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Abstract
Huntington's disease (HD) is an incurable inherited brain disorder characterised by massive degeneration of striatal neurons, 
which correlates with abnormal accumulation of misfolded mutant huntingtin (mHTT) protein. Research on HD has been 
hampered by the inability to study early dysfunction and progressive degeneration of human striatal neurons in vivo. To 
investigate human pathogenesis in a physiologically relevant context, we transplanted human pluripotent stem cell-derived 
neural progenitor cells (hNPCs) from control and HD patients into the striatum of new-born mice. Most hNPCs differen-
tiated into striatal neurons that projected to their target areas and established synaptic connexions within the host basal 
ganglia circuitry. Remarkably, HD human striatal neurons first developed soluble forms of mHTT, which primarily targeted 
endoplasmic reticulum, mitochondria and nuclear membrane to cause structural alterations. Furthermore, HD human cells 
secreted extracellular vesicles containing mHTT monomers and oligomers, which were internalised by non-mutated mouse 
striatal neurons triggering cell death. We conclude that interaction of mHTT soluble forms with key cellular organelles ini-
tially drives disease progression in HD patients and their transmission through exosomes contributes to spread the disease 
in a non-cell autonomous manner.
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SAS  Small aggregate species
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SEM  Standard error of the mean
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Introduction

Abnormal accumulation of misfolded proteins in the 
brain is a common feature of many neurodegenerative 
disorders, including Parkinson’s, Alzheimer’s and Hun-
tington's diseases (HD) [1]. Impaired clearance of these 
proteins results in the build-up of toxic species, such as 
oligomers and aggregates, which are associated to neu-
ronal dysfunction and ultimately cell death. Furthermore, 
emerging evidence in patients and animal models indicates 
that propagation of misfolded proteins also contributes to 
the neurodegenerative process [2]. Development of more 
effective therapies for neurodegenerative diseases requires 
a better understanding of which are the most toxic protein 

Abbreviations
BSA  Bovine serum albumin
Calret  Calretinin
CFSE  Carboxyfluorescein succinimidyl ester
CTR   Control
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ER  Endoplasmic reticulum
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hiPSC  Human-induced pluripotent stem cell
hNPC  Human neural progenitor cell
hCD63  Human CD63
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species, when and where they accumulate, and how they 
spread throughout the brain. Most importantly, due to the 
complex pathophysiology of brain disorders, these crucial 
issues need to be addressed in human cells.

HD is a hereditary neurological disorder caused by a 
CAG repeat-expansion in the huntingtin gene (> 40 CAGs) 
that mainly provokes striatal atrophy and degeneration of 
medium spiny neurons (MSNs) [3], resulting in motor and 
cognitive deficits. There is an inverse correlation between 
the number of CAG repeats and the age of symptom onset, 
with larger CAG repeat expansions being associated with 
earlier ages of onset [4]. HD pathology is linked to the 
progressive deregulation of multiple cellular processes 
by mutant huntingtin (mHTT), including proteostasis, 
autophagy, calcium homeostasis and synaptic plasticity 
[5]. In addition, recent research suggests that mHTT can 
be secreted [6] and propagated by means of synaptic trans-
mission [7] or extracellular vesicles (EVs) [8], thereby 
contributing to non-cell autonomous pathology.

Due to the limited access to patients’ brain tissue, most 
of our understanding of mechanisms of HD pathogenesis 
comes from the study of animal models at early disease 
stages. Although mouse models are valuable tools that 
mimic several aspects of HD progression, they do not 
completely match the human condition because of a much 
higher number of CAG repeats needed to develop the dis-
ease, the different pattern of mHTT aggregates and the 
absence of cell death [9]. Indeed, these differences may 
account for the low success rates in translating preclinical 
findings to clinical trials in HD over the last 20 years [10].

HD patient-derived human-induced pluripotent stem 
cells (hiPSCs) or human embryonic stem cells (hESCs) 
have been used to examine human pathology in  vitro 
[11–14], as they carry the genetic alterations that contrib-
ute to disease. However, in vitro differentiation protocols 
have the disadvantage of depriving cells of their natural 
environment, which is critical for neuronal development 
and ageing. Consequently, most HD hiPSC-based in vitro 
models are free of mHTT aggregates and lack an overt 
cell death phenotype, instead showing only subtle neu-
rodegeneration [15]. Alternatively, the in vivo functional 
integration of HD human pluripotent stem cell (hPSC)-
derived neuronal cells within the mouse brain could allow 
the study of the initiation, progression and full manifesta-
tion of HD. To this aim, we transplanted control (CTR-) 
and HD patient-derived human neural progenitor cells 
(HD-hNPCs) into the developing mouse striatum and 
examined long-term differentiation, brain connectivity 
and neurodegeneration.

Neonatally engrafted HD-hNPCs differentiated into 
striatal neurons that projected to their target areas and 
established synaptic connexions within the host basal 
ganglia circuitry. HD human neurons developed progressive 

human-specific pathological features, ranging from early 
intracellular abnormalities to MSN death. Remarkably, 
we identified soluble mHTT as the primary toxic form 
on structurally altered endoplasmic reticulum (ER), 
mitochondria and nuclear membrane. Our study further 
shows evidence of soluble mHTT spreading through 
exosomes, as a mechanism of disease propagation.

Materials and methods

Mice

C57BL/6J pregnant females were obtained from Charles 
River and Rag2−/− mice were a kind gift from Dr. Anna 
Planas (IIBB-CSIC, IDIBAPS, Barcelona, Spain). P2 
neonatal mice were used in cell transplantation experiments, 
whereas E18.5 embryos were employed for primary striatal 
cell cultures. On weaning, male and female transplanted 
mice were randomly assigned to matched groups of 
mixed cell genotypes for either behavioural or histological 
analysis. Animals were housed with access to food and 
water ad libitum in a colony room kept at 19–22 °C and 
40–60% humidity, under a 12:12 h light/dark cycle. All 
procedures involving the use of animals were approved 
by the Animal Experimentation Ethics Committee of the 
University of Barcelona and Generalitat de Catalunya 
(10995) in compliance with the Spanish (RD 53/2013 and 
RD 1386/2018) and European (2010/63/EU) regulations for 
the care and use of experimental animals.

In vitro differentiation of human‑induced 
pluripotent stem cell lines

Several hPSC lines were used in the present study under 
the ethical permission 0336/5796/2019 (Generalitat de 
Catalunya, Spain). HiPSC lines CTR-33 (CS83iCTR-33n1) 
and HD-60 (CS21iHD-60n5) (kind gift from C. N. Svendsen, 
Cedar Sinai, Los Angeles, CA, USA) were generated from 
human fibroblasts as previously described [12]; hiPSC 
lines CTR-2190 (hPSCreg: CHDIi042-A) and HD-2174 
(hPSCreg; CHDIi026-A) were generously obtained from 
CHDI Foundation Inc.; and hESCs GEN-019 (hPSCreg; 
GENEAe020-A) and GEN-020 (hPSCreg; GENEAe015-A) 
were acquired from Genea Biocells (Australia). All these 
cell lines passed our standard quality controls defined in 
Creatio’s quality system (ISO9001:2015). None of the cell 
lines showed karyotyping alterations except the CTR-2190, 
that showed a mosaic trisomy in chromosome 12 (75% of 
the analysed cells) when they were expanded for more than 
30 passages in vitro. To track cell migration and neuronal 
projections after cell implantation, hPSC lines CTR-33 and 
HD-60 were transduced with a GFP lentivirus under the 
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control of the constitutive EF1-α promoter before in vitro 
differentiation. Stem cell differentiation towards hNPCs 
with a ventral forebrain phenotype was performed during 
16 DIV, as described elsewhere [16]. At this stage, we 
evaluated the proliferation of hNPCs from all cell lines by 
immunocytochemistry against Ki67. The percentage of 
proliferating cells was calculated by counting the number 
of Ki67 positive cells out of the total number of cells in 
the culture evaluated by 4ʹ,6-diamidino-2-fenilindol (DAPI) 
staining. Stem cell differentiations were conducted under 
ISO9001-2015 and comply with the Guidance Document 
on Good In  Vitro Method Practices (GIVIMP; OECD) 
recommendations.

Cell transplantation

Prior to transplantation, cells were disaggregated with 
accutase and re-suspended in phosphate-buffered saline 
(PBS). P2 neonatal mice were anaesthetised by hypothermia, 
placing them on ice until cessation of movement. Unilateral 
striatal injections were performed using a stereotaxic 
apparatus (RWD) coupled to a stereotaxic pump (WPI) and 
a 10 μl Hamilton syringe with a 33 gauge needle, setting 
the following coordinates (mm): antero-posterior, + 2.3 from 
lambda; medio-lateral, + 1.4 from lambda; dorso-ventral, 
− 1.8 from dura. Every animal received 15,000 cells diluted 
in 1 μl of PBS and injected at a rate of 0.2 µl/min.

Mouse behaviour

Amphetamine-induced rotation test was performed to 
assess circling behaviour as a readout of unilateral striatal 
degeneration in mice transplanted with HD-60-derived 
hNPCs, CTR-33-derived hNPCs or sham (injected 
with PBS). We delivered intraperitoneally 5  mg/kg of 
amphetamine diluted in 0.9% NaCl. After 2 min of latency, 
the number of ipsilateral and contralateral turns were 
counted manually during 15  min. Tracking of mouse 
behaviour was conducted blinded to experimental condition 
with the help of SMART software (Panlab).

Immunohistochemistry

Anaesthetised mice were intra-cardially perfused with 
PBS and a 4% paraformaldehyde (PFA) solution in 0.1 M 
phosphate buffer. Brains were cryoprotected with 30% 
sucrose in PBS, frozen in methylbutane (Sigma) and 
sectioned. Serial coronal sections (20 μm) of the brain 
were obtained using a cryostat (Thermo Fisher). Tissue 
was sequentially incubated with a blocking solution 

(PBS, 0.3% Triton X-100, 5% Normal horse serum) for 
2 h at room temperature and with the primary antibodies 
(Supplementary Table  3) overnight at 4  °C. After 3 
washes with PBS, tissue was incubated for 1 h30ʹ at room 
temperature with specific fluorescent secondary antibodies. 
As GFP expression in grafted cells was not ubiquitous, 
human cells were also identified based on their expression 
of human nuclear antigen (hNA) and the cytoplasmic marker 
STEM121. Immunofluorescence images were acquired 
with a Confocal Leica TCS SP5 microscope and quantified 
using ImageJ and Computer-Assisted Stereology Toolbox 
(Olympus Danmark A/S) software. Immuno-labelled cells 
in the regions of interest were counted on five evenly spaced 
coronal sections from each mouse. We used high intensity 
projection of Z stacked images when these were acquired at 
high magnification (40×, 63×). Stereological estimation of 
striatal volume was carried out by measuring the striatal area 
of 10 sections per animal spaced 240 μm apart. GFAP and 
Iba1 immunoreactivity surrounding the bulk of the graft was 
quantified by analysis of integrated optical density (ImageJ). 
Graft size was calculated by delineating the outer perimeter 
of the  STEM121+ graft core and estimating its volume 
through extrapolation of the area quantified in sections 
spaced 120 μm apart, as previously described [16]. Striatal 
necrosis was assessed by digitally tracing those striatal 
regions characterised by tissue disruption and non-specific 
DARPP-32 aberrant immunoreactivity, measuring their 
area with ImageJ software. Spreading of cleaved caspase-3 
staining from the bulk of the graft was quantified using plot 
profile analysis (ImageJ).

