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A comprehensive understanding of mechanisms that
underlie the development and function of human cells
requires human cell models. For the pancreatic lineage,
protocols have been developed to differentiate human
pluripotent stem cells (hPSCs) into pancreatic endocrine
and exocrine cells through intermediates resembling in
vivo development. In recent years, this differentiation
system has been employed to decipher mechanisms of
pancreatic development, congenital defects of the pancre-
as, as well as genetic forms of diabetes and exocrine dis-
eases. In this review, we summarize recent insights
gained from studies of pancreatic hPSC models. We dis-
cuss how genome-scale analyses of the differentiation
system have helped elucidate roles of chromatin state,
transcription factors, and noncoding RNAs in pancreatic
development and how the analysis of cells with disease-
relevant mutations has provided insight into the molecu-
lar underpinnings of genetically determined diseases of
the pancreas.

The pancreas encompasses both endocrine and exocrine
compartments with important functions for nutrient me-
tabolism. The endocrine pancreas is comprised of five cell
types clustered in the pancreatic islets that regulate blood
glucose homeostasis: glucagon-producing alpha cells, in-
sulin-producing beta cells, somatostatin-producing delta
cells, pancreatic polypeptide-producing gamma cells,
and ghrelin-producing epsilon cells. The exocrine pancre-
as consists of acinar and ductal cells, which secrete the di-
gestive enzyme-containing pancreatic juice and transport
it into the duodenum, respectively. Several chronic dis-
eases are associated with dysfunction of pancreatic cells,
the most notable being diabetes mellitus, in which beta
cells are destroyed by the immune system (type 1 diabetes;
T1D) or functionally impaired (type 2 diabetes; T2D).
Our current understanding of disease mechanisms has
mostly been gained from the analysis of mouse models.
While the molecular pathways that govern pancreas
development are largely conserved between rodents and
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humans, there are also important differences (for detailed
review, see Jennings et al. 2015; Nair and Hebrok 2015). For
example, the first endocrine cells to arise in human
development are beta cells, whereas alpha cells are the first
to develop in mice. As discussed in detail in this review,
anumber of mutations that are associated with human di-
abetes do not cause diabetes in mice. Therefore, human
cell models are needed to understand disease mechanisms
and to develop novel therapies. Over the past 15 years, pro-
tocols have been developed to generate the different cell
types of the pancreas from human pluripotent stem cells
(hPSCs). In this review, we discuss how pancreatic cells
differentiated from hPSCs have advanced our understand-
ing of human pancreas development and disease and
how technological advances are now beginning to enable
large-scale disease modeling and screening for new
therapeutics.

Recapitulating human pancreas development in vitro

Compared to the detailed knowledge that exists in mice,
the molecular mechanisms of human pancreas develop-
ment are still largely unknown. This is especially true
for early developmental stages that include induction of
the endoderm germ layer, formation and patterning of
the gut tube, and pancreas organ formation. The limiting
factors for studying human pancreas development are the
limited availability of embryonic and fetal tissue samples
and, until the advent of single cell technologies, the cellu-
lar heterogeneity found within these tissues. The develop-
ment of protocols for the differentiation of hPSCs towards
the pancreatic lineage has provided a readily available and
scalable human model in which to explore the basis of hu-
man development (Fig. 1).

The current framework for our understanding of pan-
creas development has been mostly derived from studies
in vertebrate model organisms. This knowledge has
served as the guide to devise protocols for the stepwise dif-
ferentiation of hPSCs into pancreatic progenitor cells
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y-cell Figure 1. In vitro differentiation of human
pluripotent stem cells (hPSCs) into differ-
ent cell types of the pancreas. Overview of
the stages of in vitro differentiation into
the different pancreatic cell types, namely
alpha, beta, acinar, and ductal cells. Beta
cell differentiation protocols produce some
monohormonal insulin® cells that are glu-
cose-responsive (beta-like cells) as well as
nonfunctional insulin® cells coexpressing
other pancreatic hormones (polyhormonal
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(D’Amour et al. 2006; Kroon et al. 2008). For example, the
use of Wnt agonists in combination with the TGFp recep-
tor ligand activin A to induce definitive endoderm from
hPSCs is based on the finding in vertebrate embryos that
both Wnt and Tgff signaling are required for definitive en-
doderm formation (Liu et al. 1999; Brennan et al. 2001).
Likewise, observations in mice that pancreas induction
requires inhibition of sonic hedgehog (Shh) (Hebrok
et al. 2000) and that bone morphogenic protein (BMP) sig-
naling favors the hepatic at the expense of the pancreatic
fate (Rossi et al. 2001) have led to the use of Shh and BMP
inhibitors for in vitro pancreas induction.

Despite significant advances in recapitulating pancreat-
ic development in vitro, there are still shortcomings, par-
ticularly in regard to the generation of mature pancreatic
cell types. The potential of having an unlimited cell
source for diabetes cell replacement therapy has driven
most efforts into generating insulin-producing beta cells
from hPSCs. With current protocols, it is now possible
to differentiate hPSC-derived pancreatic progenitors into
insulin-producing cells that express key beta cell tran-
scription factors, such has PDX1, NKX6.1, and MAFA
(Pagliuca et al. 2014; Rezania et al. 2014; Russ et al.
2015). While beta-like cells generated with these proto-
cols resemble human cadaveric beta cells in many as-
pects, up until recently they still lacked hallmark
functional features of mature beta cells, which is glu-
cose-stimulated insulin release and potentiation of insu-
lin release by the gut-derived hormone GLP-1 (Rezania
et al. 2014). Recent refinements of the protocol, most no-
tably the omission of TGFp signaling inhibitors at the beta
cell maturation stage, now permit the generation of glu-
cose-responsive beta cells in vitro (Nair et al. 2019;
Velazco-Cruz et al. 2019; Veres et al. 2019). It is important
to note that these refined protocols were optimized to pre-
dominately produce beta cells for use in cell therapy and
that other pancreatic cell types are not generated to
the same extent as seen during embryonic development.
This could limit the utility of these protocols for studying
developmental mechanisms. Separate protocols for gener-
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ating alpha cells from hPSCs have also been developed
(Rezania et al. 2011). These cells secrete glucagon in the
presence of low glucose concentrations, whereas under
high glucose conditions, secretion is decreased, suggest-
ing physiological regulation of glucagon release. Given
the contribution of dysregulated glucagon secretion to hy-
perglycemia in diabetes (Gromada et al. 2018), these cells
could be a useful tool for identifying compounds that
decrease glucagon secretion.

