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Chapter

Human Pluripotent Stem  
Cell-Derived Cerebellar Neurons: 
From Development to Modeling 
Cerebellar Ataxias
Roxana Deleanu

Abstract

The most affected cell types in cerebellar ataxias are the cerebellar neurons, 
which are not readily accessible for cellular and molecular investigation. Pluripotent 
stem cell (PSC) technology has emerged as an important tool for generating diverse 
types of neurons, which are used in order to better understand the human nervous 
system development and pathologies. In this chapter, the strategies for the dif-
ferentiation of human PSCs toward cerebellar neurons are overviewed, followed 
by an outlook of their further optimization and diversification by implementing 
the knowledge from cerebellar development and new cell culture approaches. The 
optimization stategies are based on the recent progress made in defining the cell 
populations in mature and developing mouse and human cerebellum. The cellular 
phenotypes and organization in mouse and human cerebellum are briefly presented, 
followed by an overview of our current knowledge about their development, which 
includes pattering, proliferation, neurogenesis, gliogenesis, migration, connectivity 
and maturation. To date, however, relatively few studies have used induced PSCs 
(iPSCs) to model cerebellar ataxias and even fewer have looked directly to cerebel-
lar neurons. The reported iPSC-derived in vitro models for cerebellar ataxias are 
reviewed, followed by an outlook of how to improve these models by generating and 
exporing the cerebellar neurons.

Keywords: cerebellar ataxias, iPSC-derived cellular models, cerebellar neurogenesis, 
Purkinje cells, cerebellar organoids

1. Introduction

Cerebellar ataxias constitute a very heterogeneous group of diseases in which 
the motor incoordination is caused by the dysfunction and degeneration of the 
cerebellar neurons. Although different causative genes or toxins have been identi-
fied and several pathological pathways have been investigated, the treatments 
for these conditions are still largely palliative. Therefore, it is an urgent need for 
disease-relevant cellular models for studying disease progression and screening for 
potential therapies.

The rapid development in the field of induced pluripotent stem cell (iPSC) 
technology offers the opportunity to combine the genetic authenticity of the 
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patient-derived cellular models with the disease-relevant cell types. Human iPSCs 
have been generated from a wide variety of easily accessible tissues, including skin 
and blood cells, using methods which nowadays are safer because they avoid the 
genomic integration of the viral vectors containing reprogramming factors. The 
potential of iPSCs to differentiate into any cell type of the body was previously 
explored by the studies with mouse and human embryonic stem cells (ESCs), which 
are blastocyst-derived pluripotent populations. Both iPSCs and ESCs may offer 
direct access to study the cells making the nervous system, but straightforth for 
disease models are the neurons differentiated from iPSCs, generated from patients 
with a variety of neurologic or neurodegenerative conditions [1, 2].

Although significant advances have been made, most of the protocols for the 
differentiation of human PSCs into neurons yield cellular populations which can 
only partially mirror the functional characteristics detected in vivo. In addition, 
most of the available neuronal characterization comes from the studies in rodents 
and we still know little about the phenotypes that the human neurons have in dif-
ferent stages of their development or degeneration. Nowadays, only few protocols 
generate efficiently specific neuronal classes, such as the midbrain dopaminergic 
neurons or the cortical neurons, while for the most neuronal types in the human 
brain, including the neurons of the cerebellum, the efficiency of the protocols is 
much lower and additional cell selection methods are required.

As it happened for the generation of other human neural or non-neural cells and 
especially for the generation of the cerebral cells (reviewed in [3, 4]), the improve-
ments in the generation of cerebellar neurons will definitely come from a better 
knowledge of the human cerebellum and its developmental pathways.

The human adult cerebellum is the second largest brain part (after the cerebral 
cortex) and contains around 80 billion neurons (which represents four times more 
neurons than in the cerebral cortex) [5–8]. These neurons contribute to the complex 
cerebellar functions, including the control of movements for performing fine-
tuning and coordination [9, 10], as well as of cognitive and emotional processes  
[11, 12]. The morphological and functional organization in the cerebellum, inten-
sively investigated in rodents, is highly conserved across vertebrates [13]. Both 
human and mouse cerebella contain two lateral hemispheres connected by a region 
named vermis. The lateral hemispheres are subdivided into lobes and lobules and, 
together with vermis, covered by a uniformly pliated gray matter forming the 
cerebellar cortex. Cerebellar neurons have their cell bodies (somas) located in the 
cerebellar cortex and in the nuclei situated inside the white matter of each cerebel-
lar hemisphere, called deep cerebellar nuclei (DCN). There are four distinctive 
DCN in mouse (dentate, fastigial, emboliform and globose), while the last two are 
fused as the interposed nucleus in human [10, 13].

The higher number of lobules in humans makes the cerebellar cortex more 
expanded relative to mice; in spite of the increase in size, both the volume of the 
cerebellum as a percentage of the total brain and the ratio of the number of neurons 
in the cerebellum to the cerebral cortex is remarkably constant across mammalian 
species, pointing to the concomitant increase of the cerebellum and the cerebral 
cortex in humans [6, 8, 14–17].

The morphological organization of the adult cerebellum is schematically 
presented in Figure 1. The neurons located in the cerebellar cortex form three 
laminar structures laying between the internal white matter and the external pia 
mater: the granular layer (GL, named also the inner GL), the Purkinje layer (PL) 
and the molecular layer (ML). The GL contains the densely packed granule cells, 
which are the most abundant cell type in cerebellum and in the whole brain, as 
well as few other cells, such as Golgi cells (with different subtypes, such as Lugano, 
globular and candelabrum) and unipolar brush cells. PL is a narrow middle zone 
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that contains the large cell bodies of the Purkinje cells, together with the cell bodies 
of a special type of glial cells named Bergmann glia. The ML contains mainly cell 
projections, but also a few entire neurons such as the basket cells located near the 
PL and stellate cells located near the pia mater.

In addition to the shape and location of their cell bodies, the cerebellar neurons 
are characterized by other intrinsic properties included in their neurochemical 
profiles (neurotransmitters, associated neuropeptides and receptors), electrophysi-
ological profiles and, in the recent years, in high-throughput transcriptional finger-
prints. Based on the neurotransmitters used for synaptic communication,  cerebellar 
neurons are set into two main classes: excitatory neurons, which release glutamate, 
and inhibitory neurons, which release mainly γ-aminobutyric acid (GABA). 
Excitatory neurons are situated in the cerebellar cortex (granule and unipolar brush 
cells) and in the DCN. Inhibitory neurons are localized also in the cerebellar cortex 
(Purkinje cells, Golgi cells, basket and stellate cells) and in the DCN (Figure 1).

Figure 1. 
Cellular composition and organization in the adult cerebellum. The cerebellum contains, from exterior to 
interior, the cerebellar cortex with 3 layers, the molecular layer (ML), the Purkinje layer (PL) and the 
granular layer (GL), and the deep cerebellar nuclei (DCN) situated in the white matter (WM). Excitatory 
(red-orange) and inhibitory (green) neurons are located in the cortex (granule cells (GC), unipolar brush 
cells (UBC), Purkinje cells (PC), Golgi (G), basket (B) and stellate (S) cells) and in the DCN (E-DCN and 
I-DCN). GC and UBC receive external afferents via mossy fiber, while E-DCN via both mossy fibers and 
climbing fibers. PC receive external afferents via climbing fibers and internal afferents via parallel fibers, 
sending efferents to DCN. BG: Bergmann glia (gray).
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Regarding tissue architecture and connectivity, the cerebellar neurons are 
arranged as repeating units in a highly regular manner, relatively identical in all 
areas of the cerebellar cortex. Granule cells and excitatory neurons in DCN are pro-
jection neurons, while inhibitory neurons in the cortex (Golgi cells, stellate cells and 
basket cells) and DCN, and the unipolar brush cells are interneurons. Granule cells 
receive excitatory signals from neurons of the brainstem or spinal cord, mainly with 
a station in the middle or inferior cerebellar peduncle, via the mossy fiber afferents. 
The information from ~25 million mossy fibers is dispersed to ∼50 billion granule 
cells, but each dendrite apparently synapses with a single mossy fiber, in this way 
promoting combinatorial encoding and enhanced processing of sensory input to the 
cerebellum. Unipolar brush cells receive sensorimotor signals via mossy fibers, each 
cell forming a specialized giant synaptic junction with a single mossy fiber terminal. 
Their axons branch locally within the GL, where an intrinsic system superimposes 
on the canonical extrinsic mossy fiber system (reviewed in [15]).

The axons of granule cells project to the ML, where they form the parallel fibers, 
which intercept the dendrites of Purkinje cells at right angles. There are ~200  granule 
cells per Purkinje cell in mice, while in humans there are 3000 granule cells per 
Purkinje cell [8]. Purkinje cell bodies form a monolayer in the middle of PL, each 
neuron sending a monoplane-oriented expansive dendritic tree with thousands of 
little spines into the ML, while its axon projects towards and connects with one neuron 
in the DCN. In addition to the inputs from granule cells, each Purkinje cell receives 
excitatory signals from climbing fibers arising from the inferior olive neurons in the 
medulla (which receives sensory information from the cortex). Purkinje cells convey 
the results of the analysis of afferent information to the excitatory neurons in DCN, 
which form the main cerebellar output. Each excitatory neuron in DCN receives inputs 
from several Purkinje cells, but also inputs from the spinocerebellar tract via the mossy 
fibers and from the inferior olive via the climbing fibers. Excitatory neurons in DCN 
send projections back to the brainstem and to motor cortex via the thalamus [18, 19].

Remarkably, Purkinje cells can exhibit two distinct types of action potential, 
with simple and complex spikes. The simple spikes represent an autonomous 
pacemaker activity, with very little variability between spiking intervals, firing 
in absence of synaptic inputs. The simple spikes can be modulated by inputs from 
mossy fiber via the parralel fibers. Inhibitory interneurons in the ML, i.e. the 
stellate and basket cells, also influence circuit topography by making synapses with 
the dendritic tree and modulating the activity level of Purkinje cells. Additionally, 
Purkinje cells can evoke complex climbing fiber inputs. Integration of the inputs 
from climbing fibers and parralel fibers in Purkinje cells generates a unique form of 
heterosynaptic plasticity, that has been shown to underlie the motor learning [18, 
20, 21]. In line with the recent multimodal characterization of the cerebral cortical 
neurons [22], a deeper investigation of the electrical profiles in human cerebellum is 
expected from the new Patch-seq techniques [23, 24].

A more extensive neuronal characterization was recently performed by high 
throughput sequencing, including single-cell sequencing for mouse and human 
 cerebellar tissue [25, 26]. In spite of their quite regular morphology, the cerebellar 
neurons in each subclass appear as a heterogeneous population, different subsets 
being defined by several molecular cues, including co-neurotransmitters (e.g. 
glycine) and neuromodulators (e.g. calbindin, parvalbumin). Markers of some 
subclasses are related to the position in the cerebellar areas (reviewed in [27]). In 
addition, a comparative high throughput analysis of mouse versus human  cerebellar 
cells using single cell-RNA sequencing showed that several genes are expressed 
in human but not in mouse Purkinje cells and confirmed at protein level the 
 expression of novel and specific human Purkinje cell markers, in line with the data 
from the cerebral cortex [28, 29].
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Recent progress in genetic technologies has significantly clarified how the cer-
ebellar cells and their circuits are formed in model organisms, especially in mouse 
[30–33]. Remarkable advances were made not only in defining of the molecular 
phenotypes and the differentiation pathways for most of the neural progenitors, 
but also in understanding of how these synchronize for forming neuronal circuits. 
Purkinje cells have major roles also during development [34]. They orchestrate the 
long lasting neurogenesis of the granule cells, the most abundant local excitatory 
neurons, and the maturation of the local inhibitory neurons, which reciprocally 
respond by helping in their own maturation.

The human-specific morphological and functional attributes were intensively 
studied over the last two decades, including for the development of the cerebellum. 
Mouse mutants for different genes related to developmental diseases affecting the 
cerebellum in humans demonstrated a considerable evolutionary conservation of 
the molecular programs across species, but also revealed some human-specific dif-
ferences. Recent investigations of the developing human cerebellum have empha-
sized some differences in the organization of the cerebellar progenitor pools. Other 
human specific differences have been outlined by the single-cell sequencing of dif-
ferent brain cells, including cells in the cerebellum. These high throughput results 
point out that we still have much to learn about the human cerebellar development, 
composition and functions.

To what extent can or could the cellular diversity in the adult human cerebellum, 
and, in the same time, the spatial precision in its organization in vivo be reproduced 
by the PSC-related differentiation protocols? Which would be a proper human 
model for cerebellum development and cerebellar diseases?

The reported strategies for the differentiation of human PSCs toward cerebel-
lar neurons, especially toward Purkinje cells, are reviewed in this chaper, followed 
by an outlook of their further optimization and diversification by implementing 
the knowledge from cerebellar development and new cell culture approaches. 
This outlook incudes an overview of the recent progress made in defining the cell 
populations in developing mouse and human cerebellum, followed by our cur-
rent knowledge about their development, which includes pattering, proliferation, 
neurogenesis, gliogenesis, migration, connectivity and maturation. This knowledge 
is also the basis for the establishment and optimization of the PSC-derived models 
for cerebellar ataxias. An overview of the reported in vitro patient-derived iPSC 
approaches for modeling cerebellar ataxias is presented, followed by an outlook of 
some challenges that remains to be overcome.

2. Differentiation of pluripotent stem cells toward cerebellar neurons

Over the past 20 years, human PSCs, including the ESCs and the iPSCs [35–38], 
have revolutionized the research on human development and diseases, particularly 
for the nervous system. Considerable progress has been made in converting  
human PSC into different types of neural progenitors, from which some continued  
to differentiate toward different classes of neurons, in vitro or after 
xenotransplantation.

Most of the reported human PSC-based protocols are an adaptation of the 
protocols that were previously developed for mouse ESCs, which reflect, to a 
various extent, different stages of neural differentiation in mouse embryo. On this 
line, the differentiation of the human PSCs is expected to reflect different stages 
of neural differentiation in human embryonic and fetal stages. Remarkably, recent 
data have demonstrated that several protocols starting from human PSCs produced 
authentic neurons and structured brain-like tissues, including the cerebral cortex, 
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the most complex structure in the human brain. However, many questions remain 
about the extent to which the relative simplistic in vitro settings could reproduce the 
high complexity of the adult brain structures, both in cell diversity and connectivity 
(reviewed in [3, 39]).

For the neurons making the human cerebellum, the progress of in vitro dif-
ferentiation protocols was a lot slower comparing to other neuronal populations, 
such as the spinal cord motoneurons, midbrain dopaminergic neurons, and gluta-
matergic and GABAergic cortical neurons, between many others. The main reason 
is the complexity of the cerebellar development, which was only partially and only 
recently deciphered (overviewed in the next section), while the developmental 
mechanisms for the spinal cord, midbrain and cerebral cortex were much faster and 
deeper investigated [40–43].

Increasing understanding of cerebellar development has allowed the elaboration 
of several protocols in the last years, which made the production of some classes 
of cerebellar neurons possible, with increasing efficiencies. These protocols were 
implemented in 2D and 3D cell cultures, or in their combination. As for other brain 
regions, the differentiation protocols include “directed” steps, meaning controlled 
differentiation by using extrinsic manipulation approaches, but also steps in which 
the differentiation advances spontaneously. Most of the protocols use morphogens/
growth factors or small molecules with similar functions, which are sequentially 
administered to mimic the environment in vivo.

Two early studies implemented the mouse ESCs differentiation into cerebel-
lar neurons, using different approaches [44, 45], which were followed by several 
protocols aimed to increase their efficiency. Su et al. [45] used non-adherent ESC 
cell clusters in serum-free medium supplemented with fibroblast growth factor 2 
(FGF2) and insulin. The cellular spheroids, named serum-free embryoid bodies 
(SFEB, even though they contained mainly undifferentiated cells in this stage), 
gradually differentiated into more complex 3D cell aggregates containing a mixture 
of progenitor cells and neurons, which included some granule cell progenitors and 
few neurons expressing early Purkinje cell markers. Following the same conditions, 
Muguruma et al. [46] showed that the FGF2-treated neural progenitors presented 
a broad fate, but some cells organized in tissue-like structures resembling the 
cerebellum origin in the embryo. These 3D cell aggregates further formed brain 
organoids, which contained some areas organized as a primitive cerebellar tissue. 
When cyclopamine, a sonic hedgehog (SHH) antagonist, was added to block the 
spontaneous ventralization, the proportion of cerebellar cells was increased, includ-
ing 35–42% Purkinje cell progenitors by day 11 of ESC differentiation. Additionally, 
this study introduced the selection of the cerebellar progenitor cells, addressing to a 
cell-surface marker expressed in this population (Kirrel2/Neph3). The selected cells 
survived and integrated into the mouse cerebellum following in utero transplanta-
tion at embryonic day (e) 15.5, but their surviving and differentiation into Purkinje 
cells in vitro was possible only in co-culture with dissociated mouse postnatal 
cerebellar cells [47]. Following the same protocol, Tao et al. [48] showed that the 
cerebellar organotypic slices prepared from mice at postnatal day (p) 6–8 supply an 
appropriate trophic environment for the differentiation and maturation of ESC-
derived Purkinje cells. Remarkably, after 28 days in co-culture, they showed the 
same characteristics as the neonatal Purkinje cells.

Salero and Hatten [44] succeeded in generating mouse ESC-derived granule 
cells at a relatively high efficiency by implementing a protocol in 2D culture based 
on step-related treatments with different morphogens. FGF8, WNT1 and retinoic 
acid (RA) were used in the first step, while bone morphogenic proteins (BMPs) 
were used in the next step to obtain the granule cell progenitors, which were next 
proliferated with SHH and Jagged1 and showed markers expressed in GL in vivo. 
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Again, for differentiation and maturation, granule cell progenitors were co-cul-
tured with either postnatal mouse cerebellar neurons or glial-conditioned medium 
and the resulted neurons resembled the neonatal counterparts.

