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Abstract: Neurodegenerative diseases affect millions of people worldwide and are characterized
by the chronic and progressive deterioration of neural function. Neurodegenerative diseases, such
as Alzheimer’s disease (AD), Parkinson’s disease (PD), amyotrophic lateral sclerosis (ALS), and
Huntington’s disease (HD), represent a huge social and economic burden due to increasing prevalence
in our aging society, severity of symptoms, and lack of effective disease-modifying therapies. This
lack of effective treatments is partly due to a lack of reliable models. Modeling neurodegenerative
diseases is difficult because of poor access to human samples (restricted in general to postmortem
tissue) and limited knowledge of disease mechanisms in a human context. Animal models play an
instrumental role in understanding these diseases but fail to comprehensively represent the full extent
of disease due to critical differences between humans and other mammals. The advent of human-
induced pluripotent stem cell (hiPSC) technology presents an advantageous system that complements
animal models of neurodegenerative diseases. Coupled with advances in gene-editing technologies,
hiPSC-derived neural cells from patients and healthy donors now allow disease modeling using
human samples that can be used for drug discovery.

Keywords: neurodegeneration; Alzheimer’s disease

1. Introduction

Neurodegenerative disorders such as Alzheimer’s disease (AD), Parkinson’s disease
(PD), amyotrophic lateral sclerosis (ALS), and Huntington’s disease (HD) represent a huge
social and economic burden due to their high incidence, the severity of their symptom:s,
and the lack of effective disease-modifying therapies. Current knowledge of the exact mech-
anisms of these diseases is limited. Moreover, the complexity of these diseases contributes
to the lack of tractable model systems that reliably recapitulate the disease phenotypes,
making the development of effective, disease-modifying treatments very difficult. Tradi-
tional approaches to studying disease, such as the use of human tissue, is restricted almost
entirely to postmortem brain for neurodegenerative diseases. Animal models, though
widely used, fail to comprehensively represent the full panoply of symptoms due, in part,
to disease-critical differences with human physiology. Measurements of subtle changes in
cognition and behavior are also difficult in animals. Although no model system is perfect,
the advent of human-induced pluripotent stem cell (hiPSC) technology [1] has presented an
opportunity to complement the existing assemblage of neurodegenerative disease models.
Coupled with advances in gene-editing technologies, hiPSC-derived neural cells from
patients and healthy donors have created new methods of modeling neurological diseases
in a human context that is just beginning to be exploited for therapeutic purposes.

hiPSCs are produced by reprogramming human cells, obtained from tissues such as
skin or blood, into a pluripotent state, and then differentiated into the desired cell type, e.g.,
neurons, astrocytes, microglia, or oligodendrocytes. This is achieved by first introducing
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fate-determining “pluripotency factors” into the human skin or blood cell. The original
hiPSC conversion method was developed by Yamanaka et al. [1] and introduced the master
transcription factors OCT4, SOX2, KLF4, and c-MYC into human fibroblasts. Methods with
higher efficiency and yield were subsequently developed [2-9]. Importantly, the newer
methods do not use viruses or other approaches that result in the integration of DNA
sequences into the cell’s genome, which has the potential for the aberrant modulation
of genes near the integration sites. While direct conversion (avoiding an intermediate
pluripotent state) of cell types, e.g., fibroblasts to neurons, is also possible and may retain
more epigenetic features [10], this technique does not afford a limitless supply of converted
cells the way the hiPSC platform can by simply expanding the stem cell pool.

2. Methods for Disease Modeling

The brain is composed of various cell types, as well as many regions that differ in their
functional characteristics. Over the last two decades, many differentiation protocols have
been developed for the various cell types of the brain, namely neurons, astrocytes, microglia,
oligodendrocytes, and blood endothelial cells of the blood-brain barrier. Different methods
and modeling strategies determine which cell types are produced, which experimental
questions can be addressed, and how compounds can be screened for drug development.
In this section, we will describe the different strategies for differentiation of pluripotent
neural precursors into terminally differentiated neural cell types.

2.1. 2-Dimentional (2D) Models

The most simplified approach to modeling a disease is by using a cell culture generated
by a single differentiation method. The differentiation method is chosen based on the cells
affected by the disease. For example, to study the interplay between excitatory and
inhibitory cerebrocortical neurons, the dual-SMAD [11] inhibition protocol was developed.
In this protocol, hiPSCs are exposed to patterning signals similar to those during embryonic
development. Inhibiting bone morphogenetic protein (BMP) and the activin/transforming
growth factor (TGF)-f3 pathways is a very well-established way of generating neural
precursor cells (NPCs) from hiPSCs. Then, NPCs are terminally differentiated to neurons in
culture conditions that contain brain-derived neurotrophic factor (BDNF) and glial-derived
neurotrophic factor (GDNF). Several modifications of this protocol have been developed
to manipulate the percentage of excitatory and inhibitory cell populations and to mimic
dorsal vs. ventral signals [12,13]. Such cell cultures contain a mixture of the two types of
neurons, which can easily be characterized using standard electrophysiological techniques.
Single cell RNA-sequencing (scRNA-seq) has been used to further differentiate these cells
into various subtypes [14].

To study PD, differentiation protocols for the midbrain have been developed, specif-
ically for A9-type dopaminergic (DA) neurons, which are the first damaged. hiPSC-
derived A9-type DA neurons (abbreviated hiPSC-DA neurons) can be identified by the
co-expression of key transcription factors such as LMX1A /FOXA2/NURR1, expression of
inwardly rectifying potassium channels (GIRK2), and the capacity to produce pace-maker
activity mediated by Cav1.3 calcium channels. Current protocols take advantage of critical
transcription factors (e.g., OTX2, LMX1a, FOXa2, LMX1b, MSX1, EN1, NGN2, NURR1,
and PITX3) and signaling molecules (e.g., SHH, WNT, and FGF 8) that govern mammalian
midbrain development [15-18]. Most of these methods produce mixed cultures, and the
current gold standard for producing midbrain DA neurons from hiPSCs is the floor-plate
based method [19]. This robust protocol generates cultures containing over 80% of tyrosine
hydroxylase (TH)+ neurons, many of which also exhibit the characteristics of the A9 phe-
notype described above [19-21]. Several improvements to this protocol have been recently
described, including the use of specific substrates that enhance the differentiation and
function of the neurons produced [22] and transcription factors such as myocyte enhancer
factor 2C (MEF2C) to drive A9 differentiation [23].
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To study diseases such as PD, Lewy body dementia (LBD), or HD, a protocol for
GABAergic medium-spiny neurons (MSN) of the striatum, which synapse with DA neu-
rons projecting from the substantia nigra, was developed [24-27]. These striatal neurons
express DARPP-32 (dopamine and cyclic AMP-regulated phosphoprotein, 32 kDa), and
the addition of the Hedgehog agonist purmorphamine and activin A increases the devel-
opment of these neurons. To date, neurons so generated have been mainly used to study
Huntington’s disease [24-27].

In addition to differentiation protocols for generating neurons, protocols have been
developed for differentiating astrocytes using patterning that mimics embryonic develop-
ment. This entails the addition of agents such as ciliary neurotrophic factor (CNTF), nuclear
factor IA (NFIA), and leukemia inhibitory factor (LIF) [28-31], or the overexpression of
various transcription factors, including SOX9 [32]. Many of these protocols require a few
consecutive passages to eliminate neuronal cells and achieve a mature astrocytic state.