Recently, increasing efforts have also been put toward
developing protocols to generate cells of the pancreatic
exocrine lineage. The first reiteration of such a protocol
generated organoids containing 0.5%-1% acinar cells
and 10%-15% ductal cells, which the authors used to
model pancreatic cancer initiation in vitro (Huang et al.
2015). Kleger and colleagues subsequently developed an
improved protocol generating at least 19% acinar cells
and 42% ductal cells that showed activity of the exocrine
enzymes carbonic anhydrase, amylase, trypsin, and elas-
tase (Hohwieler et al. 2017). Another ductal cell differen-
tiation protocol was developed by Chen and colleagues to
study ductal cell defects in patients with cystic fibrosis us-
ing patient-derived human induced pluripotent stem cells
(iPSCs) (Simsek et al. 2016). Combined, these directed dif-
ferentiation protocols have provided the field with human
models to study the development and function of pancre-
atic endocrine and exocrine cells as well as to identify dis-
ease mechanisms.

Gene regulatory mechanisms of human pancreas
development

Insights from transcriptional profiling

Transcriptional profiling of hPSCs during the stepwise in
vitro differentiation toward the pancreatic endocrine
cell fate has provided insight into how closely in vitro dif-
ferentiation resembles in vivo processes. Such analysis
has also led to the discovery of novel genes and path-
ways that govern human pancreas development. Initial



analyses employed RNA-seq profiling of entire cell popu-
lations at different stages of differentiation (Xie et al. 2013;
Loh et al. 2014; Cebola et al. 2015; Jiang et al. 2015). These
studies revealed dynamic expression of regulators of endo-
derm and pancreas development in a pattern consistent
with prior knowledge from studies in model organisms
(Shih et al. 2013). The transcriptional profiles provided
the first comprehensive atlas of stage-specific gene expres-
sion signatures during human endoderm development
and identified novel candidate lineage-determining tran-
scription factors, epigenetic regulators, and noncoding
RNA species. Comparison of transcriptomes from hPSC
cultures at the pancreatic progenitor cell stage to tran-
scriptomes from microdissected pancreatic buds from hu-
man embryos further revealed overall high correlation of
gene expression profiles (Cebola et al. 2015; Jennings
et al. 2017). This suggested close similarity of the in vitro
differentiated cells to their in vivo counterparts, at least
until the pancreatic progenitor cell stage. In vitro-derived
pancreatic progenitors more closely resembled micro-
dissected dorsal than ventral pancreatic buds, suggesting
induction of a dorsal rather than a ventral pancreatic pro-
gram in vitro (Jennings et al. 2017). One limitation of these
comparisons is the cell heterogeneity within dissected
pancreatic buds (Ramond et al. 2017, 2018), which pre-
cludes identification of small, but possibly functionally
meaningful, differences in gene expression between in vi-
tro-generated cells and progenitors in the human embryo.

To better define cell populations arising during in vitro
differentiation toward pancreas and beta cells, several
groups employed transcriptome analyses at the single
cell level (Petersen et al. 2017; Krentz et al. 2018; Sharon
et al. 2019b; Veres et al. 2019). These analyses revealed
fairly uniform cell populations throughout differentiation
to the pancreatic progenitor cell stage (Sharon et al.
2019b). However, with the induction of endocrine cell dif-
ferentiation, the cultures become highly heterogeneous,
comprising different endocrine cell populations, some
exocrine cells, as well as undifferentiated progenitors.
This heterogeneity was observed across different beta
cell differentiation protocols and hPSC lines. In late endo-
crine cell stage cultures, only a very small population
of insulin-expressing cells exhibited gene expression pro-
files with high similarity to primary human beta cells
(Petersen et al. 2017), showing substantial heterogeneity
within the beta cell population. Whether refined protocols
that promote the acquisition of mature functional fea-
tures in hPSC-beta cells during prolonged culture
(Velazco-Cruz et al. 2019; Veres et al. 2019) diminish
this heterogeneity remains to be studied. A major chal-
lenge is to determine the extent to which these cell popu-
lations represent bona fide developmental intermediates
in the human embryo. A population of cells observed
across all studies coexpressed transcripts for insulin and
glucagon (Petersen et al. 2017; Krentz et al. 2018; Sharon
etal. 2019b; Veres et al. 2019). This polyhormonal popula-
tion decreased over time of in vitro differentiation. Single
cell gene expression analysis revealed a similar population
in the human embryonic pancreas (Ramond et al. 2018);
still, whether polyhormonal cells represent a normal
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developmental intermediate during pancreatic endocrine
cell development in humans requires further study.

To gain insight into the developmental trajectory of en-
docrine progenitors in vitro, groups have either studied
transcriptional profiles of these progenitors using hPSC
lines that express GFP under control of regulatory se-
quences for the endocrine progenitor cell marker gene
NEUROGS (Petersen et al. 2017; Krentz et al. 2018) or re-
constructed the lineage trajectory in silico from single-
cell transcriptomic data (Sharon et al. 2019b; Veres et al.
2019). These studies revealed two waves of endocrine
cell differentiation in vitro: early endocrine progenitors
predominately adopted alpha cell identity, whereas later
arising progenitors were beta cell-biased. Cell transplanta-
tion experiments in mice corroborated these findings
(Sharon et al. 2019a). A similar time-dependent lineage
bias of pancreatic endocrine progenitors has been ob-
served in mice (Johansson et al. 2007), indicating similar-
ity of the in vitro system to in vivo biology. However, the
analysis of tissue sections from human fetal pancreas has
shown that the pattern of NEUROGS3 expression differs
substantially between mice and humans (Jennings et al.
2013). Therefore, it remains unclear whether temporally
separated waves of endocrine progenitors biased towards
different lineages also exist during human pancreas
development.

Single cell transcriptomic profiling of cells during the
differentiation time course has provided novel insight
into the mechanisms of human endocrine cell develop-
ment. Sneddon and colleagues (Byrnes et al. 2018) identi-
fied a previously undescribed cell population marked by
the transcription factor FEV as a lineage intermediate be-
tween the endocrine progenitor and endocrine cell states.
This cell population has been consistently observed in
early endocrine stage cultures using different hPSC lines
and protocols (Petersen et al. 2017; Krentz et al. 2018;
Veres et al. 2019). Additional studies of pancreata from
mouse and human embryos further confirmed the exis-
tence of this cell population (Byrnes et al. 2018; Ramond
et al. 2018; Bastidas-Ponce et al. 2019). This example illus-
trates that current in vitro differentiation protocols
recapitulate significant in vivo events and can reveal
new regulators of human pancreatic development. The
identification of a role for the Wnt and Hippo signaling
pathways in endocrine cell differentiation further demon-
strates conserved features of the hPSC differentiation sys-
tem (Cebola et al. 2015; Rosado-Olivieri et al. 2019;
Sharon et al. 2019b). However, caution must be exercised,
as differences from human development clearly exist. For
example, unlike their in vivo counterparts (Ramond et al.
2018), hPSC-derived pancreatic progenitors express the
foregut marker CDX2 (Petersen et al. 2017; Veres et al.
2019). Likewise, a population resembling enterochromaf-
fin cells of the gut has been described in endocrine stage
in vitro cultures (Veres et al. 2019). Whether this popula-
tion exists during human pancreatic development is un-
known. At present, we do not fully understand to what
extent the in vivo lineage trajectory of pancreatic cells is
conserved in the in vitro system. A key limitation in
this regard is the lack of information about the lineage
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trajectory of pancreatic cells during human development.
Insights gained from integrative analysis of single cell
RNA-seq data from mouse embryonic pancreas illustrate
how such data can be used to reconstruct cell lineage
relationships (Byrnes et al. 2018; Scavuzzo et al. 2018).
Similar single cell-resolved time course data throughout
human pancreas development would be a tremendous re-
source for benchmarking cells derived during in vitro
differentiation.

