
Citation: Du, H.; Huo, Z.; Chen, Y.;

Zhao, Z.; Meng, F.; Wang, X.; Liu, S.;

Zhang, H.; Zhou, F.; Liu, J.; et al.

Induced Pluripotent Stem Cells and

Their Applications in Amyotrophic

Lateral Sclerosis. Cells 2023, 12, 971.

https://doi.org/10.3390/cells12060971

Academic Editors: James Adjaye and

Nina Graffmann

Received: 10 February 2023

Revised: 20 March 2023

Accepted: 20 March 2023

Published: 22 March 2023

Copyright: © 2023 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

cells

Review

Induced Pluripotent Stem Cells and Their Applications in
Amyotrophic Lateral Sclerosis
Hongmei Du 1,2,†, Zijun Huo 1,†, Yanchun Chen 1,2 , Zhenhan Zhao 1, Fandi Meng 1, Xuemei Wang 1 ,
Shiyue Liu 2, Haoyun Zhang 2, Fenghua Zhou 2,3, Jinmeng Liu 2 , Lingyun Zhang 2 , Shuanhu Zhou 4 ,
Yingjun Guan 1,2,* and Xin Wang 4,5,*

1 Department of Histology and Embryology, School of Basic Medical Sciences, Weifang Medical University,
Weifang 261053, China; hongmeiduwf@163.com (H.D.); zijunhuo1998@163.com (Z.H.);
cyc7907@wfmc.edu.cn (Y.C.); jinqiuhupan@163.com (Z.Z.); 18800460605@163.com (F.M.);
18863662168@163.com (X.W.)

2 Neurologic Disorders and Regenerative Repair Laboratory, Weifang Medical University,
Weifang 261053, China; liu08308399@163.com (S.L.); haoyunzh@163.com (H.Z.); zhoufh@wfmc.edu.cn (F.Z.);
18353687185@163.com (J.L.); zly199311@126.com (L.Z.)

3 Department of Pathology, School of Basic Medical Sciences, Weifang Medical University,
Weifang 261053, China

4 Harvard Medical School and Harvard Stem Cell Institute, Harvard University, Boston, MA 02115, USA;
shuanhuzhou@gmail.com

5 Department of Neurosurgery, Brigham and Women’s Hospital, Harvard Medical School,
Boston, MA 02115, USA

* Correspondence: guanyj@wfmc.edu.cn (Y.G.); xwang@rics.bwh.harvard.edu (X.W.)
† These authors contributed equally to this work.

Abstract: Amyotrophic lateral sclerosis (ALS) is a progressive neurodegenerative disease that re-
sults in the loss of motor function in the central nervous system (CNS) and ultimately death. The
mechanisms underlying ALS pathogenesis have not yet been fully elucidated, and ALS cannot be
treated effectively. Most studies have applied animal or single-gene intervention cell lines as ALS
disease models, but they cannot accurately reflect the pathological characteristics of ALS. Induced
pluripotent stem cells (iPSCs) can be reprogrammed from somatic cells, possessing the ability to
self-renew and differentiate into a variety of cells. iPSCs can be obtained from ALS patients with
different genotypes and phenotypes, and the genetic background of the donor cells remains un-
changed during reprogramming. iPSCs can differentiate into neurons and glial cells related to ALS.
Therefore, iPSCs provide an excellent method to evaluate the impact of diseases on ALS patients.
Moreover, patient-derived iPSCs are obtained from their own somatic cells, avoiding ethical concerns
and posing only a low risk of immune rejection. The iPSC technology creates new hope for ALS
treatment. Here, we review recent studies on iPSCs and their applications in disease modeling, drug
screening and cell therapy in ALS, with a particular focus on the potential for ALS treatment.

Keywords: amyotrophic lateral sclerosis; induced pluripotent stem cells; disease modeling; drug screening;
cell therapy

1. Introduction

Amyotrophic lateral sclerosis (ALS) is a fatal neurodegenerative disease of the central
nervous system (CNS) that can lead to progressive degeneration and loss of motor function,
and eventually to paralysis. In recent years, it has been found that in addition to traditional
motor disorders, its clinical presentation includes behavioral changes, cognitive dysfunction
and non-motor symptoms [1,2]. Because of the heterogeneity of its clinical manifestations,
location of onset and distribution of motor neurons (MNs), ALS has now been redefined as
a systemic disease [3].
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The overall crude worldwide ALS prevalence and incidence is between 1.59 and 4.42
per 100,000 person-years [4]. Although the disease is relatively rare, the number of ALS
patients is increasing rapidly. ALS mainly includes familial ALS (fALS) and sporadic ALS
(sALS) [5]; approximately 10% of cases are fALS and 90% sALS [6], though their clinical
presentations are indistinguishable. The cause of most sALS is unknown. The disease
appears to occur randomly, without a family history, or even clear environmental risk
factors. There is a family history of fALS in patients with the disease. To date, the number
of genes known to be involved in fALS has risen to over 40. The most frequent ALS genes
are point mutations in superoxide dismutase 1 (SOD1) and expanded GGGGCC repeats in
chromosome nine open reading frame 72 (C9orf72). It was first found that SOD1 caused
fALS in 1993 [7]. Mutation of SOD1 leads to the accumulation of misfolded SOD1 protein,
neuronal excitability, mitochondrial dysfunction and oxidative stress, all of which may
increase cell death [8,9]. In 2011, it was found that the first intron of C9orf72 had a large
hexanucleotide (GGGGCC) repeat expansion on the affected haplotype [10]. Repetitions
vary greatly among individuals, ranging from hundreds to thousands. This repetitive
amplification of transcription results in abnormal secondary structures in RNA, which
gather to form nuclear foci, leading to the interruption of transcription and cytoplasmic
transport [11]. Other common genetic causes include mutations of TAR DNA binding
protein (TARDBP), fused in sarcoma (FUS) [12,13]. In addition to gene mutation, other
important pathological mechanisms related to ALS include excitotoxicity, mitochondrial
dysfunction, axonal degeneration, oxidative stress, neuroinflammation and skeletal muscle
degeneration [14,15]. Interestingly, recent studies have reported that gut flora and bioactive
metabolites from the gastrointestinal tract that modify CNS diseases can participate in
the pathogenesis of ALS [16]. Other studies on ALS patients also support the contention
that gut microbiota may be a risk factor [17–19]. All these indicate that ALS is not a single
disease, but a multifactor one.

