biomolecules m\py

Article

Protease-Sensitive and -Resistant Forms of Human and Murine
Alpha-Synucleins in Distinct Brain Regions of Transgenic Mice
(M83) Expressing the Human Mutated A53T Protein

Dominique Bétemps !, Jean-Noél Arsac 17, Simon Nicot 2, Dominique Canal 1, Habiba Tlili ,

Maxime Belondrade 2, Eric Morignat 1 Jérémy Vercheére 1 Damien Gaillard !, Lilian Bruyere-Ostells 2
Charly Mayran 2(7, Latifa Lakhdar !, Daisy Bougard 2(” and Thierry Baron *

ANSES (French Agency for Food, Environmental and Occupational Health & Safety), University of Lyon,
69364 Lyon, France; dominique.betemps@anses.fr (D.B.); jean-noel.arsac@anses.fr (J.-N.A.);
dominique.canal@anses.fr (D.C.); habiba.tlili@anses.fr (H.T.); eric.morignat@anses.fr (E.M.);
jeremy.verchere@anses.fr (J.V.); damien.gaillard@anses.fr (D.G.); latifa.lakhdar@anses.fr (L.L.)
Pathogenesis and Control of Chronic and Emerging Infections, University of Montpellier, Inserm,
Etablissement Frangais Du Sang, 34493 Montpellier, France; simon.nicot@efs.sante.fr (S.N.);
maxime.belondrade@efs.sante.fr (M.B.); lilian.bruyere-ostells@efs.sante.fr (L.B.-O.);

charly. mayran@efs.sante.fr (C.M.); daisy.bougard@efs.sante.fr (D.B.)

*  Correspondence: thierry.baron@anses.fr

Abstract: Human neurodegenerative diseases associated with the misfolding of the alpha-synuclein
(aS) protein (synucleinopathies) are similar to prion diseases to the extent that lesions are spread by

check for similar molecular mechanisms. In a transgenic mouse model (M83) overexpressing a mutated (A53T)
updates form of human aS, we had previously found that Protein Misfolding Cyclic Amplification (PMCA)
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digestion of both human and murine aS, a major hallmark of the disease-associated prion protein. In
addition, PMCA was also able to trigger the aggregation of murine aS in C57Bl/6 mouse brains after
seeding with sick M83 mouse brains. Here, we show that intracerebral inoculations of M83 mice with
C57Bl/6-PMCA samples strikingly shortens the incubation period before the typical paralysis that

Protease-Sensitive and -Resistant . . . . . .
develops in this transgenic model, demonstrating the pathogenicity of PMCA-aggregated murine

Forms of Human and Murine

e ) aS. In the hind brain regions of these sick M83 mice containing lesions with an accumulation of
Alpha-Synucleins in Distinct Brain

Regions of Transgenic Mice (M83) aS phosphorylated at serine 129, aS also showed a high PK resistance in the N-terminal part of

Expressing the Human Mutated the protein. In contrast to M83 mice, old APPXxM83 mice co-expressing human mutated amyloid
AB53T Protein. Biomolecules 2023, 13, precursor and presenilin 1 proteins were seen to have an aggregation of aS, especially in the cerebral
1788. https://doi.org/10.3390/ cortex, hippocampus and striatum, which also contained the highest load of aS phosphorylated at
biom13121788 serine 129. This was proven by three techniques: a Western blot analysis of PK-resistant aS; an ELISA
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a higher involvement of murine aS in APPxM83 mice than in M83 mice. Our study used novel
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tools for the molecular study of synucleinopathies, which highlight similarities with the molecular
mechanisms involved in prion diseases.
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Synucleinopathies in humans—including Parkinson’s disease (PD), dementia with
Lewy bodies (DLB) and multiple system atrophy (MSA)—are essentially characterized
by the misfolding/aggregation of the alpha-synuclein (aS) protein within intracellular
lesions in neurons (PD and DLB) and/or glial cells (MSA). Most cases of these diseases
are considered as sporadic, but the aggregation of aS can also be fostered by mutations
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or the multiplication of the SNCA encoding gene, resulting in familial cases of PD or
DLB. Setting aside alpha-synuclein, which was by far the most enriched protein in PD and
MSA extracts, a recent study showed that both diseases share a striking overlap of their
sarkosyl-insoluble proteomes, the vast majority of which are made up of mitochondrial and
neuronal synaptic proteins [1]. Whereas human neurodegenerative diseases often involve
the aggregation of several proteins, Alzheimer’s disease (AD) neuropathology is common
in synucleinopathies and confers a worse prognosis [2]. Mixed pathologies may in fact
represent the rule rather than the exception, and may even bring into question the nosology
of neurodegenerative diseases [3].

A number of recent studies have suggested that molecular mechanisms similar to
those occurring in prion diseases may be involved in the progression of lesions during
these diseases [4,5]. Among these studies, we reported the first observations in a transgenic
mouse line (M83) [6] overexpressing the A53T mutated human aS involved in some genetic
PD cases. We found that intracerebral inoculations of brain extracts from old and sick M83
mice drastically accelerated the onset of paralysis that typically develops during the ageing
of these mice [7]. These observations were then confirmed in a number of other studies,
either after intracerebral inoculations of fibrillar recombinant aS [8-10] or of brain extracts
from human patients, notably with MSA [11-13]. Other studies used different peripheral
inoculation routes [14-17] with similar findings.

More recently, we decided to explore the comparison with prions further by trying
to amplify the misfolding of aS using PMCA in vitro with brain homogenate as a normal
aS substrate [18]. Using repeated cycles of the sonication-incubation of a normal brain
substrate seeded with minute quantities of a prion-infected sample, PMCA did indeed
replicate the misfolding of the pathological prion protein, amplifying infectivity and al-
lowing the ultra-sensitive detection of misfolded prion proteins from animals or patients
with prion diseases [19-24]. Using a similar approach, we found that the PMCA of M83
mouse brain homogenate induced the aggregation of aS, which was associated with the
PMCA products” pathogenicity once inoculated into M83 mice brains. This finding was
similar to that for the brain extracts from sick M83 mice containing abundant aS phos-
phorylated at serine 129 (pSer129-aS) [18]. PMCA also induced the aggregation of aS in
C57Bl/6 mouse brains after being seeded with brain homogenate from sick M83 mice [18],
raising the possibility that a transmission barrier between the human aggregated aS from
the M83 mouse brain and the normal aS from the C57Bl/6 brain could have been crossed
during the in vitro process. The possible contribution of murine aS during the disease
remains poorly understood in M83 mice, which express both human and murine aS [8,9,25].
With few exceptions [12,26], this is generally the case in transgenic aS models, unlike the
transgenic mice on a prup %9 background used in most prion studies [27,28]. In wild-type
mice, intracerebral inoculations of recombinant murine aS fibrils have induced a murine
aS pathology, which is associated with the seeding capacity in these mice [29]. However,
intra-cerebral inoculations of human aS derived from the Lewy pathology only induced a
sparsely dispersed aS pathology in wild-type mice [30,31].

Resistance to proteinase K (PK) digestion is the essential marker of the pathological
prion protein in both natural and experimental prion diseases. It is also the key biochemical
feature that reveals that a prion protein from a normal brain substrate has been misfolded
during PMCA after its seeding with a prion-infected sample containing the PK-resistant
prion protein PrP™® [19]. The presence of C-terminally truncated aS species has been
reported in M83 mice with a pathology [32,33]. In addition, our previous study of aS PMCA
in the M83 mouse model revealed that PMCA-aggregated aS became PK-resistant (aS™®),
and that the aggregation of aS could be specifically recognized using ELISA methods [18].

In this new study, we further describe how biochemical features specifically found in
MB83-PMCA samples containing de novo aggregated aS can help to decipher the molecular
pathogenesis in M83 transgenic mice expressing the human mutated A53T protein, includ-
ing the compared behaviors of human and murine aS. Importantly, we herein report the
pathogenicity for M83 mice of murine aS aggregated in vitro using PMCA. In addition, to
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further address the crucial questions associated with mixed pathologies, we describe the
neuropathological features of a novel transgenic mouse model (APPxM83) [34] obtained by
breeding M83 mice with an AD mouse model co-expressing a human mutated amyloid
precursor protein and presenilin 1 [35].

2. Materials and Methods
2.1. Ethics Statement

Animal experiments were performed in our approved ANSES facilities (No. D69
387 0801), in accordance with EEC Directive 86/609/EEC and French decree No. 2013-
118. The experimental protocols were authorized (Nos. 16-039, 19-019 and 19-042) by the
ANSES/ENVA /UPEC ethic committee, ComEth.

2.2. Brain Samples

For PMCA experiments, brain homogenates were prepared by homogenizing whole
brains using a mechanical homogenizer (grinding balls, Precellys 24, Bertin Technologies,
Montigny le Bretonneux, France) to obtain 10% homogenates (w/v) in a converting buffer
(phosphate buffered saline (PBS) pH = 7.2, 150 mM NaCl, 1% Triton X-100 and a cocktail
of protease inhibitors). They were prepared from 2-month-old (i) transgenic mice, overex-
pressing either the human A53T mutated aS under the prion promoter (M83 line) [6] or
the wild-type human aS under the PDGF-3 promoter (D line) [36], and (ii) C57B1/6 mice
expressing (C57Bl/6) or not (C57B1/6-KO) [37] mouse aS. C57Bl/6 and C57B1/6-KO were
purchased from Janvier labs and Envigo, respectively.

For the biochemical analysis of M83 mouse brains, aS extractions were performed
as previously described [9,18] from dissected brain or spinal cord homogenates obtained
in High Salt Buffer (HSB) (50 mM Tris-HCI pH 7.5, 750 mM NaCl, 5 mM EDTA, 1 mM
DTT, 1% phosphatase and a cocktail of protease inhibitors). Protein measurements were
performed using a DC Protein Assay (Biorad, Mitry-Mory, France).

2.3. Protein Misfolding Cyclic Amplification (PMCA)

The PMCA procedure has been previously described [18]. Briefly, 100 uL of 10%
brain homogenates from 2-month-old mice (M83*/~ or */*, D*/*, C57B1/6 or C57Bl/6-
KO) were used directly in PMCA reactions in comparison with shaking (1000 rpm at
37 °C) or standing conditions at 37 °C. C57Bl/6 brain homogenates were also used as
a substrate after mixing with brain homogenates (10~° dilution) from sick M83*/* mice
used as pathological seeds. PMCA reactions were performed in PCR tubes containing
three Teflon beads and were submitted to amplification in a microplate sonicator (Q700;
Qsonica, Newton, CT, USA,). Each cycle was composed of an incubation step (29 min 40 s at
37 °C) and a sonication step (20 s at 140 W) and 1 or 2 rounds of 144 cycles were performed
according to the experiment. For serial PMCA, the amplified material was diluted 1:10 in a
fresh PMCA substrate and submitted to a new PMCA round. To avoid cross-contamination,
experiments were carried out under strict quality-controlled PCR conditions.

2.4. Bioassays

Homozygous M83*/* mice are described as developing characteristic motor symptoms
typically between 8 and 16 months of life, beginning with reduced ambulation, balance
disorders, partial paralysis of a hind limb, then progressing to prostration, difficulty in
feeding, weight loss, a hunched back and general paralysis [6,16].

APPxMS83 mice co-expressing A53T human aS and amyloid precursor/presenilin
1 proteins were obtained by crossing M83*/* mice with APPPS1-21 mice, kindly provided
by Mathias Jucker, University Medical Center Hamburg-Eppendorf, Germany [35]. The
genotyping was performed with selected forward (GAATTCCGACATGACTCAGG) and
reverse (GTTCTGCTGCATCTTGGACA) primers. Crossing these two transgenic lines
generated M83 hemizygous +/=) mice with (n = 6) or without (n = 7) human mutated
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amyloid precursor protein/presenilin 1 transgenes. Mice were followed up to the age of
22 months at which time they were sacrificed for neuropathological studies [34].