Immunogold labelling and transmission electron 
microscopy

For TEM studies, samples were fixed with a solution 
of 2% PFA/0.5% glutaraldehyde in 0.1 M PB, post-fixed 
with 1% osmium tetroxide, dehydrated and embedded in 
epoxy resin. Ultra-thin sections (70 nm) were immuno-
labelled with primary antibody, followed by incubation 
with a secondary antibody conjugated with electron-dense 
colloidal gold nanoparticles of 10 nm size (Aurion, Electron 
Microscopy Sciences). GFP and STEM121 antibodies were 
used for detecting human cells, MW1 to identify soluble 
mHTT (monomers and oligomers), 3B5H10 to label mHTT 
monomers and EM48 to detect aggregated mHTT species. 
Images were acquired with a JEOL 1010 transmission 
electron microscope equipped with a CCD Orius camera 
(Gatan). For TEM immunogold analysis of human cells 
and mHTT species, we examined a minimum of 6 ultra-
thin sections per animal, at both striatal and external globus 
pallidus (GPe) levels, for identifying 30 positive cell profiles 
per each transplanted mouse.
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Extracellular vesicle isolation, characterisation 
and labelling

EVs were isolated from the conditioned medium of CTR- 
and HD-derived hNPCs by size-exclusion chromatography 
(SEC), as described previously [17, 18]. The supernatant 
of cells cultured in serum-free medium was collected at 16 
DIV, centrifuged and concentrated by 100 kDa ultrafiltration 
at 2000g for 35 min with Amicon Ultra (Millipore). EVs 
were then isolated by elution of concentrated conditioned 
medium in a 1 ml-SEC of Sepharose CL-2B (Sigma) with 
PBS (Oxoid), collecting 100 µl-fractions. Protein elution 
was checked by reading absorbance at 280 nm of each SEC 
fraction using Nanodrop (Thermo Scientific). EV-enriched 
fractions were determined by bead-based flow cytometry, 
as described elsewhere [18]. Briefly, SEC fractions were 
coupled to 4  μm aldehyde/sulphate-latex microspheres 
(Invitrogen) and labelled with CD63 (Clone TEA3/18) and 
CD81 (Clone 5A6) antibodies, because EVs are enriched 
in these tetraspanin proteins. Data was acquired in a 
FACSVerse flow cytometer (BD) and analysed by FlowJo 
v.X software (TreeStar). EV fluorescent labelling with 
carboxyfluorescein succinimidyl ester (CFSE) (Molecular 
Probes) was performed by incubating EVs with CFSE 
(20 µM) for 2 h at 37 °C. Unbound dye was removed by 
four sequential washes with PBS and 100 kD ultrafiltration.

Co‑culture of mouse striatal neurons with human 
extracellular vesicles

Brains from E18.5 C57BL/6J mouse embryos were excised 
and placed in Neurobasal medium (Gibco). Dissected 
striata were gently dissociated and seeded onto 12 mm 
glass coverslips pre-coated with 0.1 mg/ml poly-d-lysine 
(Sigma). At 14 DIV, striatal primary cultures were treated 
with EVs in a 2:1 ratio (EV-donor cells: EV-recipient cells). 
Specifically, human EVs isolated from the conditioned 
medium of 3 ×  105 donor cells (HD- and CTR-NPCs) were 
co-cultured with 1.5 ×  105 recipient cells (mouse primary 
neurons). 24 h later, cultures were fixed with PFA 4% and 
processed for immunocytochemistry. Images were acquired 
with a Confocal Zeiss LSM 880 microscope and assessment 
of nuclear size and morphology was performed with ImageJ 
software. Size of pyknotic neuronal nuclei was established 
in a range from 7 to 20 µm2. DAPI positive particles smaller 
than 7 µm2 or with less than 0.4 circularity were considered 
artefacts and discarded.

Pharmacological treatment in vivo

Chronic pharmacological treatment with FTY720 was 
performed as previously described [19]. FTY720 was 
obtained as a powder (Cayman Chemicals) and dissolved 

in EtOH 10% in distilled water (vehicle). Both CTR-33 and 
HD-60 chimeric mice received intraperitoneal injections of 
either FTY720 or vehicle solution every four days during 
two months, at a dose of 0.3 mg/kg.

Statistical analysis

Statistical analyses were performed with GraphPad Prism 
6 software. Values are shown as the mean ± standard error 
of the mean (SEM). Unpaired two-tailed t test was used for 
simple comparisons of one variable between two groups 
and one-way ANOVA or two-way ANOVA were used to 
determine differences between more than two groups, unless 
otherwise indicated in figure legends. The level of statistical 
significance was set as follows: *P < 0.05, **P < 0.01, 
***P < 0.001.

Results

Neonatally engrafted HD patient‑derived human 
neural progenitors show increased proliferation 
and accelerated MSN differentiation

To explore whether neonatally engrafted hNPCs could 
expand and populate the mouse striatum, we used 6 hPSC 
lines (4 hiPSC lines and 2 sibling hESCs). 3 of them were 
considered control cell lines (< 36 CAGs): CTR-33, CTR-
2190 and GEN-019; whilst the other cell lines exceeded 
the pathological repeat length (> 40 CAGs): HD-2174 (47 
CAGs), GEN-020 (48 CAGs) and HD-60 (60 CAGs). HD 
and CTR hPSCs were differentiated for 16 days in vitro 
(DIV) to hNPCs as previously described [16], before being 
unilaterally transplanted into the striatum of neonatal wild-
type (WT) mice (Supplementary Fig. 1). Implanted cells 
were unambiguously identified based on their expression of 
human nuclear antigen (hNA) and the human cytoplasmic 
marker STEM121. We observed cell engraftment and 
survival up to 5 months post-transplantation (PST) for the 
6 cell lines, although we noticed different percentages of 
mice with detectable grafts (Supplementary Table  1a). 
These differences in the presence of grafts in the implanted 
mice could be due to technical or biological parameters. 
Although perinatal tolerization of transplanted human 
cells in immunocompetent mice has been controversial 
[20], we and others have previously demonstrated the long-
term survival of neonatally engrafted hNPCs [16, 21, 22]. 
Rejection of cells xenografted at neonatal stages showed 
by other authors could be due to an excessive cell dosage, 
to the large diameter of the cannula, to mouse strain or to 
the hPSC line used. However, assessment of microglial 
and astroglial reactivity around the bulk of our surviving 
grafts showed no significant differences between CTR 
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and HD cells (Supplementary Fig. 2). To verify whether 
possible immunological rejection—not detected by 
microglial and astroglial reactivity—could affect hNPC 
survival, we further tested hPSC survival in a genetically 
immunosuppressed mouse model, the Rag2−/−. We found 
low immunoreactivity surrounding the neonatally implanted 
hNPCs (Supplementary Fig. 3a, b), allowing the survival of 
similar numbers of human cells one month after grafting 
compared with WT mice (Supplementary Fig. 3c).

At 3 days PST, HD-60-derived hNPCs showed a higher 
proliferation rate (Supplementary Fig. 4a) that resulted in 
an increased number of cells at 1 month PST, compared 
to CTR-33-derived hNPCs (Supplementary Fig. 4b). This 
early alteration was already present in HD-hNPCs at 16 DIV, 
just before transplantation (%  Ki67+/DAPI+ cells: CTR, 
52 ± 3.72%; HD, 63 ± 3.75%. Unpaired t test, two-tailed, 
P = 0.027). We did not observe differences in the % of  Ki67+ 
cells between the different CTR cell lines, nor between 
the HD lines we used in this study. In addition, no differ-
ences in the number of  Ebf+ or  Dlx+ positive hNPCs were 
observed at 16 DIV between CTR and HD cell lines (Introna 
et al., in preparation). Because recent work has reported 
the existence of a persistent mitotically active cyclin  D1+ 
progenitor population in HD iPSCs during differentiation 
[23], we further examined cyclin D1 expression in our cells 
after implantation. We found that the higher proliferation 
rate correlated with an increased expression of cyclin D1 
at 3 days PST, which persisted in subsets of HD-60-hNPCs 
up to 1 month PST (Supplementary Fig. 4b, c). Prolifer-
ating cells decreased over time until 3 months PST, when 
they were barely detected. Accordingly, we did not observe 
tumour formation at any of the time points examined.

At 1 month PST, ~ 80% of human cells already expressed 
markers of mature neurons (NeuN and MAP2), in a similar 
manner for both CTR-33 and HD-60 cell lines (Fig. 1a–d, s 
and Supplementary Table 2). ~ 90% of engrafted cells were 
 CTIP2+ (Fig. 1g, h, u) including a DARPP-32+ subpopula-
tion (Fig. 1i, j, v), indicative of MSN identity. Remarkably, 
HD-60 cells exhibited increased DARPP-32 expression com-
pared to CTR-33 cells (20% vs 7%) at 1 month PST (Fig. 1v). 
By 3 months PST, human cells disseminated throughout the 
striatum showing increased branching, and some DARPP-
32+ cells displayed a MSN-like morphology (Fig. 1m-p). 
Alternative cell fates included  Olig2+ oligodendrocytes 
(Fig. 1e, f, t) and Calretinin (Calret)+ interneurons (Fig. 1k, 
l, q, r, w), which showed slower maturation and were mainly 
located at the edges of the graft. We also observed engrafted 
cells at 3 and 5 months PST in animals transplanted with 
GEN-019-, GEN-020-, CTR-2190 and HD-2174-derived 
hNPCs (Supplementary Figs. 5 and 7), reproducing the high 
expression of CTIP2 observed in HD-60 and CTR-33. The 
increased cell proliferation detected in HD cell lines resulted 
in increased graft volumes with respect to CTR hNPC grafts 
(Supplementary Table 1b). However, considerable variation 
was observed between HD transplants, being the HD-60 and 
GEN-20 the hNPCs that showed bigger grafts (Supplemen-
tary Fig. 5). Neither CTR-33 nor HD-60 cells colocalized 
with markers of GABAergic striatal interneuron subtypes, 
including Parvalbumin, Neuropeptide Y and Tyrosine 
hydroxylase (Supplementary Fig. 6).

Human striatal neurons send axonal projections 
to MSN targets and establish synaptic connexions 
within the mouse basal ganglia circuitry

Immunohistochemistry (IHC) on sagittal sections of chi-
meric mouse brains revealed that  CTIP2+ human striatal 
neurons sent numerous  GFP+ axonal projections towards 
the external globus pallidus (GPe), and few of them towards 
the substantia nigra (SN), two well-known MSN targets 
(Fig. 2a–f). Noteworthy, only HD-60 cells projected to both 
brain regions, because no CTR cell-derived projections were 
found in the SN. This might be due to the bigger size of the 
HD-60 graft, as a result of higher hNPC proliferation and 
spreading. Furthermore, transmission electron microscopy 
(TEM) combined with GFP immunogold labelling allowed 
the identification of inhibitory symmetric synapses between 
human and mouse cells (Fig. 2g, h), suggesting graft-to-host 
functional connectivity. Altogether, these data indicate that 
most transplanted hNPCs differentiate into striatal neurons, 
which send axonal projections towards their natural targets 
of the host basal ganglia circuitry.