Noncoding RNAs With advances in high-throughput
sequencing technologies came the realization that a
much larger than anticipated fraction of mammalian ge-
nomes is transcribed into RNA. While only about 2% of
genomic DNA gives rise to all protein-coding RNAs, a
much larger portion of the genome is pervasively tran-
scribed into diverse and loosely defined classes of noncod-
ing RNAs (ncRNAs) whose functional significance is
largely unclear (Carninci et al. 2005; Palazzo and Lee
2018). Among ncRNAs, microRNAs (miRNAs) and long
noncoding RNAs (IncRNAs) constitute the most exten-
sively studied groups. miRNAs encompass ~22 nucleo-
tides (nt), whereas IncRNAs are defined by a length >200
nt. miRNAs regulate mRNA stability and/or translation
through the base-pairing of their seed sequences with
binding sites in the 3’-untranslated regions (3’-UTRs) of
their target mRNAs, thus posttranscriptionally fine-tun-
ing expression of hundreds of mRNAs (Martinez-Sanchez
et al. 2016; O'Brien et al. 2018). IncRNAs, on the other
hand, are thought to function as molecular scaffolds that
interact with both proteins and nucleic acids, which en-
ables them to interface with any aspect of gene regulation
(Esguerra and Eliasson 2014).

While there are a few examples of ncRNAs with roles in
mature beta cells, controlling beta cell fate maintenance
or regulating insulin secretion (Moran et al. 2012; Liang
et al. 2015; Mi et al. 2015; Arnes et al. 2016; Akerman
et al. 2017; Motterle et al. 2017), their role during endo-
crine cell differentiation is less understood. It is known
that miRNAs play an important role in beta cell develop-
ment, as conditional loss of the miRNA-processing
ribonuclease Dicerl, which globally impairs miRNA bio-
genesis, in the embryonic mouse pancreas results in de-
creased beta cell mass (Lynn et al. 2007). However, little
is known about the individual miRNAs that are involved.
miR-26, miR-7, and miR-375 have been identified as reg-
ulators of beta cell differentiation (Kloosterman et al.
2007; Nieto et al. 2012; Fu et al. 2013), but their precise
function is still unknown. Two groups have used hPSCs
to functionally annotate miRNAs expressed during pan-
creatic endocrine cell differentiation (Chen et al. 2011;
Liao et al. 2013), with the aim to computationally identify
miRNA target mRNAs that regulate pancreas develop-
ment. Both studies defined distinct sets of miRNAs whose
expression is negatively correlated with their putative tar-
get mRNAs; however, the overlap between these sets is
very low, presumably owing to differences in the differen-
tiation protocols and computational methods used to
identify target mRNAs. Laurent and colleagues (Liao et
al. 2013) performed luciferase reporter assays to validate
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these predicted miRNA-mRNA interactions and their
roles in regulating differentiation. They found that expres-
sion of the pancreatic progenitor-expressed transcription
factor RFX6, known to regulate pancreatic endocrine cell
development (Smith et al. 2010), is repressed by miR-30d
and let-7e, two miRNAs induced during endocrine cell
differentiation. Recently, our group combined small RNA
sequencing, miRNA overexpression in hPSC-derived pan-
creatic progenitors, and network modeling approaches to
characterize miRNA regulatory networks active in human
endocrine cell differentiation. The analysis identified let-
7g, let-7a, miR-200a, and miR-375 as endocrine-enriched
miRNAs that target cell cycle-associated transcription
factors and act to promote cell cycle exit and beta cell dif-
ferentiation (Jin et al. 2019). Consistent with prior observa-
tions that miRNAs fine-tune gene expression rather than
acting as genetic switches (Vidigal and Ventura 2015),
the effects of overexpressing endocrine cell-enriched
miRNAs on gene expression and endocrine cell differenti-
ation were relatively small.

The role of IncRNAs in human pancreas development is
even less explored than the role of miRNAs. In contrast to
miRNAs, IncRNAs have low sequence conservation be-
tween species. Moreover, IncRNAs tend to be expressed
in a highly cell type-specific manner and may have con-
text-dependent functions, properties that necessitate
functional studies in relevant human cell types. To date,
most studies of IncRNAs during human endoderm devel-
opment have focused on definitive endoderm, and the role
of IncRNAs in pancreas development remains to be
defined. An emerging conclusion from all studies of
IncRNAs in developmental contexts is that IncRNAs reg-
ulate the expression of their neighboring genes, which
commonly encode lineage-determining transcription fac-
tors (Sigova et al. 2013; Herriges et al. 2014; Daneshvar
et al. 2016; Luo et al. 2016). Targeted IncRNA silencing
in hPSCs combined with transcriptomic analysis identi-
fied DEANRI as a IncRNA critical for endoderm differen-
tiation by activating expression of the nearby gene
encoding the transcription factor FOXA2. DEANRI regu-
lates FOXA2 expression by recruiting SMAD2/3 to the
FOXA2 promoter (Jiang et al. 2015). Similarly, the
IncRNA DIGIT modulates definitive endoderm formation
by inducing the expression of Goosecoid, a homeobox
transcription factor known to regulate endoderm develop-
ment (Daneshvar et al. 2016). Additional work is needed
to catalog the IncRNAs expressed during human pancreat-
ic development and to define their roles in pancreatic cell
differentiation. In the future, the principles learned from
such studies could aid the development of direct repro-
gramming strategies, e.g., by deploying ncRNAs as repro-
gramming factors that help establish beta cell-specific
gene expression programs in developmentally related
cell types.

