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A quantitative deficiency of normally functioning insulin-producing pancreatic beta cells is
a major contributor to all common forms of diabetes. This is the underlying premise for
attempts to replace beta cells in people with diabetes by pancreas transplantation,
pancreatic islet transplantation, and transplantation of beta cells or pancreatic islets
derived from human stem cells. While progress is rapid and impressive in the beta cell
replacement field, these approaches are expensive, and for transplant approaches,
limited by donor organ availability. For these reasons, beta cell replacement will not
likely become available to the hundreds of millions of people around the world with
diabetes. Since the large majority of people with diabetes have some residual beta cells in
their pancreata, an alternate approach to reversing diabetes would be developing
pharmacologic approaches to induce these residual beta cells to regenerate and
expand in a way that also permits normal function. Unfortunately, despite the broad
availability of multiple classes of diabetes drugs in the current diabetes armamentarium,
none has the ability to induce regeneration or expansion of human beta cells.
Development of such drugs would be transformative for diabetes care around the
world. This picture has begun to change. Over the past half-decade, a novel class of
beta cell regenerative small molecules has emerged: the DYRK1A inhibitors. Their
emergence has tremendous potential, but many areas of uncertainty and challenge
remain. In this review, we summarize the accomplishments in the world of beta cell
regenerative drug development and summarize areas in which most experts would agree.
We also outline and summarize areas of disagreement or lack of unanimity, of controversy
in the field, of obstacles to beta cell regeneration, and of challenges that will need to be
overcome in order to establish human beta cell regenerative drug therapeutics as a
clinically viable class of diabetes drugs.
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INTRODUCTION

Diabetes is a major global public health challenge. The World
Health Organization estimates that there are 440 million people in
the world with diabetes, the large majority of whom have Type 2
Diabetes (T2D) (1). Approximately 5% have Type 1 Diabetes
(T1D). As summarized below, people with T1D, and most with
T2D, sufter from reduced numbers of insulin-secreting pancreatic
beta cells. Also, only ~30% of people with T1D or T2D achieve
ADA therapeutic targets for glycemic control with currently
available drugs. These considerations have prompted attempts to
restore beta cell mass to normal in T1D through the use of whole
pancreas transplant from organ donors, transplant of isolated
human pancreatic islets, transplant of human embryonic or
induced pluripotent stem cell-derived beta cells, and through the
discovery of drugs that are able to induce human beta cells to
replicate, proliferate or regenerate. This latter field of human beta
cell regenerative drug development is moving rapidly. There is
broad agreement that it is now possible to induce adult human beta
cells to regenerate, but several areas of controversy as well as
challenges remain. In this Review, we summarize recent advances
and challenges in human beta cell regenerative drug therapy. In the
first half, we focus on areas on which most investigators in the field
agree. In the second half, we focus on areas in which there is room
for disagreement, delineating unanswered questions and challenges
in the field of human beta cell regenerative drug development.

AREAS OF CONSENSUS
Beta Cell Mass Is Reduced In Diabetes

It seems clear that while insulin resistance is an important
contributor to T2D, most people with obesity and insulin

resistance do not have diabetes, suggesting that T2D results
from a combination of insulin resistance together with another
factor. Autopsy studies have reveal that pancreatic beta cell mass
is reduced in some people with T2D by as much as 40-60% as
compared to age-, sex- and body-mass index-matched normal,
although there is substantial overlap with normals (Figure 1)
(2, 4-6, 10). Understanding the timeline and cause of the reduced
beta cell mass in T2D is difficult define in precise terms, since
human beta cell mass can only be assessed at autopsy. The
relative reduction in beta cell mass in many people with T2D
likely reflects combinations of: 1) genetic predisposition to lower
beta cell mass and/or reduced beta cell function, illustrated by
GWAS studies (11, 12); 2) inadequate attainment of beta cell
mass during fetal life and childhood (13, 14); 3) beta cell de-
differentiation induced by glucotoxicity, lipotoxicity and/or
endoplasmic reticulum (ER) stress, all driven by excessive
demand for insulin resulting from insulin resistance and
excessive caloric intake (15-18); and/or combinations of the
above. Importantly in the current context, most people with T2D
retain substantial beta cell mass, and most produce substantial
quantities of insulin (2, 4-6, 10).

In T1D, beta cell mass is reduced as well, and is attributed to
autoimmune destruction as well as de-differentiation of human
beta cells (Figure 1). Based on autopsy studies, residual beta cell
mass estimates in T1D, range from ~2% to 40% (3, 7, 8). Notably,
most people with T1D, even after 50-80 years, continue to
produce at least small amounts of insulin, and the large
majority also have at least small numbers of residual beta cells
at autopsy (8, 9).

These considerations underly the enthusiasm for beta cell
replacement, which may be achieved by whole pancreas
transplant (19, 20), by isolated human islet transplant (21, 22),
or by transplant of stem cell-derived beta cells (23, 24) for people
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FIGURE 1 | Beta Cell Mass in Type 1 and Type 2 Diabetes. (A, B) display beta cell mass assessed at autopsy in people with longstanding Type 1 diabetes (T1D)
and Type 2 diabetes (T2D or TTDM), and people with impaired fasting glucose (IFG), also called metabolic syndrome. The red arrows highlight the relative reduction
in beta cell mass in both T1D and T2D as compared to age, BMI and sex matched normal. Importantly, beta cells persist, in reduced numbers, in people who have
had both T1D and T2D for decades, indicating that most people in both groups have residual beta cells that can serve as substrates for beta cell regenerative drugs.
Adapted with permission from (2, 7). (2, 4-6) and (3, 7-9) provide additional examples. (A) Is reprinted with permission from (7). * and ** both indicate p < 0.001 vs.
controls. The numbers within the graph indicate beta cell mass, in mg, in the three groups. (B) is reprinted with permission from (2). * indicates P < 0.01 and
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with diabetes. Of course, beta cell replacement will reverse T1D
only if autoimmunity is managed through immunomodulatory
drug or islet encapsulation approaches, both of which are
currently imperfect, but making advances (18, 25). On the other
hand, beta cell replacement for T2D is not widely performed,
reflecting the facts that there is a broad range of drug therapies for
T2D, and that beta cell replacement is simply impractical because
of the sheer number of affected individuals. In addition, since beta
cells are de-differentiated in T2D (10, 15-17), optimal drug
therapies for T2D will need to induce human beta cells to
re-differentiate from their de-differentiated state.

The Definition of Authentic Beta

Cell Proliferation

It is valuable to consider the types of assays for human beta cell
replication. Typically, proliferation is assessed through
immunocytochemical or immunohistochemical measurement of
cell cycle or DNA synthesis markers in cells that co-immunolabel
with insulin or c-peptide. These markers may include Ki67, BrdU,
EdU, PCNA and phospho-histone H3 (PHH3), and occasionally
others. BrdU, EdU and their analogues are thymidine analogues
that are incorporated into DNA during S-phase of the cell cycle, and
can be detected by immunolabeling with specific high-affinity
antibodies. Using some of these markers (BrdU, EdU) requires
that the cells, tissue or animals be pre-treated for hours or days
before immunolabeling is performed. The percentage of cells labeled
will be proportional to the number of days the cells or tissues are
exposed to these chemicals, since BrdU and EdU remain
incorporated into the DNA in the nuclei of the daughter cells
after cell cycle is complete. Since they are mutagens, they cannot be
used to label tissues in living humans. In contrast, Ki67, PCNA, and
PHH3 can be assayed in dispersed islet cells and in tissue sections,
and require no pre-labeling. Instead, they take advantage of the
transient expression of these molecules during normal cell cycle
progression, and their disappearance when cells complete cell cycle
and return to quiescence.

Several points are important in interpreting these types of
studies. First, although many authors, including ourselves, refer
to the output of these studies in quantitative terms such as
“replication rate”, or “proliferation rate”, they more accurately
provide a “labeling index”, indicating the number of cells
marked by Ki67, BrdU, etc., divided by the total number of
cells immunolabeled for insulin. In human neonates, the beta cell
labeling index for Ki67 is in the range of 2-3% (13, 26, 27). In
normal adult human beta cells from autopsy or organ donors, the
usual labeling index is in the range of 0.0-0.4% with Ki67, and
similar for BrdU and EdU if tissues or cells are pre-labeled for 18-
24 hours (13). Thus, if labeling is performed for 24 hours, and
labeling index calculated 3 days later, “labelling index” will
approximate a replication rate per 24 hours or “per day”.
Conversely, if labeling is performed for 3-7 days, as is often
done, labeling indices will be much higher. Thus, careful
comparison of labeling time is important in studies of beta cell
replication. As a correlation, one might assume that replication is
cumulative, with exponential increases in beta cell mass over
time. Unfortunately, for practical reasons, beta cell proliferation
is typically measured at a single time point in most studies.

Second, immunolabeling for Ki67, PCNA, EdU, BrdU, etc., is
not necessarily equivalent to actual cell division with the
generation of daughter cells. For example, cells may initiate cell
cycle entry, be labeled, but never complete the cell cycle, arresting
in S-phase or G2M. Such cells will label for most of the cell cycle
markers described above, giving a false impression of normal cell
cycle completion. Analogously, since these same markers are
activated in DNA damage and DNA repair pathways, expression
of these “cell cycle markers” may instead reflect cell damage and
impending death rather than true cell cycle completion. These
events are commonly explored through immunolabeling with
cell death markers or DNA damage markers such as TUNEL and
YH2AX, respectively (15).

Third, while markers of proliferation as described above are
useful for rapid and high-throughput assessment and
quantification of proliferation, the gold standard for unequivocal
generation of new beta cells should, of course, be documentation of
an increase in the actual number of beta cells. We have approached
this goal in two ways. In one, we have used an adenovirus that
delivers a fluorescent protein called ZsGreen in a beta cell-specific
manner using the Rat Insulin 1 Promoter (RIP1) to human islets.
In a second, we used a human ES cell line in which GFP has been
knocked-into the one allele of the insulin locus. These maneuvers
enabled beta cell labeling and quantification by flow cytometry (28,
29). In each case, as described below, drug treatment led to a clear,
statistically and quantitatively significant increase in the number of
human beta cells as will be discussed in detail below. Thus, this
technique confirms the ability of at least some drugs to expand
adult human beta cell numbers and mass.

Rodent vs. Human Beta Cell Replication
Rodent models have been used extensively to assess beta cell
proliferation. At birth, beta cell replication rates (labeling indices)
in mice are high (20-30%), and decline over time, such that they are
low (<1%) by 12-18 months of age, and are difficult or impossible to
activate (Figure 2) (30, 32). Many maneuvers in rodents, such as
high fat feeding, glucose infusion, partial pancreatectomy, beta cell
ablation with streptozotocin or diphtheria toxin, or drug treatment,
for example with GLP1 receptor agonists such as exendin-4, are
followed by a rapid increase in beta cell proliferation (reviewed in
30, 32 and “Candidate Drugs” below). Most often, however, these
studies are performed in mice that are 2-4 months old. Notably,
when similar studies performed in older mice, >1 year of age, there
is little proliferative response to the same maneuvers (30). Thus, in
juvenile rodents, beta cells display regenerative capacity, but this
plasticity disappears with age. Of course, since purchasing and
maintaining rodent colonies is expensive, pressure to complete
studies and costs dictates that most studies in “adult” rodents are
performed in 2-4 month-old rats and mice.