The pioneering studies of mouse ESC cerebellar differentiation were next 
translated to human PSCs and subsequently refined (Table 1). The protocol of 
Muguruma et al. [46] in 3D culture was applied to human ESC and iPSCs [49, 50, 52]. 
Human progenitor cells self-organized in polarized neuroepithelium containing 
around 10% KIRELL2+ cells after 20 days. Muguruma et al. [50] also refined this 
protocol and followed a long-term ESC differentiation in 3D culture, an approach 
which resembled the first generation of human brain organoids. They found that 
the dorsal hindbrain patterning is more efficient for human cells without cyclo-
pamine. Sequential addition of FGF19 and stromal cell-derived factor 1 (SDF1) 
generated approximately 28% KIRREL2+ cells (representing the progenitors of the 
cerebellar inhibitory neurons) and 18% ATOH1+ cells (representing the progeni-
tors of the cerebellar excitatory neurons) by day 35. As for the mouse protocol, 

General 

procedure

Hindbrain 

patterning

Cerebellar progenitors Cell 

selection

Neuronal 

maturation

References

VZ RL

3D cell 

cultures

• spontane-
ous IsO 
induction

• cerebellar 
organoids

FGF2, 
insulin, 
cyclopamin

KIRREL2+ — on organotypic 
cerebellar slices 
(rat, human)

Wang [49]

• FGF2, 
insulin

• FGF19

• SDF1

KIRREL2+ ATOH1+ KIRREL2+ 
VZ 
progenitors 
by FACS

co-culture 
with postnatal 
mouse granule 
cell progenitors
<150 days

Muguruma 
[50],
Ishida [51]

• FGF2, 
insulin, 
TGFβ 
antagonist

KIRREL2+ ATOH1+ — co-culture with 
e18.5 mouse 
cerebellar 
progenitors
<70 days

Watson 
[52]

2D cell 

cultures

• controlled 
neural 
induction 
(Noggin, 
SB431542)

• directed 
dorsal 
hindbrain 
patterning

• selection of 
neurons

FGF8b and 
RA

KIRREL2+ ATOH1+ ATOH1-
GFP+ by 
FACS

cell 
transplantation 
in mouse brain

Erceg [53]

D0–4: 
WNT 
agonist 
(CHIR-
99021)
D4–12: 
FGF8b

KIRREL2+ — THY+ 
immature 
neurons by 
MACS

co-culture with 
mouse granule 
cells

Sundberg 
[54]

D0–4: 
WNT 
agonist 
(CHIR-
99021) 
1.5 μM
D4–12: 
FGF8b 
(100 ng/
ml)
D12–24: 
BDNF

EN1/2 
GBX2 (D6)

— (D22)
Negative 
selection 
for GD3 by 
immunopan-
ning
Positive 
selection for 
NCAM1+ 
immature 
neurons by 
MACS

co-culture 
with mouse 
cerebellar glia
< 65 days
and next with 
granule cells
< 89 days

Buchholz 
[28]

Table 1. 
Reported protocols for the differentiation of human PSCs toward cerebellar neurons.



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

8

KIRREL2+ cells were subsequently selected by fluorescence activated cell sorting 
(FACS) and differentiated into Purkinje cells in co-culture with murine granule cell 
progenitors. The in vitro differentiation of the KIRREL2+ cells for 10 days generated 
~45% Purkinje cell progenitors.

Other approaches aimed to increase the proportion of human ESC-derived 
cerebellar cells by applying the hindbrain patterning conditions tested for mouse 
ESCs [44]. Erceg et al. [53, 55] treated human ESCs aggregates with FGF8b and RA, 
followed by a manual selection of the neuroepithelial cells organized in polarized 
structures. This procedure yielded, after further differentiation, a heterogeneous 
population expressing markers of granule cells, Purkinje cells and glial cells. In a 
more directed differentiation approach, Sundberg et al. [54] used the WNT agonist 
CHIR99021, FGF8b and FGF2 for pattering the neuroepithelial cells resulted from 
the parallel neural induction of human ESCs with dual-SMAD inhibition [56]. The 
patterned progenitors gradually express the hindbrain, cerebellar and Purkinje cell 
progenitor markers, such as EN1/2, GBX2, PTF1a, KIRREL2 and SKOR2. Between 
days 24 and 48 of differentiation, markers of GABAergic phenotype and markers 
of immature Purkinje cells, such as PCP2, were detected. In order to enrich for the 
Purkinje cell population, instead of the previously used cell sorting for KIRELL2, 
Sundberg et al. [54] implemented the THY1+ cell selection, a method previously 
used to purify mouse Purkinje cells from primary cerebellar cultures [57]. The 
sorted THY1+ cells further matured into Purkinje cells expressing the early Purkinje 
cells marker PCP2 (or L7). The same team further optimized the directed differen-
tiation protocol [28], by quantifying the effect of patterning molecules on directing 
the cerebellar cell phenotypes. They found that the combination of the GSK3 inhibi-
tor CHIR99021 (1.5 μM) for 4 days with FGF8b (100 ng/ml) between days 5 and 
12 of differentiation generated the highest proportion of Purkinje cell progenitors. 
From days 12 to 24, neural cell expressing the cerebellar marker KIRREL2 gave rise 
to increasing numbers of adjacently located cells expressing Purkinje cell markers. 
As early as day 35 of differentiation, subpopulations of iPSC-derived cells expressed 
markers of the primary cerebellar progenitor cells. The postmitotic Purkinje cell 
marker PCP2 was observed starting from day 18 onward. Flow cytometry analysis 
showed that ∼23% of cells expressed PCP2 at day 24 of differentiation. A changing 
element of this protocol was the selection of the immature human PSC-derived 
Purkinje cells in two steps, a negative selection by GD3 immunopanning and a posi-
tive selection by magnetic cell sorting (MACS) with NCAM antibodies [28].

As for the mouse cerebellar neurons, the conditions used for the in vitro matu-
ration of the Purkinje cells and granule cells generated from human PSC were 
undefined, based on co-culture with different cerebellar tissue-derived popula-
tions (Table 1). The maturation into functional Purkinje neurons has so far been 
achieved in undefined conditions by co-culturing with either cerebellar granule 
cell precursors isolated from murine embryos [50–52], or with fetal or postnatal 
cerebellar organotypic slices [48, 49]. A protocol adapted from Muguruma et al. 
[50] eliminated the KIRREL2+ cell sorting and employed the differentiation of 
human cells in co-culture with e18.5 mouse cerebellar progenitors [52]. Again, 
markers of the cerebellar proliferative zones were detected at early times of dif-
ferentiation and around 10% Calbindin+ Purkinje cells were detected from day 50 
onward. Following long-term co-culture (up to 150 days), these neurons expressed 
the Purkinje cell markers L7, Calbindin, Aldolase C and LHX5 [50]. In the study 
of Sundberg et al. [54], the selected Purkinje cells were co-cultured with mouse 
cerebellar glia and then with mouse granule cells. With this methodology, human 
PSC-derived Purkinje cells formed synapses with mouse granule cells and had more 
differentiated morphologies. However, significant electrophysiological activity, 
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comparable with that of Purkinje cells in vivo of the iPSC-derived neurons, was 
observed only following co-culture with human fetal cerebellar slices [49].

3.  Strategies for the optimization of the human PSC-derived cerebellar 
cultures

Even though the reported protocols have advanced in the generation of cer-
ebellar neuron from human PSCs, they still need a lot of optimization in order to 
generate homogeneous population of cerebellar neurons in 2D cultures or cerebel-
lar tissue-like aggregated in 3D cultures. Looking at the previous optimizated 
protocols for generating other neuronal populations, such as the midbrain neurons, 
the cortical neurons or the cortical organoids, it is relevant to follow again the steps 
which were gradually applied in order to achieve the efficiency and complexity 
they offer today (reviewed in [3, 4]). Following this aim, here the development 
principles of the cerebellar neurons are overviewed, from progenitor specification 
to neuronal assembles, followed by an outlook of how these principles could be 
applied for the optimization of the protocols generating cerebellar neurons from 
human PSCs.

During early embryo development, the human neural tube is formed by the 
folding of a sheet of neuroepithelium and is progressively closed and regionalized 
under the control of temporally and spatially coordinated gradients of morphogens 
secreted by organizer centers. At the end of the neurula stage, corresponding to 
embryonic day (E) 28, the neural tube is entirely closed and contains, from anterior 
to posterior, the three primary brain vesicles (forebrain, midbrain and hindbrain) 
and the spinal cord. Soon after the definition of the midbrain-hindbrain boundary 
(MHB), cerebellum starts to form at the most anterior and dorsal hindbrain territory. 
In humans, the cerebellar development is highly protracted, extending from E30 to 
the end of the second postnatal year. In mice, cerebellum almost completes over a 
period of around one month, starting from embryonic day (e) 9 and including the 
first three postnatal weeks (reviewed in [15, 58–60] (Figure 2). However, as for the 
whole brain, the mechanisms of cell differentiation and histogenesis in cerebellum 
are mainly conserved in mammals. While the development of the mouse cerebellum 
was intensively studied [15, 30, 32–34, 58, 61–65], the embryonic and fetal stages 
in human cerebellar development were only recently described in details [13, 16, 
59, 60]. Notably, as for the other parts of the human brain, the embryonic and fetal 
stages of development are not available for cellular and functional studies, and their 
histological and clinical images represent only snapshots in time for one individual. 
Conversely, developmental time-course experiments in mice can be conducted on 
multiple mice of identical genotypes. These studies revealed that the ontogenesis of 
all neurons and glial cells in the nervous system, including the ones in the cerebel-
lum, follows the same steps of (1) patterning and specification of the progenitor 
cells, (2) neurogenesis/gliogenesis and (3) migration, histogenesis, formation of 
the neuronal circuits and neuronal maturation (reviewed in [15, 27, 58, 61, 66, 67]). 
However, in contrast to other CNS areas, including the cerebral cortex, in which 
gliogenesis follows neurogenesis [68, 69], glia generation in cerebellum parallels 
or precedes the long-lasting generation of the granule cells and inhibitory neurons 
[15, 30, 32, 65, 68]. Even though the main developmental programs are conserved 
from mice to humans, some important specie-specific differences responsible for 
the expansion of the human cerebellum have been recently identified [59, 60]. In the 
following brief presentation, the main morphological, cellular and molecular events 
in mouse are complemented with the available information in human.
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3.1 Patterning and specification of the cerebellar progenitor cells

Several studies in mouse showed that all cerebellar neurons and glial cells 
originate from the hindbrain region corresponding to the dorsal (or alar) part (or 
plate) of the first rhombomere (r1) [30, 70]. The anterior limit of the cerebellum 
is defined by the MHB, named also isthmus, where an organizer center, named the 
isthmus organizer (IsO), forms early in development and has a major role in the 
anterior/posterior (A/P) patterning of the midbrain and hindbrain. IsO formation 
is preceded by a series of pattering events that start in the forming neural plate, 
where two transcription factors, Otx2 (Orthodenticle Homeobox 2) and Gbx2 
(Gastrulation Brain Homeobox 2) define the primitive anterior and posterior 
domains, respectively [71]. They are further co-expressed in early IsO and then 
differentially express in the midbrain and hindbrain domains [72]. WNT signaling 
has a main role in the A/P patterning of the neural tube but also in IsO induction, 
showed by the loss of IsO in WNT1 homozygous mutants ([73]; reviewed in [74]). 
Shortly after the primary brain vesicles formation, Fibroblast Growth Factor 8 
(FGF8) secreted by IsO patterns the adjacent territories [71, 75–80]. Additional 
A/P patterning by extra-neurally secreted retinoic acid (RA) defines the meten-
cephalic and myelencephalic secondary hindbrain vesicles. The metencephalon 
expresses the homeobox gene Hoxa1, and formed the first hindbrain rhombomere 
(r1), where the FGF8 blocks the expression of other Hox genes. Next, the selec-
tive expression of negative regulators of the activated Ras–ERK pathway in r1 
stops the local action of FGF8 [81]. In parallel with the A/P patterning, whole 
neural tube is patterned also dorsoventrally (D/V). The main ventralizing fac-
tor is Sonic Hedgehog (SHH), which by e9 is produced in the floor plate of the 
metencephalon [15, 74, 82, 83] and secreted into the neural tube’s lumen, which at 
this level becomes the 4th ventricle. Consequently, the alar plate of the r1 territory 

Figure 2. 
Timing and the aligned stages in mouse and human cerebellar development. Embryonic days in mouse (e) and 
human (E). GW-gestational weeks. NE- neuroepithelium (light blue). The cerebellar ventricular zone (VZ) 
(blue) is the origin of the inhibitory neurons and glial cells. Inhibitory neurons (green) are the Purkinje cells 
(PC), Golgi, basket and stellate cells, and the inhibitory neurons in the deep cerebellar nuclei (I-DCN). The 
rhombic lip (RL) (Lila) is the origin of the excitatory neurons in the cortex (Granule cells (GC) and unipolar 
brush cells (UBC) and in the DCN (E-DCN). Long-lasting progenitor stages for the GC progenitors (GCP-
violet), and inhibitory interneuron and glial progenitors (INP and GP, blue). Long-lasting maturation of 
inhibitory neurons (light green) and of excitatory neurons (light pink-orange), and gliogenesis (gray) stages.
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is patterned into the cerebellar domain (anlagen) (Figure 3), while anteriorly 
situated territory becomes the tectum domain, posteriorly, the r2 domain, and 
ventrally, the pons domain.

Between e9 and e12.5 and, the cerebellar neuroepithelium undergoes morpho-
logical changes: the midline remains as a single cell layer and forms the roof plate, 
while each lateral part forms two primary proliferative zones, known as the origins 
of the neural populations in the mouse cerebellum: the cerebellar ventricular zone 
(VZ) and rhombic lip (RL) (Figures 2 and 3) [30]. By e10, the roof plate becomes 
the second cerebellar organizer center and secretes factors belonging (TGF)-β 
family, such as the bone morphogenetic proteins (BMPs), the most important 
dorsalizing factors in the cerebellum, and gradually transforms into the choroid 
plexus epithelium (ChPe). By e12.5, ChPe additionally produces SHH. Genetic 
fate mapping proved that the morphogens secreted by IsO, roof plate and floor 
plate define the cerebellar domains which, in addition to the hindbrain restricted 

Figure 3. 
Stages and distribution of cell populations in mouse early cerebellar development. Formation and 
differentiation of the cerebellar populations from embryonic day (e) 8 to e16, when all the neuronal 
populations or their long-lasting progenitors are formed. (A) Between e8 and 12, in the dorsal part of the first 
rhombomere (r1) of the hindbrain neural tube, the cerebellar ventricular zone (CVZ) (light blue) forms at 
e9–10, due to the dorsal FGF8 signal and ventral SHH signal, while the rhombic lip (RL) forms at after e10, 
being visible at the border between the CVZ and the roof plate (RP) (light Lila), due to the BMP signaling 
from the RP, which forms the choroid plexus epithelium (ChPe) (red). (B) Between e12 and 16, different 
progenitors arrive in the subventricular zone (SVZ) and mantle zone (MZ) of the neural tube. At e12–14, the 
Ptf1+ ventricular zone (VZ) of the CVZ primary domain contains the Olig2+ and the Gbx1+ subdomains, 
which generate the Purkinje cell progenitors (PCP) and the interneuron progenitors (INP, blue) domains, 
respectively, while the first postmitotic Purkinje cells (PC) already exit the SVZ. The VZ in RL contains 
Atoh1+ progenitors, which gradually form progenitors of the excitatory neurons in SVZ. They generate first 
the excitatory neurons for the deep cerebellar nuclei (E-DCN) and at later time points (e14–16), they start to 
generate the unipolar brush cells (UPC). The RL generates also the progenitors of the granule cells progenitors 
(GCP-violet), which migrate in waves in the MZ close to the pia mater (PM). In the CVZ, cells representing 
a subpopulation of the INP domain migrates in the MZ and join the E-DCN in a nuclear transitory zone 
(NTZ), where they start to differentiate into the inhibitory neurons of the DCN (I-DCN).
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expression of Gbx2, show the differential expression of two basic-helix–loop–helix 
(bHLH) transcription factors: Pancreatic transcription factor 1 (Ptf1) specifies 
the VZ domain and Atonal homolog 1 (Atoh1, also called Math1), specifies the RL 
progenitor domain [15, 58, 61, 84, 85].

Each cerebellar progenitor zone forms subdomains with their own spatial and 
temporal identities, which produce specific neuronal subtypes. VZ-derived progeni-
tors give rise to all GABAergic neurons and glial cells of the cerebellum. VZ-derived 
neurogenesis starts at e10.5 and continues untill e17 in mouse. Before the neurogen-
esis starts (~e9), the VZ progenitor domain corresponds to the neuroepithelial cells 
localized in the VZ of the r1 neural tube (Figure 3). Most of the earliest Ptf1a + pro-
genitors upregulate Kirrel2/Neph3 and oligodendrocyte-specific bHLH gene 
Olig2 expression [82, 86], while a small proportion in the early rostral VZ express 
homeodomain-containing transcription factor gene Gsx1. As the neural tube grows, 
the neuroepithelial cells gradually transform into radial glial progenitors and a sub-
ventricular zone appears evident in the VZ domain (SVZvz in Figure 3). Ptfa1+ and 
Olig2+ radial glial cells start to express Lhx1, Lhx5 and Skor2, and become Purkinje 
cell progenitors, located in the SVZvz, which gradually express Neurogenin 1 and 2, 
start neurogenesis and migrate from the SVZvz. Ptfa1+ and Gbx1+ radial glial cells 
gradually commit to inhibitory interneuron and glial progenitors. The interneuron 
progenitors express Lhx1, Lhx5 and Pax2. By e14.5, they become predominant in 
the SVZvz [87] and soon after start to migrate out of the SVZvz and form transient 
amplifying progenitor pools. Once all the neurons and transit amplifying progeni-
tors exit the SVZvz, the remaining radial glial cells differentiate into Bergmann glia. 
The VZ-derived transit amplifying progenitors generate inhibitory interneurons, 
astrocytes and oligodendrocytes [58].