The role of chromatin state in pancreatic
differentiation

The relative uniformity of cells generated during the step-
wise differentiation of hPSCs into pancreatic progenitors



(Sharon et al. 2019b) provides a model system to map chro-
matin dynamics during the progression of hPSCs through
definitive endoderm toward pancreas. Furthermore, given
the defined growth factor composition of the culture me-
dium at every step of differentiation, the system provides a
platform to study how chromatin state affects sequential
signal-dependent gene expression changes during devel-
opmental progression. Chromatin state controls access
of regulatory proteins to DNA and shapes the three-di-
mensional organization of the genome, e.g., by supporting
or restricting long-range contacts between enhancers and
their target gene promoters (Venkatesh and Workman
2015). Covalent posttranslational modifications of his-
tone proteins can affect chromatin structure either
directly or by recruiting effector proteins that recognize
specific modifications (Fig. 2). During development, gene
loci of important developmental regulators often exhibit
changes in chromatin state before gene transcription is
initiated. Chromatin priming is thought to be an impor-
tant mechanism that facilitates correct temporal regula-
tion of gene expression in response to cell extrinsic
signals. At the level of promoters, co-occurrence of the ac-
tivating histone H3 lysine 4 trimethylation (H3K4me3)
and repressive histone H3 lysine 27 trimethylation
(H3K27me3) specifies bivalent poised chromatin (Bern-
stein et al. 2006). In hPSCs, bivalent chromatin is a hall-
mark of developmental control genes, poising these
genes for rapid activation during differentiation correlated
with removal of H3K27me3. Chromatin priming also
occurs at the level of transcriptional enhancers, which
regulate transcription of their target genes at a distance
and play a key role in cell type-specific gene regulation
(Catarino and Stark 2018). Enhancers can be identified ge-
nome-wide based on the presence of histone H3 lysine 4
monomethylation (H3K4mel) and histone H3 lysine 27
acetylation (H3K27ac). The presence of H3K4mel in the
absence of H3K27ac marks inactive but poised enhancers,
whereas in combination with H3K27ac, it signifies active
enhancers. Studies have shown that acquisition of a poised
enhancer state during development is accompanied by a
gain in chromatin accessibility (Stergachis et al. 2013;
Lee et al. 2019), which signifies that recruitment of tran-
scription factors precedes enhancer activation. The analy-
sis of sequence motifs enriched at enhancers can help
identify the transcription factors involved in enhancer
regulation.

Chromatin Histone and DNA Transcriptional
remodeling modification regulation
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Several studies have systematically mapped dynamics
in histone modifications, chromatin accessibility, and
DNA (hydroxy)methylation during hPSC differentiation
into pancreatic progenitors (Xie et al. 2013; Loh et al.
2014; Wang et al. 2015; Li et al. 2018). Analysis of bivalent
promoters revealed a bivalent state at master regulators of
definitive endoderm and pancreas formation in hPSCs
(Xie et al. 2013). These promoters lost the repressive
H3K27me3 mark in a stage-specific manner, concomitant
with initiation of gene transcription at the associated tar-
get gene. Thus, a hallmark feature of lineage-determining
transcription factors during endodermal development is
their bivalent state in hPSCs and stage-specific activation
through removal of H3K27me3. The analysis not only
validated this pattern for virtually all known regulators
of pancreas development, but also revealed new candi-
dates, such as OVOL1 and MEIS1, whose function in pan-
creas development remains to be studied. Important
pancreatic transcription factors exhibited a similar pat-
tern of H3K27me3 dynamics during murine endoderm
development (Xu et al. 2014). However, the analysis of
H3K27me3 in murine progenitors also revealed differenc-
es from hPSC-derived pancreatic progenitors, particularly
at genes involved in organ morphogenesis. Given that
morphogenetic processes associated with pancreatic or-
gan development are not recapitulated by current hPSC
differentiation protocols, this finding is not surprising
and points to a limitation of the in vitro system for study-
ing all aspects of in vivo development. Accordingly, direct
comparison of transcriptional profiles from hPSC-derived
pancreatic progenitors and human fetal pancreatic buds
showed differences in the expression of genes associated
with morphogenetic processes (Jennings et al. 2017).

The analysis of chromatin dynamics throughout the dif-
ferentiation time course also revealed chromatin priming
at the level of enhancers. At the gut tube stage, enhancers
specific to gut tube-derived organ lineages (i.e., lung, pan-
creas, and liver) exhibited en masse de novo deposition of
H3K4mel (Wang et al. 2015), signifying poised chromatin.
Experimentally, the acquisition of this poised enhancer
state predicted the ability of endodermal intermediates
to respond to inductive signals, suggesting a role for chro-
matin priming at enhancers in the acquisition of develop-
mental competence. In addition to H3K4mel deposition,
other mechanisms of chromatin priming at developmen-
tal enhancers may exist. In hPSCs, Lim and colleagues

Figure 2. Genome-scale next generation
sequencing-based assays employed to study
gene regulatory mechanisms of human pan-
creas differentiation. Schematic showing
different genome-scale assays used to ana-
lyze chromatin remodeling, histone and
DNA modifications, transcriptional regula-
tion, gene expression, and expression of
noncoding RN As during pancreatic differen-
tiation. (DNMTs) DNA methyltransferases,

ncRNAs

(TET) ten-eleven translocation enzymes, (HMTs) histone methlytransferases, ([HATSs) histone acetyltranferases, (TF) transcription factor,
(RISC) RNA-induced silencing complex, (ATAC-seq) assay for transposase-accessible chromatin using sequencing, (WGBS) whole
genome bisulfide sequencing, (ChIP-seq) chromatin immunoprecipitation sequencing.
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(Loh et al. 2014) identified presence of the histone variant
H2AZ at enhancers that become active in definitive endo-
derm. H2AZ may facilitate nucleosome displacement and
enhancer activation (Brunelle et al. 2015) by destabilizing
histone octamers (Jin and Felsenfeld 2007). Given the im-
portance of enhancers in developmental gene regulation,
it comes as no surprise that mutations in enhancers can
cause developmental defects and disease. The intersec-
tion of enhancer annotations from hPSC-derived pancre-
atic progenitors with whole-genome sequences from
individuals with pancreatic agenesis revealed mutations
in a hitherto uncharacterized pancreatic progenitor-spe-
cific enhancer for the pancreatic transcription factor
PTF1A in several families (Weedon et al. 2014). This ex-
ample illustrates how integration of genome sequencing
and epigenomic annotation in hPSC-derived developmen-
tal intermediates can help identify mechanisms of human
development and disease.