Microglia, the resident immune cells of the brain, are involved in pathological mecha-
nisms of disease [33]. Neuroinflammation linked to activated microglia has been described
in AD [34-37], PD [38-41], ALS [42,43], and HD [44]. Since brain microglia originate from
the yolk sac rather than the bone marrow similar to other monocytoid cells, to study the
involvement of microglia in these diseases, recently, protocols have been developed to
recapitulate the differentiation from yolk sac precursors. The aim here is to mimic mature
brain-resident microglia using specific signaling molecules, such as bone morphogenic
protein 4 (BMP4, a member of the TNF-{3 superfamily), interleukin (IL)-3 and IL-6, and
subsequently granulocyte macrophage colony stimulating factor (GM-CSF) or macrophage
colony stimulating factor (M-CSF) and IL-34 [45-49]. Additionally, combinations of cell
types can be generated to try to recapitulate some of their interactions in disease pathogenesis.

2.2. Three-Dimentional (3D) Models

To better model the brain and understand cell—cell interactions, several procedures
have been developed to differentiate neural precursors into a 3D structure in a culture
environment. The first 3D systems maintained surface attachment and incorporated several
cell types [50,51]. For example, Park et al. developed a 3D tri-culture model system that
includes neurons, astrocytes, and microglia in a 3D microfluidic platform [50]. Using this
system to study AD, they showed microglial recruitment, neurotoxic activity, such as axonal
fragmentation, and nitric oxide (NO) release in AD (vs. wild-type (WT)) cultures that
resulted in damage to neurons and astrocytes. Since this system contains several cell types
organized in 3D space, it resembles the human brain more closely than 2D mixed cultures
and thus may provide a better system to model the disease and develop new therapies.

A more advanced 3D culture system would avoid substrate attachment and expand
the cell population as floating 3D organoids [52,53]. Thus, 3D cerebral organoids have
recently been used to better understand the complex cellular interactions in a physical
structure that resembles the brain more than a co-culture system. Using hiPSCs, many
cell types of the brain, including neural progenitor cells, neurons of various subtypes,
oligodendrocyte lineage cells, astrocytes, and choroid plexus cells can be generated within
cortical organoids, and brain microglia can be incorporated as well [53-56]. Similar to
these cortical organoids, approaches now have been developed to make midbrain 3D
organoids [57]. This system is well suited to study PD and LBD; as such, synucleinopathies
often begin with neuronal damage in the midbrain. Such specialized culture systems allow
the study of brain development and pathology in a context that more closely resembles
in vivo brain physiology in humans.

Another progression in the development of 3D organoid culture systems is termed
assembloids. Here, several different organoids reflecting different brain regions or tissues
are cultured together and allowed to form connections. For example, this allows the study
of neuron-muscle interactions [58] or cortex—striatal interactions in an in vitro system [59].
In another example, to better understand different cellular contributions to damage ob-
served during progressive neurodegeneration, there are efforts to include endothelial cells
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and blood vessels in organoids to model the blood-brain barrier (BBB). The BBB is formed
by vascular endothelial cells, pericytes, and astrocyte end-feet, and it enables the sepa-
ration of systemic blood from cerebrospinal fluid (CSF) [60]. In vitro systems have been
developed to model the BBB using endothelial cells and astrocytes [61,62]. Several groups
have also been successful in incorporating hiPSC-derived endothelial cells into organoids
to create a vasculature. In a recent report, vascularization was accomplished from the
outside surrounding matrix as opposed to direct injection into the center of the organoid
to recapitulate early fetal vascular brain development. CD31-positive blood vessels were
found inside and in between rosettes within the center of the organoid [63]. Another group
reported the generation of vessel-like structures with mature BBB characteristics within
cerebral organoids after adding vascular endothelial growth factor (VEGF) to the organoid
culture medium. Further treatment with VEGF and Wnt7a was added to promote the
formation of the outer lining consisting of pericyte-like cells that surrounded the vascular
tubes [64].

Another advancement of the 3D culture system is the intracerebral transplantation of
hiPSC-derived cerebral organoids into mice. In one example, this resulted in the growth of
murine blood vessels into the human tissue, with clear benefits for cell survival and matura-
tion compared with organoids kept in vitro [65]. Moreover, transplanted organoids did not
undergo the extensive necrosis seen in vitro with prolonged culture. After transplantation,
neurons in the innermost regions of the organoid appeared healthy and produced extensive
neural processes decorated with synapses, both within the organoid and in regions of the
host cortex where organoid-derived axons projected. Finally, the authors showed evidence
of maturing neuronal activity.

3. Tools for Drug Discovery

hiPSC can be used to model various diseases and can be adapted for a variety of
methods to screen for and test potential therapeutic drugs. In this section, we will describe
some of the methods to utilize hiPSCs in drug discovery strategies (Figure 1).

3.1. High-Throughput Screening

High-throughput screening (HTS) methods have been developed to evaluate large
libraries of candidate drugs in a cost and time-efficient method. However, due to a high
attrition rate, very few viable drug candidates usually arise from even millions of screened
compounds [66]. HTS can investigate hundreds of thousands of compounds per day or
more. The screening of compounds that have been culled to yield more likely candidate
‘hits” could save cost and time. In this regard, recent advances in artificial intelligence (AI)
and neural network learning as well as in silico library screening with molecular docking
hold the promise for increased screening efficiency. Several readouts may be used for
HTS, including fluorescence labeling methods for specific molecular targets, reporter-gene
luminescent assays for transcriptional activity, mass spectrometry analysis for proteomic
changes, and cell-based phenotypic screens [67]. Another strategy to decrease the time from
initial screening to drug development is using drug repurposing. The ReFRAME collection
(Repurposing, Focused Rescue, and Accelerated Medchem) is the largest such collection of
>13,000 compounds [68]. This collection is composed of FDA- or EMA-approved drugs
as well as compounds with demonstrated safety profiles in humans that can be used for
other indications.
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Figure 1. hiPSC-derived brain models in drug discovery. Diagram illustrating the use of hiPSCs to generate various brain

cells (neurons, astrocytes, microglia) and 3D cerebral organoids, which can be used to model different neurological disorders.
Mpyelin-forming oligodendrocytes can also be modeled with hiPSC differentiation protocols but are not shown here. These
hiPSCs can be used for drug discovery using various methods, e.g., high-throughput screening, CRISPR screening, and

Connectivity Map score for transcriptome correction.

3.2. Connectivity Map

The Connectivity Map (abbreviated “CMAP”) is an emerging approach for drug
discovery that can be used in conjunction with hiPSC platforms. It has been used widely
for cancer drug discovery and is now being applied to neurological disorders [69-71].
CMAP utilizes a collection of transcriptomes obtained from cultured human cells, often
from cancers, and it analyzes the changes in their gene expression profiles after treatment
with bioactive small molecules to discover relationships between the drugs, gene expres-
sion changes, and the phenotypes exhibited by the cells [72]. The CMAP approach uses
a gene signature set consisting of differentially expressed genes (DEGs) in a disease vs.
control condition as a query, and it compares the DEGs against a large reference cata-
logue of drug-induced transcriptome changes obtained from a variety of cell lines. By
using a pattern-matching algorithm, a similarity metric is obtained between a test gene
signature and reference sets, which is transformed to a ‘connectivity score’ ranging from
+1 (positive correlation) to —1 (negative correlation) to reflect the connection between
the expression profiles [72]. The connectivity score indicates whether the exposure to a
particular drug/molecule can accentuate or exacerbate the expression pattern of the gene
set of interest.