Fig. 1  Neonatally engrafted control and HD patient-derived human 
neural progenitor cells differentiate into striatal neurons. a–l Stri-
atal coronal sections from CTR-33 and HD-60 chimeric brains at 
1  month PST immuno-labelled for GFP, hNA or STEM121 (green) 
and MAP2 (a, b), NeuN (c, d), Olig2 (e, f), CTIP2 (g, h), DARPP-
32 (i, j) or Calretinin (Calret) (k, l) (red). m–r Striatal coronal sec-
tions from CTR-33 and HD-60 chimeric brains at 3  months PST 
immunolabelled for STEM121 or GFP (green) and DARPP-32 (m–r) 
or Calret (q, r) (red). s–w Histograms representing the percentage 
of  hNA+ cells expressing NeuN (s), Olig2 (t), CTIP2 (u), DARPP-
32 (v) and Calret (w) in CTR-33 and HD-60 chimeric brains at 1, 
3 and 5  months PST. M, months. Scale bars 20  µm in o; 50  µm in 
a–e, g, i, k, m, q; 100 µm in j. Data are expressed as mean ± SEM. 
s, t n = 5 mice; Unpaired t-test, two-tailed, non-significant. u n = 5 
mice; Unpaired t-test, two-tailed, P = 0.0465 (CTR 5 M vs HD 5 M), 
P = 0.0051 (HD 1 M vs HD 3 M), P = 0.0133 (HD 3 M vs HD 5 M), 
P = 0.0002 (HD 1 M vs HD 5 M). v n = 5 mice; Unpaired t-test, two-
tailed, P = 0.0273 (CTR 1  M vs HD 1  M), P = 0.0489 (HD 1  M vs 
HD 3 M), P = 0.0254 (HD 3 M vs HD 5 M), P = 0.0022 (HD 1 M vs 
HD 5 M). w n  = 5 mice; Unpaired t-test, two-tailed, P = 0.0451 (CTR 
5 M vs HD 5 M), P = 0.0117 (HD 1 M vs HD 3 M), P = 0.0072 (HD 
3 M vs HD 5 M), P < 0.0001 (HD 1 M vs HD 5 M). See also Supple-
mentary Table 2

◂
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Selective degeneration and loss of HD human MSNs 
and host striatal tissue

Robust MSN loss is a crucial HD hallmark that is 
lacking in the existing mouse models. Transplanted 
CTR-33- (Fig.  3a), GEN-019- and CTR-2190-hNPCs 

(Supplementary Fig. 7) survived up to 5 months PST, 
with no signs of degeneration and without affecting mouse 
host striatal cells. Conversely, engrafted HD-60-hNPCs 
reached their peak of MSN differentiation at 1 month PST, 
with 92% of  CTIP2+ cells and 20% of DARPP-32+ cells. 
But from that time onwards they showed a progressive 

Fig. 2  Human striatal neurons send axonal projections towards MSN 
targets and establish synapses within the mouse basal ganglia cir-
cuitry. a–e Sagittal sections from CTR-33 and HD-60 chimeric brains 
at 3  months PST, immuno-labelled for GFP (green), and CTIP2 or 
DARPP-32 (red). f Histogram representing the percentage of striato-
pallidal and nigral areas covered by  GFP+ human fibres. g, h Ultra-
thin immunogold TEM sections showing  GFP+ human neurites estab-

lishing symmetric inhibitory synapses with host striatal cells. Black 
arrows point to human-specific gold nanoparticles and white arrow-
heads delimit the synaptic cleft of symmetric synapses. Str striatum, 
GPe external globus pallidus, SN substantia nigra, Pre presynaptic 
terminal, Post postsynaptic terminal, Mit mitochondria. Scale bars 
0.5 µm in g; 20 µm in d, e; 50 µm in b; 200 µm in a; 1 mm in c. Data 
are expressed as mean ± SEM. n = 4 mice
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Fig. 3  Selective cell death of 
engrafted HD human MSNs 
and degeneration of the host 
striatum alters mouse behaviour 
at 5 months PST. a–d Striatal 
coronal sections from CTR-33 
and HD-60 chimeric brains 
immuno-labelled for STEM121 
(green) and DARPP-32 (red). 
d Arrows point to DARPP-32+ 
HD-60 cells surrounded by 
degenerating mouse striatal 
tissue. e Low-magnification 
coronal view of a HD-60 
chimeric brain at 5 months PST 
labelled for DARPP-32, exhibit-
ing a dramatic increase in 
ventricular volume. f Histogram 
representing the assessment 
of striatal volume in CTR and 
HD chimeric mouse brains at 
5 months PST. g, h Striatal 
coronal sections from HD-60 
chimeric brains at 5 months 
PST immunolabelled for 
STEM121, CTIP2 and cleaved 
caspase-3 (CC3). Filled arrows 
point to apoptotic human striatal 
neurons and empty arrows point 
to apoptotic endogenous mouse 
cells. i Graph showing the 
percentage of apoptotic striatal 
neurons amongst mouse (M) 
and human (H) cells, in both 
CTR-33 and HD-60 chimeric 
mice. j Amphetamine-induced 
circling behavioural test 
performed with Sham, CTR-33 
and HD-60 chimeric mice at 
5 months PST. M mouse, H 
human. Scale bars 20 µm in h; 
50 µm in d, g; 200 µm in a–c; 
1 mm in e. Data are expressed 
as mean ± SEM. f n = 8 Control 
[CTR-33 (n = 5, pink), GEN-
019 (n = 3, blue)] and n = 10 HD 
[HD-60 (n = 4, pink), GEN-020 
(n = 6, blue)] mice; Unpaired 
t-test, two-tailed, P = 0.0093 
(Control vs HD), P = 0.0490 
(HD-60 vs GEN-020). i n = 3; 
Unpaired t-test, two-tailed, 
P = 0.0251 (CTR-33 M vs 
HD-60 M), P = 0.0029 (CTR-
33 H vs HD-60 H). j n = 8 
Sham, n = 10 CTR-33 and 
n = 10 HD-60 mice; One-way 
ANOVA, Tukey’s multiple 
comparisons test, P = 0.0035 
(CTR-33 vs HD-60)
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decrease, with 71% and 10% of cells expressing CTIP2 
and DARPP-32, respectively, at 3 months PST, and only 
44% and 3% at 5 months PST (Fig. 1u, v and Supplemen-
tary Table 2). Overall, there was a 52% decrease of CTIP2 
expression and a 75% reduction in  DARPP32+ human 
MSNs. Unlike HD-60 MSNs, HD  Calret+ interneurons 
did not undergo degeneration, but instead maintained and 

even increased their relative number over time (Fig. 1w 
and Supplementary Table 2).

Most strikingly, when compared to the 3 months PST 
time point of HD-60 cells (Fig.  3b) or GEN-020 cells 
(Supplementary Fig. 5b), the host striatum exhibited clear 
signs of degeneration in the vicinity of engrafted HD cells 
at 5 months PST (Fig. 3c, d and Supplementary Fig. 8b). 
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There was a 20% loss of striatal tissue (Fig. 3f), which in the 
case of HD-60 chimeric mice rose to 38% and was accom-
panied by an increase of ventricular volume similar to that 
seen in end-stage HD human post-mortem brains (Fig. 3e). 
Therefore, striatal neurodegeneration was more prominent 
in mice implanted with HD-60-hNPCs (38%) than in ani-
mals transplanted with GEN-020-hNPCs (8%), maybe due 
to the higher number of CAG repeats (60 CAG vs 48 CAG 
repeats, respectively). Accordingly, both human and mouse 
 CTIP2+ cells expressed apoptotic markers (Fig. 3g–i and 
Supplementary Fig. 8c, d), which were much less frequent 
in controls (Fig. 3i and Supplementary Fig. 9). Ampheta-
mine-induced circling behavioural test confirmed unilateral 
striatal degeneration in HD-60 chimeric mice (Fig. 3j), as 
showed by the increased number of ipsilateral turns towards 
the transplanted brain hemisphere (Supplementary Video 1) 
compared to CTR-33 chimeric mice (Supplementary Video 
2). Hence, HD chimeric mice show selective degeneration 
and loss of human MSNs, with deleterious effects on neigh-
bouring mouse striatal MSNs.

HD human neurons show progressive ultrastructural 
alterations

To analyse the progressive dysfunction of HD human cells 
at the finest structural level, we examined HD-60 chimeric 
brains by TEM immunogold at 3 and 5 months PST. HD 
cells underwent substantial morphological changes from 
3 months onwards, including nuclear membrane indentations 
(Fig. 4a–d), dilated ER cisternae (Fig. 4e–h) and abnormally 
swollen mitochondria with sparse cristae (Fig. 4i–l). TEM 
also revealed the existence of mostly empty amphisome-like 

structures in HD cells (Fig.  4m–p), indicating altered 
autophagy. These remarkable alterations observed at the stri-
atal level correlated with the presence of dystrophic axons at 
the GPe (Fig. 4q–t). Taken together, ultrastructural defects 
found in HD-60 human cells are consistent with the progres-
sive neurodegeneration observed by IHC.

Gradual appearance of soluble and aggregated 
mHTT in key cellular organelles and axons

We next investigated whether morphological alterations of 
subcellular organelles in HD human cells correlated with the 
gradual appearance of mHTT species, the main neuropatho-
logical hallmark of HD. We first examined if soluble non-
aggregated forms of mHTT could be detected before overt 
degeneration, when neuronal dysfunction starts to mani-
fest. To this aim we performed IHC with MW1 antibody, a 
marker of mHTT oligomers that may also detect monomers 
[24], which showed positive puncta staining in most  CTIP2+ 
human cells (~ 70%) at 3 months PST (Fig. 5a, f and Supple-
mentary Fig. 10). A more detailed examination by means of 
TEM immunogold determined that soluble mHTT primarily 
interacted with ER and mitochondria, and to a lesser extent 
with nuclear membrane and nucleus (Fig. 5b, c, g). Impor-
tantly, soluble mHTT was also found in myelinated axons 
and synaptic terminals of inhibitory symmetric synapses at 
the GPe level (Fig. 5d, e).