New insights into transcription factors governing
pancreatic development

Enhancers regulate gene transcription through the
recruitment of transcriptional complexes comprised of
DNA-binding transcription factors, coregulators, and
components of the general transcriptional machinery
(Spitz and Furlong 2012). The analysis of sequence motifs
enriched at enhancers active in hPSC-derived pancreatic
progenitors has provided insight into the transcription fac-
tors involved in the regulation of pancreatic development
in humans (Cebola et al. 2015; Wang et al. 2015). Expect-
edly, human pancreatic progenitor-active enhancers were
enriched for motifs of transcription factors identified as
regulators of early pancreas development in model organ-
isms, including PDX1 (Offield et al. 1996), GATA tran-
scription factors (Carrasco et al. 2012; Xuan et al. 2012),
SOX9 (Seymour et al. 2007), and HNF1B (Haumaitre
et al. 2005). ChIP-seq analysis in hPSC-derived pancreatic
progenitors further demonstrated that these transcription
factors reside jointly in transcriptional complexes at en-
hancers, providing a mechanism for their cooperative
roles in specification of the pancreatic lineage (Shih
et al. 2015). The analysis of sequence motifs enriched at
pancreatic progenitor enhancers also revealed novel regu-
lators of pancreatic development. Ferrer and colleagues
identified the transcription factor TEAD as a component
of the transcriptional complexes at early pancreatic
enhancers (Cebola et al. 2015). TEAD is a downstream ef-
fector of Hippo signaling and acts together with its coacti-
vator YAP. In pancreatic progenitors, YAP activity is
regulated by cues from the extracellular matrix and cou-
ples extrinsic mechano-signals to the regulation of gene
transcription (Mamidi et al. 2018). Functional studies of
the YAP-TEAD complex in hPSCs during pancreatic dif-
ferentiation demonstrated an important role for YAP-
TEAD in the regulation of pancreatic progenitor cell ex-
pansion and endocrine cell differentiation (Cebola et al.
2015; Mamidi et al. 2018; Rosado-Olivieri et al. 2019).
The identification of TEAD and YAP as components of
the transcription factor complexes at early pancreatic en-
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hancers illustrates how cues from the extracellular envi-
ronment are integrated with lineage identity cues at the
level of enhancers.

The observation that pancreatic enhancers acquire a
poised chromatin state in gut tube intermediates prior to
enhancer activation (Wang et al. 2015) raised the question
of which transcription factors could mediate enhancer
priming during endoderm development. Motif analysis
followed by ChIP-seq experiments identified FOXA1 and
FOXA2 as enriched at pancreatic enhancers in gut tube
intermediates (Wang et al. 2015). FOXA transcription fac-
tors belong to the class of so-called “pioneer” transcription
factors, which can recognize their target sites in the con-
text of nucleosomal DNA and closed chromatin (Zaret
and Carroll 2011). The ability of FOXA transcription fac-
tors to actively displace histones in local chromatin, thus
conferring competence for other factors to bind, suggests
that FOXA1 and FOXA2 could mediate chromatin priming
of pancreatic enhancers during endoderm development.
Confirming this prediction, a recent study showed that
FOXAZ2 deletion in hPSCs indeed prevents early chroma-
tin priming of pancreatic enhancers and consequently pan-
creatic lineage induction (Lee et al. 2019). Given that
FOXA1/2 recruitment coincides with the acquisition of re-
sponsiveness to lineage-inductive signals during pancreas
differentiation, it is likely that FOXA-bound enhancers are
also signal responsive. It remains to be studied how line-
age-inductive cues selectively activate organ-specific en-
hancers for lung, pancreas, and liver in the context of a
broadly primed chromatin landscape at enhancers for all
organ lineage derived from the gut tube (Wang et al.
2015).Itis possible that organ-specific activation of primed
enhancers is achieved as a result of differences in enhancer
sequence architecture between organs. This could explain
why pancreatic enhancers are activated in response to Shh
inhibition and retinoic acid, whereas liver enhancers are
activated in response to BMP and FGF. There is evidence
for such a mechanism in definitive endoderm develop-
ment, where occupancy of the endoderm transcription fac-
tors GATA6 and EOMES has been shown to coincide with
recruitment of SMAD2/3, which translocates to the nucle-
us in response to endoderm induction by activin A (Chia
etal. 2019).

If developmental competence for all gut tube-derived
organs is broadly established at the gut tube stage, the
question arises of which mechanisms prevent the activa-
tion of genes associated with alternative fates once pro-
genitors have committed to a specific lineage. Analysis
of PDX1 binding sites in hPSC-derived pancreatic progen-
itors suggests that PDX1 is not only required for the acti-
vation of pancreatic genes, but also acts as a transcriptional
repressor of genes linked to the liver fate (Teo et al. 2015),
an observation that is consistent with previously noted
ectopic expression of hepatic genes in the embryonic pan-
creas of mice lacking Pdx1 or Sox9 (Seymour et al. 2012).
Further supporting the idea that lineage-determining tran-
scription factors suppress inducers of alternative fates,
PDX1 and SOX9 have been shown to occupy regulatory
sequences of intestinal lineage determinants in hPSC-
derived pancreatic progenitors (Shih et al. 2015). Thus,



PDX1 and SOX9 may cooperatively both activate pancre-
atic genes and repress intestinal and liver genes. In the fu-
ture, the hPSC differentiation system could be employed
to globally identify genes involved in individual steps of
differentiation, using genome-scale CRISPR screens. Re-
cently, one such screen in hPSCs has identified the
JNK-JUN pathway as a barrier for definitive endoderm
formation (Li et al. 2019). Inhibition of JNK improved
the efficiency of definitive endoderm induction protocols
and increased the percentage of cells committing to the
pancreatic and lung lineages. This example illustrates
how knowledge from genome-wide screens can help im-
prove existing differentiation protocols.

Pancreatic disease modeling with hPSCs

Most of our current knowledge about how disease-associ-
ated genes cause specific phenotypes has been derived
from studies in model organisms. However, commonly
utilized rodent models in many cases fail to recapitulate
the disease phenotypes observed in humans (Teo et al.
2016; Zhu et al. 2016; Shi et al. 2017; Tiyaboonchai
et al. 2017). A major limitation for the use of primary hu-
man cells to model disease is their limited availability and
variable quality after isolation, as is the case for human ca-
daveric beta cells. Moreover, terminally differentiated
cells do not permit examination of phenotypes arising
during development. With respect to both of these chal-
lenges, hPSC-derived cells pose an attractive model for
dissecting genetic disease mechanisms.

Modeling monogenic forms of diabetes

Relevant cell types for modeling human disease can be
generated from hPSCs via different methods (Fig. 3). First,
hPSCs can be directly isolated from early human embryos
following pre-implantation genetic diagnosis (Ben-Yosef
et al. 2008; Stephenson et al. 2009; Tropel et al. 2010). A
second, more commonly used method is to reprogram fi-
broblasts from affected individuals into iPSCs. Here, cor-
rection of the mutation by gene editing techniques is an
important control to demonstrate causality between the
mutation and the observed phenotype. Finally, disease-
relevant mutations can be introduced directly into exist-
ing hPSC lines via genome editing (Maury et al. 2012).
Genetic diseases related to all pancreatic lineages (endo-
crine, acinar, and ductal) have been modeled using hPSCs.
Due to their central role in the pathogenesis of diabetes,
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the largest effort has been in modeling diseases affecting
pancreatic beta cells.