Bioassays in M83*/* mice were performed by stereotactic injections unilaterally into
the striatum. The injections contained 2 uL of inocula made of M83-PMCA or C57Bl/
6-PMCA (M83*/*-seeded) samples obtained after 144 PMCA cycles with 1 or 2 rounds,
respectively (Experiments 2 and 3 in Table 1), or of M83-standing samples prepared from
M83*/* mouse brains maintained in standing conditions (at 37 °C without shaking) during
the same time period. For this last condition, a first experiment (Experiment 1 in Table 1)
has been previously described [18] in which mice were sacrificed at the age of 14 months.
This was after the end of a parallel experiment with an M83-PMCA sample, though
two mice (11-12 months old) died either with signs of paralysis or from intercurrent
disease. We performed a second experiment in which a randomly chosen mouse was
sacrificed as a control whenever one mouse in the inoculated group showed the typical
clinical signs of paralysis (Experiment 2 in Table 1, inoculation with the M83-PMCA
sample). Two final control experiments were performed with stereotactic injections of
samples made of C57Bl/6-KO brain spiked with a 105 dilution of sick M83*/* mouse
brain homogenate (without PMCA) or of unseeded C57Bl/6-KO brain treated by two PMCA
rounds (Experiments 4 and 5, respectively, in Table 1). The inoculated M83*/* mice were
housed in groups in enriched cages in a temperature-controlled room on a 12h light/dark
cycle and received water and food ad libitum. The mice were monitored daily to detect
any symptoms of the M83 disease as described [7,16], including slow ambulation, balance
disorders and partial paralysis of a hind limb. When mice developed these first symptoms
or any intercurrent disease not associated with the typical M83 disease phenotype, they
were sacrificed after intracardiac perfusion of Tris buffered saline (TBS) under anesthesia
by an intraperitoneal injection of xylazine (10 mg/kg) and ketamine (50 mg/kg).

Table 1. Incubation periods and attack rates.

. Inoculum (Brain PMCA Nu‘mber of Sl.Ck 85 AgeatDeath Days Post-
Reference Experiment Homogenate) Round Mice That Died < Due to Inoculation
8 300 Days Old Disease (Days)
Health
+/+_ ; y oy
[1] M83*/*-Standing M83+/+ 10-1 0 0/9 sacrificed at 426
Health
+/+_ y _ _
[2] M83*/*-PMCA M83+/+ 10-1 1 9/9 204+/—44 92-207
C57Bl/6-PMCA . +/+
3] (M83*/+-seeded, | Os_l§li<n1vé853m 6 2 9/10 2274/ 55 120-289
dilution 10~?)
C57Bl/6 KO spiked  Sick M83+/*+ 107> -
[4] with M83+/+ 10-5 in C57B1/6 KO No 0/9 sacrificed at 307
C57Bl/6 e
[5] KO-PMCA C57Bl/6 KO 2 0/10 sacrificed at 348

Finally, for the analysis of the aggregation of aS during the ageing of M83 mice using
an ELISA method, an experiment was performed in which a cohort of M83*/* mice was
monitored and six mice were sacrificed at each different timepoint (aged 10 days, then 1,
2, 3.5, 5, 8 and 10 months). Brains and spinal cords were dissected and analyzed using
4D6/C-20R and Syn303/D37A6 ELISAs.

2.5. Western Blot

PMCA samples or brain homogenates were mixed with 4 x Laemmli denaturing buffer
(Biorad, Mitry-Mory, France) in order to load ~10 ug proteins per lane. Proteins were sepa-
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rated after heat denaturation (5 min at 100 °C) on TGX FastCast acrylamide gels (Biorad,
Mitry-Mory, France) loaded with denatured PMCA samples or brain homogenates, then
blotted onto PVDF membranes (Immobilon-P, Millipore-Sigma, Burlington, MA, USA). The
aS was cross-linked to the membranes using 4% paraformaldehyde and 0.01% glutaralde-
hyde diluted in PBS for 30 min. Unspecific binding sites were saturated by adding 5% milk
for 1 h. Proteins were detected by either C-20R (1:10,000; Santa Cruz Biotechnology, Dallas,
TX, USA), clone 42 (1/4000; BD Biosciences, Franklin Lakes, NJ, USA), D37A6 (1:1000; Cell
Signaling technology, Danvers, MA, USA), 4B12 (1:5000; Biolegend, Amsterdam, Nether-
lands), EP1536Y (1:4000; Abcam, Cambridge, UK (ab51253)) MJFR1 (1/5000, Abcam),
Syn303 (1:2000; Biolegend) and 4D6 (1:4000, Abcam) aS antibodies diluted in PBS-Tween
20 0.05% (PBST) overnight at +4 °C (Supplementary Table S1 [6,32,38-44]). Membranes
were then incubated with anti-mouse or anti-rabbit HRP (1:10,000; Clinisciences, Nanterre,
France), for 1 h at room temperature (RT). The signals were then revealed with a chemilu-
minescent substrate (Supersignal WestDura, ThermoFisher Scientific, Waltham, MA, USA)
and analyzed using the ChemiDoc system and ImageLab software (version number 5.2.1)
(Bio-Rad, Mitry-Mory, France).

For some experiments, we performed proteinase K (PK) digestion on PMCA samples
or brain homogenates. The PK concentration ranged from 1 to 1000 pg/mL (final con-
centration) and the temperature was 37 °C for 30 min. Prior to migration onto 12% TGX
FastCast acrylamide gels (Biorad), 10 pug of proteins from digested samples was mixed with
4x Laemmli denaturing buffer.

2.6. ELISA

Alpha-synuclein was detected from 10% (w/v) mouse brain homogenates in HSB
using an ELISA, as previously described [9,16,18]. Briefly, plates (MaxiSorp™, Thermo
Scientific Nunc, Waltham, MA, USA) were coated with capture antibodies, either 4D6
(1:4000) or Syn303 (1:1000) (Biolegend, Amsterdam, The Netherlands) antibodies in 50 mM
Na;CO3/NaHCOs3 (pH9.6) with 100 uL per well at 4 °C overnight. Plates were washed five
times in PBS with 0.05% Tween 20 (PBST). Superblock T20 PBS blocking buffer (Pierce) was
then added for 1 h at RT with shaking at 150 rpm. The plates were again washed five times
in PBST and 20 ug proteins from the brain homogenates (dilution dependent on protein
dosage by DC Protein Assay (Biorad) in PBST BSA 1%) were incubated at 25 °C for 2 h
with shaking. After washing five times with PBST, captured aS was detected by different
anti-aS antibodies (Supplementary Table S1 [6,32,38—44]).

To analyze the PMCA samples, aS was detected in some experiments with 4D6 or
C-20R antibodies only, without a capture antibody, or with the C-20R antibody after using
the 4D6 capture antibody. The plates were washed five times in PBST and either anti-mouse
(Southern Biotech, Birmingham, AL, USA) or anti-rabbit (Southern Biotech) IgG HRP
conjugates were added at 1:2000 dilution in PBST BSA 1% for 1 h at RT. After washing
the plates five times with PBST, 100 uL of 3,3',5,5'- tetramethylbenzidine (TMB) solution
(Sigma-Aldrich, Saint Louis, MO, USA) was added to each well and incubated for 15 min
with shaking. The reaction was stopped with 100 pL of 1N H>SO,, and the absorbance was
measured at 450 nm with a Clariostar (BMG Labtech, Ortenberg, Germany) microplate
reader. OD values of blank wells, without brain homogenates loaded, were subtracted
from OD values of each analyzed sample. Thresholds were calculated as the average of
three repeated ELISAs on four spinal cords from young, asymptomatic 1- to 2-month-old
M83*/* mice, plus three times the standard deviation (SD) for each ELISA.

2.7. Immunohistochemistry

After dissection, brain samples were fixed in 4% paraformaldehyde, then paraffin-
embedded and cut into serial 5 pm coronal brain sections. Slides were deparaffinized
and rehydrated. Sections were treated with a citrate solution with a pH of 6.2 (ref C9999
Sigma Aldrich, Saint Louis, MO, USA) with microwave heating, then with 10 pg/mL of
proteinase K (ref. EU0090-B Euromedex, Souffelweyersheim, France) in water for 20 min at
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RT. For the detection of aS phosphorylated at serine 129 (pSer129-aS) using the EP1536Y
antibody, sections were additionally treated with a 4 M solution of guanidinium thiocyanate
(ref. EU0046 Euromedex) for 20 min and washed before the PK treatment. Endogenous
peroxidase was suppressed with 30% hydrogen peroxide dissolved in water for 5 min.
Non-specific staining was blocked with a blocking reagent (ref 11096176001 Roche, Meylan,
France) diluted in maleic acid buffer for 30 min at RT. Primary antibodies were applied
(EP1536Y ref. ab51253 Abcam, at dilution 1:350; D37A6 ref. 4179 Cell Signaling at dilution
1:200) in TBS-T and the slides were incubated overnight at 4 °C. After washing with TBS-T,
slides were again blocked with a blocking reagent (ref. 11096176001; Roche, Meylan, France)
diluted in maleic acid buffer for 30 min at RT. Sections were treated with anti-rabbit IgG
HRP conjugate or anti-mouse IgG HRP conjugate (ref. 4010-04 or 1010-04 CliniSciences,
Nanterre, France) diluted at 1:250 in TBS-T, for 1 h or 30 min, respectively, at RT. After being
washed in TBS-T and TBS, the sections were incubated with an ImmPACT DAB peroxidase
(HRP) substrate (ref. SK-4105 Vector Laboratories, Newark, CA, USA) for 8 min at RT and
then washed in water. The slides were then counterstained with hematoxylin. Brain images
were captured using an Olympus BX51 microscope with x40 objective. This microscope is
equipped with a Lumenera INFINITY3 camera, and Lumenera software (Infinity analyze
version 6.5.5) was used.

2.8. Statistical Analysis

Data are presented as means +/ — standard deviations. Data for Kaplan-Meier curves
were analyzed using GraphPad Prism software 6.07. Kaplan—-Meier curves and differences
in survival periods of M83*/* mice inoculated with PMCA products or control samples
were analyzed using a log-rank Mantel-Cox test. A variance analysis was used for the
boxplot of the ELISA data obtained during the ageing of M83*/* mice. For each experiment,
the mean measures of the OD values obtained using an ELISA test for the mice from
10 days old to 10 months old were compared. For the Syn303/D37A6 ELISA analysis, as
the homoscedasticity assumption was verified by the Levene test between age groups, the
t-test was performed for the comparisons. However, for the ELISA 4D6/C-20R experiment,
the Wilcoxon rank test was performed. The difference was significant when * p < 0.05,
**p <0.01 and *** p < 0.001.

3. Results

We previously reported that the PMCA process of the sonication—incubation of brain
homogenate from M83 transgenic mice expressing the human A53T protein specifically
induced the aggregation of aS in vitro (Supplementary Figure S1), and that PMCA also
induced the aggregation of aS in C57Bl/6 mouse brain homogenate after being seeded with
brain homogenate from sick M83 mice [18].

3.1. PMCA Induces the Aggregation of Murine aS in M83 Mouse Brains

To characterize the aggregation of aS in the PMCA products, we analyzed its PK
resistance using a panel of different antibodies. In MS83+/ ~-PMCA samples, aS showed
resistance to proteinase K (PK) digestion up to 100 ng/mL using a Western blot detection
with the C-20R antibody, and up to at least 1 mg/mL after the detection with clone 42
(90-140 and 91-96 sequences, respectively) (Figure 1A, left column). We obtained a PK-
resistant truncated aS™® fragment with a molecular weight < 10 kDa using the antibody
clone 42. Using antibodies against either human or murine aS (4B12 (103-108 sequence) and
D37A6 (103-110 sequence), respectively), similar aS™® fragments were observed, showing
that both human and murine aSs were resistant to proteinase K in the 103-110 aS region.
Conversely, the C-terminal end of the protein was undetected using the antibodies MJFR1
(118-123 human sequence) or 4D6 (epitope around serine 129) (Supplementary Figure S2A).
No aS™* was observed from the unseeded C57Bl/6-PMCA samples with C-20R, clone 42 or
D37A6 antibodies, even at the lowest 1 ug/mL PK concentration tested (Figure 1A, right
column). However, when the C57Bl/6 brain was seeded with a minute quantity of the brain
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from sick M83*/+ mice, murine aS showed similar PK resistance after two PMCA rounds,
while limited proteinase K resistance was detectable during the first round (Figure 1B).

