10. Bjorklund, A.; Schmidt, R.H.; Stenevi, U. Functional reinnervation of the neostriatum in the adult rat by use of intraparenchymal
grafting of dissociated cell suspensions from the substantia nigra. Cell Tissue Res. 1980, 212, 39-45. [CrossRef] [PubMed]

11. Freeman, T.B.; Olanow, C.W.; Hauser, R.A.; Nauert, G.M.; Smith, D.A.; Borlongan, C.V,; Sanberg, P.R.; Holt, D.A.; Kordower, ].H.;
Vingerhoets, EJ.; et al. Bilateral fetal nigral transplantation into the postcommissural putamen in Parkinson’s disease. Ann. Neurol.
1995, 38, 379-388. [CrossRef] [PubMed]

12.  Lindvall, O.; Rehncrona, S.; Brundin, P.; Gustavii, B.; Astedt, B.; Widner, H.; Lindholm, T.; Bjorklund, A.; Leenders, K.L.;
Rothwell, ].C.; et al. Human fetal dopamine neurons grafted into the striatum in two patients with severe Parkinson’s disease. A
detailed account of methodology and a 6-month follow-up. Arch. Neurol. 1989, 46, 615-631. [CrossRef] [PubMed]

13.  Mendez, I; Sanchez-Pernaute, R.; Cooper, O.; Vinuela, A.; Ferrari, D.; Bjorklund, L.; Dagher, A.; Isacson, O. Cell type analysis of
functional fetal dopamine cell suspension transplants in the striatum and substantia nigra of patients with Parkinson’s disease.
Brain 2005, 128, 1498-1510. [CrossRef] [PubMed]

14.  Piccini, P.; Brooks, D.J.; Bjorklund, A.; Gunn, R.N.; Grasby, PM.; Rimoldi, O.; Brundin, P.; Hagell, P.; Rehncrona, S.; Widner, H.;
et al. Dopamine release from nigral transplants visualized in vivo in a Parkinson’s patient. Nat. Neurosci. 1999, 2, 1137-1140.
[CrossRef] [PubMed]

15.  Nishino, H. Intracerebral grafting of catecholamine producing cells and reconstruction of disturbed brain function. Neurosci. Res.
1993, 16, 157-172. [CrossRef]

16. Schmidt, R.H.; Ingvar, M.; Lindvall, O.; Stenevi, U.; Bjorklund, A. Functional activity of substantia nigra grafts reinnervating the
striatum: Neurotransmitter metabolism and [14C]2-deoxy-D-glucose autoradiography. J. Neurochem. 1982, 38, 737-748. [CrossRef]

17.  Triarhou, L.C.; Stotz, E.-H.; Low, W.C.; Norton, J.; Ghetti, B.; Landwehrmeyer, B.; Palacios, ].M.; Simon, J.R. Studies on the striatal
dopamine uptake system of weaver mutant mice and effects of ventral mesencephalic grafts. Neurochem. Res. 1994, 19, 1349-1358.
[CrossRef] [PubMed]

18. Fisher, L.]J.; Gage, EH. Grafting in the mammalian central nervous system. Physiol. Rev. 1993, 73, 583-616. [CrossRef]

19. Bjorklund, A.; Stenevi, U. Regeneration of monoaminergic and cholinergic neurons in the mammalian central nervous system.
Physiol. Rev. 1979, 59, 62-100. [CrossRef] [PubMed]

20. Doucet, G.; Murata, Y.; Brundin, P; Bosler, O.; Mons, N.; Geffard, M.; Ouimet, C.C.; Bjorklund, A. Host afferents into intrastriatal
transplants of fetal ventral mesencephalon. Exp. Neurol. 1989, 106, 1-19. [CrossRef]

21. Dunnett, S.B. Functional repair of striatal systems by neural transplants: Evidence for circuit reconstruction. Behav. Brain Res.
1995, 66, 133-142. [CrossRef]

22. Mabhalik, TJ.; Finger, T.E.; Stromberg, I.; Olson, L. Substantia nigra transplants into denervated striatum of the rat: Ultrastructure
of graft and host interconnections. J. Comp. Neurol. 1985, 240, 60-70. [CrossRef] [PubMed]

23. Mendez, I; Elisevich, K.; Flumerfelt, B. Dopaminergic innervation of substance P-containing striatal neurons by fetal nigral grafts:
An ultrastructural double-labeling immunocytochemical study. J. Comp. Neurol. 1991, 308, 66-78. [CrossRef] [PubMed]

24. Nikkhah, G.; Cunningham, M.G.; McKay, R.; Bjorklund, A. Dopaminergic microtransplants into the substantia nigra of neonatal

rats with bilateral 6-OHDA lesions. II. Transplant-induced behavioral recovery. J. Neurosci. 1995, 15, 3562-3570. [CrossRef]


http://doi.org/10.1016/S0896-6273(03)00568-3
http://www.ncbi.nlm.nih.gov/pubmed/5328389
http://doi.org/10.1001/archneur.56.1.33
http://www.ncbi.nlm.nih.gov/pubmed/9923759
http://doi.org/10.1007/978-1-61779-845-0_14
http://www.ncbi.nlm.nih.gov/pubmed/22565999
http://doi.org/10.1002/msj.20233
http://doi.org/10.1093/brain/117.3.487
http://www.ncbi.nlm.nih.gov/pubmed/8032859
http://doi.org/10.1111/j.1600-0404.1989.tb01802.x
http://doi.org/10.1016/0959-4388(92)90039-N
http://doi.org/10.3171/jns.2000.92.3.0493
http://doi.org/10.1007/BF00234031
http://www.ncbi.nlm.nih.gov/pubmed/6254660
http://doi.org/10.1002/ana.410380307
http://www.ncbi.nlm.nih.gov/pubmed/7668823
http://doi.org/10.1001/archneur.1989.00520420033021
http://www.ncbi.nlm.nih.gov/pubmed/2786405
http://doi.org/10.1093/brain/awh510
http://www.ncbi.nlm.nih.gov/pubmed/15872020
http://doi.org/10.1038/16060
http://www.ncbi.nlm.nih.gov/pubmed/10570493
http://doi.org/10.1016/0168-0102(93)90120-F
http://doi.org/10.1111/j.1471-4159.1982.tb08693.x
http://doi.org/10.1007/BF00972462
http://www.ncbi.nlm.nih.gov/pubmed/7898605
http://doi.org/10.1152/physrev.1993.73.3.583
http://doi.org/10.1152/physrev.1979.59.1.62
http://www.ncbi.nlm.nih.gov/pubmed/375255
http://doi.org/10.1016/0014-4886(89)90139-8
http://doi.org/10.1016/0166-4328(94)00134-2
http://doi.org/10.1002/cne.902400105
http://www.ncbi.nlm.nih.gov/pubmed/2865279
http://doi.org/10.1002/cne.903080107
http://www.ncbi.nlm.nih.gov/pubmed/1714923
http://doi.org/10.1523/JNEUROSCI.15-05-03562.1995