Biallelic mutations of many pancreatic lineage-deter-
mining transcription factors, including PDX1, PTF1A,
NGN3 (encoded by NEUROGS3), GLIS3, RFX6,
NEURODI1, MNX1, and NKX2.2 cause permanent neona-
tal diabetes in humans (Stoffers et al. 1997; Sellick et al.
2004; Senée et al. 2006; Rubio-Cabezas et al. 2010, 2011;
Smith et al. 2010; Dimitri et al. 2011; Bonnefond et al.
2013; Flanagan et al. 2014a,b). The functions of these tran-
scription factors have been extensively studied in mice
(Romer and Sussel 2015), but their specific roles in human
pancreas development had remained elusive. Huangfu
and colleagues employed genome editing in hPSCs to sys-
tematically characterize loss-of-function phenotypes of
eight pancreatic transcription factors during in vitro pan-
creatic differentiation (Zhu et al. 2016). The study demon-
strated conserved requirements for HES1, ARX, RFX6,
PDX1, and NGN3 in pancreatic development and cell dif-
ferentiation between mice and humans. Interestingly, the
study also identified potentially divergent roles of some
transcription factors in mice and humans. For example,
biallelic frameshift mutations in PTF1A and MNX1, tran-
scription factors necessary for pancreatic organ formation
in mice (Harrison et al. 1999; Li et al. 1999; Fukuda et al.
2008), surprisingly did not affect endocrine cell differenti-
ation of hPSCs. Similarly, hPSCs carrying a homozygous
loss-of-function mutation in GLIS3 exhibited no endo-
crine differentiation defects, contrary to Glis3 null mu-
tant mice, which have reduced endocrine cell numbers
(Kang et al. 2009). It is important to note that the observed
phenotypes in mutant hPSCs were not always consistent
across studies from different laboratories. For example, in
contrast to Zhu'’s study (Zhu et al. 2016), Chen and col-
leagues reported reduced numbers of insulin® cells and in-
creased cell death in GLIS3™/~ hPSC cultures (Amin et al.
2018). Similarly, NGN3~/~ hPSCs produced some insulin*
cells upon in vitro differentiation in one study (Zhu et al.
2016), whereas another study reported a complete endo-
crine cell differentiation block in NGN3~/~ hPSCs
(McGrath et al. 2015). The underlying cause for these dis-
crepancies is still unclear. Possible explanations include
divergent differentiation protocols between laboratories
and differences in the genetic background of hPSC lines.
The potential protocol-dependency of phenotypes illus-
trates limitations of in vitro hPSC differentiation systems
for modeling the impact of genetic mutations on human
development.
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Figure 3. Approaches to model genetic
causes of pancreatic diseases. Disease-associ-
ated mutations or variants are introduced
into hPSCs via genome editing, or patient-
specific iPSCs are generated via reprogram-
ming. These approaches have been employed
to model endocrine and exocrine diseases.
(hPSCs) human pluripotent stem cells,
(iPSCs) induced pluripotent stem cells,
(MODY) maturity onset diabetes of the
young.

GENES & DEVELOPMENT 1481



Gaertner et al.

Nevertheless, the analysis of transcription factor-defi-
cient hPSCs during in vitro differentiation has helped
define mechanisms whereby mutations in pancreatic
transcription factors could cause pancreatic abnormali-
ties and diabetes. Analysis of RFX6~/~ cells revealed a pre-
viously unknown early developmental role for RFX6 in
the formation of PDX1" pancreatic progenitor cells (Zhu
et al. 2016), which helps explain why homozygous RFX6
mutations in humans are associated with pancreas hypo-
plasia (Concepcion et al. 2014; Zegre Amorim et al. 2015).
Furthermore, it was shown that monoallelic PDX1 muta-
tions cause a reduction in insulin® cells (Zhu et al. 2016),
suggesting a dosage-sensitive requirement for PDX1 in
human pancreas development that may predispose affect-
ed carriers to developing diabetes later in life (Staffers et al.
1997). Corroborating these findings, Lickert and col-
leagues modeled heterozygous mutations in the PDX1
transactivation domain found in patients with increased
risk for diabetes and observed impaired beta cell develop-
ment and function in hPSC models (Wang et al. 2019).
Similarly, hPSC models helped define the mechanism
whereby activating mutations in the transcription factor
STAT3 cause a form of permanent neonatal diabetes
that is characterized by both pancreatic hypoplasia and
beta cell autoimmunity (Otonkoski et al. 2000; Flanagan
et al. 2014b). In vitro modeling with patient iPSCs demon-
strated an immune-independent developmental defect
caused by precocious upregulation of NEUROGS3 that
leads to premature differentiation of alpha cells at the ex-
pense of beta cells and depletion of pancreatic progenitor
cells (Saarimaki-Vire et al. 2017).

Several monogenic forms of diabetes in humans are not
recapitulated in mouse models. One such example is
monoallelic loss-of-function mutations in the transcrip-
tion factor GATAG6, which in humans lead to pancreas
agenesis and consequently neonatal diabetes (Allen et al.
2014), but in mice cause no pancreatic defect (Carrasco
et al. 2012; Xuan et al. 2012). To gain insight into the
role of GATAG6 in human pancreas development, three in-
dependent groups studied effects of GATA6 mutations in
an in vitro hPSC model of pancreatic cell differentiation
(Shi et al. 2017; Tiyaboonchai et al. 2017; Chia et al.
2019). All three studies found that homozygous GATA6
loss-of-function mutations caused a defect in definitive
endoderm formation that would not be compatible with
life. The effects of heterozygous GATA6 mutations on de-
finitive endoderm development were less consistent
across studies. While Vallier and colleagues noted an
~25% decrease in cells adopting the definitive endoderm
fate, the groups of Danwei Huangfu and Paul Gadue ob-
served no difference between GATA6*/~ and control cells
at the definitive endoderm stage. This difference is unlike-
ly to be due to different mutations being analyzed, as the
studies by Vallier and Huangfu both analyzed mutations
that did not produce a truncated protein. All three studies
found that heterozygous mutations in GATA6 impaired
the formation of endocrine-specified pancreatic progeni-
tors leading to reduced numbers of insulin® cells in late
stage cultures. Thus, these studies clearly demonstrate a
requirement for two functional copies of GATAG for nor-
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mal endocrine cell development in humans. Interestingly,
Gadue and colleagues showed that the degree to which
beta cell differentiation is affected by loss of GATA6 can
be modulated by varying the concentration of pancreas
differentiation factors in the culture medium (Tiyaboon-
chai et al. 2017). This illustrates that phenotypes depend,
at least to some extent, on the media composition used
during in vitro differentiation. Protocol differences might
also explain why one study found GATA6 haploinsuffi-
ciency to impair glucose-stimulated insulin secretion
(Tiyaboonchai et al. 2017), while the other study did not
(Shi et al. 2017).