We then analyzed the C57Bl/6-PMCA (M83*/*-seeded) samples (without PK treat-
ment) using ELISAs. Using a first sandwich ELISA format with the 4D6 capture antibody
prior to detection with the C-20R antibody [18], we detected immunoreactivity only in the
samples of C57Bl/6 seeded with sick M83*/* mouse brain homogenate; this signal was
higher after a second PMCA round (Figure 1C). Similar results were obtained using a sec-
ond sandwich ELISA with a Syn303 capture antibody and D37A6 for detection. All together,
these results provided approaches to further characterize the aggregation of aS occurring
in vivo in the M83 transgenic mouse model, including the aS resistance to PK digestion
and the analysis of murine aS, neither of which has yet been thoroughly examined.

]
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Figure 1. PMCA triggers aggregation and PK resistance in M83 and C57Bl/6 (M83-seeded) mouse
brain samples. (A) 10% brain homogenates from 2-month-old healthy M83*/~ and C57Bl/6 mice
were submitted to 144 cycles of PMCA (M83*/~-PMCA and C57Bl/6-PMCA samples). Western
blot analysis of aS after PK digestion from 1 to 1000 pug/mL final concentration of PK, with C-20R
and clone 42 antibodies, as well as with D37A6 and 4B12 antibodies specifically recognizing murine
and human aS, respectively. Truncated aS™*® was identified with antibodies against the central aS
region (clone 42, 4B12 and D37A6) in the M83-PMCA sample. Molecular weights are stated on the
right (in kDa). (B,C) Seeding of C57Bl/6 mouse brain substrate with sick M83*/* brain homogenate
(dilution 10~%) after 1 or 2 rounds (144 cycles each) of PMCA. (B) Western blot analysis of aS after PK
digestion, with the clone 42 and D37A6 antibodies. Truncated aS™* was identified with antibodies
against the central aS region (clone 42 and D37A6) only in the C57B1/6-PMCA sample (M83-seeded,
10~* dilution). (C) ELISA immunoreactivity of aS (without PK digestion) for C57Bl1/6-PMCA
((M83*/*+-seeded (10~* dilution) or unseeded) samples using a sandwich ELISA with the 4D6 capture
antibody prior to C-20R detection, or with the Syn303 capture antibody prior to D37A6 detection.

3.2. Alpha-Synuclein from a Sick M83 Brain Is Highly Resistant to Proteinase K

Having shown these aS molecular features after in vitro aggregation using PMCA,
we assessed the extent to which they were also found in vivo in M83 mice. We studied a
panel of eight old M83*/* mice (aged between 14 and 21 months) sacrificed either in the
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absence of clinical signs (healthy (H); n = 3) or with the typical clinical signs of paralysis
(sick (S); n = 5). The Western blot detection of serine 129 phosphorylated aS (pSer129-aS)
in brain homogenates with the EP1536Y antibody showed a higher signal for monomeric
aS and high molecular weight bands only in the five mice with clinical signs of paralysis
(Figure 2A, upper panel). After PK digestion, aS™* was not detected with the EP1536Y
antibody (Supplementary Figure S3A). PSer129-aS accumulation was confirmed in the five
sick M83*/* mice (Figure 2B) using an ELISA after capture with the Syn303 antibody and
EP1536Y detection [16].
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Figure 2. Aggregation and PK resistance in spontaneously sick MB83*/* mice. Spinal cord samples
from a panel of eight old mice (14-21 months) were analyzed using Western blot or ELISA. (A) Western
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blot analysis of serine 129 phosphorylated aS (pSer129-aS) (antibody EP1536Y) and total aS (antibody
clone 42) from brain samples without or after PK digestion at 1 mg/mL. An antibody against 3-
actin was used as a control of protein load. Molecular weights are stated on the right (in kDa).
(B) Aggregated aS or pSer129-aS levels were identified using sandwich ELISAs with 4D6/C-20R,
Syn303/EP1536Y [16] or Syn303/D37A6 antibodies, respectively. Thresholds were calculated as the
average of three repeated ELISA tests on four negative spinal cords from young, asymptomatic M83
mice of 1 and 2 months of age, plus three times the SD for each ELISA test. Three replicate ELISAs
were performed for each sample.

Undigested samples from old M83*/* mice contained two or three truncated a$S forms
revealed using the clone 42 antibody (Figure 2A, second panel). The lowest of these bands,
at < 10 kDa, was detected only in the five sick M83*/* mice. It has already been described
as disease-specific in M83 mice [32] and in another human A53T aS expressing transgenic
mouse model [45]. When we analyzed aS PK resistance using clone 42 antibody detection
at the highest (1 mg/mL) PK concentration, a5™°® was only detected in the five sick mice
(Figure 2A, third panel), indicating that pSer129-aS accumulation and high aS PK-resistance
are closely associated. AS™® was also detected only in the sick mice using 4B12 and D37A6
antibodies, but only after an increased exposure time and, for two of the five mice, with
antibody D37A6 (Supplementary Figure 54).

The ELISAs revealed increased immunoreactivity levels in the spinal cords of the
five sick M83*/* mice, but not in the three old but still apparently healthy M83*/* mice,
using 4D6/C-20R and Syn303/D37A6 ELISAs (Figure 2B); this was also observed using a
Syn303/EP1536Y ELISA detecting pSer129-aS [16].

3.3. Neuro-Anatomical Distribution of Disease-Associated aS in M83 and APPxM83 Mice

To go further in the characterization of the neuropathology in mice, we first examined
in more detail the cerebral distribution of disease-associated aS in old and sick M83*/* mice.
Using a Western blot analysis, aS was identified in all the seven analyzed brain regions and
in the spinal cord with the clone 42, 4B12 and D37A6 antibodies (Figure 3A). Lower levels
of murine aS were detected with the D37A6 antibody in the midbrain/brainstem, which
was also seen with the clone 42 and C20-R antibodies in wild-type mice (Supplementary
Figure S5) and previously in young M83 and APPxM83 mice [34]. We then examined
aS protease resistance in either sick M83 or old APPxM83 mice, in comparison with the
pSer129-aS distribution. AS™ was detected only in the midbrain, brainstem and spinal
cord with both the clone 42 and 4B12 antibodies. A faint signal was also detected with
the D37A6 antibody, but this was only revealed after an enhanced exposure time and an
increased protein deposition for this antibody (Figures 3A and S6), which is consistent
with the detection of pSer129-aS (upper panel) and as previously described in sick M83
mice [9,16]. The distribution of immunoreactivity levels in the different brain regions
examined using either the 4D6/C-20R ELISA—previously shown to specifically recognize
aS aggregates in M83-PMCA samples [18]—or the Syn303/EP1536Y ELISA that recognizes
pSer129-aS [16], were also similar, with much higher levels in the midbrain/brainstem than
in the cerebral cortex/striatum (Figure 3B).

Immunoreactivity levels were also found to be higher with the Syn303/D37A6 ELISA
in the midbrain/brainstem than in the cerebral cortex/striatum or in B6C3H wild-type
mice (Supplementary Figure S7). This suggests a recruitment of murine aS in the brain
lesions of M83 mice, as previously suggested [8,9]. Inmunohistochemistry revealed that the
pSer129-aS pathology—presenting as cytoplasmic and neuritic deposits—appeared strong
in the midbrain/brainstem (Figure 4A). Indeed, cells with cytoplasmic and neuritic staining
using the D37A6 antibody were observed in these brain regions (Figure 4B), although this
staining was less intense than the abundant pSer129-aS staining (Figure 4A).

To better understand the relationship between pSer129-aS, aS™* and ELISA-detected
aS aggregates, we built on the legacy of our recent observations in M83*/* mice crossed
with APPPS1-21 mice expressing mutated forms of human (3-amyloid (APP) and presenilin
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1(PS1) proteins [35]. The brain lesions observed were predominantly found in the cerebral
cortex, hippocampus and striatum in the hybrid (APPxM83) mice sacrificed, without
clinical signs, at the age of 22 months [34]. This distribution of brain lesions thus appeared
quite differently from that found in the sick M83 mice. The accumulation of pSer129-aS
was readily identified in these brain regions using a Western blot analysis with additional
bands having a higher molecular weight (Figure 3C, upper panel) (n = 2). After 1 mg/mL
PK digestion, a5™® was clearly detected in the cerebral cortex, hippocampus and striatum
of the APPxM83 mice with clone 42, 4B12 and D37A6 antibodies. This result contrasts with
that of the sick M83*/*+ mice, where aS™® was found only in the midbrain/brainstem. In
comparison, the APPPS1-21 control mice showed no PSer129-aS accumulation nor aS™*
(Supplementary Figure S3B). The ELISA analyses of selected brain regions showed high
immunoreactivity levels with a Syn303/D37A6 ELISA in the cerebral cortex and striatum.
These levels were similar to those observed with Syn303/EP1536Y or 4D6/C-20R ELISAs
(Figure 3D). Immunohistochemical analyses also showed cytoplasmic and neuritic labelling
with the D37A6 antibody in the cerebral cortex, hippocampus and striatum (Figure 4B),
which are the brain regions in which pSer129-aS accumulates most (Figure 4A) [34]. Overall,
this showed a strong correlation between D37A6 detections of aS™* using Western blot
analyses and of aS accumulation using ELISA or IHC tests, suggesting increased murine aS
aggregations in distinct brain regions among the APPxM83 mice.
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Figure 3. Cont.
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Figure 3. Neuroanatomical distribution of disease-associated human and murine a$S in sick M83*/*
mice and in old APPxM83 mice. M83*/* (A) or APPxM83 (C) brain homogenates were incubated
without (—) or with (+) PK (1 mg/mL at 37 °C for 30 min). Samples were analyzed by a Western blot
using antibodies EP1536Y against pSer129-aS, clone 42, 4B12 (human-specific) and D37A6 (murine-
specific) or an antibody against 3-actin as a control of protein loads. Bars to the right of each Western
blot panel indicate the molecular weight markers (kDa). M83*/* (B) or APPxMB83 (D) distribution
of aS detected using ELISA with Syn303/EP1536Y for pSer129-aS, 4D6/C-20R for aggregated aS
and Syn303/D37A6 for murine aS. Results were obtained with 20 ug of proteins. The Western blots
for M83 and APPxM83 mice are representative of the results obtained for three mice and two mice,
respectively. Thresholds were calculated as the average of three repeated ELISA tests on four negative
spinal cords from young (1- or 2-month-old), asymptomatic M83 mice, plus three times the SD for
each ELISA test. Three replicate ELISAs were performed for each sample. OB: olfactory bulb; CTX:
cerebral cortex; HIP: hippocampus; STR: striatum; CB: cerebellum; BS: brainstem; MB: midbrain and
SC: spinal cord.
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Figure 4. Neuroanatomical distribution of aS analyzed using immunohistochemistry in sick M83+/+
mice and in old APPxMS83 mice co-expressing mutated human beta-amyloid/ presenilin proteins.
This shows a representative immunohistochemistry of sick M83*/* mice versus 22-month-old
APP xM83 mice in the cerebral cortex (CTX), hippocampus (HIP), striatum (STR), brainstem (BS)
and midbrain (MB). (A) pSer129-aS detected with the EP1536Y antibody: Representative areas of the
different pSer129-aS staining are shown at two different magnifications a, b, ¢, d, e, f, g, h, i and j and
x3ina’,b’, ¢/, d’, e’ and f’, g’, h',i” and j’. (B) murine aS detected with the D37A6 antibody. Scale
bars: 50 pm.

3.4. Intrastriatal Inoculation of PMCA Samples Containing Only Murine Aggregated aS
Accelerates the M83 Disease

To further investigate the potential of murine aS aggregation, we decided to determine
the pathogenicity of PMCA-generated aS aggregates obtained after seeding a C57Bl/
6 mouse brain substrate with sick M83*/* mouse brain homogenate. We performed a
comparison with the previously reported acceleration of the M83 disease after intrastriatal
inoculations of M83-PMCA samples [18]. Two-month-old M83*/* mice were inoculated in
the striatum with C57B1/6-PMCA (M83*/*-seeded, dilution 10>, second PMCA round)
samples (Experiment 3 in Table 1). All the mice showed the onset of paralysis before the
age of ten months, except one (Figure 5A and Table 1).