Cells 2022, 11,1191 29 of 33

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Wenning, G.K.; Odin, P.; Morrish, P.; Rehncrona, S.; Widner, H.; Brundin, P.; Rothwell, ].C.; Brown, R.; Gustavii, B.; Hagell, P; et al.
Short- and long-term survival and function of unilateral intrastriatal dopaminergic grafts in Parkinson’s disease. Ann. Neurol.
1997, 42, 95-107. [CrossRef]

Remy, P; Samson, Y.; Hantraye, P.; Fontaine, A.; Defer, G.; Mangin, ].E; Fenelon, G.; Geny, C.; Ricolfi, F.; Frouin, V.; et al. Clinical
correlates of [18F]fluorodopa uptake in five grafted parkinsonian patients. Ann. Neurol. 1995, 38, 580-588. [CrossRef]
Kordower, J.H.; Freeman, T.B.; Snow, B.J.; Vingerhoets, FJ.; Mufson, E.J.; Sanberg, P.R.; Hauser, R.A.; Smith, D.A.; Nauert, G.M,;
Perl, D.P; et al. Neuropathological evidence of graft survival and striatal reinnervation after the transplantation of fetal
mesencephalic tissue in a patient with Parkinson’s disease. N. Engl. |. Med. 1995, 332, 1118-1124. [CrossRef]

Kordower, ].H.; Chu, Y.; Hauser, R.A.; Olanow, C.W.; Freeman, T.B. Transplanted dopaminergic neurons develop PD pathologic
changes: A second case report. Mov. Disord. 2008, 23, 2303-2306. [CrossRef]

Li, J.Y.; Christophersen, N.S.; Hall, V.; Soulet, D.; Brundin, P. Critical issues of clinical human embryonic stem cell therapy for
brain repair. Trends Neurosci. 2008, 31, 146-153. [CrossRef]

Mendez, I.; Vinuela, A.; Astradsson, A.; Mukhida, K.; Hallett, P; Robertson, H.; Tierney, T.; Holness, R.; Dagher, A,;
Trojanowski, J.Q.; et al. Dopamine neurons implanted into people with Parkinson’s disease survive without pathology for
14 years. Nat. Med. 2008, 14, 507-509. [CrossRef]

Mehta, V.; Spears, ].; Mendez, I. Neural transplantation in Parkinson’s disease. Can. J. Neurol. Sci. 1997, 24, 292-301. [CrossRef]
[PubMed]

Olanow, C.W.; Kordower, ].H.; Freeman, T.B. Fetal nigral transplantation as a therapy for Parkinson’s disease. Trends Neurosci.
1996, 19, 102-109. [CrossRef]

Nikkhah, G.; Cunningham, M.G.; Cenci, M.A.; McKay, R.D.; Bjorklund, A. Dopaminergic microtransplants into the substantia
nigra of neonatal rats with bilateral 6-OHDA lesions. 1. Evidence for anatomical reconstruction of the nigrostriatal pathway. J.
Neurosci. 1995, 15, 3548-3561. [CrossRef] [PubMed]

Bentlage, C.; Nikkhah, G.; Cunningham, M.G.; Bjorklund, A. Reformation of the nigrostriatal pathway by fetal dopaminergic
micrografts into the substantia nigra is critically dependent on the age of the host. Exp. Neurol. 1999, 159, 177-190. [CrossRef]
[PubMed]

Baker, K.A.; Mendez, I. Long distance selective fiber outgrowth of transplanted hNT neurons in white matter tracts of the adult
rat brain. J. Comp. Neurol. 2005, 486, 318-330. [CrossRef]

Gaillard, A.; Prestoz, L.; Dumartin, B.; Cantereau, A.; Morel, F.; Roger, M.; Jaber, M. Reestablishment of damaged adult motor
pathways by grafted embryonic cortical neurons. Nat. Neurosci. 2007, 10, 1294-1299. [CrossRef]

Gaillard, A.; Decressac, M.; Frappe, I.; Fernagut, P.O.; Prestoz, L.; Besnard, S.; Jaber, M. Anatomical and functional reconstruction
of the nigrostriatal pathway by intranigral transplants. Neurobiol. Dis. 2009, 35, 477-488. [CrossRef]

Tabakow, P; Raisman, G.; Fortuna, W.; Czyz, M.; Huber, J.; Li, D.; Szewczyk, P.; Okurowski, S.; Miedzybrodzki, R.; Czapiga, B.;
et al. Functional regeneration of supraspinal connections in a patient with transected spinal cord following transplantation of
bulbar olfactory ensheathing cells with peripheral nerve bridging. Cell Transplant. 2014, 23, 1631-1655. [CrossRef]

Thompson, L.H.; Grealish, S.; Kirik, D.; Bjorklund, A. Reconstruction of the nigrostriatal dopamine pathway in the adult mouse
brain. Eur. ]. Neurosci. 2009, 30, 625-638. [CrossRef]

Dunnett, S.B. Anatomical and behavioral consequences of cholinergic-rich grafts to the neocortex of rats with lesions of the
nucleus basalis magnocellularis. Ann. N. Y. Acad. Sci. 1987, 495, 415-430. [CrossRef]

Grealish, S.; Diguet, E.; Kirkeby, A.; Mattsson, B.; Heuer, A.; Bramoulle, Y.; Van Camp, N.; Perrier, A.L.; Hantraye, P; Bjorklund, A;
et al. Human ESC-derived dopamine neurons show similar preclinical efficacy and potency to fetal neurons when grafted in a rat
model of Parkinson’s disease. Cell Stem Cell 2014, 15, 653-665. [CrossRef] [PubMed]

Heuer, A.; Vinh, N.N.; Dunnett, S.B. Behavioural recovery on simple and complex tasks by means of cell replacement therapy in
unilateral 6-hydroxydopamine-lesioned mice. Eur. J. Neurosci. 2013, 37, 1691-1704. [CrossRef] [PubMed]

Nikkhah, G.; Duan, W.M.; Knappe, U.; Jodicke, A.; Bjorklund, A. Restoration of complex sensorimotor behavior and skilled
forelimb use by a modified nigral cell suspension transplantation approach in the rat Parkinson model. Neuroscience 1993,
56, 33-43. [CrossRef]

Dowd, E.; Monville, C.; Torres, E.M.; Dunnett, S.B. The Corridor Task: A simple test of lateralised response selection sensitive to
unilateral dopamine deafferentation and graft-derived dopamine replacement in the striatum. Brain Res. Bull. 2005, 68, 24-30.
[CrossRef] [PubMed]

Dowd, E.; Dunnett, S.B. Deficits in a lateralized associative learning task in dopamine-depleted rats with functional recovery by
dopamine-rich transplants. Eur. ]. Neurosci. 2004, 20, 1953-1959. [CrossRef]