In order to assess the presence of insoluble mHTT 
aggregated forms in transplanted HD cells during overt 
neurodegeneration, we performed both IHC and TEM 
immunogold with EM48 antibody at 5 months PST. By 
IHC we only detected a small subpopulation of human 
cells containing mHTT aggregates in HD-60 chimeric 
mice (4.14% ± 0.64, n = 5), corresponding to inclusion 
bodies (IBs) (Fig. 5h, i), but we could not detect mHTT 
aggregates in GEN-020 chimeric mice. Nevertheless, TEM 
analysis revealed that the IBs found in HD-60 chimeric 
brains corresponded only to 9% of total  EM48+ aggre-
gated forms of mHTT (Fig. 5j, k, p), because small aggre-
gate species (SAS) (≤ 400 nm) were much more abundant 
(Fig. 5l–o, p). Amongst SAS, we identified three different 
morphologies (summarised in Fig. 5s): fibrillar (Fig. 5m, 
o), amorphous (Fig. 5l) and globular (Fig. 5n). The subcel-
lular distribution of mHTT SAS was similar to that of solu-
ble forms (Fig. 5q), with a preferential association to mito-
chondria (Fig. 5k, n), ER (Fig. 5l) and nuclear membrane 
(Fig. 5j). Consistently, SAS were also found in myelinated 
axons (Fig. 5m, n) and synaptic terminals of inhibitory 
symmetric synapses at the GPe level, mainly at postsyn-
aptic sites (Fig. 5o, r). In addition,  STEM121− axons at 
the striato-pallidal level contained bundles of mHTT-like 
fibrils in close proximity to mitochondria (Supplemen-
tary Fig. 11). Overall, this spatio-temporal morphometric 

Fig. 4  Transplanted HD human cells show progressive ultrastruc-
tural alterations from 3 months PST onwards. Ultra-thin striatal sec-
tions from CTR-33 and HD-60 chimeric brains immunogold-labelled 
for STEM121 and analysed by TEM at 3 and 5  months PST. a–d 
Illustrative TEM images and histogram (d) showing the percentage 
of human transplanted cells with nuclear membrane indentations. 
e–h Illustrative TEM images and histogram (h) showing the number 
of dilated endoplasmic reticulum cisternae per cell. i–l Illustrative 
TEM images and histogram (l) showing the number of vacuolated 
mitochondria per cell. m–p Illustrative TEM images and histogram 
(p) showing the number of empty amphisomes per cell. q–t Illus-
trative TEM images and histogram (t) showing the number of dys-
trophic axons per external globus pallidus (GPe) area. Small black 
arrows point to human-specific gold nanoparticles. GPe area in t: 
2.34 ×  10–4   mm2. N nucleus, ER endoplasmic reticulum, Mit mito-
chondria, AP amphisome, L lysosome, Ax axon, My myelin, M 
months. Data are expressed as mean ± SEM. d n = 3 mice; Unpaired 
t-test, two-tailed, P = 0.0083 (3 M), P = 0.0419 (5 M). h n  = 3 mice; 
Unpaired t-test, two-tailed, P = 0.0052 (3  M), P = 0.1546 (5  M). l 
n  = 3 mice; Unpaired t-test, two-tailed, P = 0.1828 (3 M), P = 0.0314 
(5  M). p n  = 3 mice; Unpaired t-test, two-tailed, P = 0.0498 
(3  M), P = 0.4037 (5  M). t n =  3 mice; Unpaired t-test, two-tailed, 
P = 0.1612 (3 M), P = 0.0381 (5 M)
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characterisation of mHTT enabled us to determine the 
timing, structure and subcellular localization of mHTT 
species in HD human cells in vivo.

Human‑to‑mouse transfer of mHTT correlates 
with increased exosomal secretory pathway

The presence of  MW1+ puncta in a subset of  CTIP2+ 
mouse striatal neurons (~ 10%) at 3 months PST (Fig. 5a, 
f) and even  EM48+ aggregates in scarce  GFP−/DARPP-
32+ cells at 5 months PST (Fig. 5i), indicated human-
to-mouse transfer of mHTT. In addition, TEM studies 
revealed that a considerable number of mHTT oligom-
ers/monomers (~ 20%) were located either at the plasma 
membrane or outside the cell body (Figs. 5b, c, g and 6i), 
further suggesting ongoing secretion of soluble mHTT. 
Interestingly, these mHTT forms exhibited a rather loose 
appearance within the cytoplasm, but they were more 
densely packed when located at the plasma membrane 
boundary or extracellularly (Figs. 5c and 6i), support-
ing the notion that they could be secreted inside EVs. 
To investigate if the exosomal secretory pathway was 
upregulated in HD human cells, we examined by IHC 

the expression pattern of a human-specific CD63 anti-
body (hCD63), which labels both intraluminal vesicles 
of multi-vesicular bodies (MVBs) and human exosomes 
[25]. At 3 months PST, a higher number of mouse endog-
enous cells had incorporated  hCD63+ puncta in HD-60 
chimeric mice, suggesting increased exosomal secretion by 
HD human cells (Fig. 6a, c, m). Remarkably, at 5 months 
PST a higher proportion of  CTIP2+ mouse striatal neurons 
contained  hCD63+ puncta in HD-60 chimeric mice, par-
ticularly in the vicinity of areas undergoing degeneration 
(Fig. 6e, g, n). Quantification of the number of MVBs by 
TEM revealed an increase in HD-60 human cells at both 
3 and 5 months PST (Fig. 6b, d, f, h, l), likely reflecting 
an upregulation of the exosomal secretory pathway. Most 
importantly, we found  MW1+ and  EM48+ particles within 
intraluminal vesicles of MVBs (Fig. 6d, h, j), which could 
fuse with the plasma membrane (Fig. 6k) and be released 
as exosomes (Fig. 6o). Noteworthy, MVBs containing 
mHTT were also occasionally detected at the presynap-
tic terminals of inhibitory symmetric synapses (Supple-
mentary Fig. 12a, b), and  EM48+ exosome-like vesicles 
were found in sparse dead cells within the HD-60 chimeric 
striatum (Supplementary Fig. 12c). Altogether, these find-
ings strongly suggest that mHTT can be transferred from 
transplanted human neurons to endogenous striatal neu-
rons through exosomes.

HD human neuronal cells secrete extracellular 
vesicles that propagate toxic soluble mHTT 
to mouse striatal neurons

To delve deeper into the mechanism of exosome-mediated 
mHTT propagation and its potential deleterious effects on 
mouse striatal neurons, we next isolated EVs from the con-
ditioned culture medium of 3 HD-derived hNPCs lines 
(HD-60, GEN-020, HD-2174) and 3 CTR-derived hNPCs 
lines (CTR-33, GEN-019 and CTR-2190) at 16 DIV by 
SEC.  CD63+ and  CD81+ EV fractions were identified in 
both types of cells (Supplementary Fig. 13a, b). Human 
EVs isolated at 16 DIV were fluorescently labelled with 
CFSE and co-cultured for 24 h with mouse primary striatal 
neurons at a 2:1 ratio (EV-donor cells: EV-recipient cells) 
(Fig. 7a). Both CTR- and HD-released EVs were taken-
up by DARPP-32+ mouse MSNs, but HD EVs induced 
higher cell death, as shown by the increased number of 
pyknotic nuclei (Fig. 7b–f and Supplementary Fig. 13c, 
d). This finding prompted us to identify the neurotoxic 
cargo inside HD EVs. Immunocytochemistry and TEM 
immunogold analysis revealed the presence of  MW1+ 
soluble mHTT species (Fig.  7g–i and Supplementary 

Fig. 5  Gradual appearance of soluble and aggregated mHTT in 
human striatal neurons. a Illustrative striatal coronal section from 
a HD-60 chimeric brain at 3  months PST immuno-labelled for 
STEM121 (green), CTIP2 (red) and MW1 (white). White arrows 
point to  MW1+ puncta inside  STEM121+/CTIP2+ human striatal 
neurons, whilst black arrows point to  MW1+ puncta in  STEM121−/
CTIP2+ mouse striatal neurons. b–e Ultra-thin striatal sections from 
HD-60 chimeric brains immunogold-labelled for MW1 and analysed 
by TEM at 3  months PST. White arrows in b and c point to cyto-
plasmic  MW1+ mHTT monomers/oligomers, whilst black arrows 
point to soluble mHTT located at the plasma membrane bound-
ary. d and e illustrate the presence of soluble mHTT in myelinated 
axons and synaptic terminals, respectively. f Histogram represent-
ing the percentage of mouse and human  CTIP2+ cells containing 
 MW1+ puncta. g Histogram representing the subcellular distribution 
of soluble mHTT monomers/oligomers. h, i Striatal coronal sections 
of HD-60 chimeric brains at 5 months PST immunolabelled for GFP 
(green), EM48 (red) and DARPP-32 (blue). j–o Ultra-thin striatal 
sections from HD-60 chimeric brains immunogold-labelled for EM48 
and analysed by TEM at 5  months PST, depicting inclusion bodies 
(j, k) and small aggregate species (l–o). p–r Histograms representing 
mHTT aggregate size (p), subcellular distribution (q) and location in 
synapses (r). s Summary of the different mHTT species found during 
the progressive degeneration of HD-hNPCs. N nucleus, NMb nuclear 
membrane, PMb plasma membrane, ER endoplasmic reticulum, Mit 
mitochondria, Ax axon, My myelin, Pre presynaptic terminal, Post 
postsynaptic terminal, NP neuropil, IBs inclusion bodies, SAS small 
aggregate species, Exc excitatory synapses, Inh inhibitory synapses. 
Scale bars 20 µm in a, i. Data are expressed as mean ± SEM. f, g n = 3 
mice; p n = 4 mice; Unpaired t-test; two-tailed, P < 0.0001. r n  = 4 
mice; Unpaired t-test; two-tailed, P < 0.0001 (Presynaptic vs Postsyn-
aptic), P < 0.0001 (Excitatory vs Inhibitory)
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Fig. 13c, d), but not  EM48+ aggregates, within EVs and 
mouse striatal neurons. Because MW1 antibody detects 
mainly oligomeric forms, we performed additional TEM 
immunogold labelling with 3B5H10 antibody, which pref-
erentially recognises mHTT monomers [26]. Remarkably, 
 3B5H10+ monomers were found encapsulated within HD 
EVs, fusing with the cell membrane and interacting with 
mitochondria inside mouse striatal neurons (Supplemen-
tary Fig. 14). Noteworthy, both MW1 and 3B5H10 anti-
bodies have been reported to detect the mHTT species that 
best predict neurodegeneration [26, 27]. Based on these 
data, we conclude that HD neuronal cells secrete EVs 
carrying soluble mHTT monomers and oligomers, which 
can be internalised by mouse MSNs progressively seeding 
pathology and triggering cell death.

In order to investigate in vivo whether pharmacological 
inhibition of the exosomal secretory pathway could prevent 
the striatal degeneration observed in HD chimeric mice, we 

used the drug fingolimod (FTY720), a functional antagonist 
of sphingosine 1-phosphate receptors that blocks cargo 
sorting into exosomes [28, 29]. HD-60 and CTR-33 chimeric 
mice were treated with either FTY720 or vehicle solution 
from 1 to 3 months PST, and cell death was examined at 
5 months PST. Cleaved caspase-3 staining revealed that 
FTY720 decreased the extent of apoptosis spreading 
from the bulk of the HD graft (Fig. 7j–l), likely reflecting 
a lowering of exosome-mediated mHTT propagation. 
Conversely, FTY720 did not significantly reduce striatal 
necrosis at the bulk of the HD graft (Fig. 7m–q), suggesting 
that treatment was specifically targeting mHTT spreading. 
We thus provide compelling evidence of the existence of 
an EV-mediated non-cell autonomous mechanism of mHTT 
toxicity.

Discussion

We uncover here cell and non-cell autonomous mechanisms 
driving HD human pathogenesis that highlight the 
preponderant role of soluble mHTT as a trigger for 
neurodegeneration. First, by targeting essential cellular 
machinery, such as ER, mitochondria and nuclear 
membrane, and second, by spreading to neighbouring cells 
within EVs progressively seeding pathology.