Due to the uncertainty of pathogenesis and the diversity of clinical symptoms, early-
stage ALS can be difficult to detect. At present, the diagnosis of ALS is based on com-
prehensive methods, including clinical history, physical examination and confirmatory
tests [20]. To facilitate early diagnosis, researchers are developing new biomarkers, such
as phosphorylated neurofilament heavy chains (NfHs) and neurofilament light chains
(NfLs). Compared with healthy controls, ALS patients show higher concentrations of
phosphorylated NfH and NfL in plasma, serum or cerebrospinal fluid (CSF) [21]. Brain
and spinal cord imaging, spectral electrophysiological (EEG) topographic maps and mag-
netoencephalography are being used for diagnosis. However, most of these methods have
not yet been clinically validated and remain in the basic research stage.

Generally, patients with ALS die of respiratory dysfunction within 3 to 5 years after
diagnosis [22]. ALS cannot be treated effectively. At present, the only US Food and Drug
Administration (FDA)-approved drugs are edaravone, riluzole and Relyvrio. However,
edaravone can only enhance quality of life, and riluzole only briefly prolongs survival [23,24].
According to a recent study, intravenous administration of edaravone may not achieve further
clinical benefits compared to standard treatment alone [25]. Relyvrio can slow down the
function decline, but it still needs a longer and more large-scale experiment [26]. A few drugs
are being further evaluated, such as Tofersen [27]. Therefore, it is urgent to find new and
effective methods to treat ALS.

2. Induced Pluripotent Stem Cells

Using four transcription factors (OCT4, SOX2, KLF4 and c-MYC), Takahashi et al.
reprogrammed mouse embryonic or adult fibroblasts to form induced pluripotent stem
cells (iPSCs) [28,29]. These reprogrammed cells proved to be quite similar to embryonic
stem cells (ESCs) in molecular and functional aspects. They are capable of unlimited self-
renewal and differentiation into different types of cells. Subsequent studies confirmed that
iPSCs could be obtained from ALS patients with genotype and phenotype heterogeneity
and had the ability to differentiate into motor neurons [30]. Compared to ESCs, iPSCs
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might be characterized as having more frequent epigenetic and genetic aberrations as a
consequence of the reprogramming process. However, iPSCs come from patients’ own
somatic cells, which pose less ethical limitations and a low risk of immune rejection in vivo.
This technology is crucial for ALS research. Research into nervous system diseases has long
been severely limited because of the invasiveness and high risk of obtaining tissues from
the CNS of patients. Some human neurons come from postmortem tissue, which usually
represents the final stage of the disease process. However, iPSC technology provides a
unique opportunity to obtain human nerve cells, including various neuronal subtypes and
glial cells. In addition, this body of research yielded insights into the fALS spectrum and the
larger sALS population from ALS patients with genotype and phenotype heterogeneity [31].

We know that iPSCs can be reprogrammed from the three germ cells, such as from fi-
broblasts (mesoderm-derived), hepatocytes (endoderm-derived) and keratinocytes (ectoderm-
derived). Fibroblasts are still the most commonly used somatic cell type for iPSCs generation.
However, because skin biopsy remains invasive, patients prefer non-invasive and less invasive
procedures, such as those requiring keratinocytes, urine cells and blood cells [32]. These cell
types may be more widely used than fibroblasts in the future because they are accessible with
ease and non-invasive or less invasive.

Reprogramming strategies for somatic cells have undergone much development. The
first generation delivered genes to fibroblasts based on integrated retroviral vectors. Later,
people developed strategies to avoid the genetic integration of foreign DNA, including
nonintegrated transfer systems using viral or nonviral vectors, e.g., retrovirus, lentivirus,
adenovirus, conventional plasmids, recombinant protein, RNA and chemical molecular
compounds [29,33–37]. The accelerated development of various programming strategies
should ensure the safety and quality of therapeutic applications. Here, we recommend
a powerful and efficient system for producing non-transgenic iPSCs under different con-
ditions. It is easy to use and can be applied to various cell types. Sendai virus, an RNA
virus, is a safe and effective nonintegrative transfer virus. Without modifying the cellular
genome, Sendai-viral human iPSCs can express pluripotency genes, showing demethy-
lation characteristic of reprogrammed cells [38,39]. However, the iPSCs reprogramming
technology is still limited by low efficiency. Researchers are actively seeking to improve
the efficiency of reprogramming. Hou et al. showed that 7 small molecular compounds
could increase the production of iPSCs to 0.2% from mouse somatic cells [40]. Keshi et al.
demonstrated that Gadd45a, a heterochromatin relaxer, had a time-dependent function
of promoting reprogramming in the early and middle stages of heterochromatin remodel-
ing [41]. Daiki et al. found that the overexpression of the preferentially expressed antigen
12 (Pramef12) in melanoma family members improved the efficiency of iPSC cell deriva-
tion [42]. However, because the reprogramming efficiency of iPSCs rarely exceeds 1%,
improving the reprogramming efficiency succinctly and efficiently to obtain more iPSCs for
downstream applications is still an urgent problem to be solved.

To sum up, iPSCs have broad application prospects in disease modeling, cell therapy
and drug screening (Figure 1) because of the ability to self-renew, differentiate into different
cell types and retain the genetic background of donor cells.

There are a few reviews on iPSCs and ALS. For example, Lee et al. focus on disease
modeling [43]. They discussed modeling ALS and frontotemporal dementia (FTD) with
iPSC-derived neurons, described the unique ability of iPSC-derived neurons to capture
some of the key features of ALS and FTD and highlight their potential role in drug discovery.
Ferraiuolo et al. discussed the different cell types that played a role in the pathogenesis and
progression of ALS and described how to use these multiple cell types derived from human
iPSCs to identify new therapeutic targets for drug therapy [31]. Lamas et al. described
how to effectively generate MNs from human ESCs and iPSCs and discussed the research
using iPSC-derived MNs as an ALS drug-screening platform [44]. In this review, we state
iPSCs and their applications in disease modeling, drug screening and cell therapy in ALS
comprehensively from a larger perspective.
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edly. At present, these cell types are successfully generated from somatic cells of sALS 
and fALS patients, using reprogrammed iPSCs. ALS modeling from human iPSCs (hiP-
SCs) in vitro is a valuable addition to animal models, and summarizing the effects of these 
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Figure 1. Applications of iPSCs (in the case of ALS). Disease modeling: neurons and glial cells;
Drug screening: high-throughput screening; Cell therapy: neural stem cells, neural progenitor cells,
neurons and glial cells.

3. Modeling of ALS

The advent of iPSCs accelerated ALS modeling in vitro because iPSCs can produce
disease-related cell types with the same genetic background of patients with diseases
and can summarize the key performance of diseases in in vitro research. It has been
demonstrated that multiple cell types are related to the pathogenesis and progression of
ALS, such as MNs, astrocytes, oligodendrocytes and microglia. With iPSC technology,
MNs and other types of nerve cells derived from ALS patients can be obtained almost
unlimitedly. At present, these cell types are successfully generated from somatic cells of
sALS and fALS patients, using reprogrammed iPSCs. ALS modeling from human iPSCs
(hiPSCs) in vitro is a valuable addition to animal models, and summarizing the effects of
these models will help us better understand the pathogenesis of ALS (Figure 2). Here, we
focus on modeling ALS using iPSCs-derived MNs, astrocytes and microglia (Table 1).
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Table 1. Modeling ALS using iPSCs-derived motor neurons, astrocytes and microglia.