Sawamoto, K.; Nakao, N.; Kobayashi, K.; Matsushita, N.; Takahashi, H.; Kakishita, K.; Yamamoto, A.; Yoshizaki, T.; Terashima, T.;
Murakami, F; et al. Visualization, direct isolation, and transplantation of midbrain dopaminergic neurons. Proc. Natl. Acad. Sci. USA
2001, 98, 6423-6428. [CrossRef]

Okabe, M.; Ikawa, M.; Kominami, K.; Nakanishi, T.; Nishimune, Y. ‘Green mice” as a source of ubiquitous green cells. FEBS Lett.
1997, 407, 313-319. [CrossRef]

Bjorklund, A.; Stenevi, U.; Schmidt, R.H.; Dunnett, S.B.; Gage, F.H. Intracerebral grafting of neuronal cell suspensions. L
Introduction and general methods of preparation. Acta Physiol. Scand. Suppl. 1983, 522, 1-7.


http://doi.org/10.1002/ana.410420115
http://doi.org/10.1002/ana.410380406
http://doi.org/10.1056/NEJM199504273321702
http://doi.org/10.1002/mds.22369
http://doi.org/10.1016/j.tins.2007.12.001
http://doi.org/10.1038/nm1752
http://doi.org/10.1017/S0317167100032959
http://www.ncbi.nlm.nih.gov/pubmed/9398975
http://doi.org/10.1016/S0166-2236(96)80038-5
http://doi.org/10.1523/JNEUROSCI.15-05-03548.1995
http://www.ncbi.nlm.nih.gov/pubmed/7538563
http://doi.org/10.1006/exnr.1999.7110
http://www.ncbi.nlm.nih.gov/pubmed/10486186
http://doi.org/10.1002/cne.20477
http://doi.org/10.1038/nn1970
http://doi.org/10.1016/j.nbd.2009.07.003
http://doi.org/10.3727/096368914X685131
http://doi.org/10.1111/j.1460-9568.2009.06878.x
http://doi.org/10.1111/j.1749-6632.1987.tb23691.x
http://doi.org/10.1016/j.stem.2014.09.017
http://www.ncbi.nlm.nih.gov/pubmed/25517469
http://doi.org/10.1111/ejn.12150
http://www.ncbi.nlm.nih.gov/pubmed/23432656
http://doi.org/10.1016/0306-4522(93)90559-X
http://doi.org/10.1016/j.brainresbull.2005.08.009
http://www.ncbi.nlm.nih.gov/pubmed/16325001
http://doi.org/10.1111/j.1460-9568.2004.03637.x
http://doi.org/10.1073/pnas.111152398
http://doi.org/10.1016/S0014-5793(97)00313-X

Cells 2022, 11,1191 30 of 33

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.
61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

Schallert, T.; Fleming, S.M.; Leasure, J.L.; Tillerson, J.L.; Bland, S.T. CNS plasticity and assessment of forelimb sensorimotor
outcome in unilateral rat models of stroke, cortical ablation, parkinsonism and spinal cord injury. Neuropharmacology 2000,
39,777-787. [CrossRef]

Boix, J.; Padel, T.; Paul, G. A partial lesion model of Parkinson’s disease in mice—characterization of a 6-OHDA-induced medial
forebrain bundle lesion. Behav. Brain Res. 2015, 284, 196-206. [CrossRef]

Heuer, A.; Smith, G.A ; Lelos, M.].; Lane, E.L.; Dunnett, S.B. Unilateral nigrostriatal 6-hydroxydopamine lesions in mice I: Motor
impairments identify extent of dopamine depletion at three different lesion sites. Behav. Brain Res. 2012, 228, 30-43. [CrossRef]
[PubMed]

Lundblad, M.; Andersson, M.; Winkler, C.; Kirik, D.; Wierup, N.; Cenci, M.A. Pharmacological validation of behavioural measures
of akinesia and dyskinesia in a rat model of Parkinson’s disease. Eur. J. Neurosci. 2002, 15, 120-132. [CrossRef] [PubMed]
Francardo, V.; Recchia, A.; Popovic, N.; Andersson, D.; Nissbrandt, H.; Cenci, M.A. Impact of the lesion procedure on the profiles
of motor impairment and molecular responsiveness to L-DOPA in the 6-hydroxydopamine mouse model of Parkinson’s disease.
Neurobiol. Dis. 2011, 42, 327-340. [CrossRef]

Grealish, S.; Mattsson, B.; Draxler, P; Bjorklund, A. Characterisation of behavioural and neurodegenerative changes induced by
intranigral 6-hydroxydopamine lesions in a mouse model of Parkinson’s disease. Eur. J. Neurosci. 2010, 31, 2266—2278. [CrossRef]
[PubMed]

Drucker-Colin, R.; Garcia-Hernandez, F. A new motor test sensitive to aging and dopaminergic function. J. Neurosci. Methods
1991, 39, 153-161. [CrossRef]

Glajch, K.E.; Fleming, S.M.; Surmeier, D.].; Osten, P. Sensorimotor assessment of the unilateral 6-hydroxydopamine mouse model
of Parkinson’s disease. Behav. Brain Res. 2012, 230, 309-316. [CrossRef]

Ungerstedt, U.; Arbuthnott, G.W. Quantitative recording of rotational behavior in rats after 6-hydroxy-dopamine lesions of the
nigrostriatal dopamine system. Brain Res. 1970, 24, 485-493. [CrossRef]

Dunnett, S.B.; Torres, EIM. Rotation in the 6-OHDA-Lesioned Rat. In Animal Models of Movement Disorders; Lane, E.L.,
Dunnett, S.B., Eds.; Humana Press: Totowa, NJ, USA, 2011; pp. 299-315.

Montoya, C.P.; Campbell-Hope, L.J.; Pemberton, K.D.; Dunnett, S.B. The “staircase test”: A measure of independent forelimb
reaching and grasping abilities in rats. J. Neurosci. Methods 1991, 36, 219-228. [CrossRef]

Baird, A.L.; Meldrum, A.; Dunnett, S.B. The staircase test of skilled reaching in mice. Brain Res. Bull. 2001, 54, 243-250. [CrossRef]
Whishaw, 1.Q.; Pellis, S.M.; Gorny, B.; Kolb, B.; Tetzlaff, W. Proximal and distal impairments in rat forelimb use in reaching follow
unilateral pyramidal tract lesions. Behav. Brain Res. 1993, 56, 59-76. [CrossRef]

Whishaw, 1.Q.; Coles, B.L. Varieties of paw and digit movement during spontaneous food handling in rats: Postures, bimanual
coordination, preferences, and the effect of forelimb cortex lesions. Behav. Brain Res. 1996, 77, 135-148. [CrossRef]