In humans, similar dynamics apply, with two important
differences. Beta cell proliferation increases in the first year of
life, peaking at 2-3% (far lower than rodents) and then declines
through childhood to rates that are low or undetectable in adults
(Figure 2) (13, 26, 27). Most human islet studies are performed
in islets recovered from adult organ donors, in the 40-60 y.o.
range, and do not proliferate appreciably in response to high
glucose, growth factors, hormones or drugs. They compare in
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reprinted with permission from (26). (B) Is reprinted with permission from (32).

replication rates to rodents 12-18 months of age. Thus, beta cells
from both rodents and humans display their highest rates of
replication shortly after birth, but the rates in the early
postpartum period are much higher in rodents. Interestingly,
beta cells from fully adult rodents and humans are recalcitrant to
replication. Again, for practical reasons, most beta cell
replication studies are performed in juvenile rodents, but in
islets from fully adult humans. There is a middle ground in
humans. In rare studies where juvenile human islets have been
studied, replication can be induced by glucose stimulation or
GLP1 receptor agonists such as exendin-4 (33, 34). Of course,
since any future intended therapeutic drug treatment will first be
evaluated in adults, and since only adult islets are available in
reliable quantities, induction of proliferation in adult human beta
cells represents the key hurdle for human studies. We discuss the
underlying mechanisms for recalcitrance of adult beta cells to
replication in the second half of this review.

Candidate Drugs and Other Molecules for
Human Beta Cell Proliferation

Because of the urgent need for beta cell regenerative drugs, many
laboratories in academia and industry have explored the
discovery and development of beta cell mitogenic nutrients,
growth factors and drugs, commonly using juvenile rodent
islets as a model system. Examples of agents proposed to
induce beta cell proliferation are many, and include glucose
(33), lactogens such as placental lactogen or prolactin (35),
growth hormone (36), PTH-related protein (PTHrP) (37),
hepatocyte growth factor (HGF) (38), dextran sulfate (39), the
short peptide TLQP21 (40), serpin B1 (41), GLP1 family peptides
exemplified by exendin-4 (34), gamma amino-butyric acid
(GABA) (42), purinergic agonists and adenosine kinase
inhibitors (43, 44), TGFf inhibitors (45), and inhibitors of
glycogen synthase kinase 3B (GSK3B) (46) and of dual
specificity tyrosine-regulated kinase 1A (DYRKI1A). Most of
these do reproducibly induce beta cell replication in juvenile
rat or mouse beta cells in vitro and/or in vivo. But among this

P Mouse
§ 50.0% (BrdU)
g
8= 30p
=
g3 20
£&
g
2 10
Q
S N
0 100 200 300 400
Age (Days)

FIGURE 2 | Comparison of Beta Cell Proliferation Rates as a Function of Age in Humans and Mice. The key point is that beta cells replicate at high rates in juvenile
humans and mice, and decline with age. With age (early adult hood in humans and ~12 months in mice), beta cell replication ceases and is difficult or impossible to
re-activate in both species. Note that at birth, beta cell proliferation is much higher in rodents than in humans. Note also that most rodent studies employ animals
that are 2-3 months of age, whereas most human studies employ islets from organ donors who are 40-55 y.o. Similar studies are available in (27, 30, 31). (A) Is

group, only DYRKI1A inhibitors have been shown reproducibly
increase replication of human beta cells at rates in excess of 1%.
Therefore, in this review, we focus on DYRK1A inhibitors.

DYRK1A Inhibitors Induce Adult Human
Beta Cells to Replicate

Multiple members of the DYRKIA family are illustrated in
Figure 3. The first report of a DYRKIA inhibitor able to
induce beta cell proliferation was reported in 2012 by Annes et
al, who demonstrated that 5-iodotubericidin (5-IT) is able to
induce rodent and porcine beta cells to replicate, an effect
initially attributed to the ability of 5-IT to inhibit adenosine
kinase (47). In 2015 through 2020, multiple groups including
Laffite et al., Wagner et al., Annes et al.,, and ourselves showed
that multiple DYRK1A inhibitors - harmine, INDY, leucettine-
41, GNF4877, GNF2133, CC-401, OTS-167, and 2-2c - are able
to induce human beta cells to replicate, as assessed by Ki67,
BrdU, EdU, PHH3 immunolabeling, at rates of 2-3% (28, 29, 47-
55). Importantly, human beta cell proliferation can be
reproduced by directly silencing DYRK1A gene expression in
human islets (28, 29, 48-51). Conversely, proliferation in
response to DYRKI1A inhibitors can be blocked by
overexpression of DYRKIA in human islets (28, 29, 48).
Moreover, since no small molecule inhibitor of DYRKIA is
entirely specific for DYRKIA (all inhibit other structurally
related kinases such as DYRK1B, DYRK2, DYRK3, DYRK4,
the CLK1-4 family, GSK30. and GSK3[), we genetically
silenced these potential additional targets in human islets and
observed no human beta cell proliferation (51).

DYRK1A Inhibitor Mechanism of Action

DYRKIA is a kinase that phosphorylates a number of substrate
proteins, among which are the Nuclear Factor activated in T-cells
(NFaT) family of four transcription factors (31, 48, 55-57).
NFaTs normally reside in the cytoplasm, in a phosphorylated
state. Upon calcium entry into beta cells, for example in response
to glucose, sulfonylureas, or GLP1 receptor agonists, calmodulin
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FIGURE 3 | Chemical Structures of DYRK1A Inhibitors That Have Been Demonstrated to Induce Human Beta Cell Proliferation. See text for details and references.

is activated, and in turn activates the phosphatase calcineurin.
Calcineurin dephosphorylates NFaTs, allowing them to enter the
nucleus, where they bind to regulatory regions of target genes,
activating genes encoding cyclins and cdks (e.g., cdkl, cyclin A,
cyclin E) and repressing genes encoding cell cycle inhibitors (e.g.,
p5751P2, p15™K%) the net effect of which is activation of beta cell
proliferation. The role of DYRKIA in this process is to re-
phosphorylate nuclear NFaTs, forcing their nuclear exit, thereby
terminating their mitogenic signaling. Thus, one can think of
DYRKIA as being a “brake” on beta cell proliferation, and
DYRKIA inhibitors as “removing the brakes” on beta cell
proliferation. While this scenario is sound and well supported,
additional DYRK1A pathways and targets exist, and may also
participate in driving human beta cell proliferation. These are
discussed in the second portion of this review on Challenges
and Controversies.

DYRK1A and DYRK1B Inhibitor
Combinations

In parallel studies, we noted that silencing DYRKIA led to
markedly increased expression of DYRKIB at the protein, but
not mRNA, level (51). We silenced DYRK1B in human beta cells,
but noted no effect on human beta cell proliferation. Importantly,
however, silencing DYRK1A and DYRK1B simultaneously led to a
synergistic effect on human beta cell proliferation. Thus, since all
DYRKI1A inhibitors are also DYRKIB inhibitors, it appears that
these drugs fortuitously inhibit two separate inhibitors of human
beta cell proliferation. It is unknown at present exactly how
DYRKI1B inhibition operates to facilitate DYRKIA inhibition-
induced proliferation. Hereafter, we refer to the drugs in this class

as “DYRKIA inhibitors”, but it is important to be clear that all are
also DYRK1B inhibitors.

DYRK1A Inhibitor Proliferative Efficacy

Each of the DYRKIA inhibitors described above is able to induce
human beta cells to replicate, and peak beta cell proliferation rates
are comparable. The maximal rate is dependent on the human islet
donors and batches. Accordingly, we directly compared the ability
of harmine, GNF4877, 5-IT, leucettine-41 and CC-401 to induce
human beta cell Ki67 immunolabeling in the same 10 batches of
human islets (Figure 4) (51). The two most potent were GNF4877
and 5-IT (ECsq for both ~0.5 puM), followed by harmine and
leucettine-41 (both ~5 uM), then INDY (~10 pM). The maximal
labeling index for all compounds was similar (3-4% in these batches
of islets). Of note here is the fact that every DYRK1A inhibitor
studied actually inhibits proliferation at higher doses, suggesting
that at such doses, they interfere with additional molecules and
pathways required for proliferation.

DYRK1A Inhibitor Promiscuity vs. Specificity
As noted above, DYRKI1A inhibitor drugs are not exclusive
inhibitors of DYRKI1A: they inhibit additional kinases. This
reflects the fact that the active site in DYRK1A through which
these drugs act binds ATP, required for phosphorylation of
DYRKI1A substrates. Thus, many additional kinases, all of
which bind the ATP site, are targeted by harmine, INDY, 5-IT,
GNF4877, etc. Examples include all of the DYRK family
members, CDC-like kinases (CLKs), GSK3 kinases (49-53).
For example, in a screen against 468 human kinases at 10 uM,
we found that GNF4877 interacted with (selectivity score <10)
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10 adult human islet preparations were used for all data points, except in cases where sufficient human islets were not available to assay all drugs at every dose: in
these cases, the number of human islet preparations used at a given dose is indicated. Several points are important. First, there typically is great variability among
human islet preparations, as illustrated here by the large error bars (SEM). Second, GNF4877 and 5-IT are the most potent in driving human beta cell proliferation,
followed by harmine and leucettine and INDY. Third, the maximum efficacy in inducing proliferation is similar for all DYRK1A inhibitors. Fourth, all compounds inhibit
human beta cell proliferation at higher doses, suggesting that they interfere, at higher doses, with important cell cycle activation pathways. Compare to Figure 10

below. (B) Both panels are adapted with permission from (51), where statistical details and findings with additional DYRK1A inhibitors can be found.

103 kinases, 5-IT with 92 kinases, harmine with 10 kinases and
the harmine analogue 2-2c¢ with 6 kinases (51, 52). The
implications of these observations are several, including the
concepts that harmine and 2-2 are relatively “clean” and
therefore predicted to have lower risks of adverse effects as
compared to compounds that hit multiple alternate kinase
targets. Accordingly, a goal of future DYRKIA inhibitor
design, as discussed in Challenges and Controversies below, is
to reduce interactions with kinases other than DYRKIA while
enhancing potency of DYRK1A inhibition, as well as identifying
additional kinase targets (if any) which may further enhance or
synergize with DYRKIA inhibition to augment human beta
cell proliferation.