We show increased proliferation and accelerated 
differentiation of HD-hNPCs at early stages, which match 
the initial striatal hypertrophy recently observed in child 
mHTT carriers [30]. van der Plas et  al. reported that 
mHTT carriers exhibit a striking increase in striatal volume 
between 6 and 10 years of age, followed by a rapid decline 
in adolescence. This intriguing phenotype was particularly 
marked for children carrying more than 50 CAG repeats, 
with each incremental repeat being associated with greater 
hypertrophy and faster age-related striatal volume loss 
[30]. We observe a similar phenotype when transplanting 
HD-hNPCs, being more significant in cells with 60 CAG 
repeats (HD-60) than in cells with 48 CAG repeats (GEN-
020). Therefore, we infer that we have recapitulated this 
aspect of early HD pathophysiology in our study. In addition, 
the higher MSN differentiation efficiency of HD-60 human 
cells could be due to a premature maturation of HD neuronal 
progenitors, as recently shown for cortical progenitors [31]. 
Altogether, our results support the hypothesis that HD begins 
with the abnormal development of neuronal subpopulations 
[13, 23, 31, 32].

We found a selective death of HD human MSNs, whereas 
cells differentiating into  Calret+ interneurons were spared 

Fig. 6  Upregulation of the exosomal secretory pathway in human stri-
atal neurons. a, c Striatal coronal sections from CTR-33 and HD-60 
chimeric brains at 3  months PST immuno-labelled for STEM121 
(green) and hCD63 (white). White arrows point to  hCD63+ puncta 
inside  STEM121+ human cells, whilst black arrows point to  hCD63+ 
puncta in close association with  STEM121− mouse cells. e, g Stri-
atal coronal sections from CTR-33 and HD-60 chimeric brains at 
5  months PST immunolabelled for STEM121 (green), CTIP2 (red) 
and hCD63 (white). Note the presence of  hCD63+ puncta in both 
 STEM121+/CTIP2+ human striatal neurons and  STEM121−/CTIP2+ 
mouse striatal neurons (insets). b, f Ultra-thin sections from CTR-33 
chimeric brains immunogold-labelled for STEM121 (black arrows) 
and analysed by TEM, illustrating the presence of MVBs. d, h Ultra-
thin sections from HD-60 chimeric brains immunogold-labelled for 
MW1 or EM48 (black arrows) and analysed by TEM, illustrating the 
presence of mHTT inside intraluminal vesicles of a growing number 
of MVBs. i, j Illustrative ultra-thin sections from HD-60 chimeric 
brains at 3 months PST immunogold-labelled for MW1 and analysed 
by TEM, exhibiting intracellular (white arrows) and extracellular 
(black arrows) soluble mHTT (i), as well as  MW1+ particles inside 
intraluminal vesicles (j). k, o Ultra-thin sections from HD-60 chi-
meric brains immunogold-labelled for EM48 and analysed by TEM, 
illustrating a MVB containing mHTT that is about to fuse with the 
plasma membrane (k) and another one that has just fused (o), secret-
ing its content as exosomes. l–n Histograms representing the num-
ber of MVBs per transplanted human cell at 3 and 5  months PST 
(l), the percentage of mouse cells with human exosomes at 3 months 
PST (m) and the percentage of mouse striatal neurons with human 
exosomes at 5 months PST (n). N nucleus, NMb nuclear membrane, 
Mit mitochondria, ER endoplasmic reticulum, PMb plasma mem-
brane, NP neuropil, MVB multivesicular body, ILVs intraluminal 
vesicles. Scale bar 20 µm in a, e. Data are expressed as mean ± SEM. 
l n = 3 mice; Unpaired t-test, two-tailed, P = 0.0406 (3  months), 
P = 0.0231 (5  months). m n  = 4 mice; Unpaired t-test, two-tailed, 
P = 0.0365. n n  = 4 mice; Unpaired t-test, two-tailed, P = 0.0165
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from neurodegeneration. The intriguing inverse correlation 
of survival between these two cell types throughout disease 
progression is human-specific, having been previously 
described in HD patients [33–35], but not in mouse 
models. Our results show that degeneration of HD human 
MSNs is accompanied by progressive axonal atrophy, 
manifested as dystrophic axons, disrupted myelin sheaths 
and synaptic neuronal terminals containing soluble mHTT 
and fibrils at the GPe level. These data are consistent with 
mHTT-associated axonal degeneration, one of the early 
pathological events in HD patients [36, 37] that particularly 
impinges on striatal neurons projecting to the GPe [3, 
38]. The cortico-striatal pathway provides most of the 
excitatory glutamatergic input into the striatum and plays an 
important role in the development of the HD phenotype [39]. 
Nevertheless, in contrast to the work of Pecho-Vrieseling 
et al. [7], where transneuronal mHTT propagation needed 
proper connexions between cortical and striatal neurons, our 
human HD striatal cells followed progressive degeneration 
and mHTT dissemination without the input of cortical 
neurons.

We show the existence of soluble mHTT monomers 
and oligomers in the striatum of HD chimeric brains at a 
stage when early neuronal dysfunction starts to manifest. 
These forms primarily interacted with ER, mitochondria and 
nuclear membrane, inducing ultrastructural alterations (see 
schematic representation in Supplementary Fig. 15). These 

findings, together with compelling data in HD models and 
patients [40–45], implicate ER stress and mitochondrial dys-
function as important contributors to cellular pathology from 
the early stages of the disease. Because subcellular localiza-
tion is critical for the effects of misfolded proteins, our data 
provide strong evidence that mHTT toxicity first arises as 
a result of pathological interactions of soluble forms with 
organelles that regulate key cellular processes, such as pro-
tein folding, autophagy and calcium homeostasis. Interest-
ingly, we also found that localization of mHTT monomers/
oligomers at the nuclear membrane correlated with abnor-
mal indentations of the nuclear envelope, which have been 
described in post-mortem studies of HD human brains [46]. 
Our ultrastructural analysis revealed that the appearance of 
soluble mHTT species in HD patient’s cells was later fol-
lowed by the development of small aggregate species, which 
were frequent on cells undergoing neurodegeneration. Nev-
ertheless, only a small number of human striatal neurons 
developed large IBs, unlike transgenic HD mouse models 
and in agreement with clinical data [47, 48]. In the light of 
our findings and a growing body of work [26, 49–53], we 
postulate that mHTT toxicity is mainly related to the soluble 
forms of the misfolded protein, and that the formation of IBs 
in certain cells represents a protective mechanism to seques-
ter other highly interacting mHTT species. Furthermore, the 
presence of soluble mHTT in the cerebrospinal fluid of HD 
patients has been identified as one of the earliest alterations 
over the course of the disease [27].

We also demonstrate that mHTT is targeted to MVBs 
for either autophagic degradation through the amphisome-
lysosome pathway or secretion through exosomes. Interest-
ingly, we detected a higher number of MVBs in HD human 
cells along with an accumulation of empty amphisomes 
and more extracellular exosomes, reflecting an up-reg-
ulation of the non-conventional secretory pathway at the 
expense of the classical degradation pathway. This switch 
assures the removal of toxic products from the cell, but it 
may favour the propagation of mHTT to neighbouring cells. 
In keeping with this idea, the striking degeneration of the 
healthy recipient mouse striatum following transplantation 
of HD-hNPCs points to a non-cell autonomous deleteri-
ous effect of HD cells on host tissue. Accordingly, both 
in vitro and in vivo analyses of the present study indicate 
that HD human cells transmit EVs containing toxic soluble 
mHTT monomers and oligomers to healthy mouse striatal 
neurons. Importantly, we show that blocking cargo sort-
ing into exosomes with FTY720, a functional antagonist of 
sphingosine 1-phosphate receptors [28, 29], significantly 
decreases the spreading of apoptosis throughout the stria-
tum of HD chimeric mice, reflecting lower mHTT transfer 
to mouse host cells. Conversely, FTY720 did not prevent 
the ultimate degeneration of transplanted HD-hNPCs, likely 
because the reduced mHTT exosomal secretion may result 

Fig. 7  HD human neuronal cells secrete extracellular vesicles that 
propagate toxic soluble mHTT to mouse striatal neurons. a Schematic 
representation of the co-culture experiment. b–e Co-culture of fluo-
rescently labelled human EVs (green) (filled arrows) isolated from 
CTR and HD-hNPCs at 16 DIV with DARPP-32+ mouse primary 
striatal neurons (red), for 24  h at a 2:1 ratio (EV-donor cells: EV-
recipient cells). Empty arrows in b, c point to pyknotic nuclei. f His-
togram showing the number of pyknotic nuclei in CTR and HD co-
cultures. g–i Immunocytochemical and TEM immunogold-labelling 
for MW1 of mouse striatal neurons co-cultured with human HD EVs, 
showing the presence of  MW1+ monomers/oligomers (white arrows) 
inside mouse cells. j, k Striatal coronal sections from HD-60 chi-
meric mice treated with either vehicle or FTY720 at 5 months PST, 
and immuno-labelled for DARPP-32 (red) and cleaved caspase-3 
(white). l Quantification of apoptosis spreading from the bulk of the 
graft (dotted line in j and k), by analysing cleaved caspase-3 intensity 
plot profile. m–p Striatal coronal sections from CTR-33 and HD-60 
chimeric mice treated with either vehicle or FTY720 at 5  months 
PST, and immuno-labelled for STEM121 (green) and DARPP-32 
(red). q Histogram representing the degree of striatal necrosis in 
treated vs non-treated chimeric mice. EVs extracellular vesicles, Mit 
mitochondria. Scale bars 5  µm in b, c; 20  µm in g; 200  µm in m; 
Data are expressed as mean ± SEM. f n = 11 Control [CTR-33 (n = 5, 
pink), CTR-2190 (n = 3, grey), GEN-019 (n = 3, blue)] and n = 9 HD 
[HD-60 (n = 3, pink), HD-2174 (n = 3, grey), GEN-020 (n = 3, blue)] 
co-cultures; Unpaired t-test, two-tailed, P < 0.0001. l n = 4 mice; 
Kolmogorov–Smirnov t-test, two-tailed, P < 0.0001. q n = 4 mice; 
Two-way ANOVA, Tukey’s multiple comparisons test, P = 0.0324 
(Control + Vehicle vs HD + Vehicle), P = 0.6367 (HD + Vehicle vs 
HD + FTY720)
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in a detrimental accumulation of toxic mHTT inside HD 
human neurons, accounting for their limited survival. Note-
worthy, the injection of exosomes secreted by HD patient-
derived fibroblasts with a much higher number of CAG 
repeats (143) induced similar mHTT toxicity in the healthy 
mouse striatum [8]. Further arguments supporting mHTT 
propagation come from the spreading of exogenous mHTT 
fibrils in mice [54] and the observation of mHTT aggregates 
within healthy foetal striatal allografts in HD patients [35, 
55]. Altogether, our findings provide compelling evidence 
that mHTT exosome cargo, particularly soluble forms, par-
ticipate in non-cell autonomous disease spreading.

Despite a multitude of therapeutic targets in preclinical 
models of neurodegenerative disorders, clinical translation 
has failed due to the difficulty of studying pathophysiology 
in living humans. We reveal here different aspects of HD 
human pathogenesis in  vivo, allowing to elucidate the 
primary drivers of disease progression in patients. Our study 
sheds light into key questions that remained unclear in HD 
patients [39], such as the nature, structure and timing of 
mHTT species, their immediate cellular targets and their 
mechanism of cell-to-cell propagation. These findings will 
provide a novel conceptual framework for the development 
of effective therapeutic strategies for a devastating disorder 
with no cure to date.