Paxinos, G.; Franklin, K.B.J. The Mouse Brain in Stereotaxic Coordinates, 2nd ed.; Academic Press: San Diego, CA, USA, 2001.
Pinault, D. A novel single-cell staining procedure performed in vivo under electrophysiological control: Morpho-functional
features of juxtacellularly labeled thalamic cells and other central neurons with biocytin or Neurobiotin. J. Neurosci. Methods 1996,
65, 113-136. [CrossRef]

Onn, S.P; Berger, TW.; Grace, A.A. Identification and characterization of striatal cell subtypes using in vivo intracellular recording
in rats: I. Basic physiology and response to corticostriatal fiber stimulation. Synapse 1994, 16, 161-180. [CrossRef] [PubMed]
Mallet, N.; Le Moine, C.; Charpier, S.; Gonon, E. Feedforward inhibition of projection neurons by fast-spiking GABA interneurons
in the rat striatum in vivo. J. Neurosci. 2005, 25, 3857-3869. [CrossRef]

Belujon, P; Lodge, D.J.; Grace, A.A. Aberrant striatal plasticity is specifically associated with dyskinesia following levodopa
treatment. Mov. Disord. 2010, 25, 1568-1576. [CrossRef]

Abercrombie, M. Estimation of nuclear population from microtome sections. Anat. Rec. 1946, 94, 239-247. [CrossRef]
Thompson, L.; Barraud, P.; Andersson, E.; Kirik, D.; Bjorklund, A. Identification of dopaminergic neurons of nigral and ventral
tegmental area subtypes in grafts of fetal ventral mesencephalon based on cell morphology, protein expression, and efferent
projections. J. Neurosci. 2005, 25, 6467—-6477. [CrossRef]

Damier, P.; Hirsch, E.C.; Agid, Y.; Graybiel, A.M. The substantia nigra of the human brain. I. Nigrosomes and the nigral matrix, a
compartmental organization based on calbindin D(28K) immunohistochemistry. Brain 1999, 122 Pt 8, 1421-1436. [CrossRef]
Liang, C.L.; Sinton, C.M.; Sonsalla, PK.; German, D.C. Midbrain dopaminergic neurons in the mouse that contain calbindin-D28k
exhibit reduced vulnerability to MPTP-induced neurodegeneration. Neurodegeneration 1996, 5, 313-318. [CrossRef]

McRitchie, D.A.; Hardman, C.D.; Halliday, G.M. Cytoarchitectural distribution of calcium binding proteins in midbrain dopamin-
ergic regions of rats and humans. J. Comp. Neurol. 1996, 364, 121-150. [CrossRef]

Rogers, ]. H. Inmunohistochemical markers in rat brain: Colocalization of calretinin and calbindin-D28k with tyrosine hydroxylase.
Brain Res. 1992, 587, 203-210. [CrossRef]

Inanobe, A.; Yoshimoto, Y.; Horio, Y.; Morishige, K.I.; Hibino, H.; Matsumoto, S.; Tokunaga, Y.; Maeda, T.; Hata, Y.; Takai, Y.; et al.
Characterization of G-protein-gated K+ channels composed of Kir3.2 subunits in dopaminergic neurons of the substantia nigra. J.
Neurosci. 1999, 19, 1006-1017. [CrossRef] [PubMed]

Schein, J.C.; Hunter, D.D.; Roffler-Tarlov, S. Girk2 expression in the ventral midbrain, cerebellum, and olfactory bulb and its
relationship to the murine mutation weaver. Dev. Biol. 1998, 204, 432-450. [CrossRef] [PubMed]

Miller, S.J. Astrocyte Heterogeneity in the Adult Central Nervous System. Front. Cell. Neurosci. 2018, 12, 401. [CrossRef]


http://doi.org/10.1016/S0028-3908(00)00005-8
http://doi.org/10.1016/j.bbr.2015.01.053
http://doi.org/10.1016/j.bbr.2011.11.027
http://www.ncbi.nlm.nih.gov/pubmed/22146593
http://doi.org/10.1046/j.0953-816x.2001.01843.x
http://www.ncbi.nlm.nih.gov/pubmed/11860512
http://doi.org/10.1016/j.nbd.2011.01.024
http://doi.org/10.1111/j.1460-9568.2010.07265.x
http://www.ncbi.nlm.nih.gov/pubmed/20529122
http://doi.org/10.1016/0165-0270(91)90081-A
http://doi.org/10.1016/j.bbr.2011.12.007
http://doi.org/10.1016/0006-8993(70)90187-3
http://doi.org/10.1016/0165-0270(91)90048-5
http://doi.org/10.1016/S0361-9230(00)00457-3
http://doi.org/10.1016/0166-4328(93)90022-I
http://doi.org/10.1016/0166-4328(95)00209-X
http://doi.org/10.1016/0165-0270(95)00144-1
http://doi.org/10.1002/syn.890160302
http://www.ncbi.nlm.nih.gov/pubmed/8197579
http://doi.org/10.1523/JNEUROSCI.5027-04.2005
http://doi.org/10.1002/mds.23245
http://doi.org/10.1002/ar.1090940210
http://doi.org/10.1523/JNEUROSCI.1676-05.2005
http://doi.org/10.1093/brain/122.8.1421
http://doi.org/10.1006/neur.1996.0042
http://doi.org/10.1002/(SICI)1096-9861(19960101)364:1&lt;121::AID-CNE11&gt;3.0.CO;2-1
http://doi.org/10.1016/0006-8993(92)90998-O
http://doi.org/10.1523/JNEUROSCI.19-03-01006.1999
http://www.ncbi.nlm.nih.gov/pubmed/9920664
http://doi.org/10.1006/dbio.1998.9076
http://www.ncbi.nlm.nih.gov/pubmed/9882481
http://doi.org/10.3389/fncel.2018.00401

Cells 2022, 11,1191 31 0f 33

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

Liddelow, S.A.; Guttenplan, K.A.; Clarke, L.E.; Bennett, EC.; Bohlen, C.J.; Schirmer, L.; Bennett, M.L.; Munch, A.E.; Chung, W.S,;
Peterson, T.C.; et al. Neurotoxic reactive astrocytes are induced by activated microglia. Nature 2017, 541, 481-487. [CrossRef]
Mallet, N.; Ballion, B.; Le Moine, C.; Gonon, E. Cortical inputs and GABA interneurons imbalance projection neurons in the
striatum of parkinsonian rats. J. Neurosci. 2006, 26, 3875-3884. [CrossRef] [PubMed]

Tseng, K.Y.; Kasanetz, F; Kargieman, L.; Riquelme, L.A.; Murer, M.G. Cortical slow oscillatory activity is reflected in the membrane
potential and spike trains of striatal neurons in rats with chronic nigrostriatal lesions. J. Neurosci. 2001, 21, 6430—-6439. [CrossRef]
[PubMed]

Brundin, P; Li, J.Y.; Holton, J.L.; Lindvall, O.; Revesz, T. Research in motion: The enigma of Parkinson’s disease pathology spread.
Nat. Rev. Neurosci. 2008, 9, 741-745. [CrossRef] [PubMed]

Gaillard, A.; Jaber, M. Rewiring the brain with cell transplantation in Parkinson’s disease. Trends Neurosci. 2011, 34, 124-133.
[CrossRef]

Winkler, C.; Kirik, D.; Bjorklund, A.; Dunnett, S.B. Transplantation in the rat model of Parkinson’s disease: Ectopic versus
homotopic graft placement. Prog. Brain Res. 2000, 127, 233-265.