— C57BU6-PMCA (M83** seeded, dilution 10-5)
— C57BU6-KO (M83** spiked, dilution 10-5)
— C57BI6-KO-PMCA

I: . .
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Figure 5. Cont.
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Figure 5. M83*/* mice inoculated with C57Bl/6-PMCA (M83*/*-seeded) samples show accelerated
progression of the disease. (A) Kaplan-Meier curves of the survival of M83*/* mice inoculated at the
age of 2 months with M83-PMCA (n = 9), C57B1/6-PMCA (sick M83*/*-seeded, dilution 1075 (1 = 10)
in comparison with M83-standing samples (1 = 9) and C57Bl/6-KO brains spiked with sick M83+/*
brain (10~ dilution) (n = 9) or not spiked but with PMCA (1 = 10). * One mouse died of intercurrent
disease in the group of mice inoculated with the C57B1/6-KO sample spiked with sick MB83*/* brain.
(B) Neuroanatomical distributions of aS immunoreactivity levels using ELISA with Syn303/EP1536Y
for pSer129-aS, 4D6/C-20R for aggregated aS and Syn303/D37A6 for murine aS. Each symbol (circles
and triangles) represents a mouse, and the triangles are the mice whose brains were tested for
PK resistance in Figure 6A,C. OB: olfactory bulb; CTX: cerebral cortex; HIP: hippocampus; STR:
striatum; CB: cerebellum; MB: midbrain; BS: brainstem and SC: spinal cord, C: contro-lateral side,
I: inoculated side.
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Figure 6. Neuroanatomical distribution of PK-resistant aS (aS') and pSer129-aS deposits in M83*+/*
mice inoculated with M83-PMCA and C57Bl/6-PMCA (M83*/*-seeded) samples. (A,C): Western
blot detection of aS™® from different brain areas and spinal cord after digestion with 1 mg/mL of
proteinase K at 37 °C for 30 min using clone 42 and D37A6 (murine-specific). Bars to the right of
each Western blot panel indicate the molecular weight markers (kDa). Representative results from
a sick 8-month-old M83*/* mouse inoculated with a M83-PMCA sample (A) or a sick 5-month-
old M83*/* mouse inoculated with C57Bl/6-PMCA (M83*/*-seeded, dilution 10~°) sample (C).
(B,D): Representative immunohistochemistry of pSer129-aS (EP1536Y) or murine aS (D37A6) detec-
tion. (B) M83*/* mice inoculated with M83-PMCA or M83-standing samples sacrificed at the same
age as when the mouse inoculated with the M83-PMCA sample developed paralysis. (D): M83*/*
mice inoculated with the C57Bl/6-PMCA (M83*/*-seeded, dilution 10~°) sample. Scale bars: 50 um.
OB: olfactory bulb, CTX: cerebral cortex; HIP: hippocampus; STR: striatum; CB: cerebellum; MB: mid-
brain, BS: brainstem and SC: spinal cord.

Conversely, none of the mice inoculated with a C57Bl1/6-KO sample spiked with
sick M83*/* mouse brain homogenate (dilution 10~°) (Experiment 4) or with a C57Bl/
6-KO-PMCA sample (Experiment 5) had developed the disease by the age of 10 months.
These results demonstrate that the intracerebral inoculation of C57Bl1/6-PMCA samples
obtained after seeding with sick M83 brains accelerates the M83 disease. This finding is
similar to that previously described with M83-PMCA samples [18] and confirmed here
(Experiment 2), and also with brain extracts from sick M83 mice [7,9,16,34]. Thus, PMCA
products, essentially containing mouse aS, that has been misfolded after seeding with
brains from sick M83*/* mice, are highly pathogenic for M83 mice.

We then characterized both the mice inoculated with M83-PMCA or C57Bl/6-PMCA
(M83*/*-seeded) samples by studying the distributions of ELISA immunoreactivity levels
in the different brain regions and spinal cord using a 4D6/C-20R ELISA to identify aS
aggregates, and a Syn303/EP1536Y ELISA to recognize pSer129-aS. Whatever the inoculum,
the immunoreactivity levels obtained from both the pSer129-aS and 4D6/C-20R ELISAs
were mainly identified in the midbrain/brainstem and spinal cord (Figure 5B). Using
the Syn303/D37A6 ELISA, a higher immunoreactivity level was also observed in the
midbrain/brainstem and spinal cord; this again suggests the recruitment of murine aS in
lesioned brain regions.

As previously described in old and sick M83 mice, aS™* bands were consistently
detected by the Western blot analysis in the midbrain/brainstem and spinal cord after the
1 mg/mL PK digestion with the clone 42 antibody (~ 7-9 kDa), but only at minimal
levels with the D37A6 antibody (~9 kDa), and only after an increased protein deposit
(Figures 6A,C and S6). Using immunohistochemistry, pSer129-a$S labelling revealed cyto-
plasmic and neuritic deposits in the midbrain/brainstem and deep cerebellar nuclei in the
mice inoculated with both the C57B1/6-PMCA (M83*/*-seeded) and M83-PMCA samples.
Some pSer129-aS accumulation was also detected in the cerebral cortex and striatum of the
mice inoculated with the C57Bl/6-PMCA (M83+/*-seeded) sample (Figure 6D). No specific
labelling could be observed with either the D37A6 or EP1536Y antibodies in an additional
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group of mice that were inoculated with a M83*/*-standing sample and sacrificed at the
same ages as those developing paralysis following inoculation with the M83*/*-PMCA
sample (Figure 6B). Thus, despite the difference in the substrate origin (M83 versus C57Bl/
6 brain), PMCA-generated aS aggregates similarly accelerated the M83 disease and induced
a similar disease phenotype.

3.5. Early and Widespread aS Aggregates Can Be Detected in M83 Mice

We previously showed that aS aggregates could be detected at the terminal stage
of the disease. Here, we further investigated the spatiotemporal detection of aS aggre-
gates using ELISAs on the brains of asymptomatic M83*/* mice at the early stages. For
this, we used a cohort of M83*/* mice that were sacrificed at different timepoints from
10 days to 10 months old (n = 6 per age) (Figure 7A). The results showed an early rise
in 4D6/C-20R immunoreactivity levels, which significantly increased between 10 days
and 10 months in all the brain regions and in the spinal cord (p = 2.17 x 1073 and
p =796 x 103, respectively) (Figure 7B). The 10-month-old outlier mouse was excluded
from the statistical analysis, visualized in the figure. Surprisingly, the highest immunoreac-
tivity levels were found in the cerebral cortex and cerebellum, then in the striatum, whereas
lower immunoreactivity levels were found in the hippocampus, midbrain, brainstem and
olfactory bulbs; immunoreactivity was the lowest in the spinal cords. The Syn303/D37A6
immunoreactivity levels (Figure 7C) were lower, but also significantly increased at the age
of 10 months in the cerebral cortex, striatum and cerebellum. In contrast, no noticeable
immunoreactivity was observed in any brain region or in the spinal cord of the B6C3H
mice sacrificed at the age of 7 months (Supplementary Figure S7) with both 4D6/C-20R

and Syn303/D37A6 ELISAs.
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Figure 7. ELISA analysis of aS during ageing in different brain regions of M83*/* mice. (A) M83*/+
mice (uninoculated) were sacrificed from the age of 10 days to 10 months (n = 6 per age) and
homogenates were prepared from 7 brain regions and from the spinal cord. Levels of aS immunore-
activity were measured using the 4D6/C-20R ELISA (B) or the Syn303/D37A6 ELISA (C). The
red circles identify the results obtained in the only mouse out of the six mice sacrificed at the age
of 10 months that had clinical signs of paralysis. This mouse was excluded from the statistical
analysis, visualized in the figure. Boxplot: asterisks indicate the statistical significance of the dif-
ferences between the aS immunoreactivity levels (* p < 0.05, ** p < 0.01) in green between 1 and
10 months. (D) Immunoreactivity levels detected by the Syn303/EP1536Y ELISA (pSer129-aS) or
4D6/C-20R ELISA (aS aggregates) in the cerebellum (CB), brainstem (BS), midbrain (BS) and spinal
cord (SC) of the six mice sacrificed at the age of 10 months. Mouse no. 4 is the only one showing
signs of paralysis. (E) Western blot detection of aS™* using the clone 42 antibody after PK digestion
(1 mg/mL, 30 min at 37 °C) in the midbrain, brain stem, cerebellum and spinal cord of mouse no. 4,
which showed signs of paralysis at the age of 10 months. Bars to the right of the Western blot indicate
the molecular weight markers (kDa).

The outlier values were observed for the only symptomatic 10-month-old mouse in
this experiment, which had a high 4D6/C-20R immunoreactivity level in the midbrain,
brainstem and spinal cord, where it also had pSer129-aS and aS™® (Figure 7D,E). This symp-
tomatic mouse had a slightly increased immunoreactivity level in the midbrain/brainstem
and spinal cord as revealed using a Syn303/D37A6 ELISA. This finding had previously
been observed in other sick M83*/* mice (Figures 2B and 3B). Conversely, pSer129-aS was
not detected in either of these brain regions or the spinal cord of the other five M83*/* mice
sacrificed at the age of 10 months, again indicating the late and consistent detection of both
pSer129-aS and aS™* (Figure 7D,E).

4. Discussion

We previously reported the in vitro amplification of the aS misfolding of a normal
mouse brain substrate using seeds from the M83 transgenic mouse model overexpress-
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ing the A53T mutated human aS and the well-established PMCA method developed for
prions [18]. To our knowledge, this is the first report of aS-PMCA using a brain-derived
substrate; previous studies have used recombinant aS protein as a substrate [10,46—49].
Proteinase K-resistant aS™° fragments were readily detected in the M83-PMCA samples ob-
tained using the PMCA of M83 mouse brains through antibodies against the 91-110 region
of the protein, such as the clone 42 antibody (91-96 sequence). Both human and murine-
specific 4B12 and D37A6 antibodies, respectively, (103-110 and 103-108 sequences) also
readily identified aS™®, indicating that PMCA induced the aggregation of the endogenous
murine aS in addition to human A53T mutant aS. Murine aS™*® was also identified after
the PMCA of a C57Bl/6 mouse brain substrate, but only when the reaction was seeded
with the brains from sick M83 mice. The aggregation of murine aS is able to be revealed by
observing its PK resistance and using ELISA detection with the D37A6 antibody after the
Syn303 capture antibody. Most importantly, this study clearly shows that such C57Bl/6-
PMCA samples are pathogenic for M83 mice after intracerebral inoculations, as previously
described using M83-PMCA samples [18]. Phenotypical features of the disease were similar
to those observed after inoculations of M83-PMCA samples [18], sick M83 mouse brains, or
recombinant aS preformed fibrils [9] with regard to both aS™* and pSer129-aS detection in
the midbrain /brainstem and spinal cord using ELISA and/or immunohistochemistry tests.
It may be noted that no evidence of a major increase of the involvement of murine aS was
found in the sick M83*/* mice inoculated with C57B1/6-PMCA (M83*/*-seeded) samples.
However, this finding clearly shows that M83 aS misfolding is transmitted to murine aS
during the in vitro process, leading to its pathogenicity at least for M83 mice. This is simi-
lar to the way that prions cross transmission barriers, which is a crucial phenomenon
in prion disease transmission that can be reproduced to some extent in vitro during
PMCA experiments [50].