DYRK1A Inhibitors in Combination With
TGFB Superfamily Inhibitors

While DYRK1A inhibitors generate human beta cell
proliferation rates (labeling indices) in the 2-4% range, one can
envision a need for higher rates of proliferation, especially in
people with T1D who have particularly low numbers of residual
beta cells. Accordingly, we investigated combinations of DYRKIA
inhibitors with other drugs that might synergize to yield higher
rates of human beta cell proliferation. We elected to explore TGFf3
superfamily inhibitors because several other labs had found that
TGFB inhibition activates rodent beta cell proliferation (45, 58,
59), and because we observed abnormalities in DYRKIA gene
expression as well as abundant mutations in SMAD pathway genes
in the proliferating beta cells of insulinomas (60). We found that
TGFB inhibitors had little effect on human beta cell proliferation
when used alone (28). In contrast, combining TGFf inhibitors
with harmine, INDY or leucettine led to a dramatic increase in
adult human beta cell proliferation, with labeling indices for
harmine alone of 2-3%, and for harmine plus a TGFJ inhibitor
averaging 5-8%, and in some islet donors rose to 15-18% (28).
Annes et al. observed similar synergy using the DYRKI1A
inhibitor, CC-401, and the TGFp inhibitor, ALK5 inhibitor (53).

This synergy required inhibition of DYRKIA, was associated with
interruption of SMAD signaling, and could be mimicked by
simultaneous genetic silencing DYRK1A and SMAD family
members (28). The high rates of proliferation suggested that it
may be possible to actually observe an increase in human beta cell
numbers, despite the brief survival of cultured human beta cells.
To assess this, as described above, we employed a rat insulin
promoter-1 (RIP1)-driven adenovirus expressing the bright green
fluorescent protein, ZsGreen, to selectively label beta cells, and
then quantified human beta cell numbers by flow cytometry in
human islets exposed to vehicle or to the harmine plus TGFj
inhibitor combination. The harmine plus TGF inhibitor
combination led to a near-doubling of human beta cell numbers
in only four days (28). These results were independently
corroborated in human stem cell-derived beta cells in which
green fluorescent protein (GFP) was knocked into one allele of
the insulin locus (28). This constituted the first evidence that any
putative human beta cell mitogenic drug could increase actual
human beta cell numbers, as compared to merely increasing beta
cell proliferation markers.

DYRK1A Inhibitors in Combination

With GLP1 Receptor Agonists

Concerned that TGFP inhibitors would have undesirable off-
target effects on the broad range of known TGFp inhibitor target
tissues, we sought alternate potential synergistic partners for
DYRKIA inhibitors that might add a degree of beta cell
specificity. We explored a variety of compounds active in beta
cells, including meglitinide drugs and sulfonylurea drugs that
target the SUR1/Kir6.2 potassium channel on beta cells, and the
glucagon-like peptide (GLP1) family that target the GLPI
receptor (GLP1R) on beta cells. All three classes of drugs are in
widespread clinical use for diabetes because of their ability to
augment insulin secretion in people with diabetes. We found that
meglitinides and sulfonylureas had no human beta cell mitogenic
activity on their own, and did not synergize with harmine. In
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contrast, although GLP1 family drugs had no intrinsic beta cell
mitogenic activity in adult beta cells, as is well described (34, 53),
they markedly enhanced the ability of harmine to drive adult beta
cell proliferation (Ki67 labeling indices), from the usual 2-3%, to
5-7% on average, and in some islet donors, increasing to 20-30%
(Figure 5) (29). This synergistic increase in human beta cell
proliferation was a class effect for all DYRK1A inhibitors studied
and for all GLP1 analogues studied, including many in current
clinical use, exemplified by exenatide, liraglutide, lixisenatide and
semaglutide (29). Finally, we used our flow cytometric assay
described in the preceding section to quantify human beta cell
numbers in response to treatment with vehicle alone vs. harmine
plus GLP1 (Figure 6). These studies demonstrated that actual
human beta cell numbers increased from 12,000 to 17,000 in only
four days of treatment (29). Similarly, human ES-cell -derived
beta cells increased from 13,000 to 21,000 in only 7 days of
treatment (29). Thus, as with the harmine-TGFf superfamily
inhibitor combination, the harmine-exenatide combination
increases not only markers of human beta cell proliferation, but
also increases actual numbers of human beta cells.

We found that the harmine-GLP1 synergy required inhibition
of DYRK1A: harmine could be replaced by genetic silencing of
DYRKI1A; conversely, DYRK1A overexpression blocked the

synergistic proliferation (29). The synergy also required
activation of cAMP signaling: GLP1 could be replaced by any
agent that increased beta cell cAMP concentrations, and the
synergy could be blocked by inhibitors signaling downstream of
cAMP, such as protein kinase A and EPAC2 (29).

Importantly, the harmine-GLP1 synergy was operative in vivo
in human islets transplanted into immunocompromised mice
(Figure 7). For example, diabetic mice transplanted with a
marginal human islet number (500 islet equivalents, IEQ), an
islet number inadequate to reverse their diabetes, remained
diabetic for the full two weeks of the study, and the same was
true for identical mice treated with exenatide alone or harmine
alone (29). In contrast, mice treated with the harmine-exenatide
combination rapidly corrected their hyperglycemia to near
normal levels, and increased their circulating levels of human
insulin. Moreover, they also tripled the rate of human beta cell
proliferation in vivo in the human islet grafts.

Harmine Induces Human Beta

Cell Differentiation

The preceding sections have focused on human beta cell
proliferation. As noted earlier, however, in addition to reduced
numbers of beta cells in T2D and T1D, beta cells lose
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FIGURE 5 | Adult Human Beta Cell Proliferation in Response to Combined Treatment with Harmine and GLP1R Agonists. (A) Proliferation (Ki67 labeling index) in
human islets exposed for 72 hours to vehicle (0.1% DMSO), GLP1, harmine or GLP1 plus harmine. Each colored line represents one of 20 different human islet
preparations assayed for all four treatments. The red bars represent the mean for each dose. (B) An example of Ki67 immunolabeling (red) in dispersed human beta
cells (green). (C) Dose-response curves for Ki67 labeling in human beta cells in response to multiple doses of GLP1 alone, or the maximally effective dose of harmine
(10 pM) alone, or the harmine-GLP1 combination. (D) Comparison of clinically available GLP1 receptor agonists alone or in combination with harmine. Note that for
harmine, Ki67 labeling is 2.4%, but is normalized to 1.0-fold, so that the 2-fold increase in proliferation for the combinations reflects mean Ki67 labeling indices of 5-
6%. Note also that none of the GLP1R agonists in clinical use induce human beta cell proliferation. All panels reproduced with permission from (29), which contains
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FIGURE 6 | Quantification of Changes in Actual Human Beta Cell Numbers by
Flow Cytometry. (A-C) Human islet cells were dispersed, beta cells labeled with an
adenovirus expressing the bright green fluorescent protein, ZsGreen, under the
control of the rat insulin-1 promoter, followed by flow cytometry to quantify green
cells (28). (A) Represents a negative control: progressively decreasing numbers of
human islets were labeled, then counted by flow cytometry. As expected, as fewer
human islets were labeled, fewer beta cells were counted, in a dose-related manner.
(B) Shows a second negative control: human islets were labeled with RIP1-ZsGreen
adenovirus, and treated with vehicle or cytokines (IL-1B, TNFoy) that induce human
beta cell death. Again, as expected, reduced numbers of beta cells were counted.
In (C), human islets were treated with vehicle (DMSO) or the harmine-GLP1
combination, then labeled with ZsGreen as in prior panels. This resulted in an
increase in beta cell numbers in 7 of 8 human islet preparations averaging 40% over
four days of treatment. (D) Similar studies in human embryonic stem cell-derived
beta cells, in which green fluorescent protein had been inserted into the insulin gene
locus in one allele, permitting visualization and counting of beta cells, without
employing adenovirus exposure. Again, treatment with vehicle (DMSO) or the
harmine-GLP1 combination led to greater hESC-derived beta cell numbers in four of
five preparations, averaging 50% higher over seven days. Reproduced with
permission from (29), which contains complete details. “p < 0.001, *p < 0.01.

differentiation in T1D and T2D (16-18). Accordingly, attempts
at beta cell regeneration would benefit from drugs that maintain
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human islets (Figure 8) (28, 29, 48). These effects were also
observed in beta cells derived from organ donors with T2D (29).
Remarkably, in each study, these effects could be attributed to
harmine, and were not affected by addition of TGFf superfamily
inhibitors or by exenatide (28, 29, 48). By way of independent
confirmation, Dirice et al. also noted that 5-IT induces
expression of SLC2A2, the gene encoding GLUT2 (50). The
cellular mechanism of action for the beneficial effects of harmine
on beta cell differentiation is unknown.

PRESSING CHALLENGES
AND CONTROVERSIES

The brief summary above, all defined in the last 5 years, is widely
accepted as valid, at least in a general sense, in the beta cell
research community. There are many unanswered and
controversial issues that have now moved to the forefront of
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FIGURE 7 | Effects of The Harmine-GLP1 Combination on Human Beta Cell Function /n Vivo. (A) Using a standard marginal mass human islet transplant model in
streptozotocin (STX) diabetic mice, 500 human islets were transplanted into the renal capsule of immunodeficient mice, which were then treated intraperitoneally for
two weeks with saline, harmine (1 mg/kg/d), the stable GLP1 analogue, exendin-4 (0.5 pg/kg/d) or the harmine-exendin-4 combination. Mice transplanted with 1500
human islets served as a positive control. Note that saline, harmine alone or exendin-4 alone had little effect on blood glucose in the diabetic mice, but the harmine-
exendin-4 treatment resulted in a marked improvement, approaching the efficacy of the 1500 islet group. Diabetes recurred following unilateral nephrectomy (UNX) of
the human islet graft, confirming that glycemic control resulted from enhanced function of the human graft, and not from endogenous mouse beta cells. (B) Human
insulin measurements in the five groups on day 14. Note that human insulin concentrations were three times higher in harmine + exendin-4 group than the harmine
or exendin-4 alone groups, but not as high as in the mice receiving 1500 human islets. (C) Intraperitoneal glucose tolerance tests at day 14 in the groups in (A)
Glycemic control is much improved in the animals receiving the harmine-exendin-4 combination as compared to the saline, harmine only, or exendin-4 only groups,
approaching the 1500 islet positive control group. Reproduced with permission from (29), which contains complete details. **p < 0.01; ns, not significant.
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interest, and in many cases, to controversy, in the field of human
beta cell regeneration for T2D. In the sections that follow, we
provide an overview of several areas of scientific challenge and/
or controversy.

Is The Reported Human Beta Cell
Proliferation Authentic?

As noted above, increases in markers of proliferation, such as
Ki67, PCNA, PHH3, BrdU or EdU labeling do not unequivocally
prove that authentic proliferation - completion of cell division
with the generation of two daughter cells - has occurred. As
noted earlier, these same molecules can be involved in DNA
repair and early cell death. Thus, it has become customary in beta
cell proliferation studies to assess measures of cell death and
DNA damage (TUNEL labeling, YH2AX immunolabeling) to
assure that these latter two activities do not account for observed
increases in proliferation markers. This practice makes it unlikely
that authentic cell cycle entry does not occur in response to
DYRKIA inhibitors. For those interested in more details, Alonso
et al. have provided convincing evidence that DNA damage
cannot account for observed increases in beta cell labeling with
BrdU (15).