Freund, T.F,; Powell, ].E; Smith, A.D. Tyrosine hydroxylase-immunoreactive boutons in synaptic contact with identified striatoni-
gral neurons, with particular reference to dendritic spines. Neuroscience 1984, 13, 1189-1215. [CrossRef]

Moss, J.; Bolam, J.P. A dopaminergic axon lattice in the striatum and its relationship with cortical and thalamic terminals. J.
Neurosci. 2008, 28, 11221-11230. [CrossRef] [PubMed]

Pickel, VM.; Beckley, S.C.; Joh, T.H.; Reis, D.J. Ultrastructural immunocytochemical localization of tyrosine hydroxylase in the
neostriatum. Brain Res. 1981, 225, 373-385. [CrossRef]

Gagnon, D.; Petryszyn, S.; Sanchez, M.G.; Bories, C.; Beaulieu, ].M.; De Koninck, Y.; Parent, A.; Parent, M. Striatal Neurons
Expressing D1 and D2 Receptors are Morphologically Distinct and Differently Affected by Dopamine Denervation in Mice. Sci.
Rep. 2017, 7, 41432. [CrossRef] [PubMed]

Descarries, L.; Mechawar, N. Ultrastructural evidence for diffuse transmission by monoamine and acetylcholine neurons of the
central nervous system. Prog. Brain Res. 2000, 125, 27-47. [CrossRef]

Adler, A.F; Cardoso, T.; Nolbrant, S.; Mattsson, B.; Hoban, D.B.; Jarl, U.; Wahlestedt, ].N.; Grealish, S.; Bjorklund, A.; Parmar, M.
hESC-Derived Dopaminergic Transplants Integrate into Basal Ganglia Circuitry in a Preclinical Model of Parkinson’s Disease.
Cell Rep. 2019, 28, 3462-3473.e5. [CrossRef]

Abdi, A.; Mallet, N.; Mohamed, EY.; Sharott, A.; Dodson, P.D.; Nakamura, K.C.; Suri, S.; Avery, S.V,; Larvin, ].T.; Garas, EN.; et al.
Prototypic and arkypallidal neurons in the dopamine-intact external globus pallidus. J. Neurosci. 2015, 35, 6667-6688. [CrossRef]
Glajch, K.E.; Kelver, D.A.; Hegeman, D.]J.; Cui, Q.; Xenias, H.S.; Augustine, E.C.; Hernandez, V.M.; Verma, N.; Huang, T.Y,;
Luo, M,; et al. Npas1+ Pallidal Neurons Target Striatal Projection Neurons. . Neurosci. 2016, 36, 5472-5488. [CrossRef]

Bye, C.R,; Thompson, L.H.; Parish, C.L. Birth dating of midbrain dopamine neurons identifies A9 enriched tissue for transplanta-
tion into parkinsonian mice. Exp. Neurol. 2012, 236, 58-68. [CrossRef]

Brodacki, B.; Staszewski, J.; Toczylowska, B.; Kozlowska, E.; Drela, N.; Chalimoniuk, M.; Stepien, A. Serum interleukin (IL-2,
IL-10, IL-6, IL-4), TNFalpha, and INFgamma concentrations are elevated in patients with atypical and idiopathic parkinsonism.
Neurosci. Lett. 2008, 441, 158-162. [CrossRef]

Gelders, G.; Baekelandt, V.; Van der Perren, A. Linking Neuroinflammation and Neurodegeneration in Parkinson’s Disease. J.
Immunol. Res. 2018, 2018, 4784268. [CrossRef] [PubMed]

Mogi, M.; Harada, M.; Narabayashi, H.; Inagaki, H.; Minami, M.; Nagatsu, T. Interleukin (IL)-1 beta, IL-2, IL-4, IL-6 and
transforming growth factor-alpha levels are elevated in ventricular cerebrospinal fluid in juvenile parkinsonism and Parkinson’s
disease. Neurosci. Lett. 1996, 211, 13-16. [CrossRef]

Akiyama, H.; McGeer, P.L. Microglial response to 6-hydroxydopamine-induced substantia nigra lesions. Brain Res. 1989,
489, 247-253. [CrossRef]

He, Y.; Appel, S.; Le, W. Minocycline inhibits microglial activation and protects nigral cells after 6-hydroxydopamine injection
into mouse striatum. Brain Res. 2001, 909, 187-193. [CrossRef]

Rodrigues, R.W.; Gomide, V.C.; Chadi, G. Astroglial and microglial reaction after a partial nigrostriatal degeneration induced by
the striatal injection of different doses of 6-hydroxydopamine. Int. J. Neurosci. 2001, 109, 91-126. [CrossRef] [PubMed]

Wang, C.; Tao, S.; Fang, Y.; Guo, J.; Zhu, L.; Zhang, S. Infiltrating cells from host brain restore the microglial population in grafted
cortical tissue. Sci. Rep. 2016, 6, 33080. [CrossRef]

Appel, S.H.; Beers, D.R.; Henkel, ].S. T cell-microglial dialogue in Parkinson’s disease and amyotrophic lateral sclerosis: Are we
listening? Trends Immunol. 2010, 31, 7-17. [CrossRef]

Ballout, N.; Rochelle, T.; Brot, S.; Bonnet, M.L.; Francheteau, M.; Prestoz, L.; Zibara, K.; Gaillard, A. Characterization of
Inflammation in Delayed Cortical Transplantation. Front. Mol. Neurosci. 2019, 12, 160. [CrossRef]

Damier, P; Hirsch, E.C.; Zhang, P.; Agid, Y,; Javoy-Agid, F. Glutathione peroxidase, glial cells and Parkinson’s disease. Neuroscience
1993, 52, 1-6. [CrossRef]