The neuroepithelium of the RL gives rise to all glutamatergic neurons in the 
cerebellum (Figures 2 and 3), but also to extracerebellar neurons such as the 
pontine neurons [66, 70]. RL Atoh1+ neuroepithelial cells situated between the roof 
plate and the VZ domain start their proliferation after the adjacent VZ progenitors 
(~e10). Also the RL neuroepithelial cells gradually acquire a radial glial phenotype 
and are patterned in subdomains, which express the paired box gene Pax6 in com-
bination with the zinc finger genes Zic and the homeobox gene Meis. First, Pax6 and 
Meis2 expressing progenitors commit to neurogenesis, when they gradually express 
Tbr2 and Tbr1 and generate the glutamatergic neurons in DCN. Later, the remain-
ing RL progenitors co-expressing Pax6, Meis1, Zic1/2 and Barhl1 commit to granule 
cell progenitors, in parallel with the unipolar brush cell progenitors, which upregu-
late the Tbr2 expression, downregulate Pax6 expression and become  unipolar brush 
cells [15, 88].

The cerebellar proliferative zones in human embryos have been only recently 
investigated. The human cerebellar VZ (gradually forming the SVZvz) undergoes 
massive expansion which covers the second month (E30–56), afterwards extin-
guishing its proliferative potential and remaining as a single cell layer. Conversely, 
the RL germinal zone remains small during the peak expansion of the VZ progeni-
tors, but starts a significant expansion at around gestational week (GW) 11, when it 
forms the SVZRL, which persists long after birth [59, 60].

GABAergic phenotypes. Cerebellar inhibitory neurons, including Purkinje cells 
and interneurons (Golgi, stellate, basket and inhibitory neurons of the DCN) 
originate from different subdomains in cerebellar VZ (Ptf1a+), in different waves 
(Figures 2 and 3). Purkinje cell progenitors (expressing Skor2, Lhx1/5 and Corl2) 
gradually express Neurog1/2 and start neurogenesis, which in mouse is completed 
at e12.5. Once in the postmitotic stage, Purkinje cells start a short distance radial 
migration alongside the radial glial processes toward the mantle zone where they 
stack in a transient multilayered structure named the Purkinje cell plate and 
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gradually express markers such as Purkinje cell protein 2 (Pcp2, named also L7), 
Pcp4 and Calbindin 1 (Calb1) [15, 64]. In postnatal stages, due to extensive cerebel-
lar expansion, multilayered Purkinje cells gradually form a monolayer while each 
neuron starts the development of its characteristic extensive and flattened dendritic 
arbor and the expression of mature markers synaptic markers [30, 58, 89].

In humans, all Purkinje cells are generated before the 8th GW, which places them 
among the earliest-born central neurons. They start to migrate at E44 outwards 
from the VZ along radial glial projections to the pial surface. A broad Purkinje 
cell multilayer extending in the mantle zone is evident between the GW 10 and 13 
GW, while a monolayer distribution is achieved by GW 20–24 (Figure 2). Human 
Purkinje cells start to develop their characteristic extensive and flattened dendritic 
arbors and long axons in the early fetal stages, their final maturation being achieved 
postnatally, in a 6-fold longer period than in mice [59, 60, 90, 91].

Contrary to the Purkinje cells, which are postmitotic already into the cerebellar 
SVZvz, the Gbx1+ progenitors expressing the paired homeobox gene Pax2 migrate 
in several waves from the SVZvz to the mantle zone, where they start to express the 
neurogenic genes Neurog1 or Ascl1 and differentiate into Pax2+ interneurons. In the 
first wave (from ~e10.5), the interneuron progenitors migrate to the rostral end of 
the cerebellar anlage in a Nuclear Transitory Zone (NTZ), which is transient zone 
for the DCN assembly [15]. After the progenitors settle near the already established 
excitatory neurons, they produce the inhibitory interneurons of the DCN. In 
later stages of development, NTZ is gradually organized into distinct DCN. In the 
second wave (from ~e13.5), the interneuron progenitors migrate to the Purkinje cell 
multilayer, continue their migration in the developing white matter and postnatally 
reach the developing granular layer where they generate postmitotic Golgi cells. At 
later stages, interneuron progenitors migrate radially in the white matter, continue 
to proliferate in a transit amplifying center and eventually generate the stellate and 
basket cells in the ML [78, 92]. In parallel with the late interneurons progenitors, 
the progenitors of astrocytes and oligodendrocytes continue to proliferate in the 
developing white matter (Figure 2).

Glutamatergic cerebellar neurons (excitatory neurons in DCN, granule cells 
and unipolar brush cells) originate from different subdomains of the RL, in differ-
ent waves (Figures 2 and 3). The first cells leaving from the RL are the newborn 
excitatory neurons in DCN. Next, the granule cell progenitors migrate in waves 
out of the RL, where they continue the proliferation. In the first wave (e10.5–12.5), 
discrete subpopulations of rostrally situated Atoh1+ cells gradually upregulate 
Pax6, Meis2, Lhx9 Tbr2 and Tbr1 and become newborn glutamatergic neurons, 
which migrate rostrally and tangentially to the NTZ [15, 88, 93]. The allocation of a 
temporal framework of different DCN components is accompanied by a character-
ized sequence of transcriptional maturation that results in the first born neurons for 
the lateral nucleus (projecting to midbrain and thalamus), followed by neurons for 
the medial (fastigial) group.

The second wave covers middle to late embryonic stages, when Pax6+ granule 
cell progenitors leave the RL, migrate out toward the pial surface and undergo a 
prolonged expansion in a secondary germinal zone, or a second transit amplifying 
center, named the external granular layer (EGL) [64]. Granule cell progenitors retain 
the expression of Atoh1 and migrate into the mantle zone where they express Tbr2 
and continue to proliferate to form the EGL [88]. During the early postnatal period, 
multiple mitogenic pathways expand the EGL. Peak EGL proliferation occurs around 
p7 and is complete by p15 (Figure 2). The main mitogen is the SHH, secreted by the 
underlying Purkinje cells [94], but also Jag1, a ligand the Notch2, acts locally in the 
EGL [95]. Exponential granule cell proliferation in the EGL drives cerebellar growth 
and foliation [96]. BMP4 and WNT3 secreted by the ChPe promote cell-cycle exit and 
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neurogenesis [15]. The postmitotic granule cells downregulate Atoh1 and upregulate 
NeuroD1 [15]. Newborn granule cells migrate tangentially within the EGL and then 
exit the EGL migrating radially inwardly along Bergmann glial fibers, trailing a long 
T-shaped axon behind, interact with the flat, elaborate dendrites of Purkinje cells and 
form the parallel fibers in ML. Migrating granule cells settle below the developing PL 
to form the internal granule layer (IGL, corresponding to the adult GL), achieving 
the final laminar arrangement of the mature cerebellum, from where they extend 
dendrites to form synapses with mossy fiber afferent axons [15, 58].

Unipolar brush cell differentiation parallels the granule cell progenitor waves 
(Figure 2). Unipolar brush cells are born starting with e13.4, while continuing to 
p0–1. Progenitors of the unipolar brush cells express Wnt1 early in development 
(e10.5–13.5), but this expression is downregulated before they migrate from the 
RL. The newly generated neurons remain in the RL for an additional 1–2 days, after 
which they exit RL and migrate dorsally through the white matter to their final 
destination. Most unipolar brush cells reach the IGL by p10, several days before 
granule cell neurogenesis is complete. Their final maturation occurs between p2 and 
p28, which seems to coincide with the establishment of the first synaptic contacts 
with external mossy fibers [15, 27, 88].

3.2 Coordinated formation of the cerebellar circuits

The successful construction of the neuronal circuitry relies on the coordinated 
generation of functionally opposed neurons. Accordingly, the differentiation 
programs of cerebellar excitatory and inhibitory neurons are interdependent and 
defined as the coordinated integration of the VZ and RL-derived lineages in local 
circuits, in both the cortex and DCN. For the DCN, the cell fate of the excitatory 
neurons appears determined at the RL, in a temporal pattern, while the interneuron 
progenitors migrate, differentiate and integrate in the NTZ after receiving local 
signals from the excitatory neurons.

Purkinje cells have a remarkable capacity to regulate developmental events by 
sending SHH signals bi-directionally. Starting at e16.5 and continuing through-
out adulthood, SHH expression in cerebellum is restricted to Purkinje cells and 
Bergmann glia [97]. Dendritic-derived SHH drives the granule progenitor cell 
proliferation, while axon-derived SHH disseminates to the neonatal white matter 
and contributes to the expansion of the VZ-derived progenitors for the late-born 
interneurons and glial cells during the postnatal period [98]. Additionally, Purkinje 
cells are critical for the terminal differentiation and morphogenesis of the inter-
neurons in the ML, the basket and stellate cells. On the other side, signaling from 
differentiating granule cells influences the planarity and the elaborate branching 
pattern of the Purkinje cell dendritic tree, which occurs from p5 to p15 [99, 100]. 
Additionally, the dendritic differentiation of the interneurons in ML is sensitive to 
the granule cell-derived inputs, including BDNF signaling [15].

In the third trimester and postnatally, human cerebellum undergoes its major 
growth, primarily due to the prolonged expansion of the granule cell progenitors. 
By 10–11 GW, streams of cells which form the external GL (EGL) were observed 
along the pial surface connecting to the RL. Due to extensive EGL proliferation, 
human cerebellum increases 5 fold in size between GW 24–40 [90]. Differentiation 
and maturation of the human cerebellar neurons progress mainly as in the mouse, 
but there are some species-specific features. Foliation correlates with EGL prolif-
eration and increases dramatically between GW 20–32, as the cerebellum rapidly 
increases in size and volume. The formation of the Purkinje cell monolayer coin-
cides with the peak of EGL proliferation [89, 90]. The human cerebellar cortex still 
has a prominent EGL at birth. EGL gradually decreases in thickness as a result of 
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migration of granule cells into the internal GL. By the end of the second postnatal 
year, EGL is depleted while the thickness of the molecular layer and the length of 
the PL increase, concomitant with the increasing cerebellar volume [89, 90]. To 
date, there are few studies about the development of the human interneurons, both 
inhibitory and excitatory, which represent a minority comparing to the granule 
cells, but with a major role in the maturation of Purkinje cells and circuit formation 
[15, 34, 58, 91, 101].

In addition, the single-cell sequencing techniques have been applied for analyz-
ing different stages of mouse cerebellar development [62, 102]. Carter et al. [62] 
performed single-cell RNA-sequencing and unbiased classification of around 40 
thousand murine cerebellar cells from eight embryonic samples (at e10-e17) and 4 
postnatal samples (at p0, p4, p7 and p10). Such approach allows for a more compre-
hensive detailing of the transcriptional and cellular heterogeneity among lineages 
of interest and can provide a valuable resource for answering further questions 
related to cerebellar development and diseases. In a similar study, Peng et al. [102] 
analyzed around 20 thousand cells from mouse postnatal cerebella and looked in 
addition to the dynamics of interneuron differentiation but also mitochondrial 
markers and ataxia risk genes. In a complementary approach, gene expression in the 
postnatal stages of mouse cerebellar development were analyzed by Buchholtz et al. 
[28] in Purkinje cell populations selected from mice expressing a Egfp-Pcp2 reporter 
gene. Again, the dynamics of different pathways of mitochondrial and autophagy 
genes correlated with the developmental stages of Purkinje cells, which suggest 
their implication in several neurodevelopmental diseases.

3.3  From development of the cerebellum to the optimization of the human PSC 
differentiation protocols

There are several steps to be considered for the cerebellar protocols, which practi-
cally cover all the developmental stages: from neural induction and dorsal hindbrain 
patterning to the patterning and proliferation of the VZ-like and RL-like progeni-
tors, to the neurogenesis of the selected progenitors, and lastly to the maturation 
of the neurons and the formation of the neuronal circuits. Are the previously used 
neural induction and early patterning conditions (in both 2D and 3D approaches) 
optimal for the generation of progenitors similar to the ones in the dorsal r1 in the 
neurula stage, which represent the origin of the neurons making the cerebellum? Are 
the previously used conditions optimal for the uniform generation of early VZ and 
RL progenitors? Which factors and what timing would be necessary for a uniform 
patterning towards VZ or RL subpopulations? Which conditions would be efficient 
to produce a uniform neurogenesis from different progenitors? What would the 
defined conditions for the neuronal maturation be? How can the neuronal matura-
tion be faster? How can other neuronal subtypes, such as the interneurons in the 
cerebellar cortex and in the DCN, be generated uniformly and efficiently?

Some recent strategies were successful for the optimization of the protocols for 
the cerebral neurons and cerebral organoids. It remains to be checked whether these 
strategies can be extrapolated for the cerebellar cultures. Again, the solutions may 
come from the development principles. The main traiectories that could be followed 
from the human iPSC to the neuronal cell types contained in the cerebellum are 
outlooked in Figure 4 and detailed in the following paragraphs.

Improving neural induction and hindbrain patterning. The first step for all the 
protocols regarding the neural differentiation of human PSCs implies the removing 
of the pluripotent cell proliferation factors, such as FGF2 and TGFβ. The additional 
use of several inhibitors such as BMP/Activin/TGFβ pathway inhibitors, alone (such 
as Noggin) or in combination (dual-SMAD inhibition by small molecules such as 
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dorsomorphin or LDN and SB431542) [56], significantly increased the yield of 
neural induction in human PSCs cultured in serum-free medium, both in 2D and 
3D systems [40]. Shortly after neural induction, human PAX6+ neuroepithelial 
cells acquire a primitive anterior identity, expressing OTX2, but no more caudal 
markers, like EN1, GBX2, or HOX genes [56, 103]. However, this anterior phenotype 
is transient and, depending on the presence of added or endogenously secreted 
morphogens such as WNTs, FGFs, and RA, neuroepithelial cells take on a definitive 
regional identity [41, 104–106].

Some previous protocols used FGF2 for amplifying the neuroepithelial popula-
tion and showed that, although an anterior phenotype is kept for a few passages 
in the presence of FGF2, longer exposure gradually patterns human progeni-
tors toward midbrain and hindbrain fates [105, 107, 108]. FGF2 was used by 
Muguruma et al. [50] for inducing a brought midbrain-hindbrain patterning, 
including the IsO-like cells, in 3D spontaneously differentiating human PSCs in 
serum-free medium, for a time approximating the MHB formation in human 
embryos. However, the reproducibility of this protocol is limited and the effi-
ciency of the neural induction and pattering was not investigated, many cells in 
the 3D clusters could present a more anterior phenotype (and maybe non-neural 
phenotypes). Watson et al. [52] proposed the parallel neural induction and 
hindbrain patterning by using FGF2 in combination with the SMAD inhibitor 
SB431542 for around 20 days. Even though it showed an increased expression in 
hindbrain and cerebellar markers, yet the efficiency and the selectivity of this 
approach was not reported.

Figure 4. 
In vitro trajectories from human induced pluripotent stem cells to cerebellar neurons by combining the 
differentiation protocols and the developmental principles. The differentiation conditions for some stages 
(meaning the combination of extrinsic factors, their concentration and time of action in the protocol) are 
previously established. However, for several steps, it remains to be established which treatments are necessary 
for patterning and proliferation of progenitor subpopulation in VZ and RL and in the secondary proliferation 
domains. Some factors which are known to act in the mouse cerebellar development could work also for the 
patterning and proliferation of human progenitor cells, but many question marks remain. These questions 
address both the treatments and the specific markers for subpopulation of progenitor cells and neurons.
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The implementation of WNT signaling was shown to increase the midbrain and 
hindbrain patterning and reduce the spontaneous forebrain patterning in human 
PSC-derived neural cultures [28, 41, 54, 109, 110]. In Kirkeby et al. [41] and Kirkeby 
et al. [110], neural induction with dual-SMAD inhibition and pattering were 
applied in parallel for 9 days. The GSK3 inhibitor CHIR99021 was used at 1–2 μM 
concentration for patterning the anterior r1 fate. Following this protocol with some 
modifications, Sundberg et al. [54] applied the neural induction and hindbrain pat-
terning by WNT in the same time, for 12 days, with noggin and 1.7 μM CHIR99021, 
while in a following study coming from the same group [28], neural induction and 
patterning with CHIR99021 1.5 μM was applied for only 4 days. In both studies, 
FGF8b (100 ng/ml) was added from day 4 to day 12 of differentiation, while FGF2 
applied at day 10–12 in Sundberg et al. [54] was excluded in the next protocol [28]. 
However, the resulted cell populations in both studies were not directly pheno-
typed, but after 16 or 32 days of differentiation, when they contained KIRREL2+ or 
THY1+ cells, respectively, which were selected by FACS. Further optimization for 
neural induction and hindbrain patterning requires a deeper investigation, includ-
ing negative markers for forebrain, midbrain, hindbrain (excepting the r1), and 
ventral markers (especially for the r1). The dorsal r1 cells should concomitantly and 
uniformly express GBX2 and EN1/2. Obviously, reporter lines for different genes 
expressed solely in r1, such as HOXA1, would be very useful tools.

In addition, a study using human hindbrain tissue from embryos at GW 5–7 
showed that the hindbrain neuroepithelial cells were stably expandable in FGF2 
and EGF conditions, but the short treatment with FGF8 and WNT (for 1 pas-
sage) hugely increased the expression of GBX2, EN1 and EN2 [111]. A deeper 
investigation of the human embryonic dorsal hindbrain tissue could provide 
hints for the optimization of the human PSC differentiation protocol toward 
cerebellar cells. The human embryonic hindbrain neuroepithelial cells can be 
further patterned in vitro by BMPs (BMP6, BMP7 and GDF7) and WNT3A to RL 
progenitors (ATOH1), which generated granule cells after transplantation into 
the rat cerebellum [111]. Some additional hints are revealed by the pattering of 
the human embryonic hindbrain tissue. ATOH1 was not expressed if FGF8 was 
added together with BMPs or if FGF2 and EGF were maintained, FGF signal-
ing appearing to counteract the BMP stimulation [111]. The same factors were 
applied for the RL patterning from human PSCs (reviewed in [40]). It appears 
clear that ATOH is not expressed by default, but only after BMP signaling, in 
spontaneous or directed differentiation approaches. Again, developing human 
PSC reporter lines for ATOH and a deeper phenotypic investigation, including 
negative markers such the ones express in vicinity of the RL, (e.g. in pons, tectum 
and neural crest), would be of great help. The same approach is necessary for the 
optimization of cerebellar VZ progenitors, which are favorized by FGFs and SHH 
treatments. It remains to be established which treatments with extrinsic factors 
(combination, concentration and time) are necessary for patterning and prolif-
eration of progenitor subpopulation in VZ and RL, as well as out of them, in the 
secondary proliferation domain, as long-term proliferative populations (such as 
granule progenitor cells, interneuron progenitor cells and glial progenitor cells). 
Some factors known to act in the mouse cerebellar development could work also 
for human progenitor cells, but many question marks remain. These questions 
address both the treatments and the specific markers for subpopulation of pro-
genitors and neurons (Figure 4).