Some have used flow cytometric assessment of cell cycle stage.
This requires the ability to identify beta cells among other cell
types, and the availability of large numbers of cells, and is thus
suited to continuously growing cell lines containing a single cell
type such as rat Insl cells or mouse B-TC3 cells (61). Here, one
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FIGURE 8 | Harmine Alone and In Combination With GLP1 Enhances Human Beta Cell Differentiation. (A) Q-PCR gene expression studies on human islets treated with
vehicle (DMSO), harmine alone, GLP1 alone or the combination. Note that harmine alone and in combination with GLP1, increases expression of canonical beta cell
transcription factors and differentiation markers. The numbers within the bars represent the number of different human islet batches tested. (B) Immunocytochemistry
showing that key beta cell transcription factors (red) are present, as expected, in human beta cells (green), and increase in abundance following harmine or harmine-GLP1
treatment. (C) The glucose transporter, GLUT2, increases in abundance in human beta cells and appears in the cell membrane with the harmine-GLP1 combination.
Reproduced with permission from (29), which contains complete details. *p < 0.05, **p < 0.01.
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can identify the percentage of cells engaged in G1/0, in S and in
G2/M, but one cannot determine whether cells are successfully
transitioning from one stage to another, or whether they are
arrested in S or G2/M phases. The work-around here is simply
performing cell counts at 24, 48, 72 hours after treatment with a
putative mitogenic compound to ascertain whether actual cell
numbers are increasing. Unfortunately, this approach does not
lend itself to studying human beta cells, since islets are mixed cell
populations, proliferate at low rates under the best circumstances,
and survive in culture only a matter of days.

As outlined earlier, we have developed a method to label
human beta cells using an adenovirus expressing the bright
green fluorescent protein, ZsGreen, under the control of the
RIP1 promoter (28). This allows labeling and detecting human
beta cells by FACS among mixed human islet populations, and
quantifying the numbers of beta cells in control and drug-treated
samples. Using this technique, we have assessed actual human beta
cell numbers in adult human islets in response to the harmine-
TGFp inhibitor combination (28) and the harmine-exenatide
combination (29), and have observed clear and statistically
significant increases in human beta cell numbers within 4 days
of drug exposure (Figure 6). We have employed several controls in
these studies, including: fluorescent microspheres as loading
controls and recovery standards for FACS; studying a range of
human islet doses; treating human islets with cytokines to show
that we can use this technique to quantify beta cell death and loss;
avoiding possible issues with adenoviral effects on beta cell health
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or counting, through the use of an independent stable human ES
cell line in which GFP is knocked into the insulin locus, prior to
treatment with the harmine-TGFp inhibitor combination and the
harmine-exenatide combination.

Thus, overall we are confident that harmine alone, the
harmine-TGFp inhibitor combination and the harmine-
exenatide combination increase actual numbers of human beta
cells based on marked increases in the Ki67, BrdU and PHH3
immunolabeling, an absence of increases in markers of cell death
or DNA damage, and reproducible and statistically significant
increases in the numbers of human beta cells using the FACS-
based method in the preceding paragraph (28, 29). On the other
hand, since the studies described above were performed in vitro,
it would be even better to be able to assess human beta cell mass
increase in vivo over the long term. This will need to await
imaging tools that are able to assess beta cell mass in vivo.

How Much Beta Cell Proliferation Is Enough?
Human beta proliferation rates (Ki67 labeling indices) in the first
year of life average ~2% (13, 26, 27). Thus, one might argue that
this is the “peak physiologic rate” of human beta cell
proliferation, and that 2-3% per day should be sufficient to
repopulate the pancreas in T1D and T2D as long as there are
residual beta cells to serve as the “starting material”. On the other
hand, we have observed that rates of human beta cell proliferation
in dispersed human islets in vitro are higher than in transplanted
human islets in immunocompromised mouse models. For
example, harmine alone, harmine-TGFf inhibitor combination
and the harmine-exenatide combination generated Ki67 labeling
average indices in vitro in tissue culture of ~2%, 5-8% and 5-7%,
respectively, but considerably lower rates in human islet grafts
in vivo: 0.6%, 1.5% and 1.2% (28, 29, 48). The reasons behind the
lower proliferative rates in vivo as compared to in vitro settings are
uncertain, but may relate to different drug dose exposures or
pharmacokinetics in vivo vs. in vitro, repression of proliferation
in vivo by suppressive factors derived from adjacent normal
tissues, and/or other unknown factors. From the in vivo data,
one might reasonably argue that higher rates of proliferation, and
more potent beta cell mitogenic drugs, will be needed to return
beta cell numbers from the low residual quantities in late T1D and
in T2D to normal. If the enhanced beta cell differentiation
observed in vitro applies in vivo (28, 29, 48), this also would
benefit both T1D and T2D. Of course, the answer to this question
will remain unknown until the drugs are tested in humans, but the
fact that harmine alone and the harmine-exenatide combination
can enhance human insulin secretion and attenuate or reverse
diabetes in diabetic immunodeficient mice holds promise (29). In
the meantime, development of sensitive and specific tools to allow
imaging of human beta cells in immunodeficient mice and in
humans will aid in these pursuits.

Reasons for Human Beta Cell
Recalcitrance to Replication: Quiescence,
Senescence and Terminal Differentiation

It is clear that adult human beta cells are refractory to induction of
proliferation, as summarized earlier: basal labeling indices in vitro
and in vivo are in the 0.0-0.5% range as assessed using Ki67,

PCNA, and 18-24 hours of BrdU or EdU exposure (13, 26-29, 33,
34, 45, 47-55, 62). While harmine and other DYRKI1A inhibitors
increase proliferation, this is only in the 2-4% range (28, 47-55),
and DYRKI1A inhibitors in combination treatment with GLP1
receptor agonists or TGFP inhibitors increase this only to 5-8%
(28, 29). This means that even under optimal circumstances, >90%
of beta cells do not proliferate. This resistance to proliferation has
been variably attributed to “terminal differentiation”, “quiescence”
and/or “senescence”, but what these terms mean in molecular or
mechanistic terms for beta cells remains speculative. We
summarize potential mechanisms in Figure 9.

In our own work, we have observed that most cell cycle
molecules (cyclins, CDKs, cell cycle inhibitors, etc.) are located in
the cytoplasm of beta cells where they would be predicted to be
unable to drive cell cycle entry, but some can enter the nucleus
when overexpressed at high levels (63, 64). Why and how this
restriction to the cytoplasm occurs, and if it is a critical control
point for beta cell cycle entry remains uncertain.

Avrahami, Kaestner et al. have performed an extensive
analysis genome-wide DNA methylation of young (4-6 week
old) and aged (16-20 months old) mice (65). They observed a
general drift in genome-wide methylation, with a specific and
greater increase in methylation of putative enhancers related to
pro-cell cycle genes (for example, Ki67 itself, Ccnd3 encoding
cyclin D3, PlkI encoding the mitosis-related gene polo-like
kinase 1) and a decrease in methylation in putative enhancers
of the cell cycle inhibitor gene, cdkn2a encoding p16™<*. These
findings are consistent with a model in which age-related
changes in DNA methylation occur that favor expression of
cell cycle inhibitors and reduce expression of cell cycle activating
genes. Notably, a similar pattern was observed in expression of
human islets for CDK6 (reduced) and CDKN2A (increased) in
islets from adult vs. childhood organ donors (66). Thus, age-
related alterations in enhancer methylation of cell cycle genes
would appear to contribute to some degree in adult human and
mouse beta cell resistance to proliferation.

These findings complement chromatin epigenetic data in
mice suggesting that repressive histone marks (H3K27me3)
written by Polycomb Complex genes such as BMI1 and EZH2,
and activating histone marks (H3K4me3) written by Trithorax
members likely contribute to control of juvenile vs adult beta cell
proliferation in an age-related manner (28, 60, 67-74). Along
these lines, we have shown that combined treatment with
harmine and TGFp inhibitors appears to disrupt binding of
SMADs and the Trithorax members MEN1 and KDM6A to
regulatory regions of CDKNIC encoding p57*'"* and CDKNIA
encoding p21<™', thereby relieving repression of cell cycle
progression in the beta cell (28).

Bonner-Weir and Bhushan have suggested that beta cell
senescence, driven by, or associated with, increased expression
of senescence markers p16™"*, senescence-associated beta-
galactosidase and secretion of senescence associated secretory
proteins (SASPs) also plays an important role in maintaining cell
cycle arrest, and in beta cell dysfunction with age (74, 75).

Of course, the repeated observation that DYRKIA inhibitors
enable quiescent adult human beta cells to proliferate, suggests that
age-related expression, function, subcellular localization of DYRKIA
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may play a role in age-related changes in beta cell proliferation. This
remains an open question; in our limited RNAseq datasets
comparing adult to juvenile whole islets, we have not observed an
age-related difference in DYRK1A or DYRKIB expression. This
may be an interesting area to pursue in future studies.

In a remarkable set of parabiosis experiments, Dor et al. have
shown that joining young to old mice leads to induction of
proliferation in previously quiescent beta cells of the old mice
(76). Conversely, beta cells in islets from young mice
transplanted into old mice proliferated at lower rates than
those transplanted into young mice (76). This suggests that
circulating factors that suppress beta cell proliferation exist in
old mice, or that circulating factors that promote proliferation
are present in juvenile mouse serum, but absent in old mice.

Finally, as noted in the preceding section (“How Much Beta
Cell Proliferation Is Enough?”), human beta cell proliferation
rates in vitro are substantially higher than in vivo in human islets
transplanted into immunodeficient mice. We speculate that this
may be due to local production of uncertain proliferation-
inhibiting factors such as TGFf superfamily members by host
cells in the graft site, or contact inhibition mediated via integrins,
focal adhesion kinases, connexins, etc, but have no data to
support this possibility.

The bottom line here is that the systemic and cellular
mechanisms that enforce cell cycle arrest in adult human beta
cells are complex and incompletely understood, and the possibilities
listed above likely inter-related. We believe that this area provides
fertile ground for future beta cell regenerative drug discovery.

Are There Additional Mechanism(s) of
Action of DYRK1A Inhibitors?

Although the calcineurin-NFaT model described earlier seems
well supported, there may well be additional mechanisms of
action through which DYRK1A inhibitors drive proliferation in

beta cells and in other cell types. For example, DYRK1A has been
reported to phosphorylate a number of substrates in addition to
NFaTs, exemplified by Thr*'? in Tau protein (77), and Thr in
amyloid precursor protein (APP) (78), both associated with
Alzheimer disease, and RNA polymerase (79). DYRKIA
phosphorylates Thr'*® in caspase 9, apparently enhancing cell
survival (80). Li et al. have suggested that DYRK1A can also serve
as a transcription factor, through interaction with the histone
acetylase, EP300, and the transcriptional co-activator CREBBP,
also known as CBP (81). Among cell cycle control molecules,
DYRKIA is reported to phosphorylate Ser'” in p53, enhancing
its activity, and inducing expression of downstream targets such
as p21“"™™! (82). DYRKIA also can phosphorylate cyclin D3 and
cyclin D1 at Thr*®, leading to their accelerated degradation,
actions that again would favor cell cycle arrest (83, 84). In the
context of beta cells, Annes has suggested that DYRKIA can
phosphorylate the DREAM complex member, LIN52, at Ser®, as
well as the cell cycle inhibitor, p27<"", at Ser'’, enhancing its
stability (53). Dirice et al. observed that 5-IT reduces Ser!?
phosphorylation in p27<™" (50). The predicted net effects of
these LIN52, p27°'!, p53, and D-cyclin phosphorylations all
would be cell cycle arrest. Conversely, DYRK1A inhibition or
loss would be predicted to favor cell cycle entry. Collectively,
these observations suggest the possibility that DYRK1A
inhibitors such as harmine may induce human beta cell
proliferation through multiple pathways, in addition to the
canonical inhibition of the nuclear actions of NFaTs.
Determining if any or all of these additional pathways apply to
human beta cells, and to what degree, will be of great interest.