Supplementary Information The online version contains supplemen-
tarymaterial available at https:// doi. org/ 10. 1007/ s00018- 023- 04882-w.

Acknowledgements We thank Ana López for technical assistance. We 
also acknowledge Dan Felsenfeld and Thomas Vogt (CHDI Founda-
tion, Inc., USA) for helpful discussions. We are especially grateful 
to the Advanced Imaging and Electron Microscopy facilities of the 
Centres Científics i Tecnològics (CCiT) of the University of Barcelona.

Author contributions AM and JMC conceived the study, planned 
experiments and wrote the manuscript. AM performed cell 
transplantation, histology, confocal microscopy, electron microscopy 
and behavioural tests. CG and CV performed histology, confocal 
microscopy and analysed data. CV and SFG did co-culture experiments 
and analysed data. MMT, SR and FB isolated EVs and analysed data. 
GB and MG cultured and differentiated human cells in vitro. MGB 
and JCS made the GFP lentiviral construct. CSM participated in 
histological analysis. HFM and BP performed in vivo pharmacological 
treatment. PS and NA contributed to the in  vitro differentiation 
protocol.

Funding Open Access funding provided thanks to the CRUE-CSIC 
agreement with Springer Nature. This study was supported by grants 
from the Ministerio de Ciencia, Innovación y Universidades (Spain) 
and European Regional Development Fund (ERDF), under projects no. 
SAF2017-88076-R (J. A.) and RTI2018-099001-B-I00 and PID2021-
126961OB-I00 (J. M. C.); Instituto de Salud Carlos III, Ministerio de 
Ciencia, Innovación y Universidades and ERDF [CIBERNED to J. 
A. and RETICS (Red de Terapia Celular, RD16/0011/0006 to S. R., 
RD16/0011/0011 to J. C. S. and RD16/0011/0012 to J. M. C.)], Spain; 
Generalitat de Catalunya (2017SGR-1095 to J. A. and 2017SGR-1408 
to J. M. C.), Spain; “la Caixa” Foundation (LCF/PR/HR21-00622); and 
the CHDI Foundation Inc. (A12076 to J. M. C.), USA.

Data availability The data that support the findings of this study are 
included in this published article and its supplementary information 
files. Additional raw data from the corresponding author are available 
upon reasonable request.

Declarations 

Conflict of interest The authors declare no conflicts of interest.

Ethics approval All procedures involving the use of animals were 
approved by the Animal Experimentation Ethics Committee of the 
University of Barcelona and Generalitat de Catalunya (10995) in com-
pliance with the Spanish (RD 53/2013 & RD 1386/2018) and European 
(2010/63/EU) regulations for the care and use of experimental animals. 
Stem cell research was conducted under ISO9001-2015, complies with 
the Guidance Document on Good In Vitro Method Practices (GIVIMP; 
OECD) recommendations and was approved by the Health Department 
of the Generalitat de Catalunya (0336/2938/2019 and 2021_17).

Open Access  This article is licensed under a Creative Commons 
Attribution 4.0 International License, which permits use, sharing, 
adaptation, distribution and reproduction in any medium or format, 
as long as you give appropriate credit to the original author(s) and the 
source, provide a link to the Creative Commons licence, and indicate 
if changes were made. The images or other third party material in this 
article are included in the article's Creative Commons licence, unless 
indicated otherwise in a credit line to the material. If material is not 
included in the article's Creative Commons licence and your intended 
use is not permitted by statutory regulation or exceeds the permitted 
use, you will need to obtain permission directly from the copyright 
holder. To view a copy of this licence, visit http:// creat iveco mmons. 
org/ licen ses/ by/4. 0/.

References

 1. Ross CA, Poirier MA (2004) Protein aggregation and neurode-
generative disease. Nat Med 10:S10–S17. https:// doi. org/ 10. 1038/ 
nm1066

 2. Soto C, Pritzkow S (2018) Protein misfolding, aggregation, and 
conformational strains in neurodegenerative diseases. Nat Neuro-
sci 21:1332–1340. https:// doi. org/ 10. 1038/ s41593- 018- 0235-9

 3. Reiner A, Albin RL, Anderson KD, D’Amato CJ, Penney JB, 
Young AB (1988) Differential loss of striatal projection neurons 
in Huntington disease. Proc Natl Acad Sci 85:5733–5737. https:// 
doi. org/ 10. 1073/ pnas. 85. 15. 5733

 4. Andrew SE, Paul Goldberg Y, Kremer B, Telenius H, Theilmann 
J, Adam S, Starr E, Squitieri F, Lin B, Kalchman MA, Graham 
RK, Hayden MR (1993) The relationship between trinucleotide 
(CAG) repeat length and clinical features of Huntington’s disease. 
Nat Genet 4:398–403. https:// doi. org/ 10. 1038/ ng0893- 398

 5. Jimenez-Sanchez M, Licitra F, Underwood BR, Rubinsztein DC 
(2017) Huntington’s disease: mechanisms of pathogenesis and 
therapeutic strategies. Cold Spring Harb Perspect Med 7:a024240. 
https:// doi. org/ 10. 1101/ cshpe rspect. a0242 40

 6. Trajkovic K, Jeong H, Krainc D (2017) Mutant huntingtin is 
secreted via a late endosomal/lysosomal unconventional secre-
tory pathway. J Neurosci 37:9000–9012. https:// doi. org/ 10. 
1523/ JNEUR OSCI. 0118- 17. 2017

 7. Pecho-Vrieseling E, Rieker C, Fuchs S, Bleckmann D, Esposito 
MS, Botta P, Goldstein C, Bernhard M, Galimberti I, Müller M, 
Lüthi A, Arber S, Bouwmeester T, van der Putten H, Di Gior-
gio FP (2014) Transneuronal propagation of mutant huntingtin 

https://doi.org/10.1007/s00018-023-04882-w
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1038/nm1066
https://doi.org/10.1038/nm1066
https://doi.org/10.1038/s41593-018-0235-9
https://doi.org/10.1073/pnas.85.15.5733
https://doi.org/10.1073/pnas.85.15.5733
https://doi.org/10.1038/ng0893-398
https://doi.org/10.1101/cshperspect.a024240
https://doi.org/10.1523/JNEUROSCI.0118-17.2017
https://doi.org/10.1523/JNEUROSCI.0118-17.2017


Soluble mutant huntingtin drives early human pathogenesis in Huntington’s disease  

1 3

Page 19 of 21 238

contributes to non–cell autonomous pathology in neurons. Nat 
Neurosci 17:1064–1072. https:// doi. org/ 10. 1038/ nn. 3761

 8. Jeon I, Cicchetti F, Cisbani G, Lee S, Li E, Bae J, Lee N, Li 
L, Im W, Kim M, Kim HS, Oh S-H, Kim T-A, Ko JJ, Aubé B, 
Oueslati A, Kim YJ, Song J (2016) Human-to-mouse prion-
like propagation of mutant huntingtin protein. Acta Neuropathol 
132:577–592. https:// doi. org/ 10. 1007/ s00401- 016- 1582-9

 9. Walker FO (2007) Huntington’s disease. Lancet 369:218–228. 
https:// doi. org/ 10. 1016/ S0140- 6736(07) 60111-1

 10. Travessa AM, Rodrigues FB, Mestre TA, Ferreira JJ (2017) 
Fifteen years of clinical trials in Huntington’s disease: a very 
low clinical drug development success rate. J Huntingtons Dis 
6:157–163. https:// doi. org/ 10. 3233/ JHD- 170245

 11. HD iPSC Consortium (2012) Induced pluripotent stem cells 
from patients with Huntington’s disease show CAG-repeat-
expansion-associated phenotypes. Cell Stem Cell 11:264–278. 
https:// doi. org/ 10. 1016/j. stem. 2012. 04. 027

 12. Mattis VB, Tom C, Akimov S, Saeedian J, Østergaard ME, 
Southwell AL, Doty CN, Ornelas L, Sahabian A, Lenaeus L, 
Mandefro B, Sareen D, Arjomand J, Hayden MR, Ross CA, 
Svendsen CN (2014) HD iPSC-derived neural progenitors accu-
mulate in culture and are susceptible to BDNF withdrawal due 
to glutamate toxicity. Hum Mol Genet 24:3257–3271. https:// 
doi. org/ 10. 1093/ hmg/ ddv080

 13. HD iPSC Consortium (2017) Developmental alterations in Hun-
tington’s disease neural cells and pharmacological rescue in 
cells and mice. Nat Neurosci 20:648–660. https:// doi. org/ 10. 
1038/ nn. 4532

 14. Victor MB, Richner M, Olsen HE, Lee SW, Monteys AM, 
Ma C, Huh CJ, Zhang B, Davidson BL, Yang XW, Yoo AS 
(2018) Striatal neurons directly converted from Huntington’s 
disease patient fibroblasts recapitulate age-associated disease 
phenotypes. Nat Neurosci 21:341–352. https:// doi. org/ 10. 1038/ 
s41593- 018- 0075-7

 15. Mattis VB, Svendsen CN (2017) Modeling Huntington׳s disease 
with patient-derived neurons. Brain Res 1656:76–87. https:// doi. 
org/ 10. 1016/j. brain res. 2015. 10. 001

 16. Comella-Bolla A, Orlandi JG, Miguez A, Straccia M, García-
Bravo M, Bombau G, Galofré M, Sanders P, Carrere J, Segovia 
JC, Blasi J, Allen ND, Alberch J, Soriano J, Canals JM (2020) 
Human pluripotent stem cell-derived neurons are functionally 
mature in vitro and integrate into the mouse striatum following 
transplantation. Mol Neurobiol 57:2766–2798. https:// doi. org/ 10. 
1007/ s12035- 020- 01907-4

 17. Gámez-Valero A, Monguió-Tortajada M, Carreras-Planella L, 
Franquesa M, Beyer K, Borràs FE (2016) Size-exclusion chroma-
tography-based isolation minimally alters extracellular vesicles’ 
characteristics compared to precipitating agents. Sci Rep 6:33641. 
https:// doi. org/ 10. 1038/ srep3 3641

 18. Monguió-Tortajada M, Morón-Font M, Gámez-Valero A, Fran-
quesa M, Beyer K, Borràs FE (2019) Extracellular-vesicle isola-
tion from different biological fluids by size-exclusion chromatog-
raphy. Curr Protoc Stem Cell Biol 49:e82. https:// doi. org/ 10. 1002/ 
cpsc. 82

 19. Suelves N, Miguez A, López-Benito S, García-Díaz Barriga G, 
Giralt A, Álvarez-Periel E, Arévalo JC, Alberch J, Ginés S, Brito 
V (2019) Early downregulation of p75 NTR by genetic and phar-
macological approaches delays the onset of motor deficits and 
striatal dysfunction in Huntington’s disease mice. Mol Neurobiol 
56:935–953. https:// doi. org/ 10. 1007/ s12035- 018- 1126-5