Cell Type ALS Subtypes Key Findings

Motor neurons (or neurons) SOD1 mutation Neurofilament aggregation; disorders in mitochondria; decreased
survival rate

C9orf72 mutation RNA foci formation; accumulation of RAN translation products;
stress granule formation; excitotoxicity

TARDBP mutation TDP-43 protein aggregation; shorter neurites; mitochondrial Ca2+

uptake disorder

FUS mutation FUS protein aggregation; DNA damage;
cytoplasmic mislocation

sporadic ALS TDP-43 aggregation; higher neurofilament inclusion; mitochondria
distribution impairment

Astrocytes SOD1 mutation Impair autophagy
C9orf72 mutation Increased oxidative stress and neurotoxicity

sporadic ALS Autophagy-mediated inflammatory cytokine secretion
Microglia FUS mutation Disrupt intracellular calcium signaling

sporadic ALS Influence neurofilament deposition

3.1. iPSC-Derived Motor Neurons in ALS Modeling

Traditionally ALS is thought of as related to the progressive loss of motor function,
and the most important cells affected during its progression are MNs. iPSCs are becoming
a new source of MNs.

Direct differentiation of iPSCs into MNs is the first necessary step toward their subse-
quent applications. The differentiation protocols for spinal MNs include induction with
small molecules, expression of lineage-specific transcription factors and 2-dimensional
and 3-dimensional cultures, as well as the implementation of microfluidics devices and
co-cultures with other cell types, including skeletal muscle [45]. All of the approaches
have advantages and disadvantages. Therefore, the appropriate protocol must be selected
according to the research questions. For example, pure and specific subtypes of MNs
cultures induced by small molecules or transcription factors expression can be used to
study the mechanism of developing MNs and cell-independent disease, and can be easily
expanded for high-throughput screening or transplantation. Microfluids and organoids
are more suitable for studying the mechanism of non-cellular autonomic pathogenesis and
evaluating MNs’ function.

In 2008, it was first reported that iPSCs derived from an ALS patient with a SOD1
mutation successfully generated MNs and glial cells, which produced a mild disease
phenotype [30]. However, do iPSC-derived MNs (iPSCs-MNs) have the same cellular and
physiological characteristics seen in vivo? It was shown that the physiological properties
of iPSCs-MNs were comparable to those of endogenous spinal motor neurons or ESCs-
derived MNs (ESCs-MNs). Assessment of the function of iPSCs-MNs involves evidence of
synaptic connectivity, the existence of action potential and continuous action potential trains.
iPSCs-MNs displayed morphology, gene expression characteristics and electrophysiological
characteristics; formed functional synapses with muscles; and had engraftment ability and
sensitivity to de-generative stimuli similar to MNs from other sources [46]. Recently,
a new functional evaluation method, high-density microelectrode arrays (HD-MEAs),
was employed in research on neuron physiology at different scales, from networks to
single neurons to subcellular characteristics. The effects of neuroactive compounds were
evaluated by HD-MEAs [47]. The results indicated that iPSCs-MNs had many of the same
characteristics as both ESCs-MNs and endogenous spinal MNs. These findings further
confirm the possibility of using iPSCs-MNs as the source of MNs for studying motoneuron
diseases [48]. Therefore, iPSCs-MNs are being explored for the disease modeling of motor
neuron diseases (such as ALS).

SOD1 is an antioxidant enzyme that can protect cells from the influence of reactive
oxygen species (ROS) and reduce levels of superoxide [49]. It was found to be a causative
gene of familiar ALS, and mutant SOD1 MNs recapitulated ALS phenotypes. In SOD1
mutant human iPSCs-MNs, the following features have been observed. One study demon-
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strated that iPSCs came from patients with SOD1 gene mutations differentiated into spinal
MNs, which showed neurofilament aggregation and neurite degeneration that was closely
related to abnormal neurofilament regulation [50]. Another study found that iPSC-derived
SOD1+/A4V MNs exhibited disorders in mitochondria, morphology and movement, and ex-
hibited endoplasmic reticulum stress induction. Further, SOD1+/A4V hiPSCs-MNs showed
shorter cell survival that could be saved through gene correction [51]. Afterwards, the
accumulation of misfolded mutant SOD1 proteins in iPSCs-MNs was confirmed. The
proteins played a pathological part in SOD1 mutant ALS, and the survival rate of ALS MNs
decreased, indicating that ALS MNs were more prone to cell death than control MNs or
mutation-corrected isogenic ALS MNs [52].

After SOD1, C9orf72 was identified as an ALS-related gene in 2011. European ALS
populations are most likely to have this gene mutation [53]. Compared with SOD1, C9orf72
mutation has been studied more in hiPSCs. In 2013, Donnelly et al. confirmed that C9orf72
ALS iPSCs exhibited toxic RNA foci and repeat-associated non-ATG (RAN) translation
pathology; C9orf72 ALS iPSC neurons were highly susceptible to glutamate-mediated
excitotoxicity [54]. Almeida et al. reported the presence of RAN translation in some
iPSC-derived human neurons with C9orf72 mutations. These neurons showed significantly
elevated p62 levels and increased sensitivity to cellular stress induced by autophagy in-
hibitors [55]. It suggested that compromised autophagy function might represent a novel
underlying pathogenic mechanism. Later, Westergard et al. found RAN translation in
C9orf72-ALS/FTD could be driven by neuronal excitation and stress in patient-derived
spinal MNs [56]. Dipeptide repeat proteins (DPRs) are generated through RAN translation.
They aggregate in neuronal inclusions and might be toxic [57]. Poly GR, one of the DPR, was
proved to increase oxidative stress and DNA damage in iPSC-derived MNs [58]. GGGGCC
repeat expansion compromises nucleocytoplasmic transport in hiPSC-derived neurons
with C9orf72 mutation [11,59]. The expansions are associated with altered endoplasmic
reticulum calcium homeostasis and stress granule (SG) formation in iPSCs-derived neurons
from patients with ALS and FTD [1]. Impairment of mitochondrial calcium buffering links
mutations in C9orf72 and TARDBP in iPSCs-MNs from patients with ALS/FTD [60]. Recent
research showed the disruption of endoplasmic reticulum (ER)-mitochondria tethering and
signaling in C9orf72-associated ALS and FTD. Neurotoxic C9orf72-derived DPRs disrupted
the VAPB–PTPIP51 interaction to perturb IP3 receptor-mediated delivery of Ca2+ from ER
stores to mitochondria, a key ER-mitochondria signaling function. The findings described a
new molecular target for C9orf72-mediated toxicity [61]. On the whole, mutant C9orf72 has
a variety of pathological ALS phenotypes, including RNA foci formation, DPRs generation,
excitotoxicity, SG formation and endoplasmic reticulum mitochondrial destruction. In the
iPSCs-MNs of ALS patients carrying C9orf72 hexanucleotide amplification, researchers
studied DNA, RNA, epigenetics and proteins, and then identified novel and known dys-
functional pathways, hoping to find new targeted molecular pathways and target proteins
to affect disease progress [62].