How Do DYRK1A Inhibitors Enhance
Human Beta Cell Differentiation?

We noted earlier in “Areas of Consensus”, that harmine not only
drives human beta cell proliferation, it also appears to enhance
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human beta cell differentiation in vitro and function in vivo (28,
29, 48). These findings may seem counterintuitive, since one
might have expected that proliferating beta cells would de-
differentiate. We interpret this to mean that transient de-
differentiation likely occurs in the minority of beta cells during
the ~24 hours of cell cycle transit, whereas the non-cycling
majority of beta cells increase expression of the differentiation
markers described earlier. The cellular mechanisms through
which DYRKI1A inhibitors drive beta cell differentiation are
uncertain. Some available evidence would suggest that these
effects may be due to DYRKIA inhibition and enhanced
nuclear NFaT transcription of the genes listed above. More
specifically, Goodyer and Kim have shown that NFaTs bind to,
and are required for transcription of beta cell cycle genes (Cyclin
A, FOXM1, Cyclin D2), and genes required for beta cell
differentiation and function (insulin, PDX1, SLC2A2, GK,
IAPP and chromogranins A and B) in mouse islets, and in
some instances in human islets (31). Whether this is a feature of
harmine and 5-IT alone or of all DYRKIA inhibitors, whether
NFaTs can induce these effects in human beta cells, and among
the NFaT family, which one(s) is(are) responsible are unknown.
It is also unknown whether these effects can be ascribed with
certainty to DYRKIA inhibition, or whether they may be
mediated by additional, currently unknown targets of harmine.
Since beta cells are de-differentiated in people with both T1D and
T2D, identifying drugs that enhance both proliferation as well as
differentiation, as well as their full mechanism(s) of action is an
important future challenge.

Will There Be Additional Classes of Human
Beta Cell Proliferative Drugs?

Until recently, there were no human beta cell regenerative
molecules that generated rates of proliferation sufficient to
replenish beta cell mass in humans with T1D or T2D. The
scenario has clearly changed over the past five years. This raises
the question, will additional candidates appear? We suspect the
answer to this is likely “yes” for several reasons. First, as reviewed
above, we are still in the early days of understanding the
mechanisms that regulate beta cell cycle arrest and quiescence;
thus, it is not difficult to imagine that advances in this area will
point to new, previously unanticipated targets.

Second, we know from work we have done with human
insulinomas (60, 85) - rare, benign proliferative tumors of the
beta cell that overproduce insulin and cause hypoglycemia - that
many different types of gene variants (single and multiple
nucleotide mutations, copy number loss, copy number gain,
chromosomal rearrangements, etc.) are associated with human
beta cell proliferation in a manner that expands beta cell mass,
while also preserving beta cell function (insulin production) so
effectively that it leads to hypoglycemia. We believe human
insulinomas contain a drug-discovery “roadmap” or “recipe” for
identifying beta cell regenerative drugs. As one illustration,
although most insulinomas display a distinct set of mutations
or “variants”, the large majority of these occur in genes that
regulate 3-D chromatin structure, and many of these are in the
same families of genes that maintain cell cycle arrest alluded to
earlier (60, 85). As an example, the majority of insulinomas have

mutations in members of the Trithorax and/or Polycomb proteins
that “write” or “erase” the epigenetic marks H3K27me3 and/or
H3K4me3 and/or H3K27Ac that determine whether chromatin
in the region of a specific gene is open and accessible to relevant
transcription factors, or closed and inaccessible. Included in these
transcriptional networks are the downstream TGFP signaling
family, the SMADs. Thus, the number one Gene Ontology
bioinformatic cluster identified among the many different
mutations in insulinoma included Trithorax genes such as
MENI and KDM6A along with SMAD genes (60). This insight
accurately predicted that we might further augment the beta cell
proliferation derived from DYRKIA inhibitors by adding TGFj
inhibitors to disrupt SMAD-Trithorax and Polycomb interactions
(28). As an additional example, the CREBBP gene displays
recurrent mutations or loss of copy number in insulinomas
(28). CREBBP is in this same Trithorax gene ontology cluster
with MENI and KDM6A. This is of particular interest, because
CREBBP is downstream of cAMP signaling, in partnership with
the transcription factor CREB, and their co-activator EP300. The
combined harmine-GLP1R agonist story described above requires
GLPIR activation of cAMP signaling, which we have shown is
likely mediated by CREB-CREBBP family signaling (29). Thus,
human insulinomas correctly predicted both SMAD and cAMP
signaling might partner with DYRKIA inhibition to enhance
human beta cell proliferation. We suspect that these examples are
only the tip of the iceberg, and that additional interactional
therapeutic concepts buried in human insulinomas will be
revealed as these studies continue.

Third, these are still early days in human beta cell regenerative
drug discovery. Until recently, achieving this goal was widely
viewed as impossible and not worthy of the effort involved in
trying. Now that it is clearly possible, we suspect that additional
interest in pharma, biotech and academia will yield additional
beta cell regenerative compounds.

DYRK1A Inhibitor Effects on Human

Beta Cell Survival

DYRKIA inhibitors do not induce beta cell death or DNA
damage in human islets. More specifically, assays of beta cell
death (TUNEL assay) or DNA damage (YH2AX) are repeatedly
negative in human beta cells treated with harmine or other
DYRKI1A inhibitors in settings where beta cell proliferation is
occurring (28, 29, 48).

Although preventing or reducing ongoing beta cell death or
loss is an important therapeutic goal, it is equally clear that
simply blocking cell death alone will not reverse established T1D
or T2D diabetes. For example, arresting beta cell autoimmunity
with immunomodulatory therapies or glucocorticoids may delay
progression of established T1D, but does not reverse diabetes,
presumably reflecting the inability of adult human beta cells to
regenerate spontaneously (18, 25, 86). This is in part the rationale
for designing early intervention clinical trials in newly diagnosed
T1D (18, 25). Thus, the important concept is that if and when
effective immunomodulatory therapy emerges for T1D, or re-
differentiation therapies emerge for T2D, human beta cell
regenerative therapies, such as DYRKI1A inhibitors, will be
required to replenish beta cell mass in established T1D and T2D.
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There may be room for cautious optimism here. As one
example, DYRK1A inhibition may benefit both autoimmunity
and beta cell regeneration in T1D. NFaTs were described
originally in T-lymphocytes (they are Nuclear Factors activated
in T-cells). As noted above, Khor et al. have suggested that
harmine enhances T-reg lymphocyte differentiation and function
while inhibiting pro-inflammatory Th-1 and Th-17 T-cell
differentiation, actions expected to inhibit autoimmunity (39,
87, 88) How this story unfolds in the coming few years will be of
great interest. As a second example, GLP1 receptor agonists
including GLP1 itself and lactogenic hormones such as prolactin
and placental lactogen have been shown to enhance human beta
cell survival in vitro (35, 62, 89, 90). This may contribute to the
beneficial effects of the harmine-exenatide combination. As a
third example, widely used calcium channel blockers,
exemplified by verapamil, enhances survival of human beta
cells and are in clinical trials for T1D (91). As a fourth
example, a small molecule inhibitor of thioredoxin-interacting
protein (TIXNIP) called SRI-37330 shows promise for enhancing
beta cell survival and function in human T2D (92). As a fifth
example, sulfated polysaccharides such as dextran sulfate that
protects beta cells, induce immune tolerance and ameliorates
diabetes in early-onset type 1 diabetic NOD mice (39). Yet
another example has been provided by Bhushan et al. who
suggest that beta cell senescence and production of senescence-
associated secretory proteins (SASPs) cause or accelerate beta cell
death. This group has shown that senolytic drugs such as ABT-
199 (Venetoclax) attenuate the senescent beta cell phenotype in
mouse and human models of T1D (75).

To summarize, our own view is that any therapy that combines
pro-survival effects with beta cell regenerative effects will be superior
to one that only enhances proliferation. Thus, we can readily envision
afuture in which T1D and T2D therapy may include combinations of
DYRKI1A inhibitors with calcium channel blockers, TIXNIP
inhibitors, dextran sulfate, senolytics, immunomodulatory
antibodies and/or immunosuppressant small molecules.

Is Beta Cell Regeneration Therapy Safe?

In 2021, this important question remains unanswered. This a
question with many components. In this section, we address
what we believe are the critical questions and issues regarding
human safety surrounding DYRK1A inhibitors.

Historical Use of DYRK1A Inhibitors

The two principal sources of harmine in nature are a South
American vine named Banisteriopsis caapi, from which an oral
infusion or brew called Ayahuasca is made, and a Middle Eastern
plant named Peganum harmala used in the form of incense, oral
infusions and inhalants (93-99). The most thoroughly studied of
these, at least in the West, is Ayahuasca. South American shamans
have been using harmine-related compounds for at least 1000
years (93, 94). Ayahuasca is prepared from Banisteriopsis caapi
vine, which contains harmine, blended with leaves of Psychotria
viridis, which contains 5,5-dimethyl tryptamine (DMT), and can
be consumed orally as a tea or infusion, inhaled by smoking or
snuffed nasally as a powder. More recently, the psychoactive effects
of these ethnological formulations have reached the modern

world, attracting attention in the New Yorker and the New York
Times as recreational drugs (98, 99). Most of the lay and scientific
literature in the US relates to Ayahuasca. Traditional Ayahuasca
induces visual hallucinations and a pleasant mood enhancement
in optimal doses (96-99). In higher doses, nausea, vomiting,
diarrhea, drowsiness and attenuated consciousness may occur.
Importantly, in spite of the widespread and multi-century use,
however, there are few or no reports of death or chronic disease.