The use of CMAP for drug discovery in neurodegenerative diseases using transcrip-
tional profiles of hiPSC-based models of the disease has been limited due to the availability
of full drug profiles focused on a restricted set of immortalized human cell lines, which
do not include hiPSCs. On the other hand, a variety of hiPSC-derived cells such as neural
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stem cells and differentiated cortical neurons have been used for profiling an extensive
drug set as part of the Library of Integrated Network-Based Cellular Signatures (LINCS)
project [73]. However, this profiling is based on a set of 1000 landmark genes, which were
then used to generate full profiles by optimized linear mapping [73]. Several studies have
now started to define CMAP drug candidate expression profiles in additional neurode-
generative disease-relevant cell types such as hiPSC-derived cortical neurons as well as
based on the complete transcriptome. In a recent publication, one group established an
AD transcriptional profile landscape and assayed a series of candidate drugs from the
CMAP database of cancer cell line profiles for their effect on the hiPSC-derived cortical
neuron transcriptome [71]. Out of the 153 hiPSC drug profiles, 51 drugs showed a high
degree of negative correlation with transcriptional changes observed in AD. By pathway
enrichment analysis, these drug candidates were found to upregulate pathways affecting
mitochondrial function and downregulate pathways related to immune response. Since
pathological features related to mitochondrial function and immune response are common
in multiple neurodegenerative disorders, these drug candidates may have wide therapeutic
potential [71]. Interestingly, among the 51 drugs encountered using these methods, 18 were
already known for their neuroprotective ability, providing confidence in the approach [71].
Although it is encouraging to see progress in the use of computational tools for drug discov-
ery, there is a huge unmet need for generating transcriptomic drug-perturbation databases
in hiPSC-derived cell types representing specific brain regions in order to measure drug
responses relevant to the cell types affected in various neurodegenerative diseases.

4. Disease Modeling Using hiPSCs
4.1. Alzheimer’s Disease (AD)

AD is the most common neurodegenerative disorder, and it is characterized by the
aggregation of amyloid 3 (Ap) and Tau proteins, synaptic loss, neuronal cell death, and
resulting memory and cognitive dysfunction [74,75]. Although simulating only limited
features of the disease, transgenic mouse models have been the gold standard for studying
AD pathophysiology. Despite a significant gain in our knowledge of AD pathophysiological
mechanisms from these models, clinical translation remains challenging, resulting in a
lack of effective disease-modifying therapy. One issue with these mouse models relates
to basic difference in rodent vs. human biology. Reprogramming somatic human cells
from AD patients and healthy people (as controls) into hiPSCs, and then differentiating
these cells into various brain cell types, has provided an unprecedented opportunity to
study disease mechanisms in a human context. Moreover, single genetic mutations causing
AD that are amenable CRISPR/Cas9 correction can yield isogenic controls. Additionally,
self-organizing 3D cerebral organoids composed of hiPSC-derived cells, which display
key features of brain-specific cytoarchitecture and network properties, can be utilized
to study complex neural network phenomena in these AD models. Several AD-specific
pathophysiological features have been observed using these human in vitro models, which
can be used as test therapeutic intervention.

4.2. Familial AD (fAD)

fAD presents as an early onset, more aggressive form of AD characterized in most cases
by increased AP42, A340, and AP42/40 ratio. Many cases of fAD result from mutations in
the genes encoding amyloid precursor protein (APP) or presenilin 1/2 (PS1/2). Several
characteristics of the disease have been observed in hiPSC-derived cerebrocortical neuronal
cultures, cerebral organoids, and mixed hiPSC-derived cultures generated from familial
AD patients [76-79]. In addition to neurons, fAD astrocytes and microglia have been shown
to display abnormalities, such as reduced capacity to internalize Ap42 [80-82]. In addition
to aberrant A production, we have shown that hiPSC-derived cerebrocortical neurons
and cerebral organoids manifest hyperexcitability similar to that observed in fAD patients
and fAD transgenic mouse models [83,84]. Mechanistically, this hyperexcitability in fAD
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hiPSC neurons can been attributed to decreased neurite length, synaptic dysfunction, and
abnormal ion channel activity in both the 2D and 3D culture systems [50,81,82].

Several reports have also shown that hiPSC-derived neurons bearing the V717F/G mu-
tation in APP manifest elevated A3 production accompanied by increased soluble (s)APPf3
generation [77,85]. This resulted from the mislocalization of APP in early endosomes, accu-
mulation of APP in the endosomes, and increased cleavage of APP by [3-secretase enzyme
(BACE-1). Enlarged endosomes caused by APP accumulation have been observed in hiPSC
neurons with other fAD mutations such as APP duplication (APPdp) [79]. Interestingly;
BACE-1 inhibition rescued the defects in endocytosis that were observed across several
fAD mutations [85,86]. Additionally, Down syndrome (DS) patient hiPSCs have been used
to study AD because DS patients often develop early-onset AD due to triplication of the
APP gene as part of trisomy 21 [87]. DS hiPSC-derived neurons display increased Af
secretion, which could be reversed by deletion of the extra copy of the APP gene [88-91].
These neurons also exhibited enhanced Tau phosphorylation, which could not be rescued
by deletion of the extra copy of the APP gene, suggesting the presence of Ap-dependent
and independent AD phenotypes in DS [91].

Another prominent feature of AD is the presence of hyperphosphorylated Tau (pTau)
aggregates, which are known as neurofibrillary tangles. Several hiPSC-derived neuronal
models bearing microtubule associated protein tau (MAPT) mutations show tau pathology.
However, since tau pathology is observed in later stages of the disease, it is not observed
in the usual timeframe (=2 months) of in vitro neuronal differentiation [92,93]. Although
tau pathology, i.e., tangles, was absent from such cultures in vitro, hiPSC neurons from
fAD patients did manifest pTau [79,94]. Neurons from hiPSCs bearing an APP duplication
(APPdp) exhibited an increase in glycogen synthase kinase (GSK)-3f3 activity, representing
a major Tau kinase, which was rescued by BACE-1 inhibition [79].

Although several fAD related phenotypes were observed in fAD hiPSC-neurons in
2D cultures, they failed to recapitulate robust extracellular amyloid plaques and neurofib-
rillary tangles; in part, this may have occurred because of low levels of Af3 oligomers,
which were decreased further due to regular media changes [95]. However, 3D cerebral
organoid cultures as well as 3D matrigel systems have shown increased A3 aggregation
and filamentous hyperphosphorylated tau aggregation, thus providing evidence for their
potential use as a model system to understand these disease mechanisms [51,94,95]. In
addition to manifesting A3 and Tau aggregates, cerebral organoids and other 3D systems
can recapitulate the hypersynchronous burst-like neural network electrical activity, which
is commonly observed in humans during early stages of AD [50,84].