Mutations of other genes are also studied using iPSC models. TARDBP encodes TDP-
43, which is the main protein component of cytoplasmic inclusion bodies found in sALS,
and TDP-43 deposition has been proven to have toxic effects on motor neurons. In 2012, the
establishment of iPSCs with TDP-43 M337V was reported [63]. TARDBP hiPSCs-MNs show
TDP-43 aggregates in cytoplasm, shorter neurites, mitochondrial calcium buffer junction
damage, neuron loss and pathological neurofilament abnormalities, but the neuron loss
was not related to TDP-43 mislocation or aggregation [60,64,65]. Among those findings,
mitochondrial Ca2+ uptake disorder is a common characteristic of ALS caused by C9orf72
and TARDBP mutations. In addition, a study of iPSCs-MNs and TDP-43 mutant mice
determined that cycloguanylic acid (GMP)–AMP synthase (cGAS), a cytoplasmic DNA
sensor, caused upregulation of the cytokine profile of neuritis when TDP-43 entered the
mitochondria and released DNA through the permeability transition pore [66].

FUS is an RNA/DNA binding protein, which is mainly located in the nucleus and
plays a role in many processes, such as transcription, splicing and DNA repair [67]. In ALS-
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FUS, FUS can undergo liquid–liquid phase separation (LLPS), which is proved suppressed
by its nuclear import receptor and arginine methylation [68]. LLPS, followed by cytoplasmic
FUS aggregation, is considered to be an important pathogenesis [69]. Liu et al. found
significant cytoplasmic mislocation of FUS and more cytoplasmic FUS protein aggregation
in iPSCs-MNs produced from the patient with the FUS-P525L mutation compared with the
healthy control, which suggested the FUS-P525L mutation disrupts FUS protein transport
into the nucleus because of a lack of interaction between transportin and the nuclear
localization site [70]. Higelin et al. discovered cytoplasmic FUS mislocation, an increased
number of FUS positive SGs along neurites and increased DNA damage foci in hiPSC-MNs
with FUS mutation following hyperosmolar stress or irradiation. The amount of FUS
mislocation was positively correlated with the onset of human diseases (the earlier the
onset of the disease, the higher the FUS mislocation) and the maturation status of motor
neurons [67]. Other studies revealed alterations in autophagy, axonal RNA transport and
neuromuscular junction stability in hiPSCs or hiPSCs-MNs carrying a FUS mutation [71–73].
Recently, it was revealed that in sporadic ALS iPSCs, factors that affect the accumulation of
nuclear RNA polymerase II (RNAP II) transcripts regulate the nucleocytoplasmic balance
of FUS, and the reduction of RNAP II transcripts can cause the mislocation of FUS to the
cytoplasm in ALS patients [74].

However, representing only the pathophysiology of a few patients with ALS (fALS) is
a common limitation of these models, which helps explain why drugs that perform well
in preclinical studies continue to fail in clinical trials. Therefore, it is urgent to establish
a representative model of ALS with less well-understood genetic backgrounds, such as
sporadic ALS, since it affects many more patients. Currently the establishment of sporadic
patient-specific iPSCs lines is flourishing [75]. Researchers reprogram sALS patients’ fi-
broblasts into iPSCs, which then differentiate into neurons with a disease phenotype. This
provides a cellular model in which to study disease mechanisms and pursue drug discovery.
One study demonstrated that MNs derived from 303 sALS patients showed TDP-43 aggre-
gation [76]. Using high-throughput screening, researchers found a small-molecule drug
that regulates TDP-43 aggregation and proved that patient-derived iPSCs could be used
to screen drugs based on disease models. Another study revealed that, across the broad
gene spectrum of differentiated MNs in patients with sALS, mitochondria participated
in the establishment of autonomous mechanisms related to sALS [77]. Sun X et al. also
demonstrated that TDP-43 protein change, neurofilament inclusion and mitochondrial
distribution damage were common early pathologies in sporadic ALS [78]. Researchers also
developed a smart phone system to conduct a multiomic analysis of the spinal cord neurons
differentiated from iPSCs of fALS and sALS patients, including whole genome sequencing,
RNA transcriptomics and proteomics, generating comprehensive data for analysis in hopes
of establishing a new model to better understand the mechanism of disease [79].

Based on the above findings, we explored the relationship between the genotype and
phenotype of ALS disease and discovered that nucleocytoplasmic transport defects were
detected in hiPSCs-MNs of C9orf72 and TDP43 mutant patients, but not in SOD1 ones,
indicating that different genotypes may cause MNs degeneration through different mecha-
nisms. One interesting study indicated that hiPSCs-MNs derived from some SOD1, FUS
and C9orf72 all exhibited hyperexcitability associated with decreased cell survival, despite
differences in firing patterns [80], which suggested that different genotypes may express
similar phenotypes. These lines of evidence demonstrate the overlap and heterogeneity
of pathological phenotypes in iPSC models of ALS. It is worth noting that iPSCs and their
derivatives may retain some epigenetic memory of donor cells under the influence of the
cells of origin, but whether this will affect the pathological expression of iPSC-differentiated
cells, resulting in some negative functional effects, still requires further study and analysis.

In conclusion, the development of ALS modeling with patient-iPSCs provides an
exciting opportunity to probe molecular phenotypes underlying disease pathology and
mechanisms of ALS within human cells. What is more, it provides a new broader scope
for drug screening. This technology can model not only familial, but also sporadic ALS,
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expanding the scope of study and offering personalized or targeted treatment methods.
These have greatly broadened the research vision of ALS.

3.2. iPSC-Derived Glial Cells in ALS Modeling

In 1996, glutamate transport defects were found in the spinal cord and motor cortex
of ALS patients. This defect seems to be due to the selective deletion of astrocyte-specific
glutamate transporter EAAT2 [81], which confirms that astrocytes may be associated
with ALS, and this non-cellular autonomous contribution is important for pathogenesis.
Subsequently, several studies demonstrated that ALS disease progression is regulated
by neurons and other non-neuronal cell subtypes; that is to say, the effect of ALS is not
limited to neurons. We will learn more about the onset, progression, and symptoms of
ALS by studying the impact on glial cells, which should help us better understand the
complex relationship between different nerve cells in healthy people and patients with
ALS. However, here we focus on the progress of hiPSCs-derived glial cells in ALS patients.
hiPSCs-derived astrocytes and microglia provide a promising platform from which to
investigate the effects of ALS mutation on glial cells and the interaction between glial cells
and MNs.