Calloway et al. reported that a traditional brew and dose of
Ayahuasca contained 252 mg of harmine, 35 mg of DMT, 159
mg of tetra-hydro-harmine (THH), and 30 mg of harmaline (96).
Harmine and harmaline are monoamine oxidase (MAQO)
inhibitors, and DMT 1is a potent psychoactive agent, acting
through serotoninergic pathways in the CNS (93, 96, 97).
DMT is inactive when administered orally as a result of
effective inactivation in the GI tract and liver by MAO. Peak
harmine and DMT concentrations after a single oral dose of
Ayahuasca occur at approximately 100 min following ingestion,
with harmaline and THH peaking at 145-175 min post-
ingestion. Peak concentrations were 115 ng/ml and 16 ng/ml,
for harmine and DMT, respectively (96). The ability to observe
DMT in the circulation accompanied by typical DMT visual and
psychoactive effects, was attributed to MAO inhibition by
harmine in the GI tract and liver, blocking DMT degradation,
thus permitting achievement of psychoactive concentrations of
DMT in the circulation and CNS. As a corollary, harmine is not
believed to be involved in inducing the psychoactive effects, since
Banisteriopsis caapi brews alone do not have the psychoactive
effects of Ayahuasca. Further, the psychoactive effects of
Ayahuasca are typical of those observed with parenteral DMT
use, and are not observed with MAO inhibitors (91, 94). A
second study by Riba et al. using a similar design, but in which
the Ayahuasca contained greater amounts of DMT (57 mg) and
lower amounts of harmine (94 mg), generated similar
psychoactive effects with slightly lower peak DMT levels (12
ng/ml) (97). Interestingly, harmine was readily measured in the
Ayahuasca, but was undetectable in plasma in this study (97).
The authors surmised that it was entirely degraded by its first
pass through the liver. The important point here is that both
studies attributed the psychoactive effects of Ayahuasca to DMT
and not to harmine.

This latter conclusion is supported, albeit weakly, by two
additional studies. In the first, from 1956, ostensibly pure
harmine was administered orally in doses ranging from 20-960
mg to volunteers (100). The authors indicate that “visual
hallucinations might have occurred in the present study with
the higher doses, the maximum oral dose being 960 mg.” This
study suffers from many weaknesses including a poor description
of the study protocol, of the harmine preparation and of the
harmine assay employed. If it can be believed, however, it may
suggest that oral doses as high as 960 mg may be tolerated in
humans without adverse effects. In a second study, from 1964,
very low doses (30-40 mg) of a poorly described harmine
preparation were administered to patients, with no apparent
adverse effects (101). Thus, the overall state of the art for harmine
toxicity in humans is that its safety and optimal dosing in
humans is unknown, because pure pharmaceutical grade
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harmine has never been administered to humans. We believe
that this question should be addressed in a standard Phase 1
escalating single dose study in humans.

DYRK1A, Neurogenesis and Neurotoxicity

DYRKIA is encoded by the DYRKIA gene on chromosome 21.
Down syndrome is characterized by three copies of all or part of
chromosome 21. In all cases of Down syndrome, three copies of a
critical region of chromosome 21 - the Down’s Critical Region -
must be present (102, 103). This region encodes two genes, one of
which is DYRKIA. Thus, all people with Down syndrome have
three copies of the DYRKIA gene. Under- and overexpression of
Dyrkla in mice, or deletion of its drosophila homologue, mnb, lead
to major brain abnormalities, exemplified by a shrunken brain
(minibrain, hence the gene name mnb in drosophila) (104). Since
humans with Down syndrome have three copies of DYRKIA, and
since autopsy data indicate that DYRKI1A protein is expressed at
50% higher levels than in normal (102, 103), one of the early goals
of DYRKI1A inhibitor research was developing their use in early
childhood for people with Down syndrome. More recently, the
knowledge that Alzheimer-associated proteins Tau and APP
(discussed earlier) are DYRKI1A substrates has attracted the
study of DYRKI1A inhibitors in neurodegenerative disease in
general (77, 78). Conversely, as noted above, underexpression of
Dyrkla in mice and drosophila also has adverse effects on brain
development (104-106), making the point that exactly the correct
amount of DYRKIA production is essential for normal brain
development. As a corollary, an error in DYRKI1A inhibitor dosing
might have its own adverse neurodevelopmental effects. Perhaps
for this reason, DYRK1A inhibitors have not reached the clinic for
children with Down Syndrome. Against this scenario, as noted
above, chronic use of Ayahuasca for centuries and current
widespread use in first world countries has not been reported to
cause adverse long-term CNS consequences. Thus, this issue will
only be clarified when preclinical and human studies are
performed using GMP quality harmine.

In contrast to humans, there are ample studies on the
psychoactive effects of harmine in rats and mice. Harmine has
been administered to rodents in multiple studies for several weeks.
For example, Mennenga et al. administered harmine at a single
dose of 1 or 5 mg/kg SubQ to 17-month old Fisher 344 rats in an
aging-memory study (107). Reus et al. administered harmine i.p.
at a dose of 5, 10 and 15 mg/kg daily for 14 days in a Wistar rat
depression model (108). Liu et al. administered harmine 10 and 20
mg/kg i.p. daily for 10 days in a C57BL6 mouse depression model
(109). Although these studies were not designed to provide safety
and toxicology data, the authors did perform behavioral studies
and careful observation, and in each case, reported no adverse
effects. Supporting the Liu dosing safety data, we also have
used harmine in preclinical mouse studies exploring beta
cell proliferation and regeneration. We administered harmine
intraperitoneally (i.p.) for up to three weeks using doses of 1
and 10 mg/kg/day (28, 29, 48, 52). In C57BL6 and SCID mice
receiving 1 mg/kg i.p., no adverse effects were observed. A single
10 mg/kg ip. dose produced transient (5-15 min) tremor and
hyperactivity, and resolved with no apparent residual effects (52).
For this reason, we have used harmine in mice at doses between 1

and 10 mg/kg in subsequent studies and observed no apparent
toxicity at the 10 mg/kg i.p. per day dose (28, 29, 48, 52). Notably,
we have also synthesized a novel version of harmine, compound 2-
2¢ described earlier (52). Unlike harmine, 2-2¢ does not interact
with serotoninergic receptors used by DMT, has reduced exposure
to the CNS, and therefore does not elicit psychoactive responses in
mice at doses 3-fold higher (30 mg/kg i.p.) than those of harmine
that do induce such responses. Taken together with the preceding
sections, these observations suggest that harmine is unlikely to
have meaningful adverse effects in humans at beta cell therapeutic
doses, and that if it does, it can be modified through medicinal
chemistry to diminish entry into the CNS. These issues may be
particularly relevant in designing future studies in children and
young adults with T1D.

Cardiovascular Safety

Briefly, the studies with orally administered Ayahuasca of
Calloway and Riba described above suggest that administration
of harmine in Ayahuasca to humans in doses up to 250 mg do
not have important adverse effects on blood pressure or heart
rate (96, 97). Again, these types of studies have never been
performed in humans with pure harmine, and should be a part of
an initial dosing study in humans.

Oncologic Safety

Since the DYRKIA gene is broadly expressed, and since DYRKIA
inhibition activates beta cell proliferation, it is reasonable to
wonder whether DYRK1A inhibitor small molecules might lead
to undesired proliferation or oncogenic transformation in tissues
and cells other than the beta cell. On the other hand, DYRK1A
serves to inhibit proliferation in at least some situations.
Surprisingly, perhaps, most of the reports on DYRKIA in the
cancer literature describe the development and use of DYRKIA
inhibitors as anti-cancer therapeutics (110, 111), and report that
increased DYRKIA activity in cancer drives oncogenesis. As an
example of the latter, Luna et al. report that DYRK1A is widely
overexpressed among pancreatic adenocarcinomas, resulting in
increased production of oncogenic hepatocyte growth factor, and
that inhibition of DYRKI1A by harmine attenuates the growth of
pancreatic adenocarcinoma cells in vitro and in vivo (112). In
accord with this, we have found no evidence that harmine in doses
employed in beta cell regenerative studies are oncogenic in rodents
or other species in the literature, although this may simply reflect a
dearth of studies in this area.

We examined tissue histology and Ki-67 labeling in exocrine
pancreas, liver, kidney, spleen, heart and intestine following
one week of treatment with harmine (10 mg/kg/d) and
exenatide (5 ug/kg/d) (29). As positive controls, abundant Ki67
immunolabeling was observed in normal intestinal crypt stem
cells and in beta cells in human islet grafts and endogenous
mouse beta cells. In contrast, no proliferation or histologic
abnormalities were observed in the other organs, including
pancreatic ductal epithelial cells. These findings indicate that
at therapeutically relevant doses for human beta cells in vivo,
the harmine-exenatide combination causes no off-target
proliferation. This is reassuring, but of course needs to be
studied and replicated for longer periods of time.
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In contrast to our studies with harmine, a worrisome report from
Liu et al. describes a novel beta cell mitogenic DYRK1A inhibitor
called GNF2133 (55). At an oral dose of 100 mg/kg/d for 2 weeks in
rats, GNF2133 increased Ki67 labeling in multiple organs, including
exocrine pancreas, kidney, liver and heart, and led to abnormal
pathology in the kidney. This dose contrasts to the therapeutic doses
of GNF2133 which were substantially lower (3, 10 and 30 mg/kg/d)
(55), and suggests that high doses of GNF2133 may lead to undesired
proliferation and adverse effects. We attribute these findings to the
high in vivo doses selected, and the broad kinase inhibition profile of
GNEF2133 (Figure 10). For example, a kinome scan against 250
kinases (55) {in contrast to our usual 468 kinase screen (51)} at low
doses {0.2 and 2 M (55) in contrast to our usual 10 M screens (51)}
revealed that GNF2133 hits multiple kinases in addition to
DYRKIA, many of which might lead to undesired proliferation.
Importantly, harmine alone was effective in inducing beta cell
proliferation in vivo, at only 10 mg/kg (48), and when combined
with exenatide, at only 1 pg/kg (28, 29). It also contrasts with our
report using compound 2-2¢, an even more selective and potent
DYRKI1A inhibitor at a than harmine, which was effective in vivo at 1
mg/kg (52). Thus, we believe that with several existing more selective,
potent DYRKIA inhibitors other than GNF2133, off-target
proliferation and other adverse effects do not occur.

Other Off-Target Effects of Harmine:

PPARYy and the Adipocyte

Potential off-target effects on the adipocyte merit additional
discussion. Waki and Tontonoz identified harmine in a high-
throughput screen of small molecules able to induce the
adipocyte-specifying gene PPARy (113). Harmine was shown
to enhance adipocyte differentiation from precursors, and to
enhance insulin sensitivity and improve glucose tolerance
control in obese C57BL6/] mice without affecting body weight.
In a separate report, Nie and Wu have suggested that harmine
enhances adipocyte thermogenesis both in vitro and in vivo in
C57BL6/] mice on a high-fat diet (114), suggesting that the
beneficial effects observed by Waki and Tontonoz may be related
to a reduction in accumulation of body fat. It is not clear whether
these ostensibly beneficial effects might occur in human systems,
whether they occur with a variety of other DYRKIA inhibitors,
and whether they are due to DYRKIA inhibition, or interference
in other pathways. If these beneficial effects prove to occur with
all DYRKIA inhibitors, this may further enhance enthusiasm for
harmine or other DYRK1A inhibition for T2D and obesity.