Venkateshappa, C.; Harish, G.; Mythri, R.B.; Mahadevan, A.; Bharath, M.M.; Shankar, S.K. Increased oxidative damage and
decreased antioxidant function in aging human substantia nigra compared to striatum: Implications for Parkinson’s disease.
Neurochem. Res. 2012, 37, 358-369. [CrossRef]


http://doi.org/10.1038/nature21029
http://doi.org/10.1523/JNEUROSCI.4439-05.2006
http://www.ncbi.nlm.nih.gov/pubmed/16597742
http://doi.org/10.1523/JNEUROSCI.21-16-06430.2001
http://www.ncbi.nlm.nih.gov/pubmed/11487667
http://doi.org/10.1038/nrn2477
http://www.ncbi.nlm.nih.gov/pubmed/18769444
http://doi.org/10.1016/j.tins.2011.01.003
http://doi.org/10.1016/0306-4522(84)90294-X
http://doi.org/10.1523/JNEUROSCI.2780-08.2008
http://www.ncbi.nlm.nih.gov/pubmed/18971464
http://doi.org/10.1016/0006-8993(81)90843-X
http://doi.org/10.1038/srep41432
http://www.ncbi.nlm.nih.gov/pubmed/28128287
http://doi.org/10.1016/S0079-6123(00)25005-X
http://doi.org/10.1016/j.celrep.2019.08.058
http://doi.org/10.1523/JNEUROSCI.4662-14.2015
http://doi.org/10.1523/JNEUROSCI.1720-15.2016
http://doi.org/10.1016/j.expneurol.2012.04.002
http://doi.org/10.1016/j.neulet.2008.06.040
http://doi.org/10.1155/2018/4784268
http://www.ncbi.nlm.nih.gov/pubmed/29850629
http://doi.org/10.1016/0304-3940(96)12706-3
http://doi.org/10.1016/0006-8993(89)90857-3
http://doi.org/10.1016/S0006-8993(01)02681-6
http://doi.org/10.3109/00207450108986528
http://www.ncbi.nlm.nih.gov/pubmed/11699344
http://doi.org/10.1038/srep33080
http://doi.org/10.1016/j.it.2009.09.003
http://doi.org/10.3389/fnmol.2019.00160
http://doi.org/10.1016/0306-4522(93)90175-F
http://doi.org/10.1007/s11064-011-0619-7

Cells 2022, 11,1191 32 0f 33

103.

104.

105.

106.

107.

108.

109.

110.

111.

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

124.

125.

126.

127.

Braak, H.; Sastre, M.; Del Tredici, K. Development of alpha-synuclein immunoreactive astrocytes in the forebrain parallels stages
of intraneuronal pathology in sporadic Parkinson’s disease. Acta Neuropathol. 2007, 114, 231-241. [CrossRef] [PubMed]
Nikkhah, G.; Olsson, M.; Eberhard, J.; Bentlage, C.; Cunningham, M.G.; Bjorklund, A. A microtransplantation approach for cell
suspension grafting in the rat Parkinson model: A detailed account of the methodology. Neuroscience 1994, 63, 57-72. [CrossRef]
Greenhalgh, A.D.; David, S.; Bennett, EC. Immune cell regulation of glia during CNS injury and disease. Nat. Rev. Neurosci. 2020,
21,139-152. [CrossRef]

Goren, B.; Kahveci, N.; Eyigor, O.; Alkan, T.; Korfali, E.; Ozluk, K. Effects of intranigral vs intrastriatal fetal mesencephalic neural
grafts on motor behavior disorders in a rat Parkinson model. Surg. Neurol. 2005, 64, S33-541. [CrossRef]

Nikkhah, G.; Bentlage, C.; Cunningham, M.G.; Bjorklund, A. Intranigral fetal dopamine grafts induce behavioral compensation
in the rat Parkinson model. J. Neurosci. 1994, 14, 3449-3461. [CrossRef] [PubMed]

Yurek, D.M. Intranigral transplants of fetal ventral mesencephalic tissue attenuate D1-agonist-induced rotational behavior. Exp.
Neurol. 1997, 143, 1-9. [CrossRef] [PubMed]

Winkler, C.; Bentlage, C.; Nikkhah, G.; Samii, M.; Bjorklund, A. Intranigral transplants of GABA-rich striatal tissue induce
behavioral recovery in the rat Parkinson model and promote the effects obtained by intrastriatal dopaminergic transplants. Exp.
Neurol. 1999, 155, 165-186. [CrossRef] [PubMed]

Mukhida, K.; Baker, K.A.; Sadi, D.; Mendez, I. Enhancement of sensorimotor behavioral recovery in hemiparkinsonian rats with
intrastriatal, intranigral, and intrasubthalamic nucleus dopaminergic transplants. J. Neurosci. 2001, 21, 3521-3530. [CrossRef]
[PubMed]

Baker, K.A ; Sadi, D.; Hong, M.; Mendez, I. Simultaneous intrastriatal and intranigral dopaminergic grafts in the parkinsonian rat
model: Role of the intranigral graft. . Comp. Neurol. 2000, 426, 106-116. [CrossRef]

Mendez, I; Sadi, D.; Hong, M. Reconstruction of the nigrostriatal pathway by simultaneous intrastriatal and intranigral
dopaminergic transplants. J. Neurosci. 1996, 16, 7216-7227. [CrossRef] [PubMed]

Cordeiro, K.K; Jiang, W.; Papazoglou, A.; Tenorio, S.B.; Dobrossy, M.; Nikkhah, G. Graft-mediated functional recovery on a
skilled forelimb use paradigm in a rodent model of Parkinson’s disease is dependent on reward contingency. Behav. Brain Res.
2010, 212, 187-195. [CrossRef] [PubMed]

Rumpel, R.; Hohmann, M.; Klein, A.; Wesemann, M.; Baumgartner, W.; Ratzka, A.; Grothe, C. Transplantation of fetal ventral
mesencephalic progenitor cells overexpressing high molecular weight fibroblast growth factor 2 isoforms in 6-hydroxydopamine
lesioned rats. Neuroscience 2015, 286, 293-307. [CrossRef] [PubMed]

Abrous, D.N; Torres, E.M.; Dunnett, S.B. Dopaminergic grafts implanted into the neonatal or adult striatum: Comparative effects
on rotation and paw reaching deficits induced by subsequent unilateral nigrostriatal lesions in adulthood. Neuroscience 1993,
54, 657-668. [CrossRef]

Hargus, G.; Cooper, O.; Deleidi, M.; Levy, A.; Lee, K.; Marlow, E.; Yow, A.; Soldner, F; Hockemeyer, D.; Hallett, PJ.; et al.
Differentiated Parkinson patient-derived induced pluripotent stem cells grow in the adult rodent brain and reduce motor
asymmetry in Parkinsonian rats. Proc. Natl. Acad. Sci. USA 2010, 107, 15921-15926. [CrossRef]

Mandel, R.J.; Brundin, P; Bjorklund, A. The Importance of Graft Placement and Task Complexity for Transplant-Induced Recovery
of Simple and Complex Sensorimotor Deficits in Dopamine Denervated Rats. Eur. J. Neurosci. 1990, 2, 888-894. [CrossRef]
[PubMed]

Klein, A.; Dunnett, S.B. Analysis of skilled forelimb movement in rats: The single pellet reaching test and staircase test. Curr.
Protoc. Neurosci. 2012, 58, 8-28. [CrossRef]