The method of differentiating astrocytes from hiPSCs usually consists of four main
phases, as described by Tyzack et al. [82]. Unlike astrocytes derived from hiPSCs, which
have been studied for more than 10 years, microglia derived from hiPSCs have not been
studied until recently. Typically, microglial protocols for differentiation from iPSCs also
consist of four steps, as described by Muffat J et al. [83]. Human iPSCs-glial cells are similar
in terms of morphology, gene expression and function to human primary glia.

Astrocytes are the most abundant type of glial cells in CNS and play roles in the
development and function of neurons. Their dysfunction is related to several nervous
system diseases (such as ALS). In 2017, researchers observed a greater accumulation of
p62 in MNs treated with patient astrocyte-conditioned medium, along with increased
expression of SOD1. These results suggested that patient astrocytes might regulate the
death of MNs by impairing autophagy mechanisms [84]. In 2019, Anastasya et al. showed
that human astrocytes with mutations of C9orf72 or SOD1 reduced the survival of MNs.
Dysfunction and neurotoxic factors released by astrocytes may cause their toxicity [85]. One
study showed that mutated astrocytes show RNA foci and dipeptide duplication in ALS
pathology, which was consistent with the pathology of C9orf73 mutant ALS. In addition,
during co-culture, the output of action potentials by MNs was damaged, which could be
reversed by the repeated amplification of excision C9orf73 mediated by CRISPR-Cas-9 [86].
iPSCs-MNs and astrocytes were studied in Cu/Zn-SOD1L39R-linked ALS patients. In MNs
cultured with astrocyte-conditioned medium, the expression of the SG marker protein
G3BP1 was increased, the expression of caspase 3/7 was upregulated, and autophagy
was overactivated. The secretome of astrocytes from patient iPSCs reflected significant
oxidative stress in MNs [87]. In 2022, it was proved that the cytokine secretion by a sALS
patient’s iPSCs-derived astrocytes was regulated by the mTOR/ULK1/Beclin-1 pathway.
Exogenous inhibition of the mTOR–autophagy pathway increased the levels of cytokine,
which reduced the viability of motor neurons [88]. These findings prove that iPSCs-derived
astrocytes can express dysfunction of themselves and modulate MN death in a non-cell
autonomous manner, such as via the autophagy pathway.

Microglia are immune cells of the CNS. They play a role in various aspects of brain
development, plasticity and stability through specific recognition, phagocytosis and degra-
dation. A recent report indicates that microglia affect neurofilament deposition in ALS
iPSCs-MNs. Using iPSCs derived from a group of identical twins with ALS, astrocytes
and microglia were evaluated for their effects on neurofilament protein expression and
accumulation in MNs. It was found that the transcriptional level of three neurofilament
subtypes of MNs increased. It was further seen that astrocyte-conditioned medium and
microglial-conditioned medium influenced the neurofilament deposition of MNs. These
results suggest that neurofilament pathology might be modified by glial-secreted factors
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in ALS iPSCs-MNs [89]. Another report indicated that the P525L mutation caused FUS
protein to be mislocated from the nucleus to the cytoplasm. Homozygous P525L mutation
disrupted the transcriptome, and many differentially expressed genes were related to the
function of microglia [90]. Whole genome sequencing showed that interleukin 18 receptor
helper protein 3’UTR (IL18RAP 3’UTR) variation was greatly enriched in the non-ALS
genome and was linked with a fivefold reduction in the risk of ALS. Further studies demon-
strated that IL18RAP 3’UTR variants might prevent ALS, because they can reduce the
neurotoxicity of microglia derived from human iPSCs [91]. The above-referenced studies
confirm that microglia are involved in ALS pathophysiology.

Oligodendrocytes wrap the axons of neurons to form a thick myelin sheath, which
enables quick transmission of electrical signals. Oligodendrocytes communicate with other
cell types of the CNS in a variety of ways, including by secreting nutrient factors to regulate
the size of neuronal axons and the distribution of ion channels in axons [92]. Although
oligodendrocytes can be produced from hiPSCs, studies focus mainly on demyelinating
diseases, such as multiple sclerosis. Because that process is reported rarely in ALS, we will
not go into detail here.

Besides acting on neurons, glial cells also interact with each other. Activated microglia
secrete Il-1 α, TNF and C1q to induce type A1 astrocytes (a subtype of reactive astrocytes),
causing them to lose the capacity to improve neuronal survival, growth and synaptogenesis,
finally leading to the death of neurons [93]. Gaining a deeper understanding of the molecu-
lar interactions between cells in ALS will lay a biological foundation for determining correct
drug targets to successfully attack ALS diseases. Studying intercellular communications
will better arm us to combat ALS.

The study of hiPSCs-derived glial cells has improved our comprehension of the
pathology and mechanisms of ALS. ALS affects the entire neural network as a multi-
factorial disease, including MNs and glial cells. Although interactions among glial cells
have been demonstrated in ALS, it is a puzzling problem what induces neuroinflammation
and how these changes lead to neurodegeneration. We suggest that ALS treatment strategies
must target MNs and glial cells to eliminate nervous system damage. It will be essential to
systematically investigate glia across different genotypes. The control of neuroinflammation
by regulating the communication between MNs and glial cells is currently an active area of
study regarding therapeutic strategies for ALS.

In summary, the modeling of ALS using iPSCs and research into changes in disease-
associated cells not only lay a sound theoretical basis for pathogenesis, but also facilitate
drug screening and cellular treatment of ALS. Continuing to expand the collection of
phenotypes of related cell types from iPSCs in ALS patients, tracking the progress of
the disease and summarizing physiological and pathological manifestations will all help
achieve valuable insights into the physiological and pathological characteristics of ALS,
and open up prospects for identifying new mechanisms and provide new perspectives for
determining new treatment methods.

4. Cell Therapy of ALS

Given its low endogenous repair ability, degeneration and damage of the CNS are diffi-
cult to cure. iPSCs have unlimited self-renewal ability and can differentiate into ectodermal
cells, providing a feasible source of nerve cells for transplantation, and the transplantation
of neural derivatives of iPSCs is a promising approach for clinical applications of cell
therapy for ALS.