Insulinoma

The oncogenicity discussion thus far has focused on off-target effects
of DYRKI1A inhibition on tissues other than the beta cell. One also
might reasonably be concerned with on-target oncogenicity:
inducing beta cell tumors, so called insulinomas (60, 85, 115).
Indeed, as noted above, we have used insulinomas to help provide a
genetic roadmap or wiring diagram of pathways useful for inducing
human beta cell proliferation. Several points are important there.
First, although they can be malignant, human insulinomas are
almost always benign, non-malignant, non-metastatic and easily
cured by simple laparoscopic removal. Second, the pathways that
characterize malignant transformation are reasonably well

characterized (mutations in the DAXX, ATRX, MUTYH,
CHEK2, BRCA2 and mTOR pathways) (116, 117) and have not
been observed with DYRKI1A inhibitor therapy to date. Third, gene
mutations in insulinomas and other tumors are permanent and
irreversible; this contrasts to small molecule DYRKIA inhibitor
treatment, which is envisioned as transient for months or years until
the desired endpoint is achieved. This is standard procedure with
other widely used mitogenic therapies: estrogen (for menopausal
symptoms), testosterone (for androgen deficiency), growth
hormone (for short stature), or parathyroid hormone (for
osteoporosis) using doses and durations demonstrated to be safe
and effective in clinical trials.

Other Pancreatic Islet Cells

Several authors, including ourselves, have observed that
DYRKI1A inhibitors can induce proliferation (Ki67, BrdU,
EdU) in human pancreatic alpha cells, delta cells and in some
cases PP-cells and ductal cells (28, 29, 48, 50, 51, 118). Reported
proliferation rates have varied with the method employed and
laboratory, but the signal is consistent enough to warrant careful
observation in future studies.

Is Beta Cell Targeting Necessary

or Possible?

Some experts assume that since DYRK1A expression is ubiquitous,
DYRK1A inhibitor therapy for diabetes will require conjugation of a
DYRKI1A inhibitor to a beta cell-specific targeting molecule. This
presumption is inherent in requests for grant applications from the
National Institutes of Health in the US and the JDRF. On the other
hand, the preclinical efficacy and safety studies described above with
harmine alone, 2-2c alone or harmine plus exenatide suggest that
targeting may be unnecessary (29, 52). Importantly, if harmine
family drugs have beneficial effects on insulin sensitivity via
adipocytes (113, 114) and autoimmunity (39, 87, 88), targeting
may actually be detrimental for diabetes.

No unequivocal beta cell surface-specific molecule is known
to exist, but there are two interesting possibilities. The first is a
monoclonal antibody (MAD) raised by Munkonda, Sevigny et al,
and further characterized by Saunders, Powers et al. to a beta cell
surface ectonuclease called NTPDase-3 or ENTPD3 (119, 120).
The ENTPD3 MAD is not entirely beta cell specific, however,
since it has been shown to interact with chondrocytes, and
fallopian tubes, yet it is the best current option. Whether it can
be conjugated to DYRKI1A inhibitors, internalized by beta cells,
release its small molecule cargo, and avoid off target tissues
remains to be defined. These are important questions that must
be pursued experimentally.

Another potential beta cell-specific target is the GLP1
receptor (GLPIR). Of course, the GLPIR is expressed on beta
cells, and many GLPIR agonists are in widespread clinical use
(exenatide, liraglutide, albuglutide, lixisenatide, semaglutide are
all examples). On the other hand, the GLP1R is also expressed in
certain CNS nuclei, the heart, gastric smooth muscle, pancreatic
ductal cells and a few other tissues (121-123). Having said this,
the safety data described above (29, 52, 96, 97, 107-109), and the
broad and safe use of GLP1R agonists around the world, suggest
that combining systemic low-dose harmine with widely used
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GNF4877 @ 10 uM

Harmine @ 10 pM
10 kinases >90% Inhibition 8 kinases >90% Inhibition

Adapted from (51, 52), which contain complete details.

54T @ 10 pM

254 kinases 290% Inhibition 102 kinases >90% Inhibition

2-2c @ 10 uM

FIGURE 10 | Kinome Scans for Representative Beta Cell Regenerative DYRK1A Inhibitors. GNF4877, 5-IT, harmine and Compound 2-2¢ were assayed for binding
interactions with a standard panel of 468 human protein kinases from DiscoverX, all at the same concentration, 10 uM. Compare to Figure 4. GNF4877 and 5-IT are
the most potent activators or human beta cell proliferation, but have poor DYRK1A specificity. GNF2133 is also a potent activator of proliferation, but has poor
kinase specificity, even in a limited kinome scan (55). Among published data, compound 2-2¢ has the greatest human beta cell proliferation ability with the highest
DYRK1A specificity. It has the additional advantage of not being able to enter the CNS, and avoids serotoninergic and adrenergic G-protein coupled receptors.

exendin-4 will not lead to undesired off-target effects, while
generating a promising initial safety profile.

Other possibilities exist as well. Annes et al. and Choudhary
et al. have taken advantage of the presence of zinc transporters
such as ZnT8 encoded by the SLC30A8 gene that allow beta cells
to package insulin in dense core secretory granules, comprised of
hexameric insulin crystals, the formation of which requires zinc
ion (124, 125). Insulin packaging into dense core secretory
granules requires crystallization of insulin hexamers. Annes
et al. used a zinc-chelator, DPA, to transport GNF4877 into the
mouse and human beta cell in a specific manner (124). Choudhary
et al. developed a zinc chelator, ZnPD5, bearing GNF4877, as a
zinc-sensitive prodrug, able to selectively release GNF4877 in the
interior of beta cells (125). How these stories unfold in the
upcoming months and years will be of great interest.

To summarize this section, we believe that systemic
administration of harmine alone or together with a GLPIR
agonist, individually or as conjugates to a GLPIR agonist or a
MAb such as the ENTPD3 MAb is achievable and will likely
prove to be safe. As indicated earlier, however, conjugating
DYRKIA inhibitors to a beta cell-specific targeting molecule
may actually be undesirable, depriving them of beneficial effects

on autoimmunity and/or adipocytes. These questions can only
be answered through initial safety trials in animals and humans
of DYRKI1A inhibitors alone, and in combination with beta cell
targeting molecules.

Beta Cell Replacement vs. Beta Cell
Regeneration Strategies: Scalability
and Cost
When one discusses human beta cell regeneration and
replacement, it is generally in the context of T1D. This is in
part because beta cell replacement through transplant of whole
pancreas, isolated pancreatic islets or beta cells derived from
human embryonic stem cells is necessarily limited by scale and
cost: there are simply not enough organ donors and funding to
treat the hundreds of millions of people with T1D and T2D.
Organ harvesting, islet isolation and stem cell production costs
are enormous. For reasons of cost and organ supply, these
technologies and procedures will never be scalable to more
than a few thousand people with T1D.

In contrast, the expense of orally administered harmine and
other small molecule DYRKIA inhibitors is trivial in
comparison, and GLPIR family drugs are already approved by
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regulatory agencies and in use in millions of people with T2D
around the world. Thus, simply combining an oral DYRK1A
inhibitor with any one of a variety of approved GLP1R agonists is
achievable, cost-efficient and enormously scalable to millions of
people with diabetes globally. Moreover, since the harmine-
GLPIR agonist combination enhances beta cell differentiation
and function, and it would be particularly attractive in the setting
of T2D. Of course, as noted earlier, effective T1D treatment will
require an additional feature: immunomodulatory therapy to
attenuate autoimmunity, an area in which progress is being
made. Thus, we envision clinical trials with DYRKIA
inhibitors in people with T2D preceding those in T1D, laying
the groundwork for future trials in people with T1D when
effective immunomodulatory therapies are in hand.

SUMMARY

The past five years have witnessed a sea-change in beta cell
regenerative therapies. Therapeutic human beta cell regeneration
until very recently had been viewed as inconceivable and
impossible, but now can reasonably be viewed as clearly
possible. In this review, we have summarized this remarkable
half-decade of progress. We also summarize what we believe to
be the next pressing questions and hurdles to be addressed and
overcome. For scientists in academia and pharma engaged in this
field, it has been an exciting half-decade. For people burdened
with T1D and T2D, it is clear that progress is being made; in the
next half-decade we expect to see more important advances in
beta cell biology and pathobiology, medicinal chemistry, T1D
immunology, T2D therapy, preclinical safety studies, and early
human trials with DYRKIA inhibitors.

REFERENCES

1. World Health Organization. Global Reports on Diabetes (2016). Available at:
http://www.who.int/diabetes/global-report/en/.

2. Butler AE, Janson J, Bonner-Weir S, Ritzel R, Rizza RA, Butler PC. Beta Cell
Deficit and Increased Beta Cell Apoptosis in Humans With Diabetes.
Diabetes (2003) 52:102-10. doi: 10.2337/diabetes.52.1.102

3. Meier JJ, Bhushan A, Butler AE, Rizza RA, Butler PC. Sustained Beta Cell
Apoptosis in Longstanding Type 1 Diabetes: Indirect Evidence for Islet
Regeneration? Diabetologia (2005) 48-:2221-8. doi: 10.1007/s00125-005-
1949-2

4. Ritzlel RA, Butler AE, Rizza RA, Velduis JD, Butler PC. Relationship
Between Beta Cell Mass and Fasting Blood Glucose Concentration in
Humans. Diabetes Care (2006) 29:717-8. doi: 10.2337/diacare.29.03.06.
dc05-1538

5. Rahier J, Guiot Y, Goebbels RM, Sempoux C, Henguin JC. Pancreatic Beta
Cell Mass in European Subjects With Type 2 Diabetes. Diabetes Obes Metab
(2008) 10(suppl 4):32-42. doi: 10.1111/j.1463-1326.2008.00969.x

6. Yoon KH, Ko SH, Cho JH, Lee JM, Ahn YB, Song KH, et al. Selective Beta
Cell Loss and Alpha Cell Expansion in Patients With Type 2 Diabetes in
Korea. ] Clin Endo Metab (2003) 88:2300-8. doi: 10.1210/jc.2002-020735

7. Campbell-Thompson M, Fu A, Kaddis JS, Wasserfall C, Schatz DA, Pugliese
A, et al. Insulitis and Beta Cell Mass in the Natural History of Type 1
Diabetes. Diabetes (2016) 65:719-31. doi: 10.2337/db15-0779

8. Yu MG, Keenan HA, Shah HS, Frodsham SG, Pober D, He Z, et al. Residual
Beta Cell Function and Mitogenic Variants in Long-Duration Type 1
Diabetes Patients. ] Clin Invest (2019) 129:355263. doi: 10.1172/JCI127397

AUTHOR CONTRIBUTIONS

All authors listed have made a substantial, direct, and intellectual
contribution to the work, and approved it for publication.

FUNDING

This work was supported by the following grants: NIH P-30 DK
020541, R01 DK105015, R-01 DK116873, R-01 DK116904, R-01
DK125285, and JDRF Grant JDRF 2-SRA-2017 514-S-B.