Increasing maturation of the cerebellar neurons in defined conditions. One of the 
most consistent observations about human PSC-derived neurons is that they mature 
relatively slow and often incomplete (reviewed in [3]). An obvious reason is the 
time in culture: human PSC-derived Purkinje cells are usually kept in culture around 
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4 months, while they need over 2 years for maturation in vivo. An important chal-
lenge is the long-term culture and maturation of human PSC-derived cerebellar 
neurons without the presence of mouse cell/tissue co-cultures. Mature phenotypes 
of PSC-derived Purkinje cells and granule cells have so far only been demonstrated 
in co-culture or, more convincingly, by transplantation of differentiated cells into 
mouse cerebellum. While some of the in vitro and transplantation procedures 
demonstrated the potential of the PSC-derived neurons to mature into functional 
cerebellar neurons, they also highlighted the need to better understand the factors 
that promote their maturation. Significant variability in the efficiency to obtain func-
tional Purkinje cells using different feeder cell sources was reported. For instance, 
feeder-free and co-culturing with rat granular progenitors failed to sustain Purkinje 
cell maturation and survival, while co-culture with rat cerebellar slices sustained 
Purkinje cells that nevertheless were devoided of any action potential or spontane-
ous post-synaptic currents. In contrast, co-culture with human fetal cerebellar slices 
resulted in electrophysiological active Purkinje cells [49], suggesting that human 
specific factors, as well as interactions with glial cells [112] are needed for proper 
maturation. The use of the co-culture system has limitations per se, feeder cells intro-
ducing inherent variability to the procedure [49]. A growing number of methods for 
reverse-engineering specific cellular micro-environments and the cells and molecules 
which constitute these [113] will definitely extend into the cerebellar field. It is likely 
that the combination of these technologies will help in elucidating key conditions for 
long-term survival and maturation of PSC-derived cerebellar neurons.

Another approach can come for the optimization of long-term cultures of cerebel-
lar organoid, in line with the extensively investigated field of cerebral organoids 
[39]. As shown in different previous reports, functional synaptic connections are 
necessary for maturation and activity of the human PSC-derived neurons, which 
include glia and target neurons, all of these could be provided in the same cerebellar 
organoid.

Again, one limitation for most of the human PSC-derived neurons, as for the 
human neurons in general, is the lack of transcriptomic signatures, to rigorously 
identify specific types of neurons and to compare their development across spe-
cies. A recent Metagene projection analysis of global gene expression patterns 
revealed that differentiating human PSC-derived Purkinje cells share classical and 
developmental gene expression signatures with developing mouse Purkinje cells. 
Remarkably, it revealed that the human PSC-derived Purkinje cells matured in 
co-culture for around two months are closest to late juvenile (p21) mouse Purkinje 
cells, suggesting that they are relatively mature. Gene expression profiling also 
identified human-specific genes in human PSC-derived Purkinje cells. Protein 
expression for one of these human-specific genes CD40LG, a tumor necrosis factor 
superfamily member, was confirmed in native human cerebellar tissue, arguing for 
the bona-fide nature of the human PSC-derived cerebellar neurons [28]. Obviously, 
the routine applications of the single-cell transcriptomics into the optimization 
steps of the human PSC-derived cerebellar differentiation protocols will hugely 
contribute to the progress in the field.

4. iPSC-derived models for cerebellar ataxias

The iPSC technology together with the cerebellar differentiation protocols offer 
the opportunity to indirectly generate and to directly study the most affected cells in 
patients with cerebellar ataxias, the cerebellar neurons. As schematically presented 
in Figure 5, somatic cells such as skin fibroblasts or white blood cells obtained from 
patients are reprogrammed into iPSCs, which can be theoretically differentiated 
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into any type of neurons. Ideally, the neuronal differentiation should address the 
most affected subpopulation in each disease, by following the existing protocols 
or optimized protocols in the desired direction (using development principles and 
combining efficient selection methods). Remarkably, for the inherited ataxias, the 
patient iPSC-derived neurons express the disease mutation in the authentic genetic 
background and cellular environment, which is not the case in the animal models.

The neuropathological events in hereditary cerebellar ataxias affect both 
cerebellar and extracerebellar territories. Nevertheless, degeneration and ultimate 
loss of cerebellar neurons is a neuropathological hallmark in cerebellar ataxias. The 
affected cerebellar neurons and the responsible genes for several cerebellar ataxias 
are presented in Table 2. Spinocerebellar ataxias (SCAs) are a family of over 40 
currently described late-onset dominant diseases, manifesting clinically at middle 
age and gradually progressing with neurodegeneration in cerebellum and other 
CNS areas, [136–139] while in other genetic ataxias, such as the autosomal recessive 
Friedreich ataxia (FRDA) and ataxia-telangiectasia (AT), the disease manifests a lot 
earlier and, in addition to the nervous system, extraneural territories are affected 
[137, 138]. FRDA is considered a multi-systemic condition, including central and 
peripheral neuropathies, diabetes and cardiomyopathy [140, 141].

In cerebellum, SCA1, SCA3 and FRDA involve mainly the DCN, especially the 
dentate nucleus, but also extracerebellar territories such as the Clarke’s column, which 
present with severe neuronal loss (reviewed in [142]). SCA2 predominantly affects 
the pontine nuclei, while the Purkinje cells and DCN seem to be secondarily affected. 
SCA31 is relatively restricted to the Purkinje cells. Although Purkinje cells are pre-
dominantly involved in SCA6, degeneration is evident also in the dentate nucleus and 
granule cells. Therefore, patients with SCA6 show more severe ataxia than those with 
SCA31. Several SCA subtypes have CAG repeat expansions in the coding region of 
different genes (http://www.scabase.eu/; [143–146]), resulting in PolyQ elongations 
in the respective proteins, the elongation size being correlated with the intensity 
of clinical manifestations. In other SCAs (SCA12, SCA31 and SCA36) or non-SCA 
monogenic ataxias, such as FRDA, the repeat expansion is intronic, but also in these 
diseases the cerebellar dysfunction is correlated with the elongation size [147].

Modeling these human genetic disorders in mice has reproduced to a certain 
extend the neuropathological aspects and has provided some insights into disease 
mechanisms. Many disease mechanisms that have been explored in mouse models 
are expected to be recapitulated in patient iPSC-derived neurons. However, some 
ataxias could not be modeled in mice using the same mutation as in the patients, 
suggestion that the human-specific environment is essential for the disease to 

Figure 5. 
From ataxia patients to neuronal disease models. Somatic cells from patients with cerebellar ataxias are 
reprogrammed into induced pluripotent stem (iPS) cells, which can be genetically modified in order to correct 
the mutation. Patient and control/corrected iPS cells can be differentiated into neurons that are relevant for the 
cerebellar diseases, such as Purkinje cells. Additional stress or forced aging can be equally applied to the patient 
and control/corrected neurons or their progenitors, in order to amplify the phenotypic differences resulted from 
the ataxia’s specific mutation.
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develop. Additional mechanistic understanding of the network of events produced 
by the mutation is crucial for the development of effective therapies, as none of the 
cerebellar ataxias is yet curable, treatable or preventable [143, 145, 147–149].

For modeling cerebellar ataxias, the iPSC-based models present three main 
advantages. First, most of cerebellar ataxias are monogenic diseases. Second, 
neurons bearing the mutation, which are not directly available from patients, can 
be generated in vitro from the patient iPSCs. Third, the human neurons generated 
in vitro seem to acquire a molecular profile close to the postnatal age in mouse, 
as in the previously mentioned Metagene analysis of key gene pathways, which 
showed that the human Purkinje cells generated in vitro have the closest molecular 
expression with the Purkinje cells in p21 mouse cerebellum [28]. As for many mouse 
models for cerebellar ataxias a disease phenotype was found close to this age, the in 
vitro generated human neurons are expected to behave similarly and to reveal the 
disease phenotype in early stage of maturation.

Ataxia 

Type

Affected 

cerebellar 

neurons

Gene, 

mutation&location

Affected 

protein

Human 

iPSC-

derived 

neurons

Human iPSC-

derived models 

References

SCA1 PCs++, 
DCN++

ATXN 1, (CAG)39–83 
exon 8

Ataxin-1 — [114, 115]

SCA2 PCs+++, 
DCN+++

ATXN2, (CAG)35–79 exon1 Ataxin-2 CNS [116, 117]

SCA3 PCs+, 
DCN+++

ATXN3, (CAG)45–87 exon8 Ataxin-3 CNS [117–122]

SCA6 PCs+++, 
GCs+, 
DCN++

CACNA1, (CAG)20–33 
exon 47

α1A & 
α1ACT

cerebellar [51, 107]

SCA7 PCs+++, 
DCN+++

ATXN7,(CAG)38–150 
exon3

Ataxin-7 CNS [123, 124]

SCA12 PCs+++, 
DCN+++

PPP2R2B, (CAG)55–78 
intron

PP2R2B — [125]

SCA17 PCs+++, 
DCN+++

TBP, (CAG)47–63 exon3 TBP — —

SCA31 PCs+++ BEAN1,(TGGAA)n, 
(TAGAA)n, (TAAAA)n, 
or (TAAAATAGAA)n, 

intron

— — —

SCA36 PCs+++, 
DCN+++

NOP56 
(GGCCTG)1500–2000 intron

— CNS [126]

SCA42 PCs+++, 
DCN+++

CACNA1G, exon 
5144G > A; R1715H 
missense

Cav3.1 cerebellar [127]

FRDA PCs+, 
DCN+++

FXN, (GAA)n, intron 1 Frataxin PNS, CNS [128–134]

A-T PCs+++, 
GCs+++

ATM, exon, truncating, 
splicing or missense 
mutation

ATM cerebellar [135]

PCs-Purkinje cells, GCs-granule cells, DCN-deep cerebellar nuclei, +++high ++ medium, +low.

Table 2. 
Affected cerebellar neurons and iPSC-derived models for different ataxias.
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However, as presented in Table 2, relatively few studies have succeeded in 
generating iPSC-based models for cerebellar ataxias. An additional important 
question for the iPSC-based models is to what extend the mutated gene is expressed 
in the neurons generated in vitro. The most vulnerable and affected cells are neuro-
nal subpopulations, most of them being located in cerebellum. From the reported 
iPSC-derived models, only a very few implemented the cerebellar differentia-
tion protocols, including the pathways for generating the specific cerebellar cells 
affected in disease.

A handful of studies published to date addressed iPSC models of PolyQ SCAs 
(such as SCA1, 2, 3, 6, 7 and 12), non-PolyQ SCAs (such as SCA36 and 42), and 
other ataxias (such as FRDA and A-T). Most of the iPSC-based models used a 
generic differentiation towards the neural lineage, as opposed to the generation of 
specific neuronal subtypes, and very few characterized the neuronal phenotypes. 
The only reported iPSC-derived models addressing the cerebellar neurons were for 
SCA6 [51], SCA42 [127] and A-T [135].

For SCA1 and SCA12, only the generation of patient-derived iPSCs were until 
now reported [114, 115, 119, 125]. Several other SCA models have already addressed 
the neural phenotypes. SCA2 was modeled by Xia et al. [116] and by Chuang et al. 
[117] using patient iPSC-derived neural progenitors and central neurons. No 
cerebellar protocol has yet addressed SCA2, in which both Purkinje cells PCs and 
DCN neurons are affected. Whereas patient and control fibroblasts showed com-
parable levels of expression of the disease-causing protein Ataxin-2, its expression 
was decreased in patient iPSC-derived neural stem cells, which survived shorter in 
cell culture. Chuang et al. [117] reported that SCA2 neurons exhibited a glutamate-
dependent disease phenotype, which are suppressed by anti-glutamate drugs and a 
calcium stabilizer treatment.

One of the first studies using the generation of neurons from patient iPSCs 
addressed to SCA3, also called Machado-Joseph disease (MJD) [118]. In this 
model, neuronal excitation by glutamate promoted an increase in intracellular 
calcium concentration and proteolysis of Ataxin-3, triggering its aggregation—a 
hallmark of the disease in patients. This intraneuronal aggregation, (which was 
also found to depend on sodium and potassium channel function, as well as 
on ionotropic and voltage-gated calcium channel function), was abolished by 
calpain inhibition, pointing to a key role of this protease in Ataxin-3 cleavage. 
Furthermore, intracellular aggregations were not observed in patient iPSCs, 
fibroblasts or iPSC-derived glial cells, providing a clue for the neuron-specific 
phenotype observed in SCA3 patients. Hansen et al. [120] differentiated the SCA3 
patient-derived iPSCs further into hindbrain neurons that expressed GBX2 and 
HOXA2. They reported that glutamate loading or calcium increase by ionomycin 
did not induce Ataxin-3 accumulation in these hindbrain neurons. It remains to 
be investigated whether this discrepancy comes from a difference in cell types or 
in the applied protocols. In another study [121], SCA3 iPSCs differentiated into 
NeuN-positive (postmitotic) neurons showed accumulation of Ataxin-3 in the 
absence of stress. The activation of autophagy by rapamycin was effective for deg-
radation of Ataxin-3, suggesting that autophagy could be a key for development 
of therapeutic treatments. Chuang et al. [117] reported that SCA3 iPSC-derived 
neurons again showed glutamate-dependent phenotypes, which were suppressed 
by anti-glutamate drugs. Ouyang et al. [122] applied gene editing techniques for 
the deletion of the expanded CAG in the ATXN3 gene in SCA3 patient-derived 
iPSCs, which were further characterized. Such corrected iPSCs will be useful for 
SCA3 isogenic models. However, no further studies have addressed SCA3 iPSC-
derived cerebellar neurons and a directed protocol for the DCN neurons, the most 
affected in SCA3, is not yet available.
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SCA6 is a very interesting case, first, by being one of the three diseases in which 
patient iPSC-derived cerebellar neurons were generated to date, and second, 
because of the bicistronic nature of the affected gene, CACNA1A. It encodes the 
α1A subunit of P/Q-type voltage-dependent calcium channel Cav2.1, and the 
α1ACT, with an identical sequence with the PolyQ bearing C-terminal segment 
of the longest isoform of α1A [150]. In addition, the gene is expressed mainly in 
neurons, contrary to the other ataxia-related genes, that are ubiquitous expressed. 
Utilizing the differentiation method for the cerebellar neurons [50], Ishida et al. 
[51] differentiated Purkinje cells from iPSCs derived from hetero- and homozy-
gous SCA6 patients [51]. They found that SCA6-derived Purkinje cells exhibit 
decreased expression of α1ACT and its target molecules, TAF1 and BTG1. They 
further constructed a disease model in which SCA6 patient-derived Purkinje cells 
specifically degenerate by depletion of the thyroid hormone triiodothyronine (T3), 
which is necessary in late stages of maturation. Bavassano et al. [107] differentiated 
SCA6 patient-derived iPSCs into neurons expressing Cav2.1 and α1ACT, using the 
same differentiation and stress model as for the SCA3 [118]. The glutamate loading 
decreased the viability of SCA6 neurons, pointing toward a common pathway of 
stress response in PolyQ SCAs. In addition, SCA6 neurons showed differences in the 
expression of several genes previously reported to depend on the transcriptional 
regulation by the α1ACT, and showed no differences in the electric response of the 
Cav2.1 channel. Recent high-throughput investigations in the mouse and human 
cerebellum revealed complex functions of α1ACT [26] and further studies are 
expected to clarify the role of the mutated α1ACT in cerebellar neurons, especially 
in Purkinje cells.

For SCA7, in which cerebellar and retinal cells are degenerated [151], Luo 
et al. [123] reported the generation of iPSCs and neurons from a SCA7 patient, 
but did not characterize the neuronal phenotype and the disease phenotype. 
Ward et al. [124] generated SCA7 patient-derived iPSCs and their isogenic lines 
transduced with either normal or expanded ATXN7. They reported that SCA7 
iPSC-derived neural progenitors exhibit altered metabolism and mitochondrial 
dysfunction.

SCA36 and SCA42 are non PolyQ autosomal dominant diseases, affecting the 
cerebellar neurons and other neurons. Matsuzono et al. [126] generated motor 
neurons from the patient-derived iPSCs and recapitulated an increase in RNA 
foci-positive cells that can be markedly suppressed by treatment of antisense 
oligonucleotide. SCA42 is caused by a mutation in CACNA1G, which encodes T-type 
voltage-dependent calcium channel Cav3.1 [127]. In addition to identifying the 
affected gene, [127] reported a model disease for which patient-derived iPSCs were 
differentiated into Purkinje cells. The SCA42-derived Purkinje cells would provide 
a useful tool for further phenotype analysis of the mutated CAV3.1, for which the 
investigation was till now limited to the HEK293 cell line.

For the FRDA, a pioneering work revealed that abnormal expansion of GAA 
repeats led to upregulation of the DNA mismatch repair protein MSH2 in FRDA 
patient-derived iPSCs [130]. They reported that the functional inhibition of MSH2 
by shRNA suppresses the repeat expansion. They further reported an inhibitor of 
histone deacetylase HDACi 109 increased the expression of FXN gene and Frataxin 
protein, pointing to the involvement of histone H3 lysine 9 in FXN expression. 
Polak et al. [131] also focused on epigenetic modifications in FRDA-derived iPSCs 
and performed drug evaluations. They found that an inhibitor of lysine-specific 
demethylation enzyme 1 (called Parnate or Tranylcypromine), and the HDAC 
inhibitor sodium butyrate have transient effects on decreasing the repeats and 
increasing FXN gene expression. Bird et al. [132] also reported a decrease in 
Frataxin expression in neurons differentiated from FRDA iPSCs, but could not 
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detect abnormality in mitochondrial functions. Hick et al. [133] reported decreased 
expression of FXN and Frataxin, a decrease in mitochondrial membrane potential 
and degeneration of mitochondria in FRDA IPSC-derived neurons. Eigentler 
et al. [128] showed a cell-specific decrease of frataxin in disease-vulnerable FRDA 
iPSC-derived peripheral neurons. Lai et al. [129] and Mazzara et al. [134] gener-
ated FRDA isogenic lines. Mazzara et al. [134] demonstrated that the entire intron 
1 removal, and not solely the elongation, was necessary for the recovery of the 
FXN expression level in peripheral sensory neurons. Although several studies have 
provided insights into the pathogenesis of FRDA in cardiomyocytes and peripheral 
neurons, additional work is required to elucidate the role of Frataxin in other 
affected cell types, such as the neurons of the DCN.