Because MN loss is one of the main features of ALS, replacing damaged MNs is a
tempting strategy. However, cultured MNs are generated mainly for modeling ALS dis-
eases; few studies have directly transplanted cultured MNs to replace damaged MNs. The
reasons may include that transplanted MNs no longer divide and must form neuromuscu-
lar synapses by precise long-distance axon pathfinding to the target muscle and become
involved in the formation of physiologically functional synapses. Thus, direct replacement
of degenerating MNs with iPSCs-MNs may not be a feasible treatment strategy for ALS.
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There is mounting evidence that the curative effects of cell therapy are based on
paracrine effects, rather than the survival of transplanted cells [94]. Causes of MN de-
generation in ALS include defective neuron–glial communication or lack of nutritional
support [95,96]. Transplantation of iPSC-derived glial cells to improve the environment of
MNs may be an effective treatment. Sareen et al. differentiated iPSCs into neural progenitor
cells (NPCs) with a spinal cord phenotype. Transplanted iPSC-derived NPCs survive well
in the spinal cord and differentiate into astrocytes [97]. Takayuki et al. cultured iPSCs
into glial-rich NPCs and transplanted them into an ALS mouse model. The transplanted
cells differentiated into astrocytes, which upregulated the survival of neurotrophic factors
and activated cells and prolonged the life of mice in the treatment group. The results
demonstrate the efficacy of iPSC-derived glial cells in the treatment of ALS [98].

iPSCs can differentiate into NPCs or neural stem cells (NSCs) under different trans-
formation conditions. Then, NPCs or NSCs can differentiate into neurons, astrocytes
or microglia. In theory, transplanted iPSC-derived NPCs (iPSCs-NPCs) or iPSC-derived
NSCs (iPSCs-NSCs) could directly replace dead MNs in the host and reestablish intercon-
nections to resume motor control of voluntary muscles in ALS patients. Transplanting
human iPSCs-NPCs or iPSCs-NSCs into the brain or spinal cord to take the place of lost
cells, regulating the injurious environment to protect and regenerate host neurons, is a
potentially significant therapeutic strategy for ALS. In 2013, it was proved that NPCs
derived from human iPSCs survived and differentiated upon transplantation into a rat
model of ALS [99]. Monica et al. then isolated a group of specific NSCs from human
iPSCs and evaluated the effect of the NSCs on ALS mice after intrathecal or intravenous
injection. The results showed that neuromuscular function was improved, and the motor
unit pathology of the ALS mice in the treatment group was ameliorated, and survival was
significantly prolonged compared with the control ALS mice [100]. In 2016, it was found
that the transplantation of iPSCs-NSCs fragments into SOD1G93A transgenic ALS mice
protected MNs, promoted their ability to maintain the integrity of neuromuscular junctions,
induced new axon germination and reduced the proliferation of glia cells. Co-cultured
toxic ALS astrocytes with human ALS-derived MNs, iPSCs-NSCs can enhance neuronal
survival and the axon growth of MNs and act on autonomic and involuntary ALS disease
characteristics [101]. Recently, Rosati et al. actively sought the establishment of stable hu-
man iPSCs-NSCs lines for cell therapies [102]. Nizzardo et al. explored the mechanism by
studying the role of the intraspinal injection of iPSCs-NPCs in SOD1G93A transgenic rats.
The results demonstrated that the transplantation of iPSCs-NPCs clearly preserved MNs,
slowed disease development and prolonged survival in all treated animals. Application of
iPSCs-NPCs protected the perineural net surrounding the preserved MNs [103].

In summary, which type of cell product (single cells, aggregates or organized tissues)
is applied to cell replacement therapy will vary according to the situation of the disease.
For instance, purified single-cell suspensions of dopamine neurons are most suitable for
use in Parkinson’s disease. However, aggregates of NSCs/NPCs may be more available
for transplantation in ALS. Studies have shown that iPSCs-NSCs and iPSCs-NPCs can
effectively bind to host tissue parenchyma after transplantation, differentiate into glial cells
and neurons, and exert positive effects through the release of growth factors and immune
regulation [104]. However, there are still a number of barriers to overcome, including the
duration of NSC and NPC survival within tissues and the potential for tumorigenicity.

However, how to transfer cell therapy from laboratory and experimental animals to
clinical application is still a difficult problem that requires considerable efforts. In order to
obtain accurate and repeatable data in future preclinical and clinical trials, it is necessary to
establish a standardized cell preparation and transplantation scheme (Figure 3) [105,106].
Although autologous iPSC therapy has potential benefits, it also has some limitations, such
as higher medical costs and a long-time preparation. So, it is necessary to establish cell
banks. When preparing cells, we need to take into account the differences between cell lines,
which usually include genetic variation and epigenetic differences. The genetic variation is
related to the genetic background of the donors and the mutations in the process of cell
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derivation, while the epigenetic difference is related to the epigenetic memory of the cells,
culture conditions and reprogramming methods [107]. The iPSC lines have shown greater
diversity than ESCs. One way to solve the variability of donors is to significantly increase
the number of copies in the control group and patients. The Answer ALS (AALS) analyzed
the variability of hiPSC donors by analyzing data from MNs differentiated from more than
1000 patients and control groups to obtained cell lines with different characteristics [79].
This is conducive to subtype identification and a better understanding of the underlying
mechanism of disease. The impact of potential abnormalities obtained by hiPSCs should
also be considered. Chromosome aberration is generally considered to be a serious hazard,
so hiPSCs carrying this change are usually excluded from clinical use. However, there is no
routine test for epigenetic aberration [108]. In addition, advances in genome engineering
have significantly improved the ability to control the genetic variability between individuals
by correcting disease-causing mutations in hiPSCs to generate isogenic controls [109]. In
order to reduce immune rejection after transplantation, according to the experience of
bone marrow transplantation, it is feasible to match the types of three major HLA loci,
including A, B and DR, between the recipient and donor [110]. At present, the most realistic
hiPSC treatment method is based on collecting hiPSC stock from various HLA homozygous
donors. Some HLA homozygous hiPSC bank projects have been started in Japan, Europe
and the United States.
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Some iPSC-based cell therapies are entering clinical trials, but these therapies are
still in their early stages, and safety and effectiveness remain critical issues. In order to
carry out this research in a safe and responsible manner, it is crucial to understand the
developmental mechanisms underlying cell differentiation, multicellular cell interaction,
tissue homeostasis and repair in each case. In conclusion, continuous clinical trials, a
great quantity of patients and long-term follow-up should be properly adjusted to obtain
significant insights into the efficacy, safety and feasibility of stem cell therapy for ALS in
the future. Much work must be undertaken to achieve the maximum benefit of stem cell
therapy for ALS.

5. Drug Screening of ALS

It has been 15 years since the advent of iPSCs technology, and its applications continue
to expand. Given the progress of cell therapies using iPSC derivatives and the use of
disease-specific iPSCs for pathological analysis, the safety and efficacy of drug development
using iPSCs is booming. Using iPSCs from patients’ somatic cells, researchers can directly
obtain pathogenic cell types with the same disease mechanisms from patients for drug
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development. Several groups have undertaken human iPSC-based drug development and
drug repositioning for ALS (Table 2), which has the potential to overcome the species-
related restrictions of animal models.