Lelos, M.J.; Dowd, E.; Dunnett, S.B. Nigral grafts in animal models of Parkinson’s disease. Is recovery beyond motor function
possible? Prog. Brain Res. 2012, 200, 113-142. [CrossRef] [PubMed]

Clarke, D.J.; Dunnett, S.B.; Isacson, O.; Sirinathsinghji, D.J.; Bjorklund, A. Striatal grafts in rats with unilateral neostriatal lesions-I.
Ultrastructural evidence of afferent synaptic inputs from the host nigrostriatal pathway. Neuroscience 1988, 24, 791-801. [CrossRef]
Freund, T.F; Bolam, J.P; Bjorklund, A.; Stenevi, U.; Dunnett, S.B.; Powell, ].F.,; Smith, A.D. Efferent synaptic connections of grafted
dopaminergic neurons reinnervating the host neostriatum: A tyrosine hydroxylase immunocytochemical study. J. Neurosci. 1985,
5,603-616. [CrossRef] [PubMed]

Strecker, R.E.; Sharp, T.; Brundin, P.; Zetterstrom, T.; Ungerstedt, U.; Bjorklund, A. Autoregulation of dopamine release and
metabolism by intrastriatal nigral grafts as revealed by intracerebral dialysis. Neuroscience 1987, 22, 169-178. [CrossRef]

Freed, W.J. Functional brain tissue transplantation: Reversal of lesion-induced rotation by intraventricular substantia nigra and
adrenal medulla grafts, with a note on intracranial retinal grafts. Biol. Psychiatry 1983, 18, 1205-1267. [PubMed]

Montoya, C.P; Astell, S.; Dunnett, S.B. Effects of nigral and striatal grafts on skilled forelimb use in the rat. Prog. Brain Res. 1990,
82, 459-466.

Bouchard, S. Optimum symptomatic control of Parkinson’s disease with dopaminergic therapy. Can. J. Neurol. Sci. 1987, 14, 460—465.
[CrossRef] [PubMed]

Olanow, C.W.; Gauger, L.L.; Cedarbaum, ].M. Temporal relationships between plasma and cerebrospinal fluid pharmacokinetics
of levodopa and clinical effect in Parkinson’s disease. Ann. Neurol. 1991, 29, 556-559. [CrossRef] [PubMed]

Burleigh, A.; Horak, F; Nutt, ].; Frank, J. Levodopa reduces muscle tone and lower extremity tremor in Parkinson’s disease.
Can. J. Neurol. Sci. 1995, 22, 280-285. [CrossRef]


http://doi.org/10.1007/s00401-007-0244-3
http://www.ncbi.nlm.nih.gov/pubmed/17576580
http://doi.org/10.1016/0306-4522(94)90007-8
http://doi.org/10.1038/s41583-020-0263-9
http://doi.org/10.1016/j.surneu.2005.07.038
http://doi.org/10.1523/JNEUROSCI.14-06-03449.1994
http://www.ncbi.nlm.nih.gov/pubmed/7911516
http://doi.org/10.1006/exnr.1996.6359
http://www.ncbi.nlm.nih.gov/pubmed/9000440
http://doi.org/10.1006/exnr.1998.6916
http://www.ncbi.nlm.nih.gov/pubmed/10072293
http://doi.org/10.1523/JNEUROSCI.21-10-03521.2001
http://www.ncbi.nlm.nih.gov/pubmed/11331381
http://doi.org/10.1002/1096-9861(20001009)426:1&lt;106::AID-CNE7&gt;3.0.CO;2-Z
http://doi.org/10.1523/JNEUROSCI.16-22-07216.1996
http://www.ncbi.nlm.nih.gov/pubmed/8929430
http://doi.org/10.1016/j.bbr.2010.04.012
http://www.ncbi.nlm.nih.gov/pubmed/20394782
http://doi.org/10.1016/j.neuroscience.2014.11.060
http://www.ncbi.nlm.nih.gov/pubmed/25499314
http://doi.org/10.1016/0306-4522(93)90237-A
http://doi.org/10.1073/pnas.1010209107
http://doi.org/10.1111/j.1460-9568.1990.tb00400.x
http://www.ncbi.nlm.nih.gov/pubmed/12106096
http://doi.org/10.1002/0471142301.ns0828s58
http://doi.org/10.1016/B978-0-444-59575-1.00006-5
http://www.ncbi.nlm.nih.gov/pubmed/23195417
http://doi.org/10.1016/0306-4522(88)90067-X
http://doi.org/10.1523/JNEUROSCI.05-03-00603.1985
http://www.ncbi.nlm.nih.gov/pubmed/2857778
http://doi.org/10.1016/0306-4522(87)90207-7
http://www.ncbi.nlm.nih.gov/pubmed/6652162
http://doi.org/10.1017/S0317167100037926
http://www.ncbi.nlm.nih.gov/pubmed/3676921
http://doi.org/10.1002/ana.410290516
http://www.ncbi.nlm.nih.gov/pubmed/1859185
http://doi.org/10.1017/S0317167100039470

Cells 2022, 11,1191 33 of 33

128.

129.
130.

131.

132.

133.

134.

135.

136.

137.

138.

139.

140.

141.

142.

143.

144.

145.

146.

147.

Fabbri, M.; Coelho, M.; Abreu, D.; Guedes, L.C.; Rosa, M.M.; Costa, N.; Antonini, A.; Ferreira, J.J. Do patients with late-stage
Parkinson’s disease still respond to levodopa? Parkinsonism. Relat. Disord. 2016, 26, 10-16. [CrossRef]

Sacks, H.S. Cellulitis and agitation: A diagnostic dilemma. Hosp. Pract. Off. Ed. 1982, 17, 179-182, 186. [PubMed]

Castiello, U.; Bennett, K.M.; Bonfiglioli, C.; Peppard, R.F. The reach-to-grasp movement in Parkinson’s disease before and after
dopaminergic medication. Neuropsychologia 2000, 38, 46-59. [CrossRef]

Johnels, B.; Ingvarsson, P.E.; Thorselius, M.; Valls, M.; Steg, G. Disability profiles and objective quantitative assessment in
Parkinson’s disease. Acta Neurol. Scand. 1989, 79, 227-238. [CrossRef] [PubMed]

Okuma, Y.; Yanagisawa, N. The clinical spectrum of freezing of gait in Parkinson’s disease. Mov. Disord. 2008, 23, S426-5430.
[CrossRef] [PubMed]

Schaafsma, J.D.; Giladi, N.; Balash, Y.; Bartels, A.L.; Gurevich, T.; Hausdorff, ]. M. Gait dynamics in Parkinson’s disease:
Relationship to Parkinsonian features, falls and response to levodopa. J. Neurol. Sci. 2003, 212, 47-53. [CrossRef]

Metz, G.A ; Farr, T.; Ballermann, M.; Whishaw, I.Q. Chronic levodopa therapy does not improve skilled reach accuracy or reach
range on a pasta matrix reaching task in 6-OHDA dopamine-depleted (hemi-Parkinson analogue) rats. Eur. J. Neurosci. 2001,
14,27-37. [CrossRef] [PubMed]