For the A-T is caused by several mutations in the ATM gene [152], Nayler 
et al. [135] differentiated A-T patient-derived iPSCs into cerebellar neurons and 
performed RNA sequencing analysis with them. Remarkably, they found that the 
generated neurons acquired properties of the cerebellum at GW 22 and exhibited 
disrupted gene regulatory networks related to synaptic vesicle dynamics and 
 oxidative stress.

5. Strategies for optimizing the neuronal models of cerebellar ataxias

Of particular interest in future research in the cerebellar ataxias is the compari-
son between affected and unaffected neuronal types, in order to identify particular 
characteristics that render specific neuronal populations vulnerable to a genetic 
insult which is ubiquitously presented. One of the most crucial needs is to establish 
a reliable and consistent disease phenotype in a relevant cell population, and those 
cell types to be generated in relatively large quantities in vitro [153].

Differentiation into specific and mature neurons that are the disease targets, 
such as Purkinje cells for several SCAs, or solely DCN neurons for some ataxias, 
or both of them for the most of SCAs (Table 2), will enable the construction 
of more reliable disease models [154]. However, the suitability of iPSC-derived 
neurons for modeling late-onset conditions remains controversial, particularly 
given the immature, fetal-like phenotypes of the neurons generated from 
these cells.

Remarkably, in contrast to the immature morphology observed for human PSC-
derived Purkinje cells, a recent bioinformatics analysis of their gene expression and 
developing showed that they most closely resembled late juvenile p21 mouse expres-
sion mouse Purkinje cells, when most of the cerebellar disease phenotypes in several 
animal models start to manifest. This finding suggests that the Purkinje cells are 
among the most mature human PSC-derived central neurons analyzed to date. This 
approach also underscores the utility of transcriptomic analysis for analyzing the 
maturation of human PSC-derived neurons and validates the use of hPSC-neurons 
for modeling cerebellar ataxias.

Still, it is possible that the disease phenotypes of adult-onset conditions, as the 
most of genetic SCAs are, may never be fully recapitulated under 2D cell culture 
conditions, even with directed protocols and optimized maturation. Generation 
of 3D cerebellar-like tissues as the cerebellar organoids may allow to increasing the 
neuronal maturation in vitro. The next generation or organoids or “assembloids”, 
which will allow the proper combination of different cell types, including vascular-
ization, can offer a good perspective but also limitations by increased heterogeneity. 
The multiomics approaches at single-cell level can definitely contribute to under-
stand and quantify this heterogeneity and in the same time decipher the cell-type 
related disease phenotype.
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Another way to model the late-onset diseases is the addition of neural stressors, 
such as reactive oxygen species, pro-inflammatory factors, and toxins or forced 
aging, as schematically presented in Figure 5. These approaches were already used 
for modeling several SCAs or other neurologic diseases [153, 155–157]. However, 
in an ideal situation, these stressors should only exacerbate the disease phenotype, 
which can be evident in a good model solely by the expression of the mutation in the 
disease-relevant cells. Another approach is to genetically manipulate the system for 
forcing the aging, such as by overexpression of progerin in neural progenitors. By 
this approach, the disease phenotype is expected to manifest in vitro in earlier stages 
of neuronal maturation [155, 156] (reviewed in [158]).

On the other side, recent evidence from cell and animal models indicates 
that abnormalities in early Purkinje cell development may contribute to the 
pathogenesis of the ataxias Purkinje cell developmental abnormalities are 
clearly evident in a wide range of ataxic mouse mutants, including models of 
the degenerative SCAs [26]. The observed Purkinje cell developmental defects 
commonly include impaired dendritic arborization, resulting in synaptic 
deficits affecting CF and PF connections and ultimately altering Purkinje cell 
physiology. Similar impairments in Purkinje cell dendritogenesis and synapse 
formation have been described in mouse models of SCA5, and in cell and 
mouse models of SCA14, SCA1, SCA3 and SCA5. Given the increasing evidence 
for Purkinje cell developmental abnormalities in cerebellar ataxias, it seems 
likely that iPSC-derived models, which are capable of recapitulating early 
developmental events in vitro, will be invaluable in unraveling the pathogenic 
complexities of these conditions. It will be important to better understand the 
underlying—likely common—molecular mechanisms, by which mutations in 
distinct genes cause abnormal Purkinje cell development and function [159]. 
These could offer attractive future therapeutic targets to alleviate motor dys-
function in cerebellar ataxia.

Another limitation in the field of modeling cerebellar ataxias is that most 
of the studies implemeted the production of iPSCs from a few patients. On one 
hand, addressing to larger patient cohorts may allow to identifying more accurate 
phenotypes. On the other hand, for investigating the pathological function of a 
mutation, the ideal situation is to compare the cells bearing the mutation with 
control cells with an identical genetic background. The rapid development of 
CRISPR/Cas9-mediated genome editing is likely to result in significant advances 
in the field, allowing the correction of disease-causing mutations into iPSCs, 
which can then be used to create paired isogenic lines to produce better disease 
models in which far less patient-derived cell lines will be necessary [160]. This 
was already performed even for the ‘difficult to correct’ elongations, like in SCA3, 
SCA7, it is expected in the near future to constitute ‘the norm’ for all iPSC-derived 
disease models.

The establishment of efficient, reproducible cellular models of cerebel-
lar dysfunction and degeneration will be important not only in elucidating the 
molecular basis of these diseases, but also in the development of effective therapies. 
Establishment of special cell cultures, such as Purkinje cells from patients with 
cerebellar ataxia, provides opportunities to screen for drugs that may correct the 
observed disease phenotypes. These cell cultures can be combined with stressors 
capable of eliciting phenotypes in late-onset conditions and genotypic modifiers 
of disease progression and drug response. In addition, these cerebellar cell cultures 
may be used for toxicity screens, to assess the effects of novel compounds on 
relevant cell types, or for differentiation screens, to identify compounds capable 
of enhancing self-renewal, maturation or survival of specific cerebellar cells 
(Figure 5).
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6. Final remarks

Recent technologies for producing iPSCs from patients combined with the dif-
ferentiation of PSCs into neural cells and the self-organizing 3D neural tissues have 
provided a new way to experimentally investigate the developmental and disease 
mechanisms of the human brain. While several challenges have hindered the gen-
eration of cerebellar neurons in vitro, starting from human PSCs, some important 
steps have been made. These protocols, combined with the patient-derived iPSCs, 
have been further applied for the investigation of several cerebellar diseases. In 
addition to the “classical” protocols aimed to generate specific types of neurons in 
two-dimensional (2D) cell cultures, recent progress has been made in culturing cells 
in three-dimensional (3D) structures, which may better reproduce the tissue orga-
nization and complexity in vivo, such as the PSC-derived brain organoids. Despite 
promising results, a number of issues remain to be addressed before the iPSC-based 
models to be widely adopted. Generation of the disease-relevant cerebellar cells 
and tissue in vitro remains a challenge, requiring a precise understanding of the 
complex molecular events during the development of each neuronal subtype, and 
an accurate set of markers by which to identify and characterize the generated cells. 
The 3D brain models in general and the 3D cerebellar models in particular still wait 
for improvements, including a better cellular characterization and an increased 
reliability, in order to contribute to better disease models.

However, human PSC-based models offer distinct advantages for the study of 
cerebellar ataxias. Cerebellar neuronal models are likely to provide valuable insights 
into the selective vulnerability of distinct neuronal subtypes, particularly the 
Purkinje cells. More directed and/or complex approaches will allow for the genera-
tion of accurate, disease-relevant models for the study of the molecular mechanisms 
underlying cerebellar ataxias, and the development of the long-awaited therapies.

Acknowledgements

This work was supported by Austrian Science Fund (FWF), Project P26886-B19, 
Austria.

© 2021 The Author(s). Licensee IntechOpen. This chapter is distributed under the terms 
of the Creative Commons Attribution License (http://creativecommons.org/licenses/
by/3.0), which permits unrestricted use, distribution, and reproduction in any medium, 
provided the original work is properly cited. 



26

Spinocerebellar Ataxia - Concepts, Particularities and Generalities

References

[1] Nat, R. and Eigentler, A., 
(2017). Cell Culture, iPS Cells and 
Neurodegenerative Diseases” Chapter 
13 in the BOOK: Neurodegenerative 
Diseases. Unifying Principles, edited 
by J Cummings and J Pillai, Oxford 
University Press, p. 230-241, ISBN 
9780190233563

[2] Nat, R. et al., (2013). Human 
pluripotent stem cells modelling 
neurodegenerative diseases. In: 
Pluripotent Stem Cells / Book 2, 
Bhartiya D, Lenka N (Eds.), ISBN: 978-
953-51-1192-4 InTech, pp. 447-516

[3] Mostajo-Radji MA, Schmitz MT, 
Montoya ST, Pollen AA. Reverse 
engineering human brain evolution 
using organoid models. Brain Res.  
2020 Feb 15;1729:146582. doi: 10.1016/j.
brainres.2019.146582. Epub 2019  
Dec 3. PMID: 31809699; PMCID: 
PMC7058376.

[4] Tian A, Muffat J, Li Y. Studying 
Human Neurodevelopment and 
Diseases Using 3D Brain Organoids.  
J Neurosci. 2020 Feb 5;40(6): 
1186-1193. doi: 10.1523/
JNEUROSCI.0519-19.2019. PMID: 
32024767; PMCID: PMC7002141.

[5] Prestori F, Mapelli L, D’Angelo E. 
Diverse Neuron Properties and Complex 
Network Dynamics in the Cerebellar 
Cortical Inhibitory Circuit. Front 
Mol Neurosci. 2019 Nov 7;12:267. doi: 
10.3389/fnmol.2019.00267. PMID: 
31787879; PMCID: PMC6854908.

[6] Azevedo FA, Carvalho LR,  
Grinberg LT, Farfel JM, 
Ferretti RE, Leite RE, Jacob Filho W, 
Lent R, Herculano-Houzel S. Equal 
numbers of neuronal and nonneuronal 
cells make the human brain an 
isometrically scaled-up primate brain. J 
Comp Neurol. 2009 Apr 10;513(5):532-
541. doi: 10.1002/cne.21974. PMID: 
19226510.

[7] Herculano-Houzel S. The human 
brain in numbers: a linearly scaled-up 
primate brain. Front Hum Neurosci. 
2009 Nov 9;3:31. doi: 10.3389/
neuro.09.031.2009. PMID: 19915731; 
PMCID: PMC2776484.

[8] Lange W. Cell number and cell 
density in the cerebellar cortex of man 
and some other mammals. Cell Tissue 
Res. 1975;157(1):115-124. doi: 10.1007/
BF00223234. PMID: 804353.

[9] Chopra R, Shakkottai VG. 
Translating cerebellar Purkinje neuron 
physiology to progress in dominantly 
inherited ataxia. Future Neurol. 2014 
Mar 1;9(2):187-196. doi: 10.2217/
fnl.14.6. PMID: 25221437; PMCID: 
PMC4159172.

[10] Yamada M. Neuropathology of 
ataxias. In: Manto M, Schmahmann JD, 
Rossi F, Gruol DL, Koibuchi N, eds. 
Handbook of the cerebellum and 
cerebellar disorders. The Netherlands: 
Springer, 2013:2327-2347.

[11] Schmahmann JD. The cerebellum 
and cognition. Neurosci Lett. 2019 
Jan 1;688:62-75. doi: 10.1016/j.
neulet.2018.07.005. Epub 2018 Jul 8. 
PMID: 29997061.

[12] Carta I, Chen CH, Schott AL, 
Dorizan S, Khodakhah K. Cerebellar 
modulation of the reward circuitry 
and social behavior. Science. 2019 Jan 
18;363(6424):eaav0581. doi: 10.1126/
science.aav0581. PMID: 30655412; 
PMCID: PMC6711161.

[13] Larsell O. The development of the 
cerebellum in man in relation to its 
comparative anatomy. J Comp Neurol. 
1947 Oct;87(2):85-129. doi: 10.1002/
cne.900870203. PMID: 20267600.

[14] Herculano-Houzel S. Coordinated 
scaling of cortical and cerebellar 
numbers of neurons. Front Neuroanat. 



27

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

2010 Mar 10;4:12. doi: 10.3389/
fnana.2010.00012. PMID: 20300467; 
PMCID: PMC2839851

[15] Leto K, Arancillo M, Becker EB, 
Buffo A, Chiang C, Ding B, Dobyns WB, 
Dusart I, Haldipur P, Hatten ME, 
Hoshino M, Joyner AL, Kano M, 
Kilpatrick DL, Koibuchi N, Marino S, 
Martinez S, Millen KJ, Millner TO, Miyata T, 
Parmigiani E, Schilling K, Sekerková G, 
Sillitoe RV, Sotelo C, Uesaka N, Wefers A, 
Wingate RJ, Hawkes R. Consensus 
Paper: Cerebellar Development. 
Cerebellum. 2016 Dec;15(6):789-828. 
doi: 10.1007/s12311-015-0724-2. PMID: 
26439486; PMCID: PMC4846577.

[16] Keefe MG, Nowakowski TJ. 
Evolutionary Expansion of Human 
Cerebellar Germinal Zones. Trends 
Neurosci. 2020 Feb;43(2):75-77. doi: 
10.1016/j.tins.2019.12.005. Epub 2020 
Jan 15. PMID: 31954525.

[17] Van Essen DC. Surface-based 
atlases of cerebellar cortex in the 
human, macaque, and mouse. Ann N 
Y Acad Sci. 2002 Dec;978:468-479. doi: 
10.1111/j.1749-6632.2002.tb07588.x. 
PMID: 12582074.

[18] Huang M, Verbeek DS. Why do so 
many genetic insults lead to Purkinje 
Cell degeneration and spinocerebellar 
ataxia? Neurosci Lett. 2019 Jan 1;688:49-
57. doi: 10.1016/j.neulet.2018.02.004. 
Epub 2018 Feb 5. PMID: 29421540.

[19] Jörntell H. Cerebellar physiology: 
links between microcircuitry properties 
and sensorimotor functions. J Physiol. 
2017 Jan 1;595(1):11-27. doi: 10.1113/
JP272769. Epub 2016 Aug 31. PMID: 
27388692; PMCID: PMC5199730.

[20] Paulson HL, Shakkottai VG, 
Clark HB, Orr HT. Polyglutamine 
spinocerebellar ataxias - from genes to 
potential treatments. Nat Rev Neurosci. 
2017 Oct;18(10):613-626. doi: 10.1038/
nrn.2017.92. Epub 2017 Aug 17. PMID: 
28855740; PMCID: PMC6420820.

[21] Ramirez JE, Stell BM. Calcium 
Imaging Reveals Coordinated Simple 
Spike Pauses in Populations of 
Cerebellar Purkinje Cells. Cell Rep. 2016 
Dec 20;17(12):3125-3132. doi: 10.1016/j.
celrep.2016.11.075. PMID: 28009283.

[22] Amiri A, Coppola G, 
Scuderi S, Wu F, Roychowdhury T, Liu F, 
Pochareddy S, Shin Y, Safi A, Song L, 
Zhu Y, Sousa AMM; PsychENCODE 
Consortium, Gerstein M, 
Crawford GE, Sestan N, Abyzov A, 
Vaccarino FM. Transcriptome and 
epigenome landscape of human 
cortical development modeled 
in organoids. Science. 2018 Dec 
14;362(6420):eaat6720. doi: 10.1126/
science.aat6720. PMID: 30545853; 
PMCID: PMC6426303.

[23] Mihaljević B, 
Benavides-Piccione R, Bielza C, 
Larrañaga P, DeFelipe J. Classification 
of GABAergic interneurons by leading 
neuroscientists. Sci Data. 2019 Oct 
22;6(1):221. doi: 10.1038/s41597-019-
0246-8. PMID: 31641131; PMCID: 
PMC6805952.

[24] Tremblay R, Lee S, 
Rudy B. GABAergic Interneurons in the 
Neocortex: From Cellular Properties to 
Circuits. Neuron. 2016 Jul 20;91(2):260-
92. doi: 10.1016/j.neuron.2016.06.033. 
PMID: 27477017; PMCID: PMC4980915.

[25] Hodge RD, Bakken TE, Miller JA, 
Smith KA, Barkan ER, Graybuck LT, 
Close JL, Long B, Johansen N, Penn O, 
Yao Z, Eggermont J, Höllt T, Levi BP, 
Shehata SI, Aevermann B, Beller A, 
Bertagnolli D, Brouner K, Casper T, 
Cobbs C, Dalley R, Dee N, Ding SL, 
Ellenbogen RG, Fong O, Garren E, 
Goldy J, Gwinn RP, Hirschstein D, 
Keene CD, Keshk M, Ko AL, Lathia K, 
Mahfouz A, Maltzer Z, McGraw M, 
Nguyen TN, Nyhus J, Ojemann JG, 
Oldre A, Parry S, Reynolds S, Rimorin C, 
Shapovalova NV, Somasundaram S, 
Szafer A, Thomsen ER, Tieu M, 
Quon G, Scheuermann RH, Yuste R, 



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

28

Sunkin SM, Lelieveldt B, Feng D, Ng L, 
Bernard A, Hawrylycz M, Phillips JW, 
Tasic B, Zeng H, Jones AR, Koch C, 
Lein ES. Conserved cell types with 
divergent features in human 
versus mouse cortex. Nature. 2019 
Sep;573(7772):61-68. doi: 10.1038/
s41586-019-1506-7. Epub 2019 Aug 21. 
PMID: 31435019; PMCID: PMC6919571.

[26] Du X, Wei C, Hejazi Pastor DP, 
Rao ER, Li Y, Grasselli G, Godfrey J, 
Palmenberg AC, Andrade J, Hansel C, 
Gomez CM. α1ACT Is Essential for 
Survival and Early Cerebellar 
Programming in a Critical Neonatal 
Window. Neuron. 2019 May 
22;102(4):770-785.e7. doi: 10.1016/j.
neuron.2019.02.036. Epub 2019 Mar 25. 
PMID: 30922876; PMCID: PMC6533132.