4.3. Sporadic AD (sAD)

Unlike hiPSC-derived neurons from fAD patients, most sAD patient-derived neuronal
cells fail to manifest a robust increase in A(342/40 ratio or pTau levels [96,97]. This could
be due to the variability in the genetic background of sAD patients and the contribution
of other factors causing sAD. However, hiPSC neurons from two sAD patients have been
shown to recapitulate elevated A levels, activated GSK-3f3, and pTau [79]. Moreover,
others have observed increased aggregation, GSK-3f activity, and pTau in sAD hiPSC-
derived neuronal cultures [96]. Additionally, sAD neuronal models consistently manifested
endosomal pathology with a decrease in clathrin, which is a protein known to mediate
endocytosis [97]. Furthermore, mitochondrial dysfunction and oxidative stress have also
been implicated in the pathophysiology of neurons and astrocytes in both fAD and sAD.
fAD hiPSC neurons can be used to study the underlying genetically-triggered molecular
events leading to the pathophysiology of AD; sAD neurons may reflect a collection of
genetic single nucleotide polymorphisms (SNPs) that predispose to AD, allowing the
identification of novel AD-associated gene networks [98]. However, it can be argued
that sAD might be better modeled by the direct conversion of neurons from fibroblasts
(so-called hiN cells), thus avoiding the epigenetic changes that occur with an induced
pluripotency stage [79,99].
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One of the major genetic risk factors for sAD is the APOE4 allele. Neurons derived
from hiPSCs expressing different APOE variants have been used to elucidate sAD-related
pathways [100-102]. Both astrocytes and neurons express APOE; however, under normal
conditions, astrocytes are the main cells expressing APOE in the brain. Neurons express
APOE only under stress conditions or trauma [103,104]. Genes associated with lipid
metabolism such as phosphate-containing compound metabolic process-associated genes
such as CROT, LPGAT1, and PLPP3 were upregulated in APOE4 (APOE4/4) hiPSC-derived
astrocytes compared to homozygous APOE3 (APOE3/3) astrocytes [100]. Neurons co-
cultured with APOE4/4 astrocytes displayed decreased amounts of neuronal and synaptic
markers in addition to increased mortality compared to isogenic cultures. These abnor-
malities were due to the inability of these astrocytes to maintain neuronal and synaptic
homeostasis [101]. APOE4/4 patient hiPSC astrocytes secreted less lipidated APOE lipopro-
tein particles compared to APOE3/3 astrocytes. Furthermore, isogenic APOE4/4 astrocytes
produced and secreted less APOE than APOE3/3 cells [101]. Due to a defect in lysosomes,
APOE4/4 astrocytes were less efficient in clearing A342 [100]. Additionally, APOE4/4
hiPSC-derived neurons manifested an increase in A3 secretion and pTau in 2D cultures and
in 3D cerebral organoids [100,102]. APOE4/4 hiPSC neurons also displayed an increase
in early endosomes similar to that observed in sAD and fAD hiPSC neurons [100]. These
abnormalities could be normalized to a great extent by the genetic correction of APOE4/4
to APOE3/3 [100].

Microglia are the second major contributor of APOE after astrocytes and are often
associated with A plaques in the AD brain [105]. Compared to non-APOE4 genotypes,
APOE4/4 hiPSC-derived microglia showed an increased inflammatory reaction with an
increase in immune response genes, whereas genes involved in cell movement and de-
velopment were downregulated [100]. APOE4/4 hiPSC microglia also displayed altered
morphology compared to APOE3/3 microglia and manifested decreased A{342 phagocyto-
sis. Furthermore, when seeded into 3D cerebral organoids, APOE4/4 microglia exhibited
decreased ability to sense and engulf A(342, which resulted in an increase in extracellular
A levels in the organoids [100,106].

These studies and others suggest that hiPSC-derived brain cells can be used to model
several aspects of the pathophysiology of AD in a human context. They may also be able
to provide novel insights into disease-related mechanisms and serve as a screen for drug
discovery, as described further in the next series of sections.

4.4. AD hiPSC-Based Models for Drug Discovery

One of the potential applications of hiPSC-based models of AD is to validate/optimize
current therapeutic approaches for AD in a human context. To date, one such study
employed a fAD hiPSC neuron-based platform bearing a PSEN1(G384A) mutation to
test the effect of >1000 compounds on A production. Of these, six lead compounds
exhibited dose-dependent A {342 reduction; a combination of bromocriptine, cromolyn, and
topiramate showed the most potent anti-Af3 effect, which was further validated in other
fAD and sAD hiPSC neuronal models [107]. With a similar approach, various antibodies
against monomeric and/or oligomeric A species that are currently in human clinical trials
based on their efficacy in AD mouse models could be tested for hiPSC-based models of AD.
One such study generated a medium-throughput platform to evaluate the effects of A3-
specific blocking antibodies on the neurite outgrowth of hiPSC neurons exposed to soluble
Ap-enriched AD brain extracts. This study reported that the addition of three A-specific
blocking murine antibodies (1C22, 3D6, or 266) decreased A[3-mediated toxicity and were
in fact more effective than the murine-derived immunotherapeutics, bapineuzumab and
solanezumab. However, their effectiveness in a human context in comparison to humanized
counterparts of the above-mentioned antibodies is yet to be studied [108]. Interestingly,
our group recently reported that hiPSC-derived microglia react to the antibody/misfolded
protein complexes composed of A or a-synuclein («Syn, which is found predominantly
in PD and LBD but also in AD) with an increased inflammatory signature compared to
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mouse microglia [49]. This provides evidence that therapies effective in mouse models
of AD may not reflect the potential inflammatory side effects found in a human context.
While the Biogen anti-amyloid antibody therapy, aducanumab, was recently approved by
the FDA for the treatment of AD, this was a contentious review process with mixed data
being generated in human trials [109]. Based upon our recent work [49], we speculate that
combating the neuroinflammatory response that is engendered by these antibodies when
bound to their cognate protein (Af3) might improve the overall efficacy of AD treatment
by them.

In addition to studying toxic Af3 species, 3D culture models such as 3D cerebral
organoids have been used to test if specific antibodies can block tau pathology [50,95,110-112].
Determination of the efficacy and optimal dosage of small molecule drug candidates can
also be performed using hiPSC-based AD models. As outcome measures, such studies can
monitor changes in Af3 and/or pTau levels, misfolded-protein associated toxicity, or patho-
logical neuronal hyperactivity, as this parameter has been shown to contribute to synaptic
damage and neuronal cell death [84,95]. For example, nonsteroidal anti-inflammatory drug
(NSAID)-based y-secretase modulation was shown not to be as effective in hiPSC-derived
neuron cultures as in rodent neurons, possibly reflecting its failure in human clinical trials
for AD [95,113]. In contrast, other drugs aimed at decreasing aberrant neural network ac-
tivity in AD, such as NitroSynapsin, showed a positive outcome in hiPSC-derived neuronal
cultures and cerebral organoids [84,114]. NitroSynapsin abrogated the hyperexcitability
observed in hiPSC-derived neurons bearing the PS1 AE9 mutation, PSIM146V mutation,
or APPswe mutation [84]. Among other drugs that showed promise in hiPSC-based AD
models is the small molecule, PH002, which changes the conformation of APOE4 to resem-
ble the conformation of APOE3, leading to the restoration of physiological A340/Ap42
ratios and decreased pTau levels [102].

Recently, by performing multi-omics analyses, using methods such as whole-genome
sequencing (WGS), RNA-seq, and single-nucleus RNA-seq (snRNA-seq) analyzing post-
mortem human brain samples from late onset AD (LOAD), ATP6V1A was predicted to be
a key regulator of a neuron-specific subnetwork most affected by LOAD [115]. In contrast,
by using hiPSC-derived cerebral organoids, we can interrogate early stages of the disease
for molecular modules that may represent novel therapeutic targets, critically, at an earlier
stage of the disease when effective treatment can still be initiated.