Table 2. Candidate drugs and compounds for ALS developed by iPSCs-disease models.

Name Functions Reference

Bosutinib
A Src/c-Abl inhibitor; increases the survival of ALS MNs, increases

autophagy, reduces the amount of misfolded
SOD1 protein.

[52]

Retigabine (ezogabine) A Kv7 channel activator; blocks hyperexcitability, improves
MN survival. [80]

ROPI
A dopamine agonist; suppresses neurite retraction and cell death,

inhibits oxidative stress, improves mitochondrial function, inhibits
TDP-43 and FUS aggregation.

[111]

Compound #56 An inhibitor of SOD1-Derlin-1 interaction; ameliorates ALS pathology
in MNs, delays onset and prolongs survival of ALS model mice. [112]

Mitoxantrone Contains extended planararomatic moieties; prevents TDP-43, FUS
from forming SGs. [113]

SAHA, RGFP109 Histone deacetylase inhibitors; reduce loss of nuclear FUS, rescue the
DNA repair response (combined with arimoclomol). [114]

Niclosamide A STAT3 inhibitor; prevents TDP-43 mislocation, degrades TDP-43
aggregates, activates mitophagy, attenuates morphological changes. [115]

Many current ALS drug-screening platforms were built on iPSC technology. Imamura
K et al. generated iPSCs-MNs from ALS patients with SOD1 mutations. Using this phenotypic
assay, they performed a high-throughput screen of 1416 compounds. It was found that Src/c-
Abl inhibitors ameliorated the degeneration of MNs in ALS. Src and c-Abl are ubiquitous
nonreceptor tyrosine kinases that directly block targets of Src/c-Abl, like bosutinib. Results
showed that the positive effect of bosutinib might be related to an increase of autophagy, and
bosutinib treatment may reduce the amount of misfolded SOD1 protein in MNs. Among
iPSCs-MNs from 11 patients with fALS or sALS, bosutinib treatment increased ALS MNs
survival in all patients with fALS and in some with sALS [52]. Bosutinib has been administered
to ALS patients in clinical trials to assess the safety and tolerance [116,117].

Fujimori et al. developed a case clustering system capable of subdivision according
to the in vitro characteristics of heterogeneous sALS models. They evaluated multiple-
phenotype rescue using drug screening and considered ropinirole (ROPI) a candidate [118].
ROPI is a non-ergoline dopamine, which was identified from 1232 FDA-approved drugs.
ROPI inhibits the ALS-related phenotypes FUS/TDP43 mislocation, stress particle forma-
tion, MN death/injury and neurite regression in iPSCs-MNs from ALS patients, especially
in sALS. ROPI had a positive effect on the inhibition of neurite retraction and cell death.
However, ROPI does not appear to have a sufficient effect on fALS patients with the
SOD1 mutation. The mechanism of action of ROPI could be (1) to inhibit oxidative stress,
(2) to inhibit TDP-43 and FUS aggregation or (3) to improve mitochondrial function [111].
Considering the results of better brain delivery and tolerability of ropinirole hydrochloride,
including possible adverse effects, ropinirole hydrochloride was finally found. Now, ROPI
hydrochloride has been used in ALS clinical trials [119].

Brian et al. found that the hyperexcitability detected in ALS patients was reproduced in
iPSC-MNs with SOD1, C9orf72 and FUS mutations, using multielectrode arrays and patch-
clamp recordings. When tested in SOD1-mutated ALS cases, the Kv7 channel activator
not only blocked hyperexcitability, but also improved motor neuron survival in vitro [80].
Retigabine (ezogabine) was confirmed as a prospective candidate for ALS therapy; it is a
potassium Kv7 channel activator approved by FDA for epilepsy. Boudewijn et al. used
computational models to explain complicated excitability changes in a recent study of
18 ALS patients and analyzed how retigabine worked for human myelinated motor axons.
Compared to baseline, the difference in excitability after administration was well simulated
by the hyperpolarization shift of the half-activated potential of the slow potassium (K+)-
channel. These observations confirmed that ritigabine slows K+-channel gating [120].
Recently, a randomized clinical trial demonstrated that ezogabine reduced the excitability



Cells 2023, 12, 971 13 of 21

of cortical and spinal MNs in ALS participants [121]. Further research is needed to ascertain
whether long-term therapy slows disease progress and continues to reduce excitability.

In addition to the above three drugs, iPSC-derived cells also provide tools for the study
of other drugs or small molecular compounds. Experiments using iPSCs technology to extract
compounds for pathological analysis are focused on the treatment of ALS. Tsuburaya et al.
screened about 160,000 compounds and identified some low-molecular-weight compounds
that inhibit the interaction of 122 SOD1mut and SOD1-Derlin-1, greatly improving the pathol-
ogy of patient-induced multipotent stem-cell-derived MN and ALS in model mice. This
indicated that the SOD1-Derlin-1 interaction contributes to the pathogenesis of ALS and
is a prospective drug target for ALS [112]. Fang et al. performed a high-content screen to
identify molecules that changed SG properties in hiPSCs-MNs. They found that several hit
compounds containing extended planararomatic moieties could prevent the recruitment of
TDP-43 and FUS into SGs, and proposed that compounds with planar moieties contain a
target point for small-molecule therapy for ALS/FTD [113]. Kuta et al. demonstrated that
histone deacetylase (HDAC) inhibitors, such as SAHA, RGFP109 and arimoclomol, reduce
the loss of the disease marker nucleus FUS, and in iPSCs-MNs with the FUSP525L mutation,
HDAC inhibition restored the DNA repair reaction, pointing out a variety of neuroprotective
mechanisms of HDAC inhibitors and arimoclomol [114]. Choi et al. discovered that inhibition
of the PP1-Drp1 cascade could prevent ALS-related symptoms, including mitochondrial
breakage, mitochondrial complex I injury, axonal degeneration and cell death. These findings
suggest that the regulation of PP1-Drp1 activity might be a potential target for ALS treat-
ment [122]. Kato et al. demonstrated that STAT3 inhibitors (such as niclosamide) can prevent
TDP-43 mislocation and degradation, and reduce morphological changes, which suggested
niclosamide as a therapeutic candidate for ALS [115].

There is still the need to clarify whether the mechanisms of action of these drugs and
compounds share a common pathway and how much the responder populations overlap for
each drug. To this end, it is crucial to subdivide ALS according to clinical features, biomarkers
and epigenomic information and to confirm the most appropriate drugs for each subcategory.