[27] Beckinghausen J, Sillitoe RV. 
Insights into cerebellar development 
and connectivity. Neurosci Lett. 
2019 Jan 1;688:2-13. doi: 10.1016/j.
neulet.2018.05.013. Epub 2018 
May 7. PMID: 29746896; PMCID: 
PMC6222004.

[28] Buchholz DE, Carroll TS, 
Kocabas A, Zhu X, Behesti H, Faust PL, 
Stalbow L, Fang Y, Hatten ME. Novel 
genetic features of human and mouse 
Purkinje cell differentiation defined 
by comparative transcriptomics. 
Proc Natl Acad Sci U S A. 2020 Jun 
30;117(26):15085-15095. doi: 10.1073/
pnas.2000102117. Epub 2020 Jun 16. 
PMID: 32546527; PMCID: PMC7334519.

[29] Florio M, Borrell V, Huttner WB. 
Human-specific genomic signatures 
of neocortical expansion. Curr Opin 
Neurobiol. 2017 Feb;42:33-44. doi: 
10.1016/j.conb.2016.11.004. Epub 2016 
Nov 29. PMID: 27912138.

[30] Haldipur P, Dang D, 
Millen KJ. Embryology. Handb Clin 
Neurol. 2018;154:29-44. doi: 10.1016/
B978-0-444-63956-1.00002-3. PMID: 
29903446; PMCID: PMC6231496.

[31] Legué E, Riedel E, Joyner AL. 
Clonal analysis reveals granule cell 
behaviors and compartmentalization 
that determine the folded morphology 
of the cerebellum. Development. 2015 
May 1;142(9):1661-71. doi: 10.1242/
dev.120287. Epub 2015 Apr 1. PMID: 
25834018; PMCID: PMC4419279.

[32] Martinez S, Andreu A, 
Mecklenburg N, Echevarria D. Cellular 
and molecular basis of cerebellar 
development. Front Neuroanat. 
2013 Jun 26;7:18. doi: 10.3389/
fnana.2013.00018. PMID: 23805080; 
PMCID: PMC3693072.

[33] Marzban H, Del Bigio MR, 
Alizadeh J, Ghavami S, Zachariah RM, 
Rastegar M. Cellular commitment 
in the developing cerebellum. Front 
Cell Neurosci. 2015 Jan 12;8:450. doi: 
10.3389/fncel.2014.00450. PMID: 
25628535; PMCID: PMC4290586.

[34] Fleming J, Chiang C. The Purkinje 
neuron: A central orchestrator of 
cerebellar neurogenesis. Neurogenesis 
(Austin). 2015 Sep 17;2(1):e1025940. 
doi: 10.1080/23262133.2015.1025940. 
PMID: 27604220; PMCID: PMC4973588.

[35] Takahashi K, Tanabe K, 
Ohnuki M, Narita M, Ichisaka T, 
Tomoda K, Yamanaka S. Induction of 
pluripotent stem cells from adult human 
fibroblasts by defined factors. Cell. 2007 
Nov 30;131(5):861-872. doi: 10.1016/j.
cell.2007.11.019. PMID: 18035408.

[36] Thomson JA, Itskovitz-Eldor J, 
Shapiro SS, Waknitz MA, Swiergiel JJ, 
Marshall VS, Jones JM. Embryonic 
stem cell lines derived from human 
blastocysts. Science. 1998 Nov 
6;282(5391):1145-7. doi: 10.1126/
science.282.5391.1145. Erratum in: 
Science 1998 Dec 4;282(5395):1827. 
PMID: 9804556.

[37] Yu J, Vodyanik MA, Smuga-Otto K, 
Antosiewicz-Bourget J, Frane JL, 



29

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

Tian S, Nie J, Jonsdottir GA, Ruotti V, 
Stewart R, Slukvin II, Thomson JA. 
Induced pluripotent stem cell lines 
derived from human somatic cells. 
Science. 2007 Dec 21;318(5858):1917-
1920. doi: 10.1126/science.1151526. Epub 
2007 Nov 20. PMID: 18029452.

[38] Bock C, Kiskinis E, Verstappen G, 
Gu H, Boulting G, Smith ZD, Ziller M, 
Croft GF, Amoroso MW, Oakley DH, 
Gnirke A, Eggan K, Meissner A. 
Reference Maps of human ES and iPS 
cell variation enable high-throughput 
characterization of pluripotent cell 
lines. Cell. 2011 Feb 4;144(3):439-52. 
doi: 10.1016/j.cell.2010.12.032. PMID: 
21295703; PMCID: PMC3063454.

[39] Pollen AA, Bhaduri A,  
Andrews MG, Nowakowski TJ, 
Meyerson OS, Mostajo-Radji MA, 
Di Lullo E, Alvarado B, Bedolli M, 
Dougherty ML, Fiddes IT, Kronenberg ZN, 
Shuga J, Leyrat AA, West JA, 
Bershteyn M, Lowe CB, Pavlovic BJ, 
Salama SR, Haussler D, Eichler EE, 
Kriegstein AR. Establishing Cerebral 
Organoids as Models of Human-
Specific Brain Evolution. Cell. 2019 
Feb 7;176(4):743-756.e17. doi: 10.1016/j.
cell.2019.01.017. PMID: 30735633; 
PMCID: PMC6544371.

[40] Suzuki IK, Vanderhaeghen P.  
Is this a brain which I see before me? 
Modeling human neural development 
with pluripotent stem cells. 
Development. 2015 Sep 15;142(18):3138-
3150. doi: 10.1242/dev.120568. PMID: 
26395142.

[41] Kirkeby A, Grealish S, Wolf DA, 
Nelander J, Wood J, Lundblad M, 
Lindvall O, Parmar M. Generation of 
regionally specified neural progenitors 
and functional neurons from 
human embryonic stem cells under 
defined conditions. Cell Rep. 2012 
Jun 28;1(6):703-714. doi: 10.1016/j.
celrep.2012.04.009. Epub 2012 May 26. 
PMID: 22813745.

[42] Wichterle H, Lieberam I, Porter JA, 
Jessell TM. Directed differentiation 
of embryonic stem cells into motor 
neurons. Cell. 2002 Aug 9;110(3):385-
397. doi: 10.1016/s0092-8674(02)00835-
8. PMID: 12176325.

[43] Xi J, Liu Y, Liu H, Chen H, 
Emborg ME, Zhang SC. Specification 
of midbrain dopamine neurons from 
primate pluripotent stem cells. Stem 
Cells. 2012 Aug;30(8):1655-63. doi: 
10.1002/stem.1152. PMID: 22696177; 
PMCID: PMC3405174.

[44] Salero E, Hatten ME. 
Differentiation of ES cells into cerebellar 
neurons. Proc Natl Acad Sci U S A. 2007 
Feb 20;104(8):2997-3002. doi: 10.1073/
pnas.0610879104. Epub 2007 Feb 9. 
PMID: 17293457; PMCID: PMC1796781.

[45] Su HL, Muguruma K,  
Matsuo-Takasaki M, Kengaku M, 
Watanabe K, Sasai Y. Generation of 
cerebellar neuron precursors from 
embryonic stem cells. Dev Biol. 2006 
Feb 15;290(2):287-296. doi: 10.1016/j.
ydbio.2005.11.010. Epub 2006 Jan 9. 
PMID: 16406324.

[46] Muguruma K, Nishiyama A,  
Ono Y, Miyawaki H, 
Mizuhara E, Hori S, Kakizuka A, Obata K, 
Yanagawa Y, Hirano T, Sasai Y. Ontogeny-
recapitulating generation and 
tissue integration of ES cell-derived 
Purkinje cells. Nat Neurosci. 2010 
Oct;13(10):1171-1180. doi: 10.1038/
nn.2638. Epub 2010 Sep 12. PMID: 
20835252.

[47] Baptista CA, Hatten ME,  
Blazeski R, Mason CA. Cell-cell 
interactions influence survival and 
differentiation of purified Purkinje cells 
in vitro. Neuron. 1994 Feb;12(2):243-
260. doi: 10.1016/0896-6273(94)90268-
2. PMID: 8110456.

[48] Tao O, Shimazaki T,  
Okada Y, Naka H, Kohda K, 



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

30

Yuzaki M, Mizusawa H, Okano H. 
Efficient generation of mature cerebellar 
Purkinje cells from mouse embryonic 
stem cells. J Neurosci Res. 2010 Feb 
1;88(2):234-247. doi: 10.1002/jnr.22208. 
PMID: 19705453.

[49] Wang S, Wang B, Pan N, 
Fu L, Wang C, Song G, An J, Liu Z, 
Zhu W, Guan Y, Xu ZQ, Chan P, Chen Z, 
Zhang YA. Differentiation of human 
induced pluripotent stem cells to mature 
functional Purkinje neurons. Sci Rep. 
2015 Mar 18;5:9232. doi: 10.1038/
srep09232. PMID: 25782665; PMCID: 
PMC4363833.

[50] Muguruma K, Nishiyama A, 
Kawakami H, Hashimoto K, Sasai Y. 
Self-organization of polarized cerebellar 
tissue in 3D culture of human 
pluripotent stem cells. Cell Rep. 2015 
Feb 3;10(4):537-550. doi: 10.1016/j.
celrep.2014.12.051. Epub 2015 Jan 29. 
PMID: 25640179.

[51] Ishida Y, Kawakami H, 
Kitajima H, Nishiyama A, Sasai Y, 
Inoue H, Muguruma K. Vulnerability 
of Purkinje Cells Generated from 
Spinocerebellar Ataxia Type 6 Patient-
Derived iPSCs. Cell Rep. 2016 Nov 
1;17(6):1482-1490. doi: 10.1016/j.
celrep.2016.10.026. Erratum in: Cell 
Rep. 2017 Jan 24;18(4):1075-1076. PMID: 
27806289.

[52] Watson LM, Wong MMK, Vowles J, 
Cowley SA, Becker EBE. A Simplified 
Method for Generating Purkinje Cells 
from Human-Induced Pluripotent Stem 
Cells. Cerebellum. 2018 Aug;17(4):419-
427. doi: 10.1007/s12311-017-0913-2. 
PMID: 29397531; PMCID: PMC6028833.

[53] Erceg S, Ronaghi M, 
Zipancic I, Lainez S, Roselló MG, Xiong C, 
Moreno-Manzano V, Rodríguez-Jiménez FJ, 
Planells R, Alvarez-Dolado M, 
Bhattacharya SS, Stojkovic M. Efficient 
differentiation of human embryonic 
stem cells into functional cerebellar-
like cells. Stem Cells Dev. 2010 

Nov;19(11):1745-1756. doi: 10.1089/
scd.2009.0498. Epub 2010 Oct 7. PMID: 
20521974.

[54] Sundberg M, Tochitsky I, 
Buchholz DE, Winden K, Kujala V, 
Kapur K, Cataltepe D, Turner D, Han MJ, 
Woolf CJ, Hatten ME, Sahin M. Purkinje 
cells derived from TSC patients display 
hypoexcitability and synaptic deficits 
associated with reduced FMRP levels 
and reversed by rapamycin. Mol 
Psychiatry. 2018 Nov;23(11):2167-2183. 
doi: 10.1038/s41380-018-0018-4. Epub 
2018 Feb 15. PMID: 29449635; PMCID: 
PMC6093816.

[55] Erceg S, Lukovic D, Moreno-Manzano V, 
Stojkovic M, Bhattacharya SS. 
Derivation of cerebellar neurons 
from human pluripotent stem 
cells. Curr Protoc Stem Cell Biol. 
2012 Mar;Chapter 1:Unit 1H.5. doi: 
10.1002/9780470151808.sc01h05s20. 
PMID: 22415839.

[56] Chambers SM, Fasano CA,  
Papapetrou EP, Tomishima M, 
Sadelain M, Studer L. Highly efficient 
neural conversion of human ES and 
iPS cells by dual inhibition of SMAD 
signaling. Nat Biotechnol. 2009 
Mar;27(3):275-80. doi: 10.1038/nbt.1529. 
Epub 2009 Mar 1. Erratum in: Nat 
Biotechnol. 2009 May;27(5):485. PMID: 
19252484; PMCID: PMC2756723.

[57] Heuer H, Mason CA. Thyroid 
hormone induces cerebellar Purkinje cell 
dendritic development via the thyroid 
hormone receptor alpha1. J Neurosci. 
2003 Nov 19;23(33):10604-12. doi: 
10.1523/JNEUROSCI.23-33-10604.2003. 
PMID: 14627645; PMCID: PMC6740935.

[58] Butts T, Green MJ, Wingate RJ. 
Development of the cerebellum: simple 
steps to make a ‘little brain’. Development. 
2014 Nov;141(21):4031-4041. doi: 
10.1242/dev.106559. PMID: 25336734.

[59] Haldipur P, Aldinger KA, 
Bernardo S, Deng M, Timms AE, 



31

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

Overman LM, Winter C, Lisgo SN, 
Razavi F, Silvestri E, Manganaro L, 
Adle-Biassette H, Guimiot F, Russo R, 
Kidron D, Hof PR, Gerrelli D, Lindsay SJ, 
Dobyns WB, Glass IA, Alexandre P, 
Millen KJ. Spatiotemporal expansion 
of primary progenitor zones in the 
developing human cerebellum. Science. 
2019 Oct 25;366(6464):454-460. doi: 
10.1126/science.aax7526. Epub 2019 
Oct 17. PMID: 31624095; PMCID: 
PMC6897295.

[60] Marek S, Siegel JS, Gordon EM, 
Raut RV, Gratton C, Newbold DJ, 
Ortega M, Laumann TO, Adeyemo B, 
Miller DB, Zheng A, Lopez KC, Berg JJ, 
Coalson RS, Nguyen AL, Dierker D, 
Van AN, Hoyt CR, McDermott KB, 
Norris SA, Shimony JS, Snyder AZ, 
Nelson SM, Barch DM, Schlaggar BL, 
Raichle ME, Petersen SE, Greene DJ, 
Dosenbach NUF. Spatial and Temporal 
Organization of the Individual Human 
Cerebellum. Neuron. 2018 Nov 
21;100(4):977-993.e7. doi: 10.1016/j.
neuron.2018.10.010. Epub 2018 Oct 25. 
PMID: 30473014; PMCID: PMC6351081.

[61] Wizeman JW, Guo Q, Wilion EM, 
Li JY. Specification of diverse cell types 
during early neurogenesis of the mouse 
cerebellum. Elife. 2019 Feb 8;8:e42388. 
doi: 10.7554/eLife.42388. PMID: 
30735127; PMCID: PMC6382353.

[62] Carter RA, Bihannic L, 
Rosencrance C, Hadley JL, Tong Y, 
Phoenix TN, Natarajan S, Easton J, 
Northcott PA, Gawad C. A Single-Cell 
Transcriptional Atlas of the Developing 
Murine Cerebellum. Curr Biol. 2018 Sep 
24;28(18):2910-2920.e2. doi: 10.1016/j.
cub.2018.07.062. Epub 2018 Sep 13. 
PMID: 30220501.

[63] Joyner AL. From Cloning 
Neural Development Genes to 
Functional Studies in Mice, 30 Years 
of Advancements. Curr Top Dev 
Biol. 2016;116:501-515. doi: 10.1016/
bs.ctdb.2015.11.035. Epub 2016 Feb 17. 
PMID: 26970637.

[64] Rahimi-Balaei M, Bergen H, Kong J, 
Marzban H. Neuronal Migration During 
Development of the Cerebellum. Front 
Cell Neurosci. 2018a Dec 17;12:484. 
doi: 10.3389/fncel.2018.00484. PMID: 
30618631; PMCID: PMC6304365.

[65] Sgaier SK, Millet S, Villanueva MP, 
Berenshteyn F, Song C, Joyner AL. 
Morphogenetic and cellular movements 
that shape the mouse cerebellum; 
insights from genetic fate mapping. 
Neuron. 2005 Jan 6;45(1):27-40. doi: 
10.1016/j.neuron.2004.12.021. PMID: 
15629700.

[66] Kratochwil CF, Maheshwari U, 
Rijli FM. The Long Journey of  
Pontine Nuclei Neurons: From Rhombic 
Lip to Cortico-Ponto-Cerebellar 
Circuitry. Front Neural Circuits. 
2017 May 17;11:33. doi: 10.3389/
fncir.2017.00033. PMID: 28567005; 
PMCID: PMC5434118.

[67] Florio M, Huttner WB. Neural 
progenitors, neurogenesis and 
the evolution of the neocortex. 
Development. 2014 Jun;141(11):2182-
2194. doi: 10.1242/dev.090571. PMID: 
24866113.

[68] Molnár Z, Pollen A. How unique is 
the human neocortex? Development. 
2014 Jan;141(1):11-16. doi: 10.1242/
dev.101279. PMID: 24346696.

[69] Nowakowski TJ, Bhaduri A,  
Pollen AA, Alvarado B,  
Mostajo-Radji MA, Di Lullo E, 
Haeussler M, Sandoval-Espinosa C, 
Liu SJ, Velmeshev D, Ounadjela JR, 
Shuga J, Wang X, Lim DA, West JA, 
Leyrat AA, Kent WJ, Kriegstein AR. 
Spatiotemporal gene expression 
trajectories reveal developmental 
hierarchies of the human cortex. 
Science. 2017 Dec 8;358(6368):1318-
1323. doi: 10.1126/science.aap8809. 
PMID: 29217575; PMCID: PMC5991609.

[70] Eddison M, Toole L, Bell E, 
Wingate RJ. Segmental identity and 



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

32

cerebellar granule cell induction in 
rhombomere 1. BMC Biol. 2004 Jun 
15;2:14. doi: 10.1186/1741-7007-2-14. 
PMID: 15198802; PMCID: PMC446226.

[71] Garda AL, Echevarría D, Martínez S. 
Neuroepithelial co-expression of Gbx2 
and Otx2 precedes Fgf8 expression in 
the isthmic organizer. Mech Dev. 2001 
Mar;101(1-2):111-118. doi: 10.1016/s0925-
4773(00)00567-0. PMID: 11231064.

[72] Hidalgo-Sánchez M, Millet S, 
Bloch-Gallego E, Alvarado-Mallart RM. 
Specification of the meso-isthmo-
cerebellar region: the Otx2/Gbx2 
boundary. Brain Res Brain Res Rev. 
2005 Sep;49(2):134-149. doi: 10.1016/j.
brainresrev.2005.01.010. Epub 2005 Mar 
16. PMID: 16111544.