4.5. Parkinson’s Disease (PD)

PD is the second most prevalent neurodegenerative disorder; it can be either familial
or sporadic in nature. Pathophysiologically, PD is characterized initially by the loss of DA
neurons in the substantia nigra pars compacta of the midbrain, leading to compromised
motor functions including tremor, rigidity, and paucity of movement. The most common
nonmotor symptom of PD is dementia, with a prevalence of about 80% [116]. Moreover,
a subset of PD patients also exhibit additional cognitive impairments, including deficits
in language, executive function, and psychiatric symptoms, such as hallucinations and
delusions, particularly in patients with Lewy body dementia (LBD) [117]. While advanced
age, oxidative/nitrsoative stress, and other environmental factors and toxins have been
implicated in sporadic PD, several causative genes have been associated with familial
PD [118]. Before the advent of hiPSCs, the commonly used animal and cellular models for
PD were either developed using toxins such as rotenone, MPTP, 6-OHDA, or genetic tech-
niques [119-123]. Although toxin-based models can recapitulate DA neuronal degeneration
and motor deficits, their non-specificity and side effects are major drawbacks. Synaptic
loss may precede neuronal cell death but is not always examined in these model systems.
On the other hand, genetic models, including mutation or knock out of the genes encoding
aSyn, parkin (a ubiquitin E3 ligase), PTEN-induced kinase 1 (PINK1, a mitochondrial
serine/threonine-protein kinase), DJ-1 (a protein deglycase), leucine-rich repeat kinase 2
(LRRK?2), and glucocerebrosidase (GBA), have been generated to gain insight into PD
pathophysiology [124-127]. However, the species-specific differences between neurodegen-
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erative phenotypes observed in animal models vs. humans make the results less conclusive
and clinically translatable. In addition, many animal models do not recapitulate all of the
features of PD such as Lewy bodies and nonmotor symptoms. This has led to a lack of
disease-modifying treatments aimed at delaying demise or even rescuing DA neurons.
Some treatments such as levodopa and dopamine agonists offer symptomatic relief, and
deep brain stimulation may result in prolonged improvements in motor function and de-
creased dosage of dopamine agonist drugs for PD patients. While dopamine agonists help
with bradykinesia for a number of years, their effectiveness eventually wanes, making cell
replacement therapy important for future intervention [128,129]. The monoamine oxidase
(MAO)B inhibitor rasagiline has been reported to slow disease progression [130], but this
effect remains contentious. In any event, these treatments are far from ideal and there is still
room for improvement to develop more effective therapies against PD. hiPSC technologies
have enabled the generation of DA neurons from individuals who suffer from familial or
sporadic PD and allowed the study of interactions between genetic and exogenous factors
involved in PD pathogenesis, the development of new drug therapies, and early clinical
trials for cell replacement therapy [131]. A combination of cell replacement therapy with
other approved drugs could prevent or delay further recurrence of the neuronal damage.

4.6. Familial PD (fPD) Modeling

Several studies have shown that hiPSC-DA neurons bearing various PD-causing ge-
netic mutations manifest several pathophysiological features of the disease, as observed in
patients. A critical feature of PD is the appearance of Lewy bodies, which are comprised of
aggregated and/or misfolded «Syn as well as additional misfolded proteins. Several muta-
tions in SNCA, the gene encoding aSyn, including A53T and E46K, as well as duplications
and triplications have been described in familial forms of PD.

Similarly, SNCA point mutations and triplications have been found to cause accumu-
lation of «Syn protein in hiPSC-DA neurons [20,132]. hiPSC-derived DA neurons bearing
triplicate SNCA produced twice the normal levels of aSyn, overexpressed oxidative stress
markers, and manifested lysosomal dysfunction [133,134]. Furthermore, the presence
of high levels of aSyn in these neurons was associated with decreased axonal density
and synaptic degeneration [135]. Importantly, the observed pathology could be reversed
by knocking out endogenous «Syn in hiPSC-DA neurons bearing the triplicated SNCA
gene [136]. Similar to the effect of triplicated SNCA, hiPSC-DA neurons with A53T or E46K
point mutations in the SNCA gene exhibited aSyn aggregation resembling Lewy body-
like pathology, dysfunctional mitochondrial axonal transport, and abnormally increased
reactive oxygen and nitrogen species (ROS/RNS) [20,133,134]. The resulting nitrosative
stress was found to cause aberrant protein S-nitrosylation of transcription factor MEF2C,
leading to peroxisome proliferator-activated receptor y coactivator (PGC)-1x-mediated
mitochondrial dysfunction and apoptotic cell death in hiPSC-DA neurons [20]. Several
models for «Syn transmission have been described, using an external source of xSyn
(in the absence of mutation) [137,138]. Recently, using hiPSC-derived neurons, disparate
strains of aSyn induced different degrees of neuronal damage and propagation. Fibrils
and ribbons were transported between neurons and induced mitochondrial damage [139].
Moreover, aSyn oligomers disrupted anterograde axonal transport of mitochondria as a
result of subcellular changes in transport-regulating proteins and energy deficits, with con-
sequent synaptic degeneration [140]. Finally, we have recently shown that aSyn oligomers
induce extrasynaptic NMDAR activity via both direct effects on the receptor and astrocytic
glutamate release, contributing to synaptic loss in hiPSC-derived neurons [141].

Another gene implicated in fPD is LRRK2, with mutations associated with both
familial and sporadic forms. More than 50 different missense and nonsense mutations
in LRRK2 have been reported to date [142], most of which manifest gain of function
attributes. Of those, the G2019S mutation has been extensively studied [143,144]. Mito-
chondrial dysfunction, autophagy defects, and DA neuronal degeneration were observed
in hiPSC-DA neurons bearing the LRRK2 mutation G2019 [145-148]. Other LRRK2 mu-
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tations such as G2385R, R1628P, N551K, and S1647T show similar mitochondrial defects,
disrupted calcium homeostasis, abnormal synaptic vesicle trafficking, and other PD-related
phenotypes [149-151]. Three-dimensional (3D) midbrain organoids bearing the LRRK2-
G2019S mutation, when compared to isogenic, gene-corrected controls, recapitulated
several PD-related pathological features [147]. These mutant organoids exhibited an in-
crease in mitophagy, accumulation of phosphorylated «Syn in endosomes, and neuronal
damage [147].

PINK1 and Parkin mutations in hiPSC-DA neurons cause neurite degeneration,
DNA damage, increased mitochondrial ROS, and mitochondrial enlargement with in-
clusions [152-154]. Interestingly, S-nitrosylation of PINK1 in hiPSC-DA neurons produced
deficits in mitophagy similar to those observed with familial PINK1 mutations [155]. Addi-
tionally, fPD patient-derived hiPSC-DA neurons bearing SNCA, LRRK?2, or Parkin muta-
tions manifested disrupted synaptogenesis, synaptic transmission, and neurotransmitter
release [133,149,150].

In addition to neurons, other cell types derived from fPD hiPSCs also affected PD-
related pathology. For example, hiPSC-derived astrocytes bearing the LRRK2(G2019S)
mutation manifested dysregulated autophagy. Activated hiPSC-derived microglia from
the same precursors caused a decrease in neurite length in hiPSC-DA neurons via aberrant
IFN-y signaling [156]. Parkinson’s patient-derived hiPSC neural cells with a mutation in
the OPA1 gene, which has been associated with fPD, showed dysfunction in mitochondrial
dynamics, increased oxidative stress, and inflammation with induction of neuronal necrop-
tosis [157]. These studies suggest that many fPD-associated mutations in hiPSC cell-based
models can recapitulate key aspects of PD pathophysiology.

4.7. Sporadic PD (sPD) Modeling

In comparison to hiPSC-DA neurons from healthy individuals, sPD patient-derived
hiPSC-DA neurons displayed increased expression of cleaved caspase-3, shortened neu-
rite length, increased aggregation of «Syn, and defective autophagosome clearance after
long-term culture [158,159]. Interestingly, genome-wide DNA methylation studies on sPD
hiPSC-DA neurons showed alterations in epigenetic signatures, leading to changes in
the expression pattern of several genes [160,161]. These abnormalities in the epigenome
were very similar to those found in LRRK2-associated PD patient-derived hiPSC-DA
neurons [160]. Interestingly, these abnormalities did not appear in parental skin cells, un-
differentiated hiPSCs, or other hiPSC-derived neural cells, suggesting that they are specific
to the differentiation process of dopaminergic cells. Hypermethylation was prominent in
gene regulatory regions, such as enhancers, and it was correlated with RNA and/or protein
downregulation of a network of transcription factors relevant to PD (FOXA1, NR3C1,
HNF4A, and FOSL2) [160]. Another extensive transcriptomic and epigenomic study on
sPD hiPSC-DA neurons found alterations in gene expression in CREB and the PGC-1x
mitochondrial pathway, which are known to be involved in PD pathogenesis [162]. Further-
more, the authors suggested that sPD hiPSC-DA neurons show differential regulation of
miRNA and piRNA molecules, which was also observed in human PD brain postmortem
tissue samples [162]. sPD hiPSC-DA neurons also exhibited disrupted synaptic transmis-
sion and delayed firing synchronicity, which was accompanied by decreased spontaneous
activity [158]. Therefore, hiPSC-derived neurons from sPD patients can potentially provide
a mechanistic understanding of PD pathophysiology and help identify novel pathways
that can be targeted for therapeutic intervention.