The proteinase K resistance of aS in M83 mice was assessed with the 4B12/clone 42
antibodies and found to be similar in old and spontaneously sick mice or in those showing
an early onset of paralysis after intracerebral inoculations of brain homogenate from sick
M83*/* mice or of PMCA samples containing aggregated aS. Although aS™ was unde-
tected with antibodies against the C-terminal aS end—such as the 4D6 or MJFR1 antibodies
against the 124-134 and 118-123 regions, respectively (Supplementary Figure S2B)—it was
readily detected by the 4B12/clone 42 antibodies, specifically in the midbrain/brainstem or
spinal cord, which contain the highest pSer129-aS levels in sick M83 mice. While pSer129-aS
is often used as a pathological biomarker of synucleinopathies [51,52], high resistance to PK
digestion is the biochemical hallmark of the prion protein (PrP) in prion diseases. In most
of them, however, the N-terminal end of this protein is removed. Overall, these data are
consistent with those previously reported in M83 mice [32]. A recent review emphasized the
critical role of aS proteolytic processing in vivo, which can be augmented by dysfunctional
proteostasis and dramatically potentiates the propensity of aS to pathologically misfold
into uniquely toxic fibrils with modulated prion-like seeding activity [53]. Interestingly,
PK resistance was also found in a$ aggregates produced in vitro, including after seeding a
C57Bl/6 mouse brain substrate with a sick M83 mouse brain homogenate. While this was
associated with the finding of SDS-resistant dimers in the Western blot analysis, it indicates
that protease resistance does not require the phosphorylation of the protein. Although,
at minimal levels (after increased exposure times or increased protein deposits), murine
aS™s was detected using the D37A6 antibody in the brain of sick M83*/* mice both during
ageing and after intracerebral inoculations of PMCA products. In addition to a seemingly
limited aggregation of murine aS compared with the human A53T mutated aS of M83 mice,
the limited detection from the Western blot analysis after the PK digestion may be due
to a partial cleavage of this epitope after the PK digestion, located at the C-terminal end
of aS™*, together with the limited sensitivity of the Western blot analysis [32,33,54]. The
association of murine aS with brain lesions is definitely corroborated by both the ELISA
immunoreactivity levels and immunohistochemical labelling in the midbrain/brainstem
regions using D37A6 antibody detection. A recruitment of murine aS within aS aggregates
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has previously been reported in M83 mice, with the co-labelling of human and murine aS
within intracytoplasmic inclusions [8], which is also supported by our immunohistochemi-
cal observations using the D37A6 antibody. In the study by Luk et al., Western blot analyses
failed to reveal murine aS in formic acid fractions from sick M83 mouse brains, unlike
pSer129-aS. However, we managed to detect minute amounts of aS5™° using a Western
blot analysis in denaturing conditions with the D37A6 antibody, which was previously
used to analyze the specific contribution of murine aS in the aggregation process [25,55].
Interestingly, it has previously been shown that the absence of murine aS promotes the
specific aggregation of human aS in a transgenic mouse model expressing wild-type human
aS, and that murine aS preferentially interacts with aggregated human aS, attenuating
seeding and spreading [25]. We can speculate on whether the lower expression of murine aS
in the midbrain/brainstem and spinal cord [34] could contribute to the greater presence of
lesions in these neuro-anatomical regions of M83 mice. Overall, the current study revealed
a qualitative correlation between the findings of pSer129 aS in vivo and aS™®, which was
only identified after the in vitro PK digestion. A limitation of our study is thus that it
does not clarify the precise relationship between these aS forms in the pathogenesis of the
disease in mice. Since studies in M83 mice require their observation up to the clinical stage,
the time at which aS™*® and PSer129-aS appear during the incubation of the disease remains
unknown. Recent studies have shown that truncated aS species detected in vivo using
immunohistochemical analyses with specific antibodies could appear at early stages after
the intra-muscular inoculation of fibrillar aS in M83 mice [33]. In humans with PD, one
study has shown the role of asparagine endopeptidase (AEP) in aS cleavage, triggering its
aggregation and escalating its neurotoxicity [56]. In this work, some in vitro studies did
not indicate interference between aS phosphorylation and AEP aS cleavage.

We recently observed in APP xM83 mice (obtained by crossing M83 mice with APPPS1-
21 mice overexpressing human mutated beta-amyloid and presenilin 1 [35]) the accumula-
tion of pSer129-aS mainly in the cerebral cortex/hippocampus and striatum during ageing,
which is very different from sick M83 mice [34]. Accordingly, in this study, aS"® was
readily detected in these brain regions of old APPxM83 mice using the clone 42 antibody.
This again illustrates the close relationship between the presence of pSer129-aS and PK-
resistant aS species. An increased aggregation of murine aS was revealed in these same
brain regions using a Western blot detection of aS™* with the D37A6 antibody. Indeed, the
signals were higher than those observed with the human-specific 4B12 antibody, associated
with increased ELISA immunoreactivity levels using the Syn303-D37A6 ELISA and with
cytoplasmic and neuritic labelling using immunohistochemical testing with the D37A6
antibody. However, the intrastriatal inoculation of an APPxM83 cerebral cortex sample
containing abundant pSer129-aS in M83*/* mice did not show any evidence of changes in
the disease phenotype, compared with that previously described in M83*/* mice [34]. An
increased aggregation of murine aS could be fostered by a higher expression of murine aS in
these brain regions [34]. In comparison with M83 mice, it could also be an effect associated
with beta-amyloid / presenilin 1 expression in these mice, since these brain regions show
the earliest signs of amyloid plaque accumulation in APPPS1-21 mice [35]. In another beta-
amyloid/presenilin 1 transgenic mouse line (5 X FAD) expressing murine but not human
aS, the amyloid plaque environment dramatically facilitated or promoted the aggregation
and spreading of murine aS after intracerebral inoculations of murine aS recombinant
fibrils or of human aS derived from Lewy body pathology [57]. The aggregation of aS via
heterogeneous primary nucleation triggered by soluble aggregates containing amyloid-f3
was evidenced recently in vitro [58]. The availability of both APPxM83 and M83 mouse
models, with strikingly distinct neuropathological features, may represent a unique op-
portunity for further studies of translational relevance for human diseases, especially in
the context of the increased awareness of the importance of co-pathologies [3]. The M83
mouse model is already used to assess potential therapies for humans by investigating
neuropathologies associated with motor deficits [59], or earlier behavioral and cognitive
deficits of these mice [60].
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PSer129-aS is known to be a late biomarker of the disease in M83 mice [61]. It was
recently suggested that it occurs after protein aggregation and inhibits seeded fibril for-
mation and toxicity [62]. To look for earlier aS biochemical modifications in this model,
we examined a cohort of M83*/* mice ranging from 10 days to 10 months old to detect aS
in different brain regions using ELISAs. Only one out of six mice sacrificed at the age of
10 months had an accumulation of pSer129-a$S in the midbrain/brainstem and spinal cord,
which is generally consistent with the minimal age at which the onset of paralysis in M83
mice was observed in our laboratory [7] and with previously reported data regarding the
onset and distribution of the pathology in M83 mice [63]. However, even in the absence of
any pSer129-aS detected at earlier ages, 4D6/C-20R and Syn303/D37A6 ELISA immunore-
activity levels (used to detect aS aggregates) were found to increase progressively with age
up to the maximal age of 10 months examined. Surprisingly, this increase was much more
limited in the midbrain/brainstem and spinal cord than in the cerebral cortex/cerebellum,
where it was found with a 4D6/C-20R ELISA. This was unexpected because these two brain
regions show limited lesions at the terminal stage of the disease in M83 mice. However, a
previous study in M83 mice revealed the early detection of detergent-soluble aS oligomeric
forms in brain regions devoid of aS inclusions, such as the substantia nigra and olfactory
bulbs [64]. The significance of early aS aggregates in M83 mice remains to be established.
Besides the late occurrence of paralysis in this mouse model, several studies have reported
their significant behavioral or motor impairments as early as 1-2 months of age [65,60].
Moreover, recent studies in the G2-3 mouse line (comparable to M83 mice) have revealed
the unique role of the A53T mutation in the human protein in early memory and synaptic
deficits, independently of neurodegenerative changes [67,68]. By reducing the aggregation
of aS in the visual cortex and hippocampus, rifampicin treatment could mitigate early
cognitive dysfunction preceding the late motor clinical signs of G2-3 mice [69]. A recent
study in humans with PD showed that the aS oligomer burden was significantly greater
in the neocortex, while the Lewy-related pathology was greater in vulnerable subcortical
regions—including the brainstem—suggesting that aS oligomers may be widely distributed
early in the process of PD [70].

Here, we describe the compared aS aggregation features in two mouse models ex-
pressing the A53T human protein, either alone (M83) or together with human mutated
B-amyloid /presenilin 1 (APPxM83). Notably, we report novel findings regarding aS pro-
tease resistance or ELISA assessments of aS aggregation in these two distinct models, in
comparison with previously published data focused on Pser129-aS. However, we did not
address the functional consequences associated with the expression of these transgenes and
following aS aggregate inoculations. It may involve an assessment of neurodegenerative
changes or synaptic and mitochondrial deficits. It is noteworthy that the M83 mouse
model does not show major lesions of the nigro-striatal pathway [6]. For this very reason,
it could be used to dissect the molecular mechanisms linking the two cardinal features
of PD, dopaminergic cell death and aS aggregation [71]. Increasing dopamine in M83
mice triggered the loss of terminals that precedes nigral cell death, suggesting synaptic
involvement in the disease. The development of a well-characterized mouse model such
as the one described here in APPxMS83 offers a unique opportunity for further studies,
notably in relation with the striatal involvement. Also, the high levels of lesions found in
the cortico-hippocampal regions may help to tackle their functional consequences, with
potential relevance to Lewy bodies dementia or PD with dementia.

Our study thus provides novel knowledge with which to decipher the molecular
mechanisms involved in the pathophysiology of synucleinopathy in the M83 model, which
is frequently used to assess a variety of therapeutic strategies to tackle these devastating
diseases [72-75]. It notably illustrates how the specific behavior of murine aS can be
monitored by both biochemical and immunohistochemical approaches, questioning its
aggregation during the disease. However, our study importantly shows that brain samples
expressing only wild-type mouse aS acquire pathogenicity for M83 mice after in vitro
misfolding using PMCA. After seeding wild-type mouse brains with the brains of sick
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M83 mice, features of the disease in M83 mice inoculated with the amplification product,
containing murine aS, are similar to that previously described after inoculations of sick
M83 mouse brains [9] or of PMCA-aggregated aS from M83 mouse brains [18]. This may
open the way for further studies with other PMCA sources of aggregated a$S in this mouse
model, in which distinct phenotypical features could be revealed when challenged with
different aS “strains” [10,16,76,77].

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/biom13121788/s1, Figure S1: PMCA of M83 brain homogenates in-
duces aS aggregation; Figure S2: Western blot analysis of aS after PK digestion from 1 to
1000 pg/mL final concentration of PK, in M83*/--PMCA and C57Bl/6-PMCA (M83 seeded) samples;
Figure S3: Lack of detection of PK-resistant pSer129-aS in spontaneously sick M83*/*
(14-21 months old) described in Figure 2, and in APPPS1-21 mice; Figure S4: PK resistance of
human and murine aS in spontaneously sick M83+/* (14-21 month old) described in Figure 2;
Figure S5: Neuroanatomical distribution of aS in C57B1/6 wild-type and M83*/* transgenic mice;
Figure S6: Neuroanatomical distribution of murine total aS and murine PK-resistant aS (aSres) in
spontaneously sick M83*/*, or M83*/* mice inoculated with M83-PMCA samples; Figure S7: Absence
of detectable ELISA immunoreactivity in brain regions and spinal cord of B6C3H mice representing
the genetic background of M83 transgenic mice.; Table S1: Antibodies used. References [6,32,38-44]
are cited in the Supplementary Materials.