[73] McMahon AP, Bradley A. The Wnt-1 
(int-1) proto-oncogene is required 
for development of a large region 
of the mouse brain. Cell. 1990a Sep 
21;62(6):1073-1085. doi: 10.1016/0092-
8674(90)90385-r. PMID: 2205396.

[74] Wurst W, Bally-Cuif L. Neural plate 
patterning: upstream and downstream 
of the isthmic organizer. Nat Rev 
Neurosci. 2001 Feb;2(2):99-108. doi: 
10.1038/35053516. PMID: 11253000.

[75] Harada H, Sato T, Nakamura H. 
Fgf8 signaling for development of the 
midbrain and hindbrain. Dev Growth 
Differ. 2016 Jun;58(5):437-445. doi: 
10.1111/dgd.12293. Epub 2016 Jun 7. 
PMID: 27273073.

[76] Mason I, Chambers D, Shamim H, 
Walshe J, Irving C. Regulation and 
function of FGF8 in patterning of 
midbrain and anterior hindbrain. 
Biochem Cell Biol. 2000;78(5):577-584. 
PMID: 11103948.

[77] Sato T, Joyner AL. The duration of 
Fgf8 isthmic organizer expression is key 
to patterning different tectal-isthmo-
cerebellum structures. Development. 
2009 Nov;136(21):3617-26. doi: 10.1242/

dev.041210. Epub 2009 Sep 30. PMID: 
19793884; PMCID: PMC2761110.

[78] Irving C, Mason I. Signalling 
by FGF8 from the isthmus patterns 
anterior hindbrain and establishes the 
anterior limit of Hox gene expression. 
Development. 2000 Jan;127(1):177-186. 
PMID: 10654611.

[79] Olander S, Nordström U, Patthey C, 
Edlund T. Convergent Wnt and FGF 
signaling at the gastrula stage induce 
the formation of the isthmic organizer. 
Mech Dev. 2006 Feb;123(2):166-176. doi: 
10.1016/j.mod.2005.11.001. Epub 2006 
Jan 18. PMID: 16413176.

[80] Chi CL, Martinez S, Wurst W, 
Martin GR. The isthmic organizer signal 
FGF8 is required for cell survival in the 
prospective midbrain and cerebellum. 
Development. 2003 Jun;130(12):2633-
2644. doi: 10.1242/dev.00487. PMID: 
12736208.

[81] Basson MA, Echevarria D, 
Ahn CP, Sudarov A, Joyner AL, Mason IJ, 
Martinez S, Martin GR. Specific regions 
within the embryonic midbrain and 
cerebellum require different levels of 
FGF signaling during development. 
Development. 2008 Mar;135(5):889-98. 
doi: 10.1242/dev.011569. Epub 2008 
Jan 23. Erratum in: Development. 2009 
Jun;136(11):1962. PMID: 18216176; 
PMCID: PMC2555978.

[82] Huang X, Liu J, Ketova T, 
Fleming JT, Grover VK, 
Cooper MK, Litingtung Y, Chiang C. 
Transventricular delivery of Sonic 
hedgehog is essential to cerebellar 
ventricular zone development. 
Proc Natl Acad Sci U S A. 2010 
May 4;107(18):8422-7. doi: 10.1073/
pnas.0911838107. Epub 2010 Apr 16. 
PMID: 20400693; PMCID: PMC2889567.

[83] Corrales JD, Rocco GL, Blaess S, 
Guo Q, Joyner AL. Spatial pattern of 
sonic hedgehog signaling through Gli 
genes during cerebellum development. 



33

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

Development. 2004a Nov;131(22):5581-
5590. doi: 10.1242/dev.01438. Epub 2004 
Oct 20. PMID: 15496441.

[84] Millen KJ, Steshina EY, Iskusnykh IY, 
Chizhikov VV. Transformation of the 
cerebellum into more ventral brainstem 
fates causes cerebellar agenesis 
in the absence of Ptf1a function. 
Proc Natl Acad Sci U S A. 2014 Apr 
29;111(17):E1777-86. doi: 10.1073/
pnas.1315024111. Epub 2014 Apr 14. 
PMID: 24733890; PMCID: PMC4035921.

[85] Yamada M, Seto Y, Taya S, 
Owa T, Inoue YU, Inoue T, Kawaguchi Y, 
Nabeshima Y, Hoshino M. Specification 
of spatial identities of cerebellar neuron 
progenitors by ptf1a and atoh1 for 
proper production of GABAergic and 
glutamatergic neurons. J Neurosci. 2014 
Apr 2;34(14):4786-800. doi: 10.1523/
JNEUROSCI.2722-13.2014. PMID: 
24695699; PMCID: PMC6802724.

[86] Seto Y, Nakatani T,  
Masuyama N, Taya S, Kumai M, 
Minaki Y, Hamaguchi A, Inoue YU, 
Inoue T, Miyashita S, Fujiyama T, 
Yamada M, Chapman H, Campbell K, 
Magnuson MA, Wright CV, Kawaguchi Y, 
Ikenaka K, Takebayashi H, Ishiwata S, 
Ono Y, Hoshino M. Temporal identity 
transition from Purkinje cell progenitors 
to GABAergic interneuron progenitors 
in the cerebellum. Nat Commun. 
2014;5:3337. doi: 10.1038/ncomms4337. 
PMID: 24535035; PMCID: PMC5669625.

[87] Sudarov A, Turnbull RK, Kim EJ, 
Lebel-Potter M, Guillemot F, Joyner AL. 
Ascl1 genetics reveals insights into 
cerebellum local circuit assembly. J 
Neurosci. 2011 Jul 27;31(30):11055-69. 
doi: 10.1523/JNEUROSCI.0479-11.2011. 
PMID: 21795554; PMCID: PMC3153985.

[88] Hevner RF, Hodge RD, Daza RA, 
Englund C. Transcription factors in 
glutamatergic neurogenesis: conserved 
programs in neocortex, cerebellum, 
and adult hippocampus. Neurosci Res. 
2006 Jul;55(3):223-233. doi: 10.1016/j.

neures.2006.03.004. Epub 2006 Apr 18. 
PMID: 16621079.

[89] Haldipur P, Bharti U, Govindan S, 
Sarkar C, Iyengar S, Gressens P, Mani S. 
Expression of Sonic hedgehog during 
cell proliferation in the human 
cerebellum. Stem Cells Dev. 2012a 
May 1;21(7):1059-1068. doi: 10.1089/
scd.2011.0206. Epub 2011 Aug 24. 
PMID: 21732818.

[90] Rakic P, Sidman RL. Histogenesis 
of cortical layers in human cerebellum, 
particularly the lamina dissecans. J 
Comp Neurol. 1970 Aug;139(4):473-
500. doi: 10.1002/cne.901390407. PMID: 
4195699.

[91] Zecevic N, Rakic P. Differentiation 
of Purkinje cells and their relationship 
to other components of developing 
cerebellar cortex in man. J Comp 
Neurol. 1976 May 1;167(1):27-47. doi: 
10.1002/cne.901670103. PMID: 818132.

[92] Wefers AK, Haberlandt C, Surchev L, 
Steinhäuser C, Jabs R, Schilling K. 
Migration of Interneuron Precursors 
in the Nascent Cerebellar Cortex. 
Cerebellum. 2018 Feb;17(1):62-71. doi: 
10.1007/s12311-017-0900-7. PMID: 
29149443.

[93] Morales D, Hatten ME. Molecular 
markers of neuronal progenitors in the 
embryonic cerebellar anlage. J Neurosci. 
2006 Nov 22;26(47):12226-36. doi: 
10.1523/JNEUROSCI.3493-06.2006. 
PMID: 17122047; PMCID: PMC6675436.

[94] Dahmane N, Ruiz i Altaba A. 
Sonic hedgehog regulates the growth 
and patterning of the cerebellum. 
Development. 1999 Jun;126(14):3089-
3100. PMID: 10375501.

[95] Solecki DJ, Liu XL, Tomoda T, 
Fang Y, Hatten ME. Activated Notch2 
signaling inhibits differentiation of 
cerebellar granule neuron precursors by 
maintaining proliferation. Neuron. 2001 
Aug 30;31(4):557-568.  



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

34

doi: 10.1016/s0896-6273(01)00395-6. 
PMID: 11545715.

[96] Sudarov A, Joyner AL. Cerebellum 
morphogenesis: the foliation pattern is 
orchestrated by multi-cellular anchoring 
centers. Neural Dev. 2007 Dec 3;2:26. 
doi: 10.1186/1749-8104-2-26. PMID: 
18053187; PMCID: PMC2246128.

[97] Cheng FY, Fleming JT, 
Chiang C. Bergmann glial Sonic 
hedgehog signaling activity is required 
for proper cerebellar cortical expansion 
and architecture. Dev Biol. 2018 Aug 
15;440(2):152-166. doi: 10.1016/j.
ydbio.2018.05.015. Epub 2018 May 21. 
PMID: 29792854; PMCID: PMC6014626.

[98] De Luca A, Parmigiani E, Tosatto G, 
Martire S, Hoshino M, Buffo A, Leto K, 
Rossi F. Exogenous Sonic hedgehog 
modulates the pool of GABAergic 
interneurons during cerebellar 
development. Cerebellum. 2015 
Apr;14(2):72-85. doi: 10.1007/s12311-
014-0596-x. PMID: 25245619.

[99] Hirai H, Launey T. The regulatory 
connection between the activity of 
granule cell NMDA receptors and 
dendritic differentiation of cerebellar 
Purkinje cells. J Neurosci. 2000 Jul 
15;20(14):5217-24. doi: 10.1523/
JNEUROSCI.20-14-05217.2000. PMID: 
10884305; PMCID: PMC6772348.

[100] Ohashi R, Sakata S, Naito A, 
Hirashima N, Tanaka M. Dendritic 
differentiation of cerebellar Purkinje 
cells is promoted by ryanodine receptors 
expressed by Purkinje and granule cells. 
Dev Neurobiol. 2014 Apr;74(4):467-
480. doi: 10.1002/dneu.22139. Epub 
2013 Nov 4. PMID: 24123915.

[101] Xu X, Stoyanova EI, Lemiesz AE, 
Xing J, Mash DC, Heintz N. Species 
and cell-type properties of classically 
defined human and rodent neurons and 
glia. Elife. 2018 Oct 15;7:e37551. doi: 
10.7554/eLife.37551. PMID: 30320555; 
PMCID: PMC6188473.

[102] Peng J, Sheng AL, Xiao Q, Shen L, 
Ju XC, Zhang M, He ST, Wu C, Luo ZG. 
Single-cell transcriptomes reveal 
molecular specializations of neuronal 
cell types in the developing cerebellum. 
J Mol Cell Biol. 2019 Aug 19;11(8):636-
648. doi: 10.1093/jmcb/mjy089. PMID: 
30690467; PMCID: PMC6788728.

[103] Watanabe K, Kamiya D, 
Nishiyama A, Katayama T, Nozaki S, 
Kawasaki H, Watanabe Y, Mizuseki K, 
Sasai Y. Directed differentiation of 
telencephalic precursors from 
embryonic stem cells. Nat Neurosci. 
2005 Mar;8(3):288-296. doi: 10.1038/
nn1402. Epub 2005 Feb 6. PMID: 
15696161.

[104] Elkabetz Y, Panagiotakos G, Al 
Shamy G, Socci ND, Tabar V, Studer L. 
Human ES cell-derived neural rosettes 
reveal a functionally distinct early 
neural stem cell stage. Genes Dev. 
2008 Jan 15;22(2):152-65. doi: 10.1101/
gad.1616208. Erratum in: Genes 
Dev. 2008 May 1;22(9):1257. PMID: 
18198334; PMCID: PMC2192751.

[105] Koch P, Opitz T, Steinbeck JA, 
Ladewig J, Brüstle O. A rosette-type, 
self-renewing human ES cell-derived 
neural stem cell with potential for 
in vitro instruction and synaptic 
integration. Proc Natl Acad Sci U S 
A. 2009 Mar 3;106(9):3225-30. doi: 
10.1073/pnas.0808387106. Epub 2009 
Feb 13. PMID: 19218428; PMCID: 
PMC2651316.

[106] Eiraku M, Watanabe K,  
Matsuo-Takasaki M, Kawada M, 
Yonemura S, Matsumura M, Wataya T, 
Nishiyama A, Muguruma K, Sasai Y. 
Self-organized formation of polarized 
cortical tissues from ESCs and its active 
manipulation by extrinsic signals. Cell 
Stem Cell. 2008 Nov 6;3(5):519-532. 
doi: 10.1016/j.stem.2008.09.002. PMID: 
18983967.

[107] Bavassano C, Eigentler A,  
Stanika R, Obermair GJ, Boesch S, 



35

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

Dechant G, Nat R. Bicistronic 
CACNA1A Gene Expression in Neurons 
Derived from Spinocerebellar Ataxia 
Type 6 Patient-Induced Pluripotent 
Stem Cells. Stem Cells Dev. 2017 Nov 
15;26(22):1612-1625. doi: 10.1089/
scd.2017.0085. Epub 2017 Oct 30. PMID: 
28946818; PMCID: PMC5684673.

[108] Zhou S, Ochalek A, 
Szczesna K, Avci HX, Kobolák J, Varga E, 
Rasmussen M, Holst B, Cirera S, Hyttel P, 
Freude KK, Dinnyés A. The positional 
identity of iPSC-derived neural 
progenitor cells along the anterior-
posterior axis is controlled in a 
dosage-dependent manner by bFGF 
and EGF. Differentiation. 2016 Oct-
Nov;92(4):183-194. doi: 10.1016/j.
diff.2016.06.002. Epub 2016 Jun 16. 
PMID: 27321088.

[109] Rifes P, Isaksson M,  
Rathore GS, Aldrin-Kirk P, 
Møller OK, Barzaghi G, Lee J, Egerod KL, 
Rausch DM, Parmar M, Pers TH, 
Laurell T, Kirkeby A. Modeling neural 
tube development by differentiation 
of human embryonic stem cells in 
a microfluidic WNT gradient. Nat 
Biotechnol. 2020 Nov;38(11):1265-
1273. doi: 10.1038/s41587-020-0525-0. 
Epub 2020 May 25. Erratum in: Nat 
Biotechnol. 2020 Jun 11;: PMID: 
32451506.

[110] Kirkeby A, Nelander J, Parmar M. 
Generating regionalized neuronal 
cells from pluripotency, a step-by-step 
protocol. Front Cell Neurosci. 2013 Jan 
3;6:64. doi: 10.3389/fncel.2012.00064. 
PMID: 23316134; PMCID: PMC3539732.

[111] Tailor J, Kittappa R, Leto K, 
Gates M, Borel M, Paulsen O, Spitzer S, 
Karadottir RT, Rossi F, Falk A, Smith A. 
Stem cells expanded from the human 
embryonic hindbrain stably retain 
regional specification and high 
neurogenic potency. J Neurosci. 2013 
Jul 24;33(30):12407-22. doi: 10.1523/
JNEUROSCI.0130-13.2013. PMID: 
23884946; PMCID: PMC3721847.

[112] Johnson MA, Weick JP, 
Pearce RA, Zhang SC. Functional neural 
development from human embryonic 
stem cells: accelerated synaptic activity 
via astrocyte coculture. J Neurosci. 2007 
Mar 21;27(12):3069-77. doi: 10.1523/
JNEUROSCI.4562-06.2007. PMID: 
17376968; PMCID: PMC2735200.

[113] Murrow LM, Weber RJ, Gartner ZJ. 
Dissecting the stem cell niche with 
organoid models: an engineering-
based approach. Development. 2017 
Mar 15;144(6):998-1007. doi: 10.1242/
dev.140905. PMID: 28292846; PMCID: 
PMC5358107.

[114] He L, Zhao H, Li S, Han X, Chen Z, 
Wang C, Tian C, Tang F, Huang R, 
Lin Z, Li Z, Tang B, Jiang H. Generation 
of induced pluripotent stem cell line 
(CSUXHi002-A) from a patient with 
spinocerebellar ataxia type 1. Stem Cell 
Res. 2020 May;45:101816. doi: 10.1016/j.
scr.2020.101816. Epub 2020 Apr 21. 
PMID: 32335388.

[115] Buijsen RAM, Gardiner SL,  
Bouma MJ, van der Graaf LM,  
Boogaard MW, Pepers BA, 
Eussen B, de Klein A, Freund C, van 
Roon-Mom WMC. Generation of 3 
spinocerebellar ataxia type 1 (SCA1) 
patient-derived induced pluripotent 
stem cell lines LUMCi002-A, B, and C 
and 2 unaffected sibling control induced 
pluripotent stem cell lines LUMCi003-A 
and B. Stem Cell Res. 2018 May;29:125-
128. doi: 10.1016/j.scr.2018.03.018. Epub 
2018 Apr 5. PMID: 29656178.

[116] Xia G, Santostefano K, 
Hamazaki T, Liu J, Subramony SH, 
Terada N, Ashizawa T. Generation 
of human-induced pluripotent stem 
cells to model spinocerebellar ataxia 
type 2 in vitro. J Mol Neurosci. 2013 
Oct;51(2):237-48. doi: 10.1007/s12031-
012-9930-2. Epub 2012 Dec 9. PMID: 
23224816; PMCID: PMC3608734.

[117] Chuang CY, Yang CC, Soong BW, 
Yu CY, Chen SH, Huang HP, Kuo HC. 



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

36

Modeling spinocerebellar ataxias 2 and 
3 with iPSCs reveals a role for glutamate 
in disease pathology. Sci Rep. 2019 Feb 
4;9(1):1166. doi: 10.1038/s41598-018-
37774-2. PMID: 30718627; PMCID: 
PMC6361947.

[118] Koch P, Breuer P, Peitz M, 
Jungverdorben J, Kesavan J, Poppe D, 
Doerr J, Ladewig J, Mertens J, Tüting T, 
Hoffmann P, Klockgether T, Evert BO, 
Wüllner U, Brüstle O. Excitation-
induced ataxin-3 aggregation in 
neurons from patients with Machado-
Joseph disease. Nature. 2011 Nov 
23;480(7378):543-6. doi: 10.1038/
nature10671. PMID: 22113611.