If consistent phenotypes are observed in neurons and glial cells derived from hiPSCs
with single fPD-associated gene mutations, when compared to isogenic controls on multiple
genetic backgrounds, the results can be quite reliable and robust. However, no single
genetic mutation manifests 100% penetrance in PD [123]. Instead, the pathophysiology
of both fPD and sPD is most likely dependent on multiple genetic risk factors that act in
conjunction with aging and environmental factors.
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4.8. PD hiPSC-Based Models for Drug Discovery

PD hiPSC-based models have been used for both drug discovery and cell-based thera-
pies to treat PD. For example, valinomycin- or concanamycin A-induced cytotoxicity in PD
patient hiPSC-derived neurons was rescued by various drugs, including the mitochondrial
oxidative phosphorylation-enhancer coenzyme Q10, LRRK2 kinase inhibitor GW5074,
and immunosuppressant and mTOR pathway inhibitor rapamycin [154]. Furthermore,
rapamycin and GW5074 selectively decreased the production of ROS in hiPSC-derived
neurons bearing a PINK1 mutation vs. wild-type controls, thus highlighting the differential
susceptibility of diseased vs. healthy neurons to pharmaceutical agents [154]. A small
molecule, isoxazole, identified by HTS of small molecule libraries, was found to abate
the mitochondrial dysfunction and apoptotic cell death at least in part by increasing the
activity of the MEF2C-PGC-1« transcriptional network in hiPSC-DA neurons bearing an
A53T aSyn mutation [20].

At least two other studies have developed phenotypic screens of hiPSC-DA neurons
from fPD patients bearing parkin/PINK1 mutations. One of the studies showed that hiPSC-
DA neurons derived from patients with a mutation in PARK2 (which encodes the E3 ligase
parkin) displayed increased mitochondrial stress after exposure to rotenone, as identified by
increased cleaved/activated caspase-3 (casp3) levels [163]. From the phenotypic screening
of 1165 compounds from an FDA-approved drug library, 88 compounds were selected
based on their ability to decrease cleaved casp3 levels [163]. Among these compounds, a
voltage-gated T-type calcium channel antagonist, benidipine, prevented rotenone-induced
apoptosis and showed other neuroprotective effects [163]. This study described a novel
pathological mechanism in PD that could be potentially exploited for treatment [163]. The
second study used a semi-automatic, high-throughput imaging-based quantitative assay
for detecting mitochondrial clearance and cell viability of hiPSC-DA neurons. Among
320 pharmacologically active inhibitor compounds screened, the study identified four hits,
tranylcypromine, bromocriptine, MRS1220, and flunarizine, that promoted the lysosomal
degradation of mitochondria and hence improved mitochondrial clearance [164]. Similar
to the above phenotypic screenings, a third study performed the screening of 273 small
molecule kinase inhibitors on A53T-aSyn hiPSC-DA neurons. They identified BX795, a
multikinase inhibitor, as a drug candidate that rescued PD pathology by robustly increasing
TH expression [165].

Cell-replacement therapy for the treatment of PD has shown variable levels of success
in patient in the past using various cell types, including fetal cells [166]. Transplantation
strategies in PD are intended to replace the loss of DA neurons in the nigrostriatal system.
Recently, human embryonic stem cell (hESC), hiPSC, and direct lineage reprogramming-
based approaches have been used for cell replacement therapy in preclinical studies for PD
treatment. Indeed, these studies have reported successful brain transplantation of hiPSC-
DA progenitor cells in both rodent and primate models of PD [167]. Interestingly, these
cells survived and extended dense neurites into the striatum, where they were implanted,
to form connections without causing substantial side effects or tumor formation for two
years, leading to a significant improvement in spontaneous movement in these animals. In
another study, the transplantation of major histocompatibility complex (MHC)-matched
monkey iPSCs in the PD monkey brain resulted in decreased neuroinflammation compared
to non-MHC matched cells [168]. These preclinical studies suggest that hiPSCs may be
used to develop cell replacement therapies for PD. Such studies in humans have recently
begun with hESC and hiPSC-DA progenitors [131].

4.9. Amyotrophic Lateral Sclerosis (ALS)

Amyotrophic lateral sclerosis (ALS) is characterized by the progressive degeneration
of upper and lower motor neurons (MN). While ~90% of ALS patients are sporadic cases
(sALS), some 5-10% are familial ALS (fALS), which in most cases is caused by the genetic
inheritance of autosomal dominant mutations. The most common mutations causing ALS
occur in genes such as superoxide dismutase 1 (SOD1), transactive response DNA-binding
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protein 43 (TARDBP, which encodes the protein TDP-43), hexanucleotide repeat expansion
in the chromosome 9 open reading frame 72 (C9ORF72), and fused in sarcoma (FUS).
Although these genetic factors causing ALS are known, there are ~30% of fALS cases where
the genetic etiology is not yet known [169]. Additionally, the mechanism(s) underlying
pathophysiology in sALS is also poorly understood. The slow progress in understanding
ALS disease mechanisms has occurred in part because of a lack of robust ALS models.
Transgenic murine models of fALS have been extensively used to study the pathological
mechanisms underlying ALS in an attempt to develop therapies. However, as with other
neurodegenerative disease modeling, drugs developed from the animal models have
shown little or no efficacy in human trials, reflecting, in part, crucial interspecies differences.
Additionally, transgenic animal models cannot be used to investigate sALS cases, which
constitute the majority of ALS patients. Postmortem human tissue samples have enabled
studies of ALS pathology in a human context; however, insufficient postmortem tissues
coupled with the fact that many neurons have died by the time such samples become
available have further hindered progress. Moreover, postmortem tissues are primarily
from late-stage ALS patients and therefore do not provide the opportunity to study the
initial stages of the disease [170,171].

4.10. Familial ALS (fALS) Modeling with hiPSCs

One of the most common types of fALS arises from mutations in the SOD1 gene,
which has been extensively studied in transgenic mice. fALS patient hiPSC-derived MN
(hiPSC-MN) carrying SOD1 mutations have revealed a proapoptotic phenotype and in-
creased degeneration. Additionally, the transcriptomic analysis of hiPSC-MN showed
significant transcriptional changes associated with increased oxidative stress, mitochon-
drial dysfunction, cytoskeletal disruption, ER stress, and activation of the unfolded protein
response [172,173]. Another study demonstrated that patient hiPSC-MN carrying the SOD1
mutation (A4V) were consistently hyperactive compared to isogenic, gene-corrected control
neurons [174]. In contrast to this observation, hiPSC-MN bearing another SOD1 mutation
(D90A) manifested hypoexcitability in combination with lower Na*/K* current ratios.
Although it is not clear whether either hyper- or hypoexcitability can play a crucial role
in ALS pathology, major electrophysiological changes were shown to occur in hiPSC-MN,
which may represent potential therapeutic targets [174]. Interestingly, hiPSC-derived MNs
with a SOD1 (G93A) missense mutation, generated by CRISPR/Cas9, developed axonal
pathologies, such as axonal swellings with a shorter axon length and fewer branch points,
in addition to abnormalities in presynaptic and postsynaptic size and density. The SOD1
mutation also led to a decrease in the frequency of action potentials and network bursting;
however, burst duration increased [175]. Additionally, SOD1 mutant hiPSC-derived astro-
cytes have been shown to exhibit the upregulation of several proinflammatory genes in
parallel to the downregulation of many genes associated with homeostatic functions [176].
SOD1 mutant hiPSC-astrocytes also expressed decreased levels of the inward rectifying
potassium channel, Kir4.1, which is implicated in regulating the biophysical properties of
fast-firing MN through an astrocyte-neuron interaction. This finding may in part account
for dysfunction of fast-firing MN in ALS [177].