Olsson, M.; Nikkhah, G.; Bentlage, C.; Bjorklund, A. Forelimb akinesia in the rat Parkinson model: Differential effects of dopamine
agonists and nigral transplants as assessed by a new stepping test. J. Neurosci. 1995, 15, 3863-3875. [CrossRef] [PubMed]
Delaville, C.; McCoy, A.].; Gerber, C.M.; Cruz, A.V.; Walters, J.R. Subthalamic nucleus activity in the awake hemiparkinsonian rat:
Relationships with motor and cognitive networks. J. Neurosci. 2015, 35, 6918-6930. [CrossRef] [PubMed]

Rodter, A.; Winkler, C.; Samii, M.; Nikkhah, G. Complex sensorimotor behavioral changes after terminal striatal 6-OHDA lesion
and transplantation of dopaminergic embryonic micrografts. Cell Transplant. 2000, 9, 197-214. [CrossRef]

Navailles, S.; Bioulac, B.; Gross, C.; De Deurwaerdere, P. Serotonergic neurons mediate ectopic release of dopamine induced by
L-DOPA in a rat model of Parkinson’s disease. Neurobiol. Dis. 2010, 38, 136-143. [CrossRef]

Robertson, G.S.; Robertson, H.A. Evidence that the substantia nigra is a site of action for L-DOPA. Neurosci. Lett. 1988, 89, 204-208.
[CrossRef]

Robertson, G.S.; Robertson, H.A. Evidence that L-dopa-induced rotational behavior is dependent on both striatal and nigral
mechanisms. J. Neurosci. 1989, 9, 3326-3331. [CrossRef]

Hefti, F.; Melamed, E.; Wurtman, R.J. The decarboxylation of DOPA in the parkinsonian brain: In vivo studies on an animal
model. J. Neural Transm. Suppl. 1980, 16, 95-101.

Mendez, I.; Dagher, A.; Hong, M.; Gaudet, P.; Weerasinghe, S.; McAlister, V.; King, D.; Desrosiers, J.; Darvesh, S.; Acorn, T.; et al.
Simultaneous intrastriatal and intranigral fetal dopaminergic grafts in patients with Parkinson disease: A pilot study. Report of
three cases. J. Neurosurg. 2002, 96, 589-596. [CrossRef]

Michelsen, K.A.; Acosta-Verdugo, S.; Benoit-Marand, M.; Espuny-Camacho, I.; Gaspard, N.; Saha, B.; Gaillard, A,
Vanderhaeghen, P. Area-specific reestablishment of damaged circuits in the adult cerebral cortex by cortical neurons de-
rived from mouse embryonic stem cells. Neuron 2015, 85, 982-997. [CrossRef] [PubMed]

Peron, S.; Droguerre, M.; Debarbieux, F; Ballout, N.; Benoit-Marand, M.; Francheteau, M.; Brot, S.; Rougon, G.; Jaber, M.;
Gaillard, A. A Delay between Motor Cortex Lesions and Neuronal Transplantation Enhances Graft Integration and Improves
Repair and Recovery. J. Neurosci. 2017, 37, 1820-1834. [CrossRef] [PubMed]

Lu, P; Jones, L.L.; Snyder, E.Y.; Tuszynski, M.H. Neural stem cells constitutively secrete neurotrophic factors and promote
extensive host axonal growth after spinal cord injury. Exp. Neurol. 2003, 181, 115-129. [CrossRef]

Ourednik, J.; Ourednik, V.; Lynch, W.P; Schachner, M.; Snyder, E.Y. Neural stem cells display an inherent mechanism for rescuing
dysfunctional neurons. Nat. Biotechnol. 2002, 20, 1103-1110. [CrossRef] [PubMed]

Hooshmand, M.]J.; Sontag, C.J.; Uchida, N.; Tamaki, S.; Anderson, A.J.; Cummings, B.J. Analysis of host-mediated repair
mechanisms after human CNS-stem cell transplantation for spinal cord injury: Correlation of engraftment with recovery.
PLoS ONE 2009, 4, 5871. [CrossRef]


http://doi.org/10.1016/j.parkreldis.2016.02.021
http://www.ncbi.nlm.nih.gov/pubmed/6809581
http://doi.org/10.1016/S0028-3932(99)00049-4
http://doi.org/10.1111/j.1600-0404.1989.tb03743.x
http://www.ncbi.nlm.nih.gov/pubmed/2718741
http://doi.org/10.1002/mds.21934
http://www.ncbi.nlm.nih.gov/pubmed/18668623
http://doi.org/10.1016/S0022-510X(03)00104-7
http://doi.org/10.1046/j.0953-816x.2001.01615.x
http://www.ncbi.nlm.nih.gov/pubmed/11488946
http://doi.org/10.1523/JNEUROSCI.15-05-03863.1995
http://www.ncbi.nlm.nih.gov/pubmed/7751951
http://doi.org/10.1523/JNEUROSCI.0587-15.2015
http://www.ncbi.nlm.nih.gov/pubmed/25926466
http://doi.org/10.1177/096368970000900206
http://doi.org/10.1016/j.nbd.2010.01.012
http://doi.org/10.1016/0304-3940(88)90382-5
http://doi.org/10.1523/JNEUROSCI.09-09-03326.1989
http://doi.org/10.3171/jns.2002.96.3.0589
http://doi.org/10.1016/j.neuron.2015.02.001
http://www.ncbi.nlm.nih.gov/pubmed/25741724
http://doi.org/10.1523/JNEUROSCI.2936-16.2017
http://www.ncbi.nlm.nih.gov/pubmed/28087762
http://doi.org/10.1016/S0014-4886(03)00037-2
http://doi.org/10.1038/nbt750
http://www.ncbi.nlm.nih.gov/pubmed/12379867
http://doi.org/10.1371/journal.pone.0005871

	Introduction 
	Materials and Methods 
	Animals 
	Surgical Procedures 
	Behavioral Tests 
	L-DOPA Administration and Behavioral Assessment 
	Electrophysiological Measurements 
	Tissue Processing and Immunohistochemistry 
	Data Acquisition and Quantification 
	Statistical Analysis 

	Results 
	Both Intranigral and Intrastriatal Transplants Express Dopaminergic Markers 
	Dopamine Neurons within the Grafts Express SNpc and VTA Markers 
	Astrocyte and Microglia Polarization in the Grafts 
	Projection of Grafted Neurons 
	Establishment of Reciprocal Synaptic Contacts between Intrastriatal or Intranigral Transplants and Host Neurons 
	Functional Recovery of Lesioned Mice with Either Intranigral or Intrastriatal Transplants 
	Removal of Intranigral Graft Abolishes Functional Recovery 
	Electrophysiological Assessment of Striatal Projection Neurons 

	Discussion 
	References