 20. Mattis VB, Wakeman DR, Tom C, Dodiya HB, Yeung SY, Tran 
AH, Bernau K, Ornelas L, Sahabian A, Reidling J, Sareen D, 
Thompson LM, Kordower JH, Svendsen CN (2014) Neonatal 
immune-tolerance in mice does not prevent xenograft rejection. 
Exp Neurol 254:90–98. https:// doi. org/ 10. 1016/J. EXPNE UROL. 
2014. 01. 007

 21. Englund U, Fricker-Gates RA, Lundberg C, Björklund A, Wic-
torin K (2002) Transplantation of human neural progenitor cells 
into the neonatal rat brain: extensive migration and differentia-
tion with long-distance axonal projections. Exp Neurol 173:1–21. 
https:// doi. org/ 10. 1006/ EXNR. 2001. 7750

 22. Windrem MS, Nunes MC, Rashbaum WK, Schwartz TH, Good-
man RA, McKhann G, Roy NS, Goldman SA (2004) Fetal and 
adult human oligodendrocyte progenitor cell isolates myelinate 
the congenitally dysmyelinated brain. Nat Med 10:93–97. https:// 
doi. org/ 10. 1038/ nm974

 23. Smith-Geater C, Hernandez SJ, Lim RG, Adam M, Wu J, Stocks-
dale JT, Wassie BT, Gold MP, Wang KQ, Miramontes R, Kopan 
L, Orellana I, Joy S, Kemp PJ, Allen ND, Fraenkel E, Thomp-
son LM (2020) Aberrant development corrected in adult-onset 
Huntington’s disease iPSC-derived neuronal cultures via WNT 
signaling modulation. Stem Cell Rep. https:// doi. org/ 10. 1016/j. 
stemcr. 2020. 01. 015

 24. Sathasivam K, Lane A, Legleiter J, Warley A, Woodman B, 
Finkbeiner S, Paganetti P, Muchowski PJ, Wilson S, Bates GP 
(2009) Identical oligomeric and fibrillar structures captured from 
the brains of R6/2 and knock-in mouse models of Huntington’s 
disease. Hum Mol Genet 19:65–78. https:// doi. org/ 10. 1093/ hmg/ 
ddp467

 25. Men Y, Yelick J, Jin S, Tian Y, Chiang MSR, Higashimori H, 
Brown E, Jarvis R, Yang Y (2019) Exosome reporter mice reveal 
the involvement of exosomes in mediating neuron to astroglia 
communication in the CNS. Nat Commun 10:1–18. https:// doi. 
org/ 10. 1038/ s41467- 019- 11534-w

 26. Miller J, Arrasate M, Brooks E, Libeu CP, Legleiter J, Hatters D, 
Curtis J, Cheung K, Krishnan P, Mitra S, Widjaja K, Shaby BA, 
Lotz GP, Newhouse Y, Mitchell EJ, Osmand A, Gray M, Thulasir-
amin V, Saudou F, Segal M, Yang XW, Masliah E, Thompson LM, 
Muchowski PJ, Weisgraber KH, Finkbeiner S (2011) Identifying 
polyglutamine protein species in situ that best predict neurode-
generation. Nat Chem Biol 7:925–934. https:// doi. org/ 10. 1038/ 
nchem bio. 694

 27. Wild EJ, Boggio R, Langbehn D, Robertson N, Haider S, Miller 
JRC, Zetterberg H, Leavitt BR, Kuhn R, Tabrizi SJ, Macdonald 
D, Weiss A (2015) Quantification of mutant huntingtin protein 
in cerebrospinal fluid from Huntington’s disease patients. J Clin 
Invest 125:1979–1986. https:// doi. org/ 10. 1172/ JCI80 743

 28. Kajimoto T, Okada T, Miya S, Zhang L, Nakamura SI (2013) 
Ongoing activation of sphingosine 1-phosphate receptors mediates 
maturation of exosomal multivesicular endosomes. Nat Commun. 
https:// doi. org/ 10. 1038/ ncomm s3712

 29. Kajimoto T, Mohamed NNI, Badawy SMM, Matovelo SA, Hirase 
M, Nakamura S, Yoshida D, Okada T, Ijuin T, Nakamura SI 
(2018) Involvement of Gβγ subunits of Gi protein coupled with 
S1P receptor on multivesicular endosomes in F-actin formation 
and cargo sorting into exosomes. J Biol Chem 293:245–253. 
https:// doi. org/ 10. 1074/ jbc. M117. 808733

 30. Van Der Plas E, Langbehn DR, Conrad AL, Koscik TR, Teresh-
chenko A, Epping EA, Magnotta VA, Nopoulos PC (2019) Abnor-
mal brain development in child and adolescent carriers of mutant 
huntingtin. Neurology 93:E1021–E1030. https:// doi. org/ 10. 1212/ 
WNL. 00000 00000 008066

 31. Barnat M, Capizzi M, Aparicio E, Boluda S, Wennagel D, Kacher 
R, Kassem R, Lenoir S, Agasse F, Bra BY, Liu JP, Ighil J, Tessier 
A, Zeitli SO, Duyckaerts C, Dommergues M, Durr A, Humbert 
S (2020) Huntington’s disease alters human neurodevelopment. 
Science 369:787–793. https:// doi. org/ 10. 1126/ scien ce. aax33 38

 32. Molero AE, Arteaga-Bracho EE, Chen CH, Gulinello M, Win-
chester ML, Pichamoorthy N, Gokhan S, Khodakhah K, Mehler 
MF (2016) Selective expression of mutant huntingtin during 
development recapitulates characteristic features of Huntington’s 

https://doi.org/10.1038/nn.3761
https://doi.org/10.1007/s00401-016-1582-9
https://doi.org/10.1016/S0140-6736(07)60111-1
https://doi.org/10.3233/JHD-170245
https://doi.org/10.1016/j.stem.2012.04.027
https://doi.org/10.1093/hmg/ddv080
https://doi.org/10.1093/hmg/ddv080
https://doi.org/10.1038/nn.4532
https://doi.org/10.1038/nn.4532
https://doi.org/10.1038/s41593-018-0075-7
https://doi.org/10.1038/s41593-018-0075-7
https://doi.org/10.1016/j.brainres.2015.10.001
https://doi.org/10.1016/j.brainres.2015.10.001
https://doi.org/10.1007/s12035-020-01907-4
https://doi.org/10.1007/s12035-020-01907-4
https://doi.org/10.1038/srep33641
https://doi.org/10.1002/cpsc.82
https://doi.org/10.1002/cpsc.82
https://doi.org/10.1007/s12035-018-1126-5
https://doi.org/10.1016/J.EXPNEUROL.2014.01.007
https://doi.org/10.1016/J.EXPNEUROL.2014.01.007
https://doi.org/10.1006/EXNR.2001.7750
https://doi.org/10.1038/nm974
https://doi.org/10.1038/nm974
https://doi.org/10.1016/j.stemcr.2020.01.015
https://doi.org/10.1016/j.stemcr.2020.01.015
https://doi.org/10.1093/hmg/ddp467
https://doi.org/10.1093/hmg/ddp467
https://doi.org/10.1038/s41467-019-11534-w
https://doi.org/10.1038/s41467-019-11534-w
https://doi.org/10.1038/nchembio.694
https://doi.org/10.1038/nchembio.694
https://doi.org/10.1172/JCI80743
https://doi.org/10.1038/ncomms3712
https://doi.org/10.1074/jbc.M117.808733
https://doi.org/10.1212/WNL.0000000000008066
https://doi.org/10.1212/WNL.0000000000008066
https://doi.org/10.1126/science.aax3338


 A. Miguez et al.

1 3

238 Page 20 of 21

disease. Proc Natl Acad Sci U S A 113:5736–5741. https:// doi. 
org/ 10. 1073/ pnas. 16038 71113

 33. Cicchetti F, Gould PV, Parent A (1996) Sparing of striatal neu-
rons coexpressing calretinin and substance P (NK1) receptor in 
Huntington’s disease. Brain Res 730:232–237. https:// doi. org/ 10. 
1016/ 0006- 8993(96) 00307-1

 34. Cicchetti F, Parent A (1996) Striatal interneurons in Huntington’s 
disease: selective increase in the density of calretinin-immunore-
active medium-sized neurons. Mov Disord 11:619–626. https:// 
doi. org/ 10. 1002/ mds. 87011 0605

 35. Maxan A, Mason S, Saint-Pierre M, Smith E, Ho A, Harrower T, 
Watts C, Tai Y, Pavese N, Savage JC, Tremblay M-E, Gould P, 
Rosser AE, Dunnett SB, Piccini P, Barker RA, Cicchetti F (2018) 
Outcome of cell suspension allografts in a patient with Hunting-
ton’s disease. Ann Neurol 84:950–956. https:// doi. org/ 10. 1002/ 
ana. 25354

 36. DiFiglia M, Sapp E, Chase KO, Davies SW, Bates GP, Vonsat-
tel JP, Aronin N (1997) Aggregation of huntingtin in neuronal 
intranuclear inclusions and dystrophic neurites in brain. Science 
277:1990–1993. https:// doi. org/ 10. 1126/ scien ce. 277. 5334. 1990

 37. Sapp E, Penney J, Young A, Aronin N, Vonsattel J-P, DiFiglia M 
(1999) Axonal transport of N-terminal huntingtin suggests early 
pathology of corticostriatal projections in Huntington disease. J 
Neuropathol Exp Neurol 58:165–173. https:// doi. org/ 10. 1097/ 
00005 072- 19990 2000- 00006

 38. Albin RL, Reiner A, Anderson KD, Dure LS, Handelin B, Balfour 
R, Whetsell WO, Penney JB, Young AB (1992) Preferential loss 
of striato-external pallidal projection neurons in presymptomatic 
Huntington’s disease. Ann Neurol 31:425–430. https:// doi. org/ 10. 
1002/ ana. 41031 0412

 39. Bates GP, Dorsey R, Gusella JF, Hayden MR, Kay C, Leavitt BR, 
Nance M, Ross CA, Scahill RI, Wetzel R, Wild EJ, Tabrizi SJ 
(2015) Huntington disease. Nat Rev Dis Prim 1:15005. https:// 
doi. org/ 10. 1038/ nrdp. 2015.5

 40. Panov AV, Gutekunst C-A, Leavitt BR, Hayden MR, Burke JR, 
Strittmatter WJ, Greenamyre JT (2002) Early mitochondrial cal-
cium defects in Huntington’s disease are a direct effect of polyglu-
tamines. Nat Neurosci 5:731–736. https:// doi. org/ 10. 1038/ nn884

 41. Duennwald ML, Lindquist S (2008) Impaired ERAD and ER 
stress are early and specific events in polyglutamine toxicity. 
Genes & Dev 22:3308–3319. https:// doi. org/ 10. 1101/ gad. 16734 08

 42. Shirendeb U, Reddy AP, Manczak M, Calkins MJ, Mao P, Tagle 
DA, Hemachandra Reddy P (2011) Abnormal mitochondrial 
dynamics, mitochondrial loss and mutant huntingtin oligomers 
in Huntington’s disease: implications for selective neuronal dam-
age. Hum Mol Genet 20:1438–1455. https:// doi. org/ 10. 1093/ hmg/ 
ddr024