Author Contributions: Conceptualization, D.B. (Dominique Bétemps), S.N., D.B. (Daisy Bougard) and
T.B.; data curation, D.B. (Dominique Bétemps); formal analysis, E.M.; investigations, D.B. (Dominique
Bétemps), D.C., H.T,, ].V,, ]-N.A. and D.G.; methodology, D.B. (Dominique Bétemps), H.T., ].V.,
J-N.A., M.B,, L.B.-O. and C.M,; project administration, D.B. (Dominique Bétemps) and T.B.; supervi-
sion, D.B. (Dominique Bétemps), D.B. (Daisy Bougard) and T.B.; validation, D.B. (Dominique Bétemps),
D.C,].V, HT,J-N.A. and S.N,; visualization, D.B. (Dominique Bétemps), D.B. (Daisy Bougard) and
T.B.; writing—original draft, D.B. (Dominique Bétemps), J.-N.A., S.N., D.B. (Daisy Bougard) and T.B.;
writing—review and editing, D.B. (Dominique Bétemps), ]-N.A.,S.N., D.C.,, HT, M.B, EM,,].V,, D.G,,
L.B-O.,CM,, LL., D.B. (Daisy Bougard) and T.B. All authors have read and agreed to the published
version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: The animal study protocols were authorized (Nos. 16-039,
19-019 and 19-042) by the ANSES/ENVA /UPEC ethic committee, ComEth.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors gratefully thank Mathias Jucker for his gift of the APP/PS1-21 mice
and for helpful discussions, in addition to Claire Aufauvre and Corinne Lazizzera from ANSES for
their technical contribution to the biochemical analyses and genotyping studies, respectively.

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

1. Laferriere, F; Claverol, S.; Bezard, E.; De Giorgi, F,; Ichas, F. Similar neuronal imprint and no cross-seeded fibrils in alpha-synuclein
aggregates from MSA and Parkinson’s disease. NP] Park. Dis. 2022, 8, 10. [CrossRef] [PubMed]

2. Irwin, D.J.; Grossman, M.; Weintraub, D.; Hurtig, H.I.; Duda, ].E.; Xie, S.X.; Lee, E.B.; Van Deerlin, V.M.; Lopez, O.L.; Kofler, ] K.;
et al. Neuropathological and genetic correlates of survival and dementia onset in synucleinopathies: A retrospective analysis.
Lancet Neurol. 2017, 16, 55-65. [CrossRef] [PubMed]

3. Chu, Y,; Hirst, W.D.; Kordower, ].H. Mixed pathology as a rule, not exception: Time to reconsider disease nosology. In Handbook of
Clinical Neurology; Elsevier: Amsterdam, The Netherlands, 2023; Volume 192, pp. 57-71. [CrossRef]

4. Bras, I.C.; Outeiro, T.F. Alpha-Synuclein: Mechanisms of Release and Pathology Progression in Synucleinopathies. Cells 2021,
10, 375. [CrossRef] [PubMed]

5.  Tamguney, G.; Korczyn, A.D. A critical review of the prion hypothesis of human synucleinopathies. Cell Tissue Res. 2018, 373,
213-220. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/biom13121788/s1
https://www.mdpi.com/article/10.3390/biom13121788/s1
https://doi.org/10.1038/s41531-021-00264-w
https://www.ncbi.nlm.nih.gov/pubmed/35027576
https://doi.org/10.1016/S1474-4422(16)30291-5
https://www.ncbi.nlm.nih.gov/pubmed/27979356
https://doi.org/10.1016/B978-0-323-85538-9.00012-2
https://doi.org/10.3390/cells10020375
https://www.ncbi.nlm.nih.gov/pubmed/33673034
https://doi.org/10.1007/s00441-017-2712-y
https://www.ncbi.nlm.nih.gov/pubmed/29116402

Biomolecules 2023, 13, 1788 23 of 26

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Giasson, B.I.; Duda, J.E.; Quinn, S.M.; Zhang, B.; Trojanowski, ].Q.; Lee, V.M. Neuronal alpha-synucleinopathy with severe
movement disorder in mice expressing A53T human alpha-synuclein. Neuron 2002, 34, 521-533. [CrossRef] [PubMed]
Mougenot, A.L.; Nicot, S.; Bencsik, A.; Morignat, E.; Verchere, J.; Lakhdar, L.; Legastelois, S.; Baron, T. Prion-like acceleration of a
synucleinopathy in a transgenic mouse model. Neurobiol. Aging 2012, 33, 2225-2228. [CrossRef]

Luk, K.C,; Kehm, V.M.; Zhang, B.; O’Brien, P,; Trojanowski, ].Q.; Lee, V.M. Intracerebral inoculation of pathological alpha-
synuclein initiates a rapidly progressive neurodegenerative alpha-synucleinopathy in mice. J. Exp. Med. 2012, 209, 975-986.
[CrossRef]

Betemps, D.; Verchere, J.; Brot, S.; Morignat, E.; Bousset, L.; Gaillard, D.; Lakhdar, L.; Melki, R.; Baron, T. Alpha-synuclein
spreading in M83 mice brain revealed by detection of pathological alpha-synuclein by enhanced ELISA. Acta Neuropathol. Commun.
2014, 2, 29. [CrossRef]

Lau, A.; So, RW.L,; Lau, HH.C,; Sang, ].C.; Ruiz-Riquelme, A.; Fleck, S.C.; Stuart, E.; Menon, S.; Visanji, N.P.; Meisl, G.; et al.
alpha-Synuclein strains target distinct brain regions and cell types. Nat. Neurosci. 2020, 23, 21-31. [CrossRef]

Watts, J.C.; Giles, K.; Oehler, A.; Middleton, L.; Dexter, D.T.; Gentleman, S.M.; DeArmond, S.J.; Prusiner, S.B. Transmission of
multiple system atrophy prions to transgenic mice. Proc. Natl. Acad. Sci. USA 2013, 110, 19555-19560. [CrossRef]

Prusiner, S.B.; Woerman, A.L.; Mordes, D.A.; Watts, ].C.; Rampersaud, R.; Berry, D.B.; Patel, S.; Oehler, A.; Lowe, ].K.; Kravitz,
S.N.; et al. Evidence for alpha-synuclein prions causing multiple system atrophy in humans with parkinsonism. Proc. Natl. Acad.
Sci. USA 2015, 112, E5308-E5317. [CrossRef] [PubMed]

Sargent, D.; Betemps, D.; Drouyer, M.; Verchere, J.; Gaillard, D.; Arsac, ].N.; Lakhdar, L.; Salvetti, A.; Baron, T. Investigating the
neuroprotective effect of AAV-mediated beta-synuclein overexpression in a transgenic model of synucleinopathy. Sci. Rep. 2018,
8,17563. [CrossRef] [PubMed]

Breid, S.; Bernis, M.E.; Babila, J.T.; Garza, M.C.; Wille, H.; Tamguney, G. Neuroinvasion of alpha-Synuclein Prionoids after
Intraperitoneal and Intraglossal Inoculation. J. Virol. 2016, 90, 9182-9193. [CrossRef] [PubMed]

Sorrentino, Z.A.; Xia, Y.; Funk, C.; Riffe, C.J.; Rutherford, N.J.; Ceballos Diaz, C.; Sacino, A.N.; Price, N.D.; Golde, T.E.; Giasson,
B.I; et al. Motor neuron loss and neuroinflammation in a model of alpha-synuclein-induced neurodegeneration. Neurobiol. Dis.
2018, 120, 98-106. [CrossRef]

Sargent, D.; Verchere, J.; Lazizzera, C.; Gaillard, D.; Lakhdar, L.; Streichenberger, N.; Morignat, E.; Betemps, D.; Baron, T.
‘Prion-like” propagation of the synucleinopathy of M83 transgenic mice depends on the mouse genotype and type of inoculum. J.
Neurochem. 2017, 143, 126-135. [CrossRef]

Lohmann, S.; Bernis, M.E.; Tachu, B.J.; Ziemski, A.; Grigoletto, J.; Tamguney, G. Oral and intravenous transmission of alpha-
synuclein fibrils to mice. Acta Neuropathol. 2019, 138, 515-533. [CrossRef]

Nicot, S.; Verchere, ].; Belondrade, M.; Mayran, C.; Betemps, D.; Bougard, D.; Baron, T. Seeded propagation of alpha-synuclein
aggregation in mouse brain using protein misfolding cyclic amplification. FASEB J. 2019, 33, 12073-12086. [CrossRef]

Saborio, G.P,; Permanne, B.; Soto, C. Sensitive detection of pathological prion protein by cyclic amplification of protein misfolding.
Nature 2001, 411, 810-813. [CrossRef]

Moda, E; Gambetti, P.; Notari, S.; Concha-Marambio, L.; Catania, M.; Park, K.W.; Maderna, E.; Suardi, S.; Haik, S.; Brandel, J.P,;
et al. Prions in the urine of patients with variant Creutzfeldt-Jakob disease. N. Engl. |. Med. 2014, 371, 530-539. [CrossRef]
Bougard, D.; Brandel, ].P.; Belondrade, M.; Beringue, V.; Segarra, C.; Fleury, H.; Laplanche, J.L.; Mayran, C.; Nicot, S.; Green, A.;
et al. Detection of prions in the plasma of presymptomatic and symptomatic patients with variant Creutzfeldt-Jakob disease. Sci.
Transl. Med. 2016, 8, 370ra182. [CrossRef]

Bougard, D.; Belondrade, M.; Mayran, C.; Bruyere-Ostells, L.; Lehmann, S.; Fournier-Wirth, C.; Knight, R.S.; Will, R.G.; Green,
A.J.E. Diagnosis of Methionine/Valine Variant Creutzfeldt-Jakob Disease by Protein Misfolding Cyclic Amplification. Emerg.
Infect. Dis. 2018, 24, 1364-1366. [CrossRef]

Saa, P,; Cervenakova, L. Protein misfolding cyclic amplification (PMCA): Current status and future directions. Virus Res. 2015,
207,47-61. [CrossRef] [PubMed]

Belondrade, M.; Jas-Duval, C.; Nicot, S.; Bruyere-Ostells, L.; Mayran, C.; Herzog, L.; Reine, E; Torres, ].M.; Fournier-Wirth, C.;
Beringue, V.; et al. Correlation between Bioassay and Protein Misfolding Cyclic Amplification for Variant Creutzfeldt-Jakob
Disease Decontamination Studies. mSphere 2020, 5. [CrossRef] [PubMed]

Fares, M.B.; Maco, B.; Oueslati, A.; Rockenstein, E.; Ninkina, N.; Buchman, V.L.; Masliah, E.; Lashuel, H.A. Induction of de novo
alpha-synuclein fibrillization in a neuronal model for Parkinson’s disease. Proc. Natl. Acad. Sci. USA 2016, 113, E912-E921.
[CrossRef]

Woerman, A.L.; Oehler, A.; Kazmi, S.A.; Lee, ]J.; Halliday, G.M.; Middleton, L.T.; Gentleman, S.M.; Mordes, D.A.; Spina,
S.; Grinberg, L.T.; et al. Multiple system atrophy prions retain strain specificity after serial propagation in two different
Tg(SNCA*A53T) mouse lines. Acta Neuropathol. 2019, 137, 437-454. [CrossRef] [PubMed]

Telling, G.C.; Haga, T.; Torchia, M.; Tremblay, P.; DeArmond, S.J.; Prusiner, S.B. Interactions between wild-type and mutant prion
proteins modulate neurodegeneration in transgenic mice. Genes Dev. 1996, 10, 1736-1750. [CrossRef]

Scott, M.R.; Safar, J.; Telling, G.; Nguyen, O.; Groth, D.; Torchia, M.; Koehler, R.; Tremblay, P.; Walther, D.; Cohen, FE.; et al.
Identification of a prion protein epitope modulating transmission of bovine spongiform encephalopathy prions to transgenic
mice. Proc. Natl. Acad. Sci. USA 1997, 94, 14279-14284. [CrossRef]


https://doi.org/10.1016/S0896-6273(02)00682-7
https://www.ncbi.nlm.nih.gov/pubmed/12062037
https://doi.org/10.1016/j.neurobiolaging.2011.06.022
https://doi.org/10.1084/jem.20112457
https://doi.org/10.1186/2051-5960-2-29
https://doi.org/10.1038/s41593-019-0541-x
https://doi.org/10.1073/pnas.1318268110
https://doi.org/10.1073/pnas.1514475112
https://www.ncbi.nlm.nih.gov/pubmed/26324905
https://doi.org/10.1038/s41598-018-35825-2
https://www.ncbi.nlm.nih.gov/pubmed/30510219
https://doi.org/10.1128/JVI.01399-16
https://www.ncbi.nlm.nih.gov/pubmed/27489279
https://doi.org/10.1016/j.nbd.2018.09.005
https://doi.org/10.1111/jnc.14139
https://doi.org/10.1007/s00401-019-02037-5
https://doi.org/10.1096/fj.201900354R
https://doi.org/10.1038/35081095
https://doi.org/10.1056/NEJMoa1404401
https://doi.org/10.1126/scitranslmed.aag1257
https://doi.org/10.3201/eid2407.172105
https://doi.org/10.1016/j.virusres.2014.11.007
https://www.ncbi.nlm.nih.gov/pubmed/25445341
https://doi.org/10.1128/mSphere.00649-19
https://www.ncbi.nlm.nih.gov/pubmed/31996421
https://doi.org/10.1073/pnas.1512876113
https://doi.org/10.1007/s00401-019-01959-4
https://www.ncbi.nlm.nih.gov/pubmed/30690664
https://doi.org/10.1101/gad.10.14.1736
https://doi.org/10.1073/pnas.94.26.14279