Another set of studies examined mutant TARDBP hiPSC-MN, which showed sig-
nificant ALS-related pathological features, including decreased neurite length, increased
oxidative stress, decreased MN viability, and increased soluble as well as insoluble TDP-43
protein compared to healthy control cells [178]. At early stages of TDP-43 mutant hiPSC-
MN development in vitro, electrophysiological studies revealed hyperexcitability followed
by a progressive decrease in synaptic activity and action potential frequency [179]. These
results suggest that the hyperexcitability phenotype is common between hiPSC MN with
some SOD1 mutations and TDP-43 mutations. Additionally, hiPSC-astrocytes bearing the
TDP-43(M337V) mutation showed cytoplasmic mislocalization of soluble TDP-43 [180].
However, in contrast to mutant hiPSC-MN, the astrocytes did not display any accumulation
of insoluble TDP-43, and the survival of co-cultured wild-type hiPSC-MN was not affected.
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With rare TDP-43 mutations, such as TDP-43(A90V), which is a risk factor for both
ALS and frontotemporal dementia (FTD), hiPSC-MN showed mislocalized cytoplasmic
TDP-43. In addition, these hiPSC-MN manifested a decrease in miR-9 expression similar to
hiPSC-MN bearing the TDP-43(M337V) mutation, suggesting that miRNA dysregulation
may occur as a factor in the ALS/FTD spectrum of disorders [181].

Similar to SOD1 and TDP-43, FUS mutant hiPSC-MN bearing a frameshift mutation
at residue 511 (M511FS) or a H517Q point mutation were shown to be hyperexcitable [174].
Conversely, hiPSC-MN bearing a point mutation (R521L or R521C) or a frame shift mutation
(R495QfsX527) in the FUS gene were hypoexcitable [182]. These differences in electrophys-
iological phenotype were also observed in other ALS patient hiPSC-MN. Among other
pathophysiological phenotypes, cytoplasmic mislocalization and the formation of FUS ag-
gregates was observed in hiPSC-MN differentiated from a patient carrying the FUS(P525L)
mutation [183]. Similarly, other FUS mutant hiPSC-MN showed aberrant cytoplasmic FUS
localization and stress granule formation [184]. Furthermore, some defects in hiPSC-MN
bearing FUS mutations could be ameliorated pharmacologically by histone deacetylase 6
(HDACS6) inhibitors or genetic silencing, suggesting a potential therapeutic strategy for
ALS [185].

Another genetic risk factor for ALS is the expansion of G4C2 repeats in the gene
CI90REF72. In this case, hiPSC-based models have proved useful in studying possible patho-
physiological pathways. Several studies have shown that COORF72 patient-derived hiPSC-
MN can recapitulate major pathological aspects of the disease. For example, COORF72
mutant hiPSC-MN showed that the expanded RNA repeats sequestered RNA binding
proteins, including hnRNPA1, ADARB2, and Pur-« [186,187]. Moreover, COORF72 mutant
hiPSC-MN manifested dipeptide repeat proteins (DPRs) produced by repeat-associated
non-ATG translation; they also exhibited cell-to-cell spreading of DPRs in a co-culture
system with control hiPSC-MN [188,189]. Furthermore, COORF72 mutant hiPSC-MN dis-
played disrupted calcium homeostasis, decreased mitochondrial membrane potential, and
elevated ER stress [190,191]. Additionally, CO9ORF72 hiPSC-MN showed an age-dependent
increase in yH2AX, a DNA damage marker [192]. Pharmacological or genetic reduction of
oxidative stress partially reduced DNA damage in these motor neurons, suggesting that
oxidative stress is an important player in the pathology [192].

Several studies of COORF72 mutant hiPSC-MN neurons showed alterations in basal
autophagy and p62, an autophagic marker, similar to observations in C9ORF72
patients [191,193-196]. In line with other mutations underlying ALS, there are reports
from electrophysiological studies of COORF72 hiPSC-MN showing either increased or
decreased network excitability. However, all mutations caused a defect in the electrical
properties of these neurons, suggesting that either increased or decreased activity may be
pathological [187]. In addition to the known pathological features of ALS, such as disrupted
autophagy and endosomal trafficking, studies of ALS patient-derived hiPSC-MS have also
revealed novel mechanisms such as impaired nucleocytoplasmic transport [197,198].

In addition to neurons, hiPSC-derived astrocytes were shown to be significantly
affected by ALS-related C9ORF72 mutations. For example, COORF72 mutant hiPSC-
astrocytes exerted toxic effects on co-cultured normal motor neurons [199]. Similarly;,
media conditioned by CO9ORF72 hiPSC astrocytes caused increased oxidative stress in
hESC-MN [200]. Moreover, COORF72 hiPSC astrocytes displayed an increase in oxidative
stress and a decrease in antioxidant protein secretion themselves [200]. Reminiscent of
astrocytes, patient-derived C9ORF72 hiPSC-oligodendrocytes or their conditioned medium
induced death in normal hiPSC-MN in culture [201]. Finally, recent studies showed that
hiPSC-microglia manifest the COORF72-associated phenotype of increased DPR translation
and reduced C9OREF72 protein levels, despite the fact that their transcriptional profile
did not differ from control hiPSC-microglia. Interestingly, COORF72 hiPSC-microglia
also exhibited intrinsic dysfunction of phagocytic and endosomal-lysosomal pathway
activity [202].
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4.11. Sporadic ALS (sALS)

Sporadic forms of ALS account for the majority of cases. Historically, there has been
a lack of good model systems to study sporadic disease because the etiology remains
unknown. With the advent of sALS patient hiPSC models, it was found that some patho-
logical and electrophysiological phenotypes of the disease were preserved. For example,
one study generated hiPSCs from 16 sALS patients and found spontaneous aggregates
of hyperphosphorylated TDP-43 in hiPSC-MN [203]. Another large gene profiling study
of hiPSC-MN derived from sALS patients showed the dysregulation of genes associated
with mitochondrial function [204]. Additionally, a study on SOD1 mutant patient-derived
hiPSC-MN showed an increase in apoptotic neuronal cell death involving the Src/c-Abl
pathway and disrupted autophagy; boosting autophagy decreased mutant SOD1 levels,
corrected mitochondrial gene expression, and increased the survival of both fALS and
sALS-derived hiPSC-MN [205]. A later study done on a much larger number of sALS
patient-derived hiPSC-MN lines revealed the cytosolic aggregation of TDP-43, decreased
neurite outgrowth, dysfunctional mitochondria, and enhanced ROS production, confirming
and expanding the previous studies [206]. Interestingly, the intensity of the phenotype
varied according to the clinical severity of ALS in those patients [206].