Maturity onset diabetes of the young (MODY) is a
monogenic autosomal dominant form of diabetes that
manifests during childhood or early adulthood. As of
today, at least 14 MODY genes have been described
(Firdous et al. 2018), most of which encode transcription
factors essential for beta cell development and function.
In many cases it is unclear how MODY mutations cause
insulin insufficiency, and mouse models have not
always recapitulated the human phenotype. This is the
case for MODY5, which is caused by mutations in the
transcription factor HNF1B. While heterozygous loss-of-
function mutations in HNF1B are associated with diabe-
tes and pancreas hypoplasia in humans (Bellanné-Chante-
lot et al. 2004; Edghill et al. 2006; Haumaitre et al. 2006;
Haldorsen et al. 2008), heterozygous Hnflb mutant
mice do not develop hypoplasia nor do they become dia-
betic (De Vas et al. 2015). In vitro differentiation of
iPSCs from MODY5 patients revealed misexpression of
transcription factors involved in beta cell development
and reduced expression of the insulin gene activator
PAXG6, suggesting that loss of one copy of HNF1B in hu-
mans impairs beta cell development and function (Teo
et al. 2016).

Similar to MODYS5, the phenotypes of MODY3/HNF1A
and MODY1/HNF4A mutations are not fully mirrored in
mice (Stoffel and Duncan 1997; Pontoglio et al. 1998; Gar-
cia-Gonzalez et al. 2016). Using genetically engineered
hESCs, Gadue and colleagues showed that loss of one or
two copies of HNF1A diverts endocrine differentiation
from the beta cell towards the alpha cell fate (Cardenas-
Diaz et al. 2019). Moreover, HNF1A-deficient beta cells
were functionally compromised, exhibiting decreased ox-
idative phosphorylation and impaired insulin secretion.
Teo and colleagues recently reported a defect in the devel-
opment of foregut progenitors and impaired induction of
insulin gene expression in iPSCs from MODY1/HNF4A
patients (Ng et al. 2019). However, contrary to these find-
ings, another study found beta cell development and insu-
lin expression to be unaffected in a MODY1 iPSC model
(Vethe et al. 2017). The reasons for the discrepancy are un-
clear, and additional studies are necessary to address how
MODY1/HNF4A causes diabetes in humans.

Although most genes associated with monogenic diabe-
tes encode transcription factors, other genes have also
been identified. For example, common forms of perma-
nent neonatal diabetes are linked to dominant negative
insulin gene mutations that cause insulin protein misfold-
ing in the endoplasmic reticulum (ER), inducing ER stress



and eventually beta cell failure (Liu et al. 2010). To eluci-
date the pathogenic mechanisms of these mutations,
patient iPSCs were differentiated into beta-like cells (Bal-
boa et al. 2018). Single cell transcriptome analysis re-
vealed increased expression of ER stress-associated genes
and reduced expression of genes related to beta cell prolif-
eration and function in in vitro-generated beta cells. Upon
transplantation into mice, mutant beta cells exhibited
signs of ER-stress as well as functional defects associated
with dysregulated mTORCI1 signaling, which is a critical
pathway for beta cell maturation (Ni et al. 2017; Sinagoga
etal. 2017). Elevated ER-stress is also the cause of beta cell
failure in Wolfram syndrome, which is another form of
monogenic diabetes. Wolfram syndrome is caused by mu-
tations in the wolframin (WFS1) gene, which encodes an
ER-resident protein that is highly expressed in beta cells.
Although the molecular function of WFS1 is unknown,
a recent study using patient iPSC-derived beta cells
showed reduced insulin protein and secretory defects in
mutant beta cells that were caused by activation of the
ER unfolded protein response pathway (Shang et al.
2014). The findings suggest that WFS1 protects beta cells
from ER stress to preserve their function. Together, these
studies illustrate that hPSC models have begun to provide
insights into disease mechanisms of human diabetes. Re-
cent advances in generating glucose-responsive beta cells
from hPSCs in vitro (Velazco-Cruz et al. 2019; Veres et al.
2019) will improve our ability to accurately model beta
cell phenotypes in vitro and will likely yield additional in-
sights into the mechanisms of beta cell failure in diabetes.

Modeling type 1 and type 2 diabetes

Most forms of diabetes are not caused by a single gene mu-
tation but are polygenetic in etiology and result from a
complex interplay between beta cells and their environ-
ment. T1D is characterized by autoimmune destruction
of beta cells, resulting in decreased beta cell mass and in-
sufficient insulin production. While the immune system
plays a critical role in T1D, there is evidence that beta
cell-intrinsic mechanisms also contribute to disease path-
ogenesis. Studies in the NOD mouse model of T1D have
shown an immune-independent increase in the sensitiv-
ity of NOD beta cells to stress-induced cell death (Dooley
etal. 2016). To study beta cells in T1D, several groups gen-
erated iPSCs from individuals with T1D and differentiat-
ed these cells into beta-like cells in vitro (Maehr et al.
2009; Thatava et al. 2013; Millman et al. 2016; Hosokawa
et al. 2017; Manzar et al. 2017; Sui et al. 2018). As ex-
pected, beta-like cells could be readily derived from
T1D-iPSCs, and these beta cells did not exhibit overt phe-
notypic defects. Furthermore, a small scale comparison of
iPSC-beta-like cells from three T1D and three unaffected
individuals showed no difference in cell death upon expo-
sure to pro-inflammatory cytokines (Millman et al. 2016).
In contrast, a study of beta-like cells derived from iPSCs
generated from patients with fulminant T1D showed in-
creased apoptosis following cytokine treatment (Hoso-
kawa et al. 2017). Fulminant diabetes is a subclass of
T1D characterized by rapid onset with less autoimmune
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contribution (Imagawa and Hanafusa 2006). While larger
scale studies are clearly needed to draw conclusions, these
studies illustrate that iPSCs could help provide mechanis-
tic insight into the clinical heterogeneity of T1D. More-
over, an isogenic coculture model of iPSC-beta-cells and
immune cells isolated from the same individual could
prove informative for identifying mechanisms of beta
cell destruction in T1D. When combined with drug
screens, these models could pave the way for new thera-
peutic interventions.

Like T1D, T2D is polygenic in origin and its manifesta-
tion is strongly determined by environmental influences
(Thomsen and Gloyn 2014). Genome-wide association
studies have identified over 400 genomic risk loci for
T2D (Mahajan et al. 2018). Most T2D risk signals are lo-
cated in noncoding regions of the genome, which makes
it difficult to identify the target genes affected by these
risk variants. T2D risk-associated genetic variants are
highly enriched in gene regulatory elements that are ac-
tive in islets (Pasquali et al. 2014), suggesting a significant
contribution of beta cell gene regulation to T2D pathogen-
esis. Since, compared to coding regions, regulatory se-
quences are less conserved between mouse and human,
hPSC-derived beta cells could provide a model to study
variant effects on gene regulation and to identify target
genes of T2D risk-associated variants. One possible ap-
proach is to compare gene expression in human iPSC-
beta cells from a large collection of iPSCs representing
common risk variants and reference alleles. Such geneti-
cally well-characterized collections of iPSCs already exist,
and proof-of-concept studies suggest that these collec-
tions are useful for validating variant effects in metabolic
disease (Warren et al. 2017). As an alternative approach,
risk and non-risk variants can be introduced into hPSCs
by gene editing.