Biomolecules 2023, 13, 1788 24 of 26

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Masuda-Suzukake, M.; Nonaka, T.; Hosokawa, M.; Kubo, M.; Shimozawa, A.; Akiyama, H.; Hasegawa, M. Pathological
alpha-synuclein propagates through neural networks. Acta Neuropathol. Commun. 2014, 2, 88. [CrossRef]

Peng, C.; Gathagan, R.J.; Covell, D.J.; Medellin, C.; Stieber, A.; Robinson, J.L.; Zhang, B.; Pitkin, R.M.; Olufemi, M.E; Luk, K.C,;
et al. Cellular milieu imparts distinct pathological alpha-synuclein strains in alpha-synucleinopathies. Nature 2018, 557, 558-563.
[CrossRef]

Zhang, S.; Dauer, K,; Strohaker, T.; Tatenhorst, L.; Caldi Gomes, L.; Mayer, S.; Jung, B.C.; Kim, W.S; Lee, S.J.; Becker, S.; et al.
Alpha-synuclein fibrils amplified from multiple system atrophy and Parkinson’s disease patient brain spread after intracerebral
injection into mouse brain. Brain Pathol. 2023, 33, €13196. [CrossRef]

Liu, C.W.; Giasson, B.I,; Lewis, K.A ; Lee, V.M.; Demartino, G.N.; Thomas, PJ. A precipitating role for truncated alpha-synuclein
and the proteasome in alpha-synuclein aggregation: Implications for pathogenesis of Parkinson disease. J. Biol. Chem. 2005, 280,
22670-22678. [CrossRef]

Lloyd, G.M.; Long, B.; Quintin, S.; Sorrentino, Z.A.; Gorion, K.M.; Bell, B.M.; Carrillo, D.; Sullivan, P.; Borchelt, D.; Giasson, B.L
Carboxyl truncation of x-synuclein occurs early and is influenced by human APOE genotype in transgenic mouse models of
a-synuclein pathogenesis. Acta Neuropathol. Commun. 2023, 11, 119. [CrossRef]

Baron, T.; Arsac, ].N.; Verchere, ].; Tlili, H.; Aufauvre, C.; Betemps, D. Co-expression of APP/PS1 disrupts the distribution of
brain lesions in a synucleinopathy transgenic mouse model (M83). Acta Neuropathol. 2022, 143, 527-529. [CrossRef]

Radde, R.; Bolmont, T.; Kaeser, S.A.; Coomaraswamy, J.; Lindau, D.; Stoltze, L.; Calhoun, M.E ; Jaggi, F.; Wolburg, H.; Gengler, S.;
et al. Abeta42-driven cerebral amyloidosis in transgenic mice reveals early and robust pathology. EMBO Rep. 2006, 7, 940-946.
[CrossRef]

Masliah, E.; Rockenstein, E.; Veinbergs, I.; Mallory, M.; Hashimoto, M.; Takeda, A.; Sagara, Y.; Sisk, A.; Mucke, L. Dopaminergic
loss and inclusion body formation in alpha-synuclein mice: Implications for neurodegenerative disorders. Science 2000, 287,
1265-1269. [CrossRef] [PubMed]

Specht, C.G.; Schoepfer, R. Deletion of the alpha-synuclein locus in a subpopulation of C57BL/6] inbred mice. BMC Neurosci.
2001, 2, 11. [CrossRef]

Landeck, N.; Hall, H.; Ardah, M.T.; Majbour, N.K,; El-Agnaf, O.M.; Halliday, G.; Kirik, D. A novel multiplex assay for simultaneous
quantification of total and 5129 phosphorylated human alpha-synuclein. Mol. Neurodegener. 2016, 11, 61. [CrossRef] [PubMed]
Marxreiter, F; Ettle, B.; May, V.E.; Esmer, H.; Patrick, C.; Kragh, C.L.; Klucken, J.; Winner, B.; Riess, O.; Winkler, J.; et al. Glial A30P
alpha-synuclein pathology segregates neurogenesis from anxiety-related behavior in conditional transgenic mice. Neurobiol. Dis.
2013, 59, 38-51. [CrossRef] [PubMed]

Leupold, L.; Sigutova, V.; Gerasimova, E.; Regensburger, M.; Zundler, S.; Zunke, F.; Xiang, W.; Winner, B.; Prots, I. The Quest for
Anti-a-Synuclein Antibody Specificity-Lessons Learnt From Flow Cytometry Analysis. Front. Neurol. 2022, 13, 869103. [CrossRef]
Lee, B.R.; Matsuo, Y.; Cashikar, A.G.; Kamitani, T. Role of Ser129 phosphorylation of alpha-synuclein in melanoma cells. J. Cell.
Sci. 2013, 126, 696-704. [CrossRef]

Emmanouilidou, E.; Stefanis, L.; Vekrellis, K. Cell-produced alpha-synuclein oligomers are targeted to, and impair, the 26S
proteasome. Neurobiol Aging 2010, 31, 953-968. [CrossRef] [PubMed]

Schell, H.; Hasegawa, T.; Neumann, M.; Kahle, PJ. Nuclear and neuritic distribution of serine-129 phosphorylated alpha-synuclein
in transgenic mice. Neuroscience 2009, 160, 796-804. [CrossRef] [PubMed]

Rowe, RK,; Brody, S.L.; Pekosz, A. Differentiated cultures of primary hamster tracheal airway epithelial cells. Vitr. Cell. Dev. Biol.
Anim. 2004, 40, 303-311. [CrossRef] [PubMed]

Lee, M.K;; Stirling, W.; Xu, Y.; Xu, X.; Qui, D.; Mandir, A.S.; Dawson, T.M.; Copeland, N.G.; Jenkins, N.A.; Price, D.L. Human
alpha-synuclein-harboring familial Parkinson’s disease-linked Ala-53 --> Thr mutation causes neurodegenerative disease with
alpha-synuclein aggregation in transgenic mice. Proc. Natl. Acad. Sci. USA 2002, 99, 8968-8973. [CrossRef]

Shahnawaz, M.; Mukherjee, A.; Pritzkow, S.; Mendez, N.; Rabadia, P; Liu, X.; Hu, B.; Schmeichel, A.; Singer, W.; Wu, G.; et al.
Discriminating alpha-synuclein strains in Parkinson’s disease and multiple system atrophy. Nature 2020, 578, 273-277. [CrossRef]
Fenyi, A.; Leclair-Visonneau, L.; Clairembault, T.; Coron, E.; Neunlist, M.; Melki, R.; Derkinderen, P.; Bousset, L. Detection of
alpha-synuclein aggregates in gastrointestinal biopsies by protein misfolding cyclic amplification. Neurobiol. Dis. 2019, 129, 38—43.
[CrossRef]

Yoshinaga, S.; Yamanaka, T.; Miyazaki, H.; Okuzumi, A.; Hiyama, A.; Murayama, S.; Nukina, N. Preserved proteinase K-resistant
core after amplification of alpha-synuclein aggregates: Implication to disease-related structural study. Biochem. Biophys. Res.
Commun. 2020, 522, 655-661. [CrossRef]

Paciotti, S.; Bellomo, G.; Gatticchi, L.; Parnetti, L. Are We Ready for Detecting alpha-Synuclein Prone to Aggregation in Patients?
The Case of “Protein-Misfolding Cyclic Amplification” and “Real-Time Quaking-Induced Conversion” as Diagnostic Tools. Front.
Neurol. 2018, 9, 415. [CrossRef]

Peden, A.H.; Suleiman, S.; Barria, M.A. Understanding Intra-Species and Inter-Species Prion Conversion and Zoonotic Potential
Using Protein Misfolding Cyclic Amplification. Front. Aging Neurosci. 2021, 13, 716452. [CrossRef] [PubMed]

Anderson, J.P; Walker, D.E.; Goldstein, ].M.; de Laat, R.; Banducci, K.; Caccavello, R.J.; Barbour, R.; Huang, J.; Kling, K.; Lee, M.;
et al. Phosphorylation of Ser-129 is the dominant pathological modification of alpha-synuclein in familial and sporadic Lewy
body disease. J. Biol. Chem. 2006, 281, 29739-29752. [CrossRef]


https://doi.org/10.1186/s40478-014-0088-8
https://doi.org/10.1038/s41586-018-0104-4
https://doi.org/10.1111/bpa.13196
https://doi.org/10.1074/jbc.M501508200
https://doi.org/10.1186/s40478-023-01623-9
https://doi.org/10.1007/s00401-022-02410-x
https://doi.org/10.1038/sj.embor.7400784
https://doi.org/10.1126/science.287.5456.1265
https://www.ncbi.nlm.nih.gov/pubmed/10678833
https://doi.org/10.1186/1471-2202-2-11
https://doi.org/10.1186/s13024-016-0125-0
https://www.ncbi.nlm.nih.gov/pubmed/27549140
https://doi.org/10.1016/j.nbd.2013.07.004
https://www.ncbi.nlm.nih.gov/pubmed/23867236
https://doi.org/10.3389/fneur.2022.869103
https://doi.org/10.1242/jcs.122093
https://doi.org/10.1016/j.neurobiolaging.2008.07.008
https://www.ncbi.nlm.nih.gov/pubmed/18715677
https://doi.org/10.1016/j.neuroscience.2009.03.002
https://www.ncbi.nlm.nih.gov/pubmed/19272424
https://doi.org/10.1290/0408056.1
https://www.ncbi.nlm.nih.gov/pubmed/15780007
https://doi.org/10.1073/pnas.132197599
https://doi.org/10.1038/s41586-020-1984-7
https://doi.org/10.1016/j.nbd.2019.05.002
https://doi.org/10.1016/j.bbrc.2019.11.142
https://doi.org/10.3389/fneur.2018.00415
https://doi.org/10.3389/fnagi.2021.716452
https://www.ncbi.nlm.nih.gov/pubmed/34413769
https://doi.org/10.1074/jbc.M600933200

Biomolecules 2023, 13, 1788 25 of 26

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

Fujiwara, H.; Hasegawa, M.; Dohmae, N.; Kawashima, A.; Masliah, E.; Goldberg, M.S.; Shen, J.; Takio, K.; Iwatsubo, T.
alpha-Synuclein is phosphorylated in synucleinopathy lesions. Nat. Cell Biol. 2002, 4, 160-164. [CrossRef]

Sorrentino, Z.A.; Hass, E.; Vijayaraghavan, N.; Gorion, K.M.; Riffe, C.]J.; Dhillon, ].S.; Giasson, B.I. Carboxy-terminal truncation
and phosphorylation of alpha-synuclein elongates survival in a prion-like seeding mouse model of synucleinopathy. Neurosci.
Lett. 2020, 732, 135017. [CrossRef] [PubMed]

Sasaki, A.; Arawaka, S.; Sato, H.; Kato, T. Sensitive western blotting for detection of endogenous Ser129-phosphorylated
alpha-synuclein in intracellular and extracellular spaces. Sci. Rep. 2015, 5, 14211. [CrossRef] [PubMed]