[119] Moore LR, Keller L, Bushart DD, 
Delatorre RG, Li D, McLoughlin HS, 
do Carmo Costa M, Shakkottai VG, 
Smith GD, Paulson HL. Antisense 
oligonucleotide therapy rescues 
aggresome formation in a novel 
spinocerebellar ataxia type 3 human 
embryonic stem cell line. Stem 
Cell Res. 2019 Aug;39:101504. doi: 
10.1016/j.scr.2019.101504. Epub 2019 
Jul 16. PMID: 31374463; PMCID: 
PMC6736695.

[120] Hansen SK, Stummann TC, 
Borland H, Hasholt LF, Tümer Z, 
Nielsen JE, Rasmussen MA, Nielsen TT, 
Daechsel JC, Fog K, Hyttel P. Induced 
pluripotent stem cell - derived neurons 
for the study of spinocerebellar 
ataxia type 3. Stem Cell Res. 2016 
Sep;17(2):306-317. doi: 10.1016/j.
scr.2016.07.004. Epub 2016 Aug 16. 
PMID: 27596958.

[121] Ou Z, Luo M, Niu X, Chen Y, 
Xie Y, He W, Song B, Xian Y, Fan D, 
OuYang S, Sun X. Autophagy Promoted 
the Degradation of Mutant 
ATXN3 in Neurally Differentiated 
Spinocerebellar Ataxia-3 Human 
Induced Pluripotent Stem Cells. 
Biomed Res Int. 2016;2016:6701793. 
doi: 10.1155/2016/6701793. Epub 2016 
Oct 25. PMID: 27847820; PMCID: 
PMC5099487.

[122] Ouyang S, Xie Y, Xiong Z, Yang Y, 
Xian Y, Ou Z, Song B, Chen Y, Xie Y, 
Li H, Sun X. CRISPR/Cas9-Targeted 
Deletion of Polyglutamine in 
Spinocerebellar Ataxia Type 3-Derived 
Induced Pluripotent Stem Cells. Stem 
Cells Dev. 2018 Jun 1;27(11):756-770. 
doi: 10.1089/scd.2017.0209. Epub 2018 
May 18. PMID: 29661116.

[123] Luo Y, Fan Y, Zhou B, Xu Z, 
Chen Y, Sun X. Generation of induced 
pluripotent stem cells from skin 
fibroblasts of a patient with 
olivopontocerebellar atrophy. Tohoku 
J Exp Med. 2012 Feb;226(2):151-9. doi: 
10.1620/tjem.226.151. PMID: 22301348.

[124] Ward JM, Stoyas CA, Switonski PM, 
Ichou F, Fan W, Collins B, Wall CE, 
Adanyeguh I, Niu C, Sopher BL, 
Kinoshita C, Morrison RS, Durr A, 
Muotri AR, Evans RM, Mochel F, La 
Spada AR. Metabolic and Organelle 
Morphology Defects in Mice and Human 
Patients Define Spinocerebellar Ataxia 
Type 7 as a Mitochondrial Disease. Cell 
Rep. 2019 Jan 29;26(5):1189-1202.e6. 
doi: 10.1016/j.celrep.2019.01.028. PMID: 
30699348; PMCID: PMC6420346.

[125] Kumar D, Hussain A, Srivastava AK, 
Mukerji M, Mukherjee O, Faruq M. 
Generation of three spinocerebellar 
ataxia type-12 patients derived induced 
pluripotent stem cell lines (IGIBi002-A, 
IGIBi003-A and IGIBi004-A). Stem Cell 
Res. 2018 Aug;31:216-221. doi: 10.1016/j.
scr.2018.08.008.

[126] Matsuzono K, Imamura K,  
Murakami N, Tsukita K, 
Yamamoto T, Izumi Y, Kaji R, Ohta Y, 
Yamashita T, Abe K, Inoue H. Antisense 
Oligonucleotides Reduce RNA Foci 
in Spinocerebellar Ataxia 36 Patient 
iPSCs. Mol Ther Nucleic Acids. 2017 
Sep 15;8:211-219. doi: 10.1016/j.
omtn.2017.06.017. Epub 2017 Jun 23. 
PMID: 28918022; PMCID: PMC5504081.

[127] Morino H, Matsuda Y, Muguruma K, 
Miyamoto R, Ohsawa R, Ohtake T, 



37

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

Otobe R, Watanabe M, Maruyama H, 
Hashimoto K, Kawakami H. A mutation 
in the low voltage-gated calcium 
channel CACNA1G alters the 
physiological properties of the channel, 
causing spinocerebellar ataxia. Mol 
Brain. 2015 Dec 29;8:89. doi: 10.1186/
s13041-015-0180-4. PMID: 26715324; 
PMCID: PMC4693440.

[128] Eigentler A, Boesch S, Schneider R, 
Dechant G, Nat R. Induced pluripotent 
stem cells from friedreich ataxia patients 
fail to upregulate frataxin during in 
vitro differentiation to peripheral 
sensory neurons. Stem Cells Dev. 2013 
Dec 15;22(24):3271-3282. doi: 10.1089/
scd.2013.0126. Epub 2013 Aug 24. 
PMID: 23879205.

[129] Lai JI, Nachun D, Petrosyan L, 
Throesch B, Campau E, Gao F, 
Baldwin KK, Coppola G, Gottesfeld JM, 
Soragni E. Transcriptional profiling of 
isogenic Friedreich ataxia neurons and 
effect of an HDAC inhibitor on disease 
signatures. J Biol Chem. 2019 Feb 
8;294(6):1846-1859. doi: 10.1074/jbc.
RA118.006515

[130] Ku S, Soragni E, Campau E, 
Thomas EA, Altun G, Laurent LC, 
Loring JF, Napierala M, Gottesfeld JM. 
Friedreich’s ataxia induced pluripotent 
stem cells model intergenerational 
GAA⋅TTC triplet repeat instability. 
Cell Stem Cell. 2010 Nov 5;7(5):631-7. 
doi: 10.1016/j.stem.2010.09.014. PMID: 
21040903; PMCID: PMC2987635.

[131] Polak U, Li Y, Butler JS, 
Napierala M. Alleviating GAA Repeat 
Induced Transcriptional Silencing of 
the Friedreich’s Ataxia Gene During 
Somatic Cell Reprogramming. Stem 
Cells Dev. 2016 Dec 1;25(23):1788-
1800. doi: 10.1089/scd.2016.0147. Epub 
2016 Oct 17. PMID: 27615158; PMCID: 
PMC5155629.

[132] Bird MJ, Needham K, 
Frazier AE, van Rooijen J, Leung J, 
Hough S, Denham M, Thornton ME, 

Parish CL, Nayagam BA, Pera M, 
Thorburn DR, Thompson LH, Dottori M. 
Functional characterization of Friedreich 
ataxia iPS-derived neuronal progenitors 
and their integration in the adult brain. 
PLoS One. 2014 Jul 7;9(7):e101718. doi: 
10.1371/journal.pone.0101718. PMID: 
25000412; PMCID: PMC4084949.

[133] Hick A, Wattenhofer-Donzé M, 
Chintawar S, Tropel P, Simard JP, 
Vaucamps N, Gall D, Lambot L, 
André C, Reutenauer L, Rai M, Teletin M, 
Messaddeq N, Schiffmann SN, Viville S, 
Pearson CE, Pandolfo M, Puccio H. 
Neurons and cardiomyocytes derived 
from induced pluripotent stem cells as 
a model for mitochondrial defects in 
Friedreich’s ataxia. Dis Model Mech. 
2013 May;6(3):608-21. doi: 10.1242/
dmm.010900. Epub 2012 Nov 7. PMID: 
23136396; PMCID: PMC3634645.

[134] Mazzara PG, Muggeo S,  
Luoni M, Massimino L, 
Zaghi M, Valverde PT, Brusco S, Marzi MJ, 
Palma C, Colasante G, Iannielli A, 
Paulis M, Cordiglieri C, Giannelli SG, 
Podini P, Gellera C, Taroni F, Nicassio F, 
Rasponi M, Broccoli V. Frataxin gene 
editing rescues Friedreich’s ataxia 
pathology in dorsal root ganglia 
organoid-derived sensory neurons. Nat 
Commun. 2020 Aug 21;11(1):4178. doi: 
10.1038/s41467-020-17954-3. PMID: 
32826895; PMCID: PMC7442818.

[135] Nayler SP, Powell JE, 
Vanichkina DP, Korn O, Wells CA, 
Kanjhan R, Sun J, Taft RJ, Lavin MF, 
Wolvetang EJ. Human iPSC-Derived 
Cerebellar Neurons from a Patient 
with Ataxia-Telangiectasia Reveal 
Disrupted Gene Regulatory 
Networks. Front Cell Neurosci. 
2017 Oct 13;11:321. doi: 10.3389/
fncel.2017.00321. PMID: 29081736; 
PMCID: PMC5645492.

[136] Rüb U, Schöls L, Paulson H, 
Auburger G, Kermer P, Jen JC, Seidel K, 
Korf HW, Deller T. Clinical features, 
neurogenetics and neuropathology 



Spinocerebellar Ataxia - Concepts, Particularities and Generalities

38

of the polyglutamine spinocerebellar 
ataxias type 1, 2, 3, 6 and 7. Prog 
Neurobiol. 2013 May;104:38-66. doi: 
10.1016/j.pneurobio.2013.01.001. Epub 
2013 Feb 21. PMID: 23438480.

[137] Seidel K, Siswanto S, Brunt ER, 
den Dunnen W, Korf HW, Rüb U. Brain 
pathology of spinocerebellar ataxias. 
Acta Neuropathol. 2012 Jul;124(1):1-21. 
doi: 10.1007/s00401-012-1000-x. Epub 
2012 Jun 9. PMID: 22684686.

[138] Sullivan R, Yau WY, O’Connor E, 
Houlden H. Spinocerebellar ataxia: an 
update. J Neurol. 2019 Feb;266(2):533-
544. doi: 10.1007/s00415-018-9076-4. 
Epub 2018 Oct 3. PMID: 30284037; 
PMCID: PMC6373366.

[139] Choy KR, Watters DJ.  
Neurodegeneration in ataxia-
telangiectasia: Multiple roles of ATM 
kinase in cellular homeostasis. Dev Dyn. 
2018 Jan;247(1):33-46. doi: 10.1002/
dvdy.24522. Epub 2017 Jun 5. PMID: 
28543935.

[140] Robinson KJ, Watchon M, 
Laird AS. Aberrant Cerebellar Circuitry 
in the Spinocerebellar Ataxias. Front 
Neurosci. 2020 Jul 16;14:707. doi: 
10.3389/fnins.2020.00707. PMID: 
32765211; PMCID: PMC7378801.

[141] Solodkin, A. and Gomez,  
C.M., (2012). Spinocerebellar ataxia 
type 6. Handb. Clin. Neurol. 103, 
461-473.

[142] Tada M, Nishizawa M, 
Onodera O. Redefining cerebellar ataxia 
in degenerative ataxias: lessons from 
recent research on cerebellar systems. 
J Neurol Neurosurg Psychiatry. 2015 
Aug;86(8):922-928. doi: 10.1136/jnnp-
2013-307225. Epub 2015 Jan 30. PMID: 
25637456.

[143] Fan HC, Ho LI, Chi CS, 
Chen SJ, Peng GS, Chan TM, Lin SZ, 
Harn HJ. Polyglutamine (PolyQ ) 
diseases: genetics to treatments. 

Cell Transplant. 2014;23(4-5):441-458. 
doi: 10.3727/096368914X678454. PMID: 
24816443.

[144] La Spada AR, Taylor JP. Repeat 
expansion disease: progress and puzzles 
in disease pathogenesis. Nat Rev Genet. 
2010 Apr;11(4):247-58. doi: 10.1038/
nrg2748. PMID: 20177426; PMCID: 
PMC4704680.

[145] Orr HT, Zoghbi HY. Trinucleotide 
repeat disorders. Annu Rev Neurosci. 
2007;30:575-621. doi: 10.1146/annurev.
neuro.29.051605.113042. PMID: 
17417937.

[146] Cohen-Carmon D, Meshorer E. 
Polyglutamine (polyQ ) disorders: the 
chromatin connection. Nucleus. 2012 
Sep-Oct;3(5):433-41. doi: 10.4161/
nucl.21481. Epub 2012 Aug 15. PMID: 
22892726; PMCID: PMC3474664.

[147] Tezenas du Montcel S, 
Durr A, Bauer P, Figueroa KP, 
Ichikawa Y, Brussino A, Forlani S, 
Rakowicz M, Schöls L, Mariotti C, van 
de Warrenburg BP, Orsi L, Giunti P, 
Filla A, Szymanski S, Klockgether T, 
Berciano J, Pandolfo M, Boesch S, 
Melegh B, Timmann D, Mandich P, 
Camuzat A; Clinical Research Consortium 
for Spinocerebellar Ataxia (CRC-
SCA); EUROSCA network, Goto J, 
Ashizawa T, Cazeneuve C, Tsuji S, 
Pulst SM, Brusco A, Riess O, Brice A, 
Stevanin G. Modulation of the age 
at onset in spinocerebellar ataxia by 
CAG tracts in various genes. Brain. 
2014 Sep;137(Pt 9):2444-55. doi: 
10.1093/brain/awu174. Epub 2014 
Jun 26. PMID: 24972706; PMCID: 
PMC4132646.

[148] Ashizawa T, Öz G, Paulson HL. 
Spinocerebellar ataxias: prospects and 
challenges for therapy development. 
Nat Rev Neurol. 2018 Oct;14(10):590-
605. doi: 10.1038/s41582-018-0051-6. 
Erratum in: Nat Rev Neurol. 2018 
Dec;14(12):749. PMID: 30131520; 
PMCID: PMC6469934.



39

Human Pluripotent Stem Cell-Derived Cerebellar Neurons: From Development to Modeling…
DOI: http://dx.doi.org/10.5772/intechopen.96653

[149] Shum, C. and Nishimura, A.L., 
(2015). iPS Cells and Spinocerebellar 
Ataxia. In Stem Cells in Modeling Human 
Genetic Diseases, M. Zatz, and O. Keith 
Okamoto, eds. Springer International 
Publishing, pp. 45-61.

[150] Du X, Wang J, Zhu H, Rinaldo L, 
Lamar KM, Palmenberg AC, Hansel C, 
Gomez CM. Second cistron  
in CACNA1A gene encodes a 
transcription factor mediating 
cerebellar development and SCA6. Cell. 
2013 Jul 3;154(1):118-33. doi: 10.1016/j.
cell.2013.05.059. PMID: 23827678; 
PMCID: PMC3939801.

[151] Garden GA, La Spada AR. 
Molecular pathogenesis and cellular 
pathology of spinocerebellar ataxia 
type 7 neurodegeneration. Cerebellum. 
2008;7(2):138-49. doi: 10.1007/s12311-
008-0027-y. PMID: 18418675; PMCID: 
PMC4195584.

[152] Fogel BL, Perlman S. Clinical 
features and molecular genetics of 
autosomal recessive cerebellar ataxias. 
Lancet Neurol. 2007 Mar;6(3):245-257. 
doi: 10.1016/S1474-4422(07)70054-6. 
PMID: 17303531.

[153] Synofzik M, Puccio H, 
Mochel F, Schöls L. Autosomal Recessive 
Cerebellar Ataxias: Paving the Way 
toward Targeted Molecular Therapies. 
Neuron. 2019 Feb 20;101(4):560-583. 
doi: 10.1016/j.neuron.2019.01.049. 
PMID: 30790538.

[154] Lim J, Hao T, Shaw C, 
Patel AJ, Szabó G, Rual JF, Fisk CJ, 
Li N, Smolyar A, Hill DE, Barabási AL, 
Vidal M, Zoghbi HY. A protein-protein 
interaction network for human 
inherited ataxias and disorders of 
Purkinje cell degeneration. Cell. 2006 
May 19;125(4):801-814. doi: 10.1016/j.
cell.2006.03.032. PMID: 16713569.

[155] Cohen-Carmon D, Sorek M, 
Lerner V, Divya MS, Nissim-Rafinia M, 

Yarom Y, Meshorer E. Progerin-
Induced Transcriptional Changes 
in Huntington’s Disease Human 
Pluripotent Stem Cell-Derived Neurons. 
Mol Neurobiol. 2020 Mar;57(3):1768-
1777. PMID: 31939145.

[156] Miller JD, Ganat YM,  
Kishinevsky S, Bowman RL, 
Liu B, Tu EY, Mandal PK, Vera E, 
Shim JW, Kriks S, Taldone T, Fusaki N, 
Tomishima MJ, Krainc D, Milner TA, 
Rossi DJ, Studer L. Human iPSC-based 
modeling of late-onset disease via 
progerin-induced aging. Cell Stem Cell. 
2013 Dec 5;13(6):691-705. doi: 10.1016/j.
stem.2013.11.006. PMID: 24315443; 
PMCID: PMC4153390.

[157] Tamada A, Watanabe S,  
Muguruma K. Investigating 
developmental and disease mechanisms 
of the cerebellum with pluripotent 
stem cells. Mol Cell Neurosci. 2020 
Sep;107:103530. doi: 10.1016/j.
mcn.2020.103530. Epub 2020 Jul 18. 
PMID: 32693017.

[158] Cornacchia D, Studer L. Back 
and forth in time: Directing age in 
iPSC-derived lineages. Brain Res. 
2017a Feb 1;1656:14-26. doi: 10.1016/j.
brainres.2015.11.013. Epub 2015 
Nov 17. PMID: 26592774; PMCID: 
PMC4870156.

[159] Bettencourt C, Ryten M, 
Forabosco P, Schorge S, Hersheson J, 
Hardy J, Houlden H; United Kingdom 
Brain Expression Consortium. Insights 
from cerebellar transcriptomic 
analysis into the pathogenesis 
of ataxia. JAMA Neurol. 2014 
Jul 1;71(7):831-9. doi: 10.1001/
jamaneurol.2014.756. PMID: 
24862029; PMCID: PMC4469030.

[160] Adli M. The CRISPR tool kit 
for genome editing and beyond. Nat 
Commun. 2018 May 15;9(1):1911. 
doi: 10.1038/s41467-018-04252-
2. PMID: 29765029; PMCID: 
PMC5953931.