4.12. ALS hiPSC-Based Models for Drug Discovery

The aforementioned studies showed that both fALS and sALS hiPSC-MN exhibit
certain features of the disease, affording an opportunity to use these models for drug
discovery [207]. For example, retigabine, a clinically approved anticonvulsant that activates
subthreshold KCNQ (Kv7) currents, led to a decrease in hyperexcitability and an increase
in the viability of ALS patient-derived hiPSC-MN. This study laid the foundation for
a clinical trial of retigabine for ALS [174,207]. In an early human trial analyzing the
acute effects of the drug in 18 ALS patients, retigabine caused a significant decrease
in various parameters of hyperexcitability of motor nerves, thus showing promise as a
potential therapeutic [208]. Other drugs screened using ALS hiPSC-MN include anacardic
acid, a histone acetyltransferase inhibitor, which decreased TDP-43 aggregation, neuronal
susceptibility to toxins, and metabolism-related dysfunction, while increasing neurite
outgrowth [178,209]. In C9ORF72 mutant hiPSC-MN, antisense oligonucleotides (ASOs)
against C9ORF72 also decreased ALS-associated pathology, which has led to clinical
trials [186,187].

As another approach, HTS for drugs has also been used on ALS hiPSC-MN in attempt
to develop ALS therapeutics. For example, a drug screening campaign using hiPSC-MN
from one sALS patient tested 1757 bioactive compounds, efficacy of the compounds being
determined by their potential to decrease the percentage of neurons containing TDP-43
aggregates [203]. Four compounds, including cyclin-dependent kinase inhibitors and the
cardiac glycosides/Na* /K*-ATPase inhibitors digoxin, lanatoside C, and proscillaridin A,
were found to be effective in this assay in a dose-dependent manner [203]. Another HTS of
1416 compounds, including existing commercially available drugs or those undergoing
clinical testing, led to 27 ‘hits’ that exhibited neuroprotection in ALS patient-derived hiPSC-
MN. Among them, bosutinib was found to be most efficacious. Bosutinib decreased the
phosphorylation of Src/c-Abl, which in turn led to increased autophagy, thus decreasing
the load of misfolded proteins while increasing the expression of tricarboxylic acid (TCA)
cycle and respiratory electron transport chain (ECA)-associated genes [205]. More recently,
among 1232 FDA-approved drugs screened on ALS hiPSC-MN, ropinirole, a dopamine D2
receptor (D2R) agonist, was found to rescue ALS-related pathologies such as FUS/TDP-
43 mislocalization, stress granule formation, neurite retraction, and MN degeneration.
Another recent study used a chemogenomic library of 2899 compounds, 67 of which
reduced the hyperexcitability of ALS motor neurons carrying the SOD1(A4V) mutation.
The targets include two known ALS excitability modulators, AMPA receptors, Kv7.2/3 ion
channels, and D2 dopamine receptors as modulators [210]. These studies provide evidence
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for the successful use of hiPSCs for screening or existing drugs for advancement to clinical
trials for the potential treatment of ALS.

5. Limitations of hiPSC-Based Models of Neurodegenerative Disorders

As discussed in previous sections, hiPSCs are now being used extensively for the
study of neurodegenerative disease mechanisms. One reason for this is the ability to differ-
entiate various patient-derived or mutated hiPSCs to yield homogenous and reproducible
cultures of various types of cells found in the brain that can be used for immunostaining,
electrophysiology, and multiomic (e.g., transcriptomic, proteomic, and metabolomic) stud-
ies. While methods have improved over the years, and there are protocols that produce
homogenous populations, this is still a challenge in the field, particularly when using cells
of various origins (e.g., hiPSCs derived from blood, skin fibroblasts, or ESCs), and different
genetic background. It is important to use isogenic controls, when possible, as well as
multiple control and patient lines, to account for the variability and differences in genetic
background. In addition, to increase reproducibility, several clones from each hiPSC source,
as well as multiple different differentiations are necessary [211].

However, the major drawbacks of this system are the lack of an in vivo physiological
environment and the relatively short-term cultures that are available for standard 2D culture
systems. Even more complex cerebral organoids can be cultured for only approximately
a year or so. This makes the hiPSC models less valuable in predicting events in human
patients suffering from age-related diseases. Additionally, similar to other 2D culture
systems, cell—cell interactions in hiPSC-derived cultures are largely limited to side-by-side
contact and lack relevant cell-extracellular matrix (ECM) interactions. The morphology
and gene expression of the cells are also altered in these cultures and hence do not faithfully
represent in vivo characteristics.

Some of these limitations can be circumvented by using 3D cerebral organoid models,
which allow more complex interactions between the various types of cells found in the
brain, including different subtypes of neurons, astrocytes, oligodendrocytes, microglia,
and endothelial cells. Organoids provide a more physiological spatial organization that
recapitulates to some extent the higher degree of complexity and structure observed in
brain tissues. However, the brain organoid system is prone to the heterogenous distribution
of oxygen and nutrients required for cell growth, differentiation, and function, reflecting the
lack of a vascular system and hence asymmetric distribution of these critical components
that can lead to necrotic central areas of cell death or uneven development [212]. Recently,
there has been considerable research intended to improve the reproducibility of cerebral
organoid generation to mitigate such issues [213,214]. Additionally, scaffold-based systems
can be applied to provide specific chemical and physical cues for better cell growth and
function [215-219]. However, for scaffold-based approaches, careful consideration needs
to be given to material properties of the scaffold (e.g., pore size, chemical composition,
and biodegradability), and the process of retrieving cells for various applications [220,221].
Another way to generate a more “in vivo” system is to transplant hiPSC-derived brain
cells/organoids into the brains of immunodeficient mice, which are immunodeficient so
that the human cells are not rejected [65,222-224]. Although this system can allow the
study of human brain cells in an in vivo context and with an ingrowing vascular supply,
there will be human—mouse cell interactions that may be different than in humans.

Apart from the limitations of the model systems themselves, another major concern
related to hiPSC-derived models of neurodegenerative diseases is the modeling of sporadic
forms of these diseases. The heterogeneous nature of sAD, sPD, and sALS and the lack of
isogenic controls makes it difficult to pinpoint the causal mechanisms for the underlying
pathophysiology. High genetic heterogeneity in sporadic disease contributes to multiple
cellular phenotypes and therefore requires the investigation of a large number of hiPSC
lines vs. controls to obtain statistical power in deriving conclusions about disease mecha-
nisms not simply related to variations in genetic background, for example [225]. Another
important factor that needs to be considered is that most epigenetic modifications in donor
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fibroblasts, with the exception of genetic imprinting or epigenetic memory, are reset to the
embryonic state during the reprogramming of fibroblasts to hiPSCs [226,227]. Therefore,
the hiPSC-based models of sporadic cases of neurodegenerative diseases demonstrate
primarily genetic information-based pathologies for each sporadic case, without the consid-
eration of possible developmental or environmental contributors. To translate results from
these models into therapeutics that are successful in clinical trials, these findings need to
be validated in a large number of cell lines, which has now become more feasible because
of an expanding number of hiPSC lines and recent advances in high-content screening
techniques. Other approaches, where fibroblasts have been directly reprogrammed to
produce induced neurons (iNs), circumvent some of the issues by maintaining epigenetic
signatures of the donor cell. These cells are being widely used for studying late-onset
neurodegenerative and aging related disease mechanisms [228-231].

Other obvious limitations of the hiPSC-derived models of neurodegenerative diseases
are the lack of environmental factors and age-related phenotypes. However, it is possible
that the stress of an organoid culture may in fact recapitulate some effects of environ-
ment and age [232,233]. The resulting aberrant phenotypes resulting from stress could
lead to expedited aging in brain organoids, making them in fact a better system to study
neurodegenerative and aging disorders. Despite the current limitations of studying neu-
rodegenerative disorders in hiPSC-derived models, several AD, PD, and ALS patient-like
phenotypes have been reported in familial and sporadic hiPSC-derived brain cells, thus
demonstrating their value in neurodegenerative disease research.
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