 43. Leitman J, Ulrich Hartl F, Lederkremer GZ (2013) Soluble forms 
of polyQ-expanded huntingtin rather than large aggregates cause 
endoplasmic reticulum stress. Nat Commun 4:2753. https:// doi. 
org/ 10. 1038/ ncomm s3753

 44. El-Daher M-T, Hangen E, Bruyère J, Poizat G, Al-Ramahi I, Pardo 
R, Bourg N, Souquere S, Mayet C, Pierron G, Lévêque-Fort S, 
Botas J, Humbert S, Saudou F (2015) Huntingtin proteolysis 
releases non-polyQ fragments that cause toxicity through dynamin 
1 dysregulation. EMBO J 34:2255–2271. https:// doi. org/ 10. 1525/ 
embj. 20149 0808

 45. Bäuerlein FJB, Saha I, Mishra A, Kalemanov M, Martínez-
Sánchez A, Klein R, Dudanova I, Hipp MS, Hartl FU, Baumeister 
W, Fernández-Busnadiego R (2017) In situ architecture and cellu-
lar interactions of polyQ inclusions. Cell 171:179-187.e10. https:// 
doi. org/ 10. 1016/j. cell. 2017. 08. 009

 46. Roos RA, Bots GT (1983) Nuclear membrane indentations in 
Huntington’s chorea. J Neurol Sci 61:37–47. https:// doi. org/ 10. 
1016/ 0022- 510x(83) 90053-9

 47. Gutekunst CA, Li SH, Yi H, Mulroy JS, Kuemmerle S, Jones 
R, Rye D, Ferrante RJ, Hersch SM, Li XJ (1999) Nuclear and 
neuropil aggregates in Huntington’s disease: relationship to neu-
ropathology. J Neurosci 19:2522–2534. https:// doi. org/ 10. 1523/ 
JNEUR OSCI. 19- 07- 02522. 1999

 48. Kuemmerle S, Gutekunst CA, Klein AM, Li XJ, Li SH, Beal 
MF, Hersch SM, Ferrante RJ (1999) Huntington aggregates may 
not predict neuronal death in Huntington’s disease. Ann Neurol 
46:842–849. https:// doi. org/ 10. 1002/ 1531- 8249(199912) 46:6% 
3c842:: AID- ANA6% 3e3.0. CO;2-O

 49. Saudou F, Finkbeiner S, Devys D, Greenberg ME (1998) Hun-
tingtin acts in the nucleus to induce apoptosis but death does 
not correlate with the formation of intranuclear inclusions. Cell 
95:55–66. https:// doi. org/ 10. 1016/ s0092- 8674(00) 81782-1

 50. Arrasate M, Mitra S, Schweitzer ES, Segal MR, Finkbeiner S 
(2004) Inclusion body formation reduces levels of mutant hunting-
tin and the risk of neuronal death. Nature 431:805–810. https:// 
doi. org/ 10. 1038/ natur e02998

 51. Takahashi T, Kikuchi S, Katada S, Nagai Y, Nishizawa M, 
Onodera O (2008) Soluble polyglutamine oligomers formed 
prior to inclusion body formation are cytotoxic. Hum Mol Genet 
17:345–356. https:// doi. org/ 10. 1093/ hmg/ ddm311

 52. Kim YE, Hosp F, Frottin F, Ge H, Mann M, Hayer-Hartl M, Hartl 
FU (2016) Soluble oligomers of polyQ-expanded huntingtin target 
a multiplicity of key cellular factors. Mol Cell 63:951–964. https:// 
doi. org/ 10. 1016/j. molcel. 2016. 07. 022

 53. Thibaudeau TA, Anderson RT, Smith DM (2018) A common 
mechanism of proteasome impairment by neurodegenerative 
disease-associated oligomers. Nat Commun 9:1097. https:// doi. 
org/ 10. 1038/ s41467- 018- 03509-0

 54. Masnata M, Sciacca G, Maxan A, Bousset L, Denis HL, Lau-
ruol F, David L, Saint-Pierre M, Kordower JH, Melki R, Alpaugh 
M, Cicchetti F (2019) Demonstration of prion-like properties of 
mutant huntingtin fibrils in both in vitro and in vivo paradigms. 
Acta Neuropathol 137:981–1001. https:// doi. org/ 10. 1007/ 
s00401- 019- 01973-6

 55. Cicchetti F, Lacroix S, Cisbani G, Vallières N, Saint-Pierre M, 
St-Amour I, Tolouei R, Skepper JN, Hauser RA, Mantovani D, 
Barker RA, Freeman TB (2014) Mutant huntingtin is present in 
neuronal grafts in huntington disease patients. Ann Neurol 76:31–
42. https:// doi. org/ 10. 1002/ ana. 24174

Publisher's Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

https://doi.org/10.1073/pnas.1603871113
https://doi.org/10.1073/pnas.1603871113
https://doi.org/10.1016/0006-8993(96)00307-1
https://doi.org/10.1016/0006-8993(96)00307-1
https://doi.org/10.1002/mds.870110605
https://doi.org/10.1002/mds.870110605
https://doi.org/10.1002/ana.25354
https://doi.org/10.1002/ana.25354
https://doi.org/10.1126/science.277.5334.1990
https://doi.org/10.1097/00005072-199902000-00006
https://doi.org/10.1097/00005072-199902000-00006
https://doi.org/10.1002/ana.410310412
https://doi.org/10.1002/ana.410310412
https://doi.org/10.1038/nrdp.2015.5
https://doi.org/10.1038/nrdp.2015.5
https://doi.org/10.1038/nn884
https://doi.org/10.1101/gad.1673408
https://doi.org/10.1093/hmg/ddr024
https://doi.org/10.1093/hmg/ddr024
https://doi.org/10.1038/ncomms3753
https://doi.org/10.1038/ncomms3753
https://doi.org/10.1525/embj.201490808
https://doi.org/10.1525/embj.201490808
https://doi.org/10.1016/j.cell.2017.08.009
https://doi.org/10.1016/j.cell.2017.08.009
https://doi.org/10.1016/0022-510x(83)90053-9
https://doi.org/10.1016/0022-510x(83)90053-9
https://doi.org/10.1523/JNEUROSCI.19-07-02522.1999
https://doi.org/10.1523/JNEUROSCI.19-07-02522.1999
https://doi.org/10.1002/1531-8249(199912)46:6%3c842::AID-ANA6%3e3.0.CO;2-O
https://doi.org/10.1002/1531-8249(199912)46:6%3c842::AID-ANA6%3e3.0.CO;2-O
https://doi.org/10.1016/s0092-8674(00)81782-1
https://doi.org/10.1038/nature02998
https://doi.org/10.1038/nature02998
https://doi.org/10.1093/hmg/ddm311
https://doi.org/10.1016/j.molcel.2016.07.022
https://doi.org/10.1016/j.molcel.2016.07.022
https://doi.org/10.1038/s41467-018-03509-0
https://doi.org/10.1038/s41467-018-03509-0
https://doi.org/10.1007/s00401-019-01973-6
https://doi.org/10.1007/s00401-019-01973-6
https://doi.org/10.1002/ana.24174


Soluble mutant huntingtin drives early human pathogenesis in Huntington’s disease  

1 3

Page 21 of 21 238

Authors and Affiliations

Andrés Miguez1,2,3,4,5,13  · Cinta Gomis1,2,3,4,5 · Cristina Vila1,2,3,4,5 · Marta Monguió‑Tortajada6 · 
Sara Fernández‑García3,4,5,7 · Georgina Bombau1,2,3,4,5 · Mireia Galofré1,2,3,4,5 · María García‑Bravo8 · 
Phil Sanders1,2,3,4,5 · Helena Fernández‑Medina1,2,3,4,5 · Blanca Poquet1,2,3,4,5 · Cristina Salado‑Manzano1,2,3,4,5 · 
Santiago Roura9,10 · Jordi Alberch2,3,4,5,7 · José Carlos Segovia8 · Nicholas D. Allen11 · Francesc E. Borràs6,12 · 
Josep M. Canals1,2,3,4,5 

 * Andrés Miguez 
 andres.miguez@vhir.org

 * Josep M. Canals 
 jmcanals@ub.edu

1 Laboratory of Stem Cells and Regenerative Medicine, 
Department of Biomedical Sciences, Faculty of Medicine 
and Health Sciences, University of Barcelona, Barcelona, 
Spain

2 Creatio, Production and Validation Center of Advanced 
Therapies, Faculty of Medicine and Health Sciences, 
University of Barcelona, Barcelona, Spain

3 Institute of Neurosciences, University of Barcelona, 
Barcelona, Spain

4 August Pi i Sunyer Biomedical Research Institute 
(IDIBAPS), Barcelona, Spain

5 Networked Biomedical Research Centre 
for Neurodegenerative Disorders (CIBERNED), Madrid, 
Spain

6 REMAR-IVECAT Group, Germans Trias i Pujol Health 
Science Research Institute, Can Ruti Campus, Badalona, 
Spain

7 Laboratory of Pathophysiology of Neurodegenerative 
Diseases, Department of Biomedical Sciences, Faculty 
of Medicine and Health Sciences, University of Barcelona, 
Barcelona, Spain

8 Division of Hematopoietic Innovative Therapies, Centro 
de Investigaciones Energéticas, Medioambientales y 
Tecnológicas, Madrid, Spain

9 ICREC Research Program, Germans Trias i Pujol Health 
Science Research Institute, Can Ruti Campus, Badalona, 
Spain

10 Faculty of Medicine, University of Vic-Central University 
of Catalonia (UVic-UCC), Vic, Spain

11 Brain Repair Group, School of Biosciences, Cardiff 
University, Cardiff, UK

12 Nephrology Department, Germans Trias i Pujol Universitary 
Hospital, Badalona, Spain

13 Present Address: Neurology-Neuroimmunology Department, 
Multiple Sclerosis Centre of Catalunya (Cemcat), Vall 
d’Hebron Research Institute (VHIR), Vall d’Hebron 
University Hospital, Barcelona, Spain

http://orcid.org/0000-0001-6014-3685
http://orcid.org/0000-0001-6829-7670

	Soluble mutant huntingtin drives early human pathogenesis in Huntington’s disease
	Abstract
	Graphical abstract

	Introduction
	Materials and methods
	Mice
	In vitro differentiation of human-induced pluripotent stem cell lines
	Cell transplantation
	Mouse behaviour
	Immunohistochemistry
	Immunogold labelling and transmission electron microscopy
	Extracellular vesicle isolation, characterisation and labelling
	Co-culture of mouse striatal neurons with human extracellular vesicles
	Pharmacological treatment in vivo
	Statistical analysis

	Results
	Neonatally engrafted HD patient-derived human neural progenitors show increased proliferation and accelerated MSN differentiation
	Human striatal neurons send axonal projections to MSN targets and establish synaptic connexions within the mouse basal ganglia circuitry
	Selective degeneration and loss of HD human MSNs and host striatal tissue
	HD human neurons show progressive ultrastructural alterations
	Gradual appearance of soluble and aggregated mHTT in key cellular organelles and axons
	Human-to-mouse transfer of mHTT correlates with increased exosomal secretory pathway
	HD human neuronal cells secrete extracellular vesicles that propagate toxic soluble mHTT to mouse striatal neurons

	Discussion
	Anchor 25
	Acknowledgements 
	References