Karampetsou, M.; Ardah, M.T.; Semitekolou, M.; Polissidis, A.; Samiotaki, M.; Kalomoiri, M.; Majbour, N.; Xanthou, G.; El-Agnaf,
O.M.A_; Vekrellis, K. Phosphorylated exogenous alpha-synuclein fibrils exacerbate pathology and induce neuronal dysfunction in
mice. Sci. Rep. 2017, 7, 16533. [CrossRef]

Zhang, Z.; Kang, S.S.; Liu, X.; Ahn, E.H.; Zhang, Z.; He, L.; Iuvone, PM.; Duong, D.M.; Seyfried, N.T.; Benskey, M.].; et al.
Asparagine endopeptidase cleaves alpha-synuclein and mediates pathologic activities in Parkinson’s disease. Nat. Struct. Mol.
Biol. 2017, 24, 632-642. [CrossRef] [PubMed]

Bassil, F.; Brown, H.J.; Pattabhiraman, S.; Iwasyk, J.E.; Maghames, C.M.; Meymand, E.S.; Cox, T.O.; Riddle, D.M.; Zhang, B.;
Trojanowski, J.Q.; et al. Amyloid-Beta (Abeta) Plaques Promote Seeding and Spreading of Alpha-Synuclein and Tau in a Mouse
Model of Lewy Body Disorders with Abeta Pathology. Neuron 2020, 105, 260-275.e266. [CrossRef] [PubMed]

Vadukul, D.M.; Papp, M.; Thrush, R.J.; Wang, J.; Jin, Y.; Arosio, P.; Aprile, F.A. alpha-Synuclein Aggregation Is Triggered by
Oligomeric Amyloid-beta 42 via Heterogeneous Primary Nucleation. J. Am. Chem. Soc. 2023, 145, 18276-18285. [CrossRef]
Zhang, Z.; Shi, M.; Li, Z.; Ling, Y.; Zhai, L.; Yuan, Y.; Ma, H.; Hao, L.; Li, Z.; Zhang, Z.; et al. A Dual GLP-1/GIP Receptor Agonist
Is More Effective than Liraglutide in the A53T Mouse Model of Parkinson’s Disease. Park. Dis 2023, 2023, 7427136. [CrossRef]
Ren, Y,; Wang, Q.; Yang, Z.; Feng, L.; Zhang, Y. MCC950 ameliorates the dementia symptom at the early age of line M83 mouse
and reduces hippocampal «-synuclein accumulation. Biochem. Biophys. Res. Commun. 2022, 611, 23-30. [CrossRef]

Woerman, A.L.; Patel, S.; Kazmi, S.A.; Oehler, A.; Lee, J.; Mordes, D.A.; Olson, S.H.; Prusiner, S.B. Kinetics of alpha-synuclein
prions preceding neuropathological inclusions in multiple system atrophy. PLoS Pathog. 2020, 16, €1008222. [CrossRef]
Ghanem, S.S.; Majbour, N.K.; Vaikath, N.N.; Ardah, M.T.; Erskine, D.; Jensen, N.M.; Fayyad, M.; Sudhakaran, LP.; Vasili, E.;
Melachroinou, K; et al. «-Synuclein phosphorylation at serine 129 occurs after initial protein deposition and inhibits seeded fibril
formation and toxicity. Proc. Natl. Acad. Sci. USA 2022, 119, €2109617119. [CrossRef] [PubMed]

Emmer, K.L.; Waxman, E.A.; Covy, ].P.; Giasson, B.I. E46K human alpha-synuclein transgenic mice develop Lewy-like and tau
pathology associated with age-dependent, detrimental motor impairment. J. Biol. Chem. 2011, 286, 35104-35118. [CrossRef]
[PubMed]

Tsika, E.; Moysidou, M.; Guo, J.; Cushman, M.; Gannon, P.; Sandaltzopoulos, R.; Giasson, B.I.; Krainc, D.; Ischiropoulos, H.;
Mazzulli, ].R. Distinct region-specific alpha-synuclein oligomers in A53T transgenic mice: Implications for neurodegeneration. J.
Neurosci. 2010, 30, 3409-3418. [CrossRef] [PubMed]

Paumier, K.L.; Sukoff Rizzo, S.].; Berger, Z.; Chen, Y.; Gonzales, C.; Kaftan, E.; Li, L.; Lotarski, S.; Monaghan, M.; Shen, W.; et al.
Behavioral characterization of A53T mice reveals early and late stage deficits related to Parkinson’s disease. PLoS ONE 2013,
8, €70274. [CrossRef] [PubMed]

Oaks, A.W,; Frankfurt, M.; Finkelstein, D.L; Sidhu, A. Age-dependent effects of A53T alpha-synuclein on behavior and dopamin-
ergic function. PLoS ONE 2013, 8, e60378. [CrossRef] [PubMed]

Teravskis, PJ.; Covelo, A.; Miller, E.C.; Singh, B.; Martell-Martinez, H.A.; Benneyworth, M.A.; Gallardo, C.; Oxnard, B.R;;
Araque, A.; Lee, M.K,; et al. A53T Mutant Alpha-Synuclein Induces Tau-Dependent Postsynaptic Impairment Independently of
Neurodegenerative Changes. J. Neurosci. 2018, 38, 9754-9767. [CrossRef] [PubMed]

Singh, B.; Covelo, A.; Martell-Martinez, H.; Nanclares, C.; Sherman, M.A.; Okematti, E.; Meints, J.; Teravskis, PJ.; Gallardo,
C.; Savonenko, A.V,; et al. Tau is required for progressive synaptic and memory deficits in a transgenic mouse model of
alpha-synucleinopathy. Acta Neuropathol. 2019, 138, 551-574. [CrossRef]

Umeda, T,; Hatanaka, Y.; Sakai, A.; Tomiyama, T. Nasal Rifampicin Improves Cognition in a Mouse Model of Dementia with
Lewy Bodies by Reducing alpha-Synuclein Oligomers. Int. J. Mol. Sci. 2021, 22, 8453. [CrossRef]

Sekiya, H.; Tsuji, A.; Hashimoto, Y.; Takata, M.; Koga, S.; Nishida, K.; Futamura, N.; Kawamoto, M.; Kohara, N.; Dickson, D.W,;
et al. Discrepancy between distribution of alpha-synuclein oligomers and Lewy-related pathology in Parkinson’s disease. Acta
Neuropathol. Commun. 2022, 10, 133. [CrossRef]

Mor, D.E,; Tsika, E.; Mazzulli, J.R.; Gould, N.S.; Kim, H.; Daniels, M.].; Doshi, S.; Gupta, P.; Grossman, J.L.; Tan, V.X,; et al.
Dopamine induces soluble alpha-synuclein oligomers and nigrostriatal degeneration. Nat. Neurosci. 2017, 20, 1560-1568.
[CrossRef]

Gerson, J.E.; Farmer, K.M.; Henson, N.; Castillo-Carranza, D.L.; Carretero Murillo, M.; Sengupta, U.; Barrett, A.; Kayed, R. Tau
oligomers mediate alpha-synuclein toxicity and can be targeted by immunotherapy. Mol. Neurodegener. 2018, 13, 13. [CrossRef]
[PubMed]

Cockey, S.G.; McFarland, K.N.; Koller, E.J.; Brooks, M.M.T.; Gonzalez De La Cruz, E.; Cruz, P.E.; Ceballos-Diaz, C.; Rosario, A.M.;
Levites, Y.R.; Borchelt, D.R;; et al. Il-10 signaling reduces survival in mouse models of synucleinopathy. NP] Park. Dis. 2021, 7, 30.
[CrossRef]


https://doi.org/10.1038/ncb748
https://doi.org/10.1016/j.neulet.2020.135017
https://www.ncbi.nlm.nih.gov/pubmed/32371157
https://doi.org/10.1038/srep14211
https://www.ncbi.nlm.nih.gov/pubmed/26381815
https://doi.org/10.1038/s41598-017-15813-8
https://doi.org/10.1038/nsmb.3433
https://www.ncbi.nlm.nih.gov/pubmed/28671665
https://doi.org/10.1016/j.neuron.2019.10.010
https://www.ncbi.nlm.nih.gov/pubmed/31759806
https://doi.org/10.1021/jacs.3c03212
https://doi.org/10.1155/2023/7427136
https://doi.org/10.1016/j.bbrc.2022.04.076
https://doi.org/10.1371/journal.ppat.1008222
https://doi.org/10.1073/pnas.2109617119
https://www.ncbi.nlm.nih.gov/pubmed/35353605
https://doi.org/10.1074/jbc.M111.247965
https://www.ncbi.nlm.nih.gov/pubmed/21846727
https://doi.org/10.1523/JNEUROSCI.4977-09.2010
https://www.ncbi.nlm.nih.gov/pubmed/20203200
https://doi.org/10.1371/journal.pone.0070274
https://www.ncbi.nlm.nih.gov/pubmed/23936403
https://doi.org/10.1371/journal.pone.0060378
https://www.ncbi.nlm.nih.gov/pubmed/23560093
https://doi.org/10.1523/JNEUROSCI.0344-18.2018
https://www.ncbi.nlm.nih.gov/pubmed/30249789
https://doi.org/10.1007/s00401-019-02032-w
https://doi.org/10.3390/ijms22168453
https://doi.org/10.1186/s40478-022-01440-6
https://doi.org/10.1038/nn.4641
https://doi.org/10.1186/s13024-018-0245-9
https://www.ncbi.nlm.nih.gov/pubmed/29544548
https://doi.org/10.1038/s41531-021-00169-8

Biomolecules 2023, 13, 1788 26 of 26

74.

75.

76.

77.

Ye, M.; Chung, H.S.; Lee, C.; Hyun Song, J.; Shim, I.; Kim, Y.S.; Bae, H. Bee venom phospholipase A2 ameliorates motor
dysfunction and modulates microglia activation in Parkinson’s disease alpha-synuclein transgenic mice. Exp. Mol. Med. 2016,
48, €244. [CrossRef] [PubMed]

Tatenhorst, L.; Eckermann, K.; Dambeck, V.; Fonseca-Ornelas, L.; Walle, H.; Lopes da Fonseca, T.; Koch, ].C.; Becker, S.; Tonges, L.;
Bahr, M,; et al. Fasudil attenuates aggregation of alpha-synuclein in models of Parkinson’s disease. Acta Neuropathol. Commun.
2016, 4, 39. [CrossRef] [PubMed]

Ferreira, N.; Gram, H.; Sorrentino, Z.A.; Gregersen, E.; Schmidt, S.I.; Reimer, L.; Betzer, C.; Perez-Gozalbo, C.; Beltoja, M.; Nagaraj,
M.; et al. Multiple system atrophy-associated oligodendroglial protein p25alpha stimulates formation of novel alpha-synuclein
strain with enhanced neurodegenerative potential. Acta Neuropathol. 2021, 142, 87-115. [CrossRef] [PubMed]

So, RW.L.; Watts, ].C. alpha-Synuclein Conformational Strains as Drivers of Phenotypic Heterogeneity in Neurodegenerative
Diseases. J. Mol. Biol. 2023, 435, 168011. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1038/emm.2016.49
https://www.ncbi.nlm.nih.gov/pubmed/27388550
https://doi.org/10.1186/s40478-016-0310-y
https://www.ncbi.nlm.nih.gov/pubmed/27101974
https://doi.org/10.1007/s00401-021-02316-0
https://www.ncbi.nlm.nih.gov/pubmed/33978813
https://doi.org/10.1016/j.jmb.2023.168011

	Introduction 
	Materials and Methods 
	Ethics Statement 
	Brain Samples 
	Protein Misfolding Cyclic Amplification (PMCA) 
	Bioassays 
	Western Blot 
	ELISA 
	Immunohistochemistry 
	Statistical Analysis 

	Results 
	PMCA Induces the Aggregation of Murine aS in M83 Mouse Brains 
	Alpha-Synuclein from a Sick M83 Brain Is Highly Resistant to Proteinase K 
	Neuro-Anatomical Distribution of Disease-Associated aS in M83 and APPxM83 Mice 
	Intrastriatal Inoculation of PMCA Samples Containing Only Murine Aggregated aS Accelerates the M83 Disease 
	Early and Widespread aS Aggregates Can Be Detected in M83 Mice 

	Discussion 
	References