In T2D, chronic exposure of beta cells to high blood glu-
cose and fatty acids (FAs) induces prolonged activation of
the ER stress response that can lead to beta cell apoptosis
(Biden et al. 2014). To gain insight into the function of
genes with previously suggested roles in T2D, Chen and
colleagues used hPSCs to study the T2D genetic risk-
associated genes CDKALI, KCNQI1, and KCNJ11 (Zeng
et al. 2016). Beta cells derived from hPSCs with biallelic
loss-of-function mutations exhibited impaired insulin
secretion in response to secretagogues. Furthermore, con-
sistent with described roles of CDKALI in the ER stress
response (Brambillasca et al. 2012), CDKAL™/~ beta-like
cells displayed increased ER stress and apoptosis under
high glucose and FAs (Zeng et al. 2016). A follow-up study
further identified the metallothionein (MT) protein MT1E
as a downstream effector of CDKALLI in the regulation of
ER stress and beta cell function (Guo et al. 2017). These
studies illustrate how hPSC models can help define dis-
ease mechanisms leading to T2D.

Modeling diseases associated with acinar and
ductal cells

Various diseases arise from the exocrine compartment of
the pancreas and, although protocols to generate acinar
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and ductal cells from hPSCs have been developed, exo-
crine cells have been studied in much less detail than pan-
creatic endocrine cells. One example of an exocrine
disease that has been modeled in vitro is Shwachman-
Diamond syndrome (SDS), which is characterized by exo-
crine pancreatic insufficiency that causes malabsorption
and malnutrition. SDS is caused by mutations in the
gene encoding the Shwachman-Bodian-Diamond syn-
drome protein (SBDS) that is involved in ribosome biogen-
esis (Burwick et al. 2012; Gijsbers et al. 2018). In vitro
exocrine differentiation of hPSCs with a knock-down of
SBDS or SDS-iPSCs revealed disorganized ductal cells as
well as a loss of acinar cells through increased apoptosis
with SBDS loss or mutation (Tulpule et al. 2013). These
phenotypes appeared to result from aberrant cytotoxic
protease secretion, as they could be rescued by supple-
menting protease inhibitors.

Cystic fibrosis (CF) is another example of a genetic dis-
ease that affects the exocrine compartment. Specifically,
mutations in the cystic fibrosis transmembrane conduc-
tance regulator (CFTR) chloride channel gene that is ex-
pressed in pancreatic ductal cells lead to pancreatic
fibrosis and exocrine insufficiency. To gain insight into
CF pathophysiology, several groups employed iPSC differ-
entiation strategies to model CF defects in vitro (Taki-
zawa-Shirasawa et al. 2013; Huang et al. 2015; Simsek
et al. 2016; Hohwieler et al. 2017). Taking this approach,
Kleger and colleagues also tested compounds known to
improve CFTR function on CF patient-iPSC-derived pan-
creatic organoids and found that they could indeed partial-
ly rescue fluid secretion into the lumen of CF organoids
(Hohwieler et al. 2017). Exemplified by a recent report,
hPSC-derived ductal and acinar cells could also provide
insight into events that initiate the formation of pancreat-
ic cancer and its precursor lesions (Huang et al. 2015).

Future perspectives

The most current beta cell differentiation protocols
produce beta-like cells with functional features close to

Screens:
+ Small molecule
- Genetic

*Q?: - L—

Endocrine cells I

L]
) A —_—
Endothelial cells Pericytes
o
hPSCs

Islet biomimetic
("Islet-on-a-chip”)

Fibroblasts

Immune cells

1484 GENES & DEVELOPMENT

* Insulin content

* Insulin secretion

* Cell viability

* Reporters of cell states
* Gene expression

* Proteins

primary human beta cells (Velazco-Cruz et al. 2019; Veres
et al. 2019). This recent leap forward now provides a non-
transformed human beta cell model that can be adapted
for high-throughput screens. The Chen laboratory has al-
ready conducted proof-of-concept studies that small mol-
ecule screens on hPSC-beta cells can help identify
modifiers of disease processes in beta cells. A 2000 FDA-
approved compound screen on CDKAL1 ™/~ beta-like cells
identified the c-Fos/AP-1 inhibitor T5224 as capable of
reversing the cell death phenotype under high glucose
and high FAs (Zeng et al. 2016). A similar screen on
GLIS37/~ beta-like cells showed that the TGF-B inhibitor
Galunisertib could prevent GLIS3 deficiency-induced
beta cell death (Amin et al. 2018). hPSC-derived beta cells
could not only help identify new drugs for the treatment
of diabetes, but could also be employed to conduct
CRISPR-Cas9-mediated screens to better characterize reg-
ulators of human beta cell health and to identify modifiers
of disease processes (Fig. 4). To effectively use hPSC-beta
cells for high-throughput screens, it will be important to
further refine and scale existing platforms. Even with
the most advanced protocols, there is still substantial
cell heterogeneity in hPSC cultures. Enrichment strate-
gies for mature beta cells, as recently described (Saunders
etal. 2018; Velazco-Cruz et al. 2019), could help overcome
this limitation. Finally, to appropriately model the rich
cell-cell interactions that occur within the islet and con-
tribute to diabetes pathogenesis, it will be necessary to
generate 3D multicellular models, which include all en-
docrine cell types, vasculature endothelial cells, and im-
mune cells. When fully autologous, meaning that all
cells are derived from iPSCs of a single individual with
T1D and immune cells are isolated from peripheral blood
of the same individual, such a 3D multicellular iPSC-islet
organoid could provide a platform for studying the mech-
anisms of immune-mediated beta cell destruction in T1D.
Similarly, the inclusion of vasculature and innate
immune cells into a cell model could help define how a
pro-inflammatory islet microenvironment, as observed
in T2D, contributes to beta cell dysfunction and destruc-
tion (Eguchi and Nagai 2017). When introduced into a

Figure 4. Innovative platforms for studying
human beta cells in health and disease. Multi-
ple cell types present in the pancreatic islet in
vivo niche are generated from a single human
iPSC line and cultured as a 3D organoid in
microfluidic devices to mimic in vivo condi-
tions. These platforms can be adapted for small
molecule or genetic screens and interrogated by
live imaging of fluorescent reporters or with
functional and molecular assays. (hPSCs) hu-
man pluripotent stem cells.



microfluidic “organ-on-a-chip” platform (Lenguito et al.
2017), 3D hPSC-islet organoids could serve as cost-effi-
cient models for screening pharmaceutical agents, mim-
icking normal physiology, and studying disease.
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