In summary, because discovery of new drugs is time-consuming and costly, and
the success rate very low, while traditional transgenic animal models and immortalized
human cell lines cannot offer an accurate system to comprehensively evaluate the exact
impact of drugs on ALS, the emergence of iPSCs technology provides a new modality with
which to address these problems. iPSC modeling provides a platform for the screening of
ALS-related phenotypes, which will also accelerate ALS drug screening and translation
to clinical trials. Precision medicine approaches using iPSCs have already been applied
to ALS, and further development of iPSCs as validation tools for disease modeling and
drug discovery will require prediction of patient efficacy from phenotype-saving drugs in
iPSC-derived models to allow stratification of patients on the basis of drug response rather
than clinical characteristics.

6. Other Applications

As technologies continue to develop, iPSC applications are entering a new phase.
Combined with iPSC-based models, a considerable number of new strategies have been
expanded to accelerate disease modeling, cell transplantation and drug screening in ALS,
including three-dimensional (3D) culture technology, microfluidic technology, single-cell
RNA sequencing, genome editing and artificial intelligence (AI).

In addition to single-cell culture and differentiation, multicellular and 3D culture
compositions are now also used to study the interactions of disease-related cells. The 3D
neuromuscular junction (NMJ) organ-chip model was used to co-culture the musculoskele-
tal tract and the hiPSCs-MNs of patients with sALS, which verified that bosutinib combined
with rapamycin could reduce muscle contraction in sALS cultures. The ability to combine
microfluidics and iPSCs technology opens up a new path to study molecular and cellular
ALS phenotypes in vitro. Microfluidic devices can simulate NMJ and provide different
spaces for different cell types, enhancing control of the cellular microenvironment. In
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addition, they can be used with 3D cell culture, which improves the function and maturity
of NMJ [123]. Namboori et al. used single-cell transcriptomics to reveal dysfunctional path-
ways and respective isogenic controls in degenerating MNs from ALS patient iPSCs. They
discovered that activation of SMAD2 (a downstream mediator of TGF-β signaling) was
an important driver of degeneration in SOD1 iPSCs-MNs and demonstrated the utility of
single-cell transcriptomes to map disease-related gene regulatory networks [124]. CRISPR
genome editing offers an advanced technology capable of correcting or introducing any
intended mutation and can also knock out or remove genes according to the needs of
functional research, when combined with iPSCs technology. Eric et al. proposed a method
combining CRISPR-Cas9 editing and droplet digital PCR (ddPCR) technology, coupled
with a locked nucleic acid (LNA) probe. Using this method, they knocked-in or corrected
the known genetic variation of SOD1 and FUS in hiPSCs, proving that the edited cells
could effectively differentiate into corresponding MNs. This appears to offer great potential
to develop human ALS models in culture dishes [125]. To assist diagnosis, Keiko et al.
built an AI-based ALS prediction model using iPSCs. Deep convolutional neural networks
were used to analyze spinal cord motor neuron images of iPSCs from healthy controls and
patients with ALS, and an algorithm was built and confirmed to distinguish them. The
prediction model of the deep learning algorithm based on iPSCs technology can support
the diagnosis of ALS and provide prospective treatments meriting future research [126].

In summary, advances in technology continue to promote the research and develop-
ment of ALS diagnosis and treatment. In the future, automated systems will be used for
cell culture and high-throughput screening of candidate compounds for large-scale prepa-
ration, and deep learning techniques may be helpful in combining phenotypic imaging and
computation with microarray methods for large-scale screening.

7. Conclusions and Challenges

In conclusion, iPSCs provide an excellent model to assess the effects of pathogenic
factors on ALS-related neurons and glial cells due to their easy access and retention of the
genetic background. iPSC technology provides an opportunity to obtain disease-specific
and patient-specific iPSCs for human disease modeling, drug screening and cell therapy. It
brings new hope for the treatment of ALS.

Although iPSCs technology is a powerful tool, it continuously faces various challenges.
(1) Despite the efforts of researchers, the low reprogramming efficiency of iPSCs has limited
their future application. Finding a simple and effective method to improve the efficiency
of reprogramming is a problem worthy of serious consideration and urgent solution.
(2) ALS is a neurodegenerative disease related to age. Since hiPSCs derivatives are more
similar to the fetal stage than the adult stage, hiPSCs-derived cells may not capture the
correct phenotype of ALS disease. We suggest finding a method to promote aging and
applying it to iPSCs-derived cells from ALS patients, including genetic approaches and the
upregulation of key drivers of aging regulators. (3) It is time-consuming and expensive to
collect patient samples, establish iPSCs culture and induce specific neuron and glial cell
differentiation. We propose to prepare cell banks of iPSC derivatives to promote stem cell
clinical applications and future commercialization. Of course, attention should be paid to
selecting the appropriate cell type, ensuring the quality of cell products and formulating
quality standards at various stages of the manufacturing process. (4) While many reports
have shown that iPSCs-derived neural cells can replicate the phenotype of ALS, most of
these cases come from familial cases related to specific gene mutations. For sALS, it is still
challenging to produce cytopathic cells with disease-related phenotypes. We suggest that
sALS should be studied using epigenomic analysis and clustering including advanced
mathematical and scientific methods and AI techniques to discover and fully identify
relevant disease markers. Research conducted to date with aggregated sporadic cases can
provide reliable data for further drug discovery and the formulation of treatment strategies.
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Abbreviations

ALS amyotrophic lateral sclerosis
CNS central nervous system
fALS familial amyotrophic lateral sclerosis
sALS sporadic amyotrophic lateral sclerosis
FDA Food and Drug Administration
iPSCs induced pluripotent stem cells
ESCs embryonic stem cells
MNs motor neurons
hiPSCs human induced pluripotent stem cells
iPSCs-MNs induced pluripotent stem cells derived motor neurons
ESCs-MNs embryonic stem cells derived motor neurons
NPCs neural progenitor cells
iPSCs-NPCs induced pluripotent stem cells derived neural progenitor cells
NSCs neural stem cells
iPSCs-NSCs induced pluripotent stem cells derived neural stem cells
NMJ neuromuscular junction
SOD1 superoxide dismutase 1
C9orf72 chromosome nine open reading frame 72
TARDBP TAR DNA binding protein
FUS fused in sarcoma
NfH neurofilament heavy chain
NfL neurofilament light chain
CSF cerebrospinal fluid
HD-MEAs high density microelectrode-arrays
DPR dipeptide repeat
TDP-43 TAR DNA binding protein 43
RNAP II RNA polymerase II
EAAT2 excitatory amino acid transporter 2
SG stress granule
G3BP1 GTPase activating protein (SH3 domain) binding protein 1
Il-1α interleukin 1α
TNF tumor necrosis factor
C1q complement component 1, subcomponent q
ROPI ropinirole
HDAC histone deacetylase
FTD frontotemporal dementia
STAT3 signal transducer and activator of transcription 3
TGF-β transforming growth factor-β
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