ACKNOWLEDGMENTS

We thank The Bonnie and Joel Bergstein Family, The Lonnie and
Thomas Schwartz Family and The Farkouh Family for their
constant support of our research. We also thank the many
scientists who have contributed to this work, particularly Drs.
Luca Lambertini, Carolina Rosselot, Yansui Li, Geming (Brian)
Lu, Hongtao Liu, Chalada Suebsuwong, Hui Wang, Hailing Li,
Moses Moustakim, Roberto Sanchez, Michael Lazarus, Susimita
Patel, Avner Schlessinger, Peter Man-Ung, Virginial Gillespie,
Donald Scott, and Dirk Homann. We wish to acknowledge the
Human Islet and Adenoviral Core (HIAC) of the Einstein-Sinai
Diabetes Research Center. We thank the NIDDK Integrated Islet
Distribution Program (IIDP), the Alberta Diabetes Institute Islet
Core and Prodo Laboratories for providing human islets. Finally,
we thank the funding sources that have supported this work,
including the National Institute of Diabetes Digestive and
Kidney Disease (NIDDK), the JDRF and The Icahn School of
Medicine at Mount Sinai.

o

. Oram RA, Jones AG, Besser RE], Knight BA, Shields B, Brown R], et al. The
Majority of Patients With Long-Duration Type 1 Diabetes Are Insulin
Microsecretors and Have Functioning Beta Cells. Diabetologia (2014)
57:187-91. doi: 10.1007/s00125-013-3067-x

Cnop M, Vidal J, Hull RL, Utzschneider KM, Carr DB, Schraw T, et al.
Progressive Loss of Beta Cell Function Leads to Worsening Glucose
Tolerance in First Degree Relatives of Subjects With Type 2 Diabetes.
Diabetes Care (2007) 30:677-82. doi: 10.2337/dc06-1834

Hippich M, Beyerlein A, Hagopian WA, Krischer JP, Vehik K, Knoop J,
et al. Teddy Study Group. Genetic Contribution to the Divergence in Type 1
Diabetes Risk Between Children From the General Population and
Children From Affected Families. Diabetes (2019) 68:847-57. doi: 10.2337/
db18-0882

Udler MS, McCarthy MI, Florez JC, Mahajan A. Genetic Risk Scores for
Diabetes Diagnosis and Precision Medicine. Endocr Rev (2019) 40:1500-20.
doi: 10.1210/er.2019-00088

Gregg BE, Moore PC, Demozay D, Hall BA, Li M, Husain A, et al. Formation
of a Human Beta Cell Population Within Pancreatic Islets Is Set Early in Life.
J Clin Endocrinol Metab (2012) 97:3197-206. doi: 10.1210/jc.2012-1206
Linemann AK, Baan M, Davis DB. Pancreatic Beta Cell Proliferation in
Obesity. Adv Nutr (2014) 5:278-88. doi: 10.3945/an.113.005488

Sharma RB, Darko C, Zheng X, Gablaski B, Alonso LC. DNA Damage Does
Not Cause BrdU Labeling of Mouse or Human Beta Cells. Diabetes (2019)
68:975-87. doi: 10.2337/db18-0761

Cinti F, Bouchi R, Kim-Muller JY, Ohmura Y, Sandoval PR, Masni M, et al.
Evidence of Beta Cell Dedifferentiation in Human Type 2 Diabetes. J Clin
Endocrinol Metab (2016) 101:1044-54. doi: 10.1210/jc.2015-2860

10.

11.

12.

13.

14.

15.

16.

Frontiers in Endocrinology | www.frontiersin.org

July 2021 | Volume 12 | Article 671946


http://www.who.int/diabetes/global-report/en/
https://doi.org/10.2337/diabetes.52.1.102
https://doi.org/10.1007/s00125-005-1949-2
https://doi.org/10.1007/s00125-005-1949-2
https://doi.org/10.2337/diacare.29.03.06.dc05-1538
https://doi.org/10.2337/diacare.29.03.06.dc05-1538
https://doi.org/10.1111/j.1463-1326.2008.00969.x
https://doi.org/10.1210/jc.2002-020735
https://doi.org/10.2337/db15-0779
https://doi.org/10.1172/JCI127397
https://doi.org/10.1007/s00125-013-3067-x
https://doi.org/10.2337/dc06-1834
https://doi.org/10.2337/db18-0882
https://doi.org/10.2337/db18-0882
https://doi.org/10.1210/er.2019-00088
https://doi.org/10.1210/jc.2012-1206
https://doi.org/10.3945/an.113.005488
https://doi.org/10.2337/db18-0761
https://doi.org/10.1210/jc.2015-2860
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Wang et al.

Beta Cell Regeneration

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

Talchai C, Xuan S, Lin HV, Sussel L, Accili D. Pancreatic Beta Cell
Dedifferentiation as a Mechanism of Diabetic Beta Cell Failure. CELL
(2012) 150:1223-34. doi: 10.1016/j.cell.2012.07.029

Herold KC, Bundy BN, Long SA, Bluestone JA, DiMeglio LA, Dufort MJ,
et al. An anti-CD3 Antibody, Teplizumab, in Relatives at Risk for Type 1
Diabetes. N Engl ] Med (2019) 381:603-13. doi: 10.1056/NEJMoa1902226
Lehmann R, Graziano J, Brockmann J, Pfammatter T, Kron P, de
Rougemont O, et al. Glycemic Control in Simultaneous Islet-Kidney
Versus Pancreas-Kidney Transplantation in Type 1 Diabetes. Diabetes
Care (2015) 38:752-9. doi: 10.2337/dc14-1686

Samoylova ML, Borle D, Ravindra KV. Pancreas. Transplantation:
Indications, Techniques and Outcomes. Surg Clin North Am (2019)
99:87-101. doi: 10.1016/j.suc.2018.09.007

Shapiro AM]J, Lakey JRT, Ryan EA, Korbutt GS, Toth E, Warnock GL, et al.
Islet Transplantation in Seven Patients With Type 1 Diabetes Mellitus Using
a Glucocorticoid-Free Immunosuppressive Regimen. N Engl ] Med (2000)
343:230-8. doi: 10.1056/NEJM200007273430401

Hering BJ, Clarke WR, Bridges ND, Eggerman TL, Alejandro R, Bellin MD,
et al. Phase 3 Trial or Transplantation of Human Islets in Type 1 Diabetes
Complicated by Severe Hypoglycemia. Diabetes Care (2016) 39:1230-40.
doi: 10.2337/dc15-1988

Pagliuca FW, Millman JR, Giirtler M, Segel M, Van Dervort A, Ryu JH, et al.
Generation of Functional Human Pancreatic B Cells In Vitro. CELL (2014)
159:428-39. doi: 10.1016/j.cell.2014.09.040

Russ HA, Parent AV, Ringler JJ, Hennings TG, Nair GG, Shveygert M, et al.
Controlled Induction of Human Pancreatic Progenitors Produces
Functional Beta-Like Cells In Vitro. EMBO ] (2015) 34:1759-72. doi:
10.15252/embj.201591058

Quattrin T, Haller MJ, Steck EI, Felner EI Li Y, Xia Y, et al. Golimumab and
Beta Cell Function in Youth With New Onset Type 1 Diabetes. N Engl ] Med
(2020) 383:2007-18. doi: 10.1056/NEJM0a2006136

Meier JJ, Butler AE, Saisho Y, Monchamp T, Galasso R, Bhushan A, et al.
Beta Cell Replication is the Primary Mechanism Subserving the Postnatal
Expansion of Beta Cell Mass in Humans. Diabetes (2008) 57:1584-94. doi:
10.2337/db07-1369

Kassem SA, Ariel I, Thornton PS, Scheimberg I, Glaser B. Beta-Cell
Proliferation and Apoptosis in the Developing Normal Human Pancreas
and in Hyperinsulinism of Infancy. Diabetes (2000) 49:1325-33. doi:
10.2337/diabetes.49.8.1325

Wang P, Karakose E, Liu H, Swartz E, Ackeifi C, Zlatanic V, et al. Combined
Inhibition of DYRKIA, SMAD and Trithorax Pathways Synergizes to
Induce Robust Replication in Adult Human Beta Cells. Cell Metab (2019)
29:638-52. doi: 10.1016/j.cmet.2018.12.005

Ackeifi C, Wang P, Karakose E, Manning Fox JE, Gonzalez BJ, Liu H, et al.
Dual DYRKIA-GLP1R Modulation Synergistically Increases Human Beta
Cell Numbers. Sci Trans Med (2020) 12:eaaw9996. doi: 10.1126/
scitranslmed.aaw9996

Rankin MM, Kushner JA. Adaptive Beta Cell Proliferation Is Severely
Restricted With Advanced Age. Diabetes (2009) 58:1365-72. doi: 10.2337/
db08-1198

Goodyer WR, Gu X, Liu Y, Bottino R, Crabtree GR, Kim SK. Neonatal Beta
Cell Development in Mice and Humans Is Regulated by Calcineurin/Nfat.
Dev Cell (2012) 23:21-34. doi: 10.1016/j.devcel.2012.05.014

Teta M, Long SY, Wartschow LM, Rankin MM, Kushner JA. Very Low
Turnover of Beta Cells in Aged Adult Mice. Diabetes (2005) 54:2557. doi:
10.2337/diabetes.54.9.2557

Alonso LC, Yokoe T, Zhang P, Scott DK, Kim SK, O’Donnell CP, et al.
Glucose Infusion in Mice: A New Model to Induce Beta-Cell Replication.
Diabetes (2007) 56(7):1792-801. doi: 10.2337/db06-1513

Dai C,Hang Y, Shostak A, Poffenberger G, Hart N, Prasad N, et al. Age-Dependent
Human Beta Cell Proliferation Induced by Glucagon-Like Peptide-1 and
Calcineurin Signaling. ] Clin Invest (2017) 127:3835-44. doi: 10.1172/JCI91761
Vasavada RC, Garcia-Ocafia A, Zawalich WS, Sorenson RL, Dann PS, Ogren L,
et al. Targeted Expression of Placental Lactogen in the Beta Cells of Transgenic
Mice Results in Beta Cell Proliferation, Islet Mass Augmentation, and
Hypoglycemia. J Biol Chem (2000) 275:15399-406. doi: 10.1074/jbc.275.20.15399
Brelje TC, Scharp DW, Lacy PE, Ogren L, Talamantes F, Robertson M,
et al. Effect of Homologous Placental Lactogens, Prolactins, and Growth

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Hormones on Islet Beta-Cell Division and Insulin Secretion Rat, Mouse, and
Human Islets: Implications for Placental Lactogen Regulation of Islet
Function During Pregnancy. Endocrinology (1993) 132:879-87. doi:
10.1210/endo.132.2.8425500

Kondegowda NG, Joshi-Gokhale S, Harb G, Williams K, Zhang XY, Takane
KK, et al. Parathyroid Hormone-Related Protein Enhances Human Beta Cell
Proliferation and Function With Simultaneous Induction of Cyclin-
Dependent Kinase 2 and Cyclin E Expression. Diabetes (2010) 59:3131-
38. doi: 10.2337/db09-1796

Garcia-Ocana A, Takane K, Syed MA, Philbrick WM, Vasavada RC, Stewart AF.
Hepatocyte Growth Factor Overexpression in the Islet of Transgenic Mice
Increases Beta Cell Proliferation, Enhances Islet Mass and Induces Mild
Hypoglycemia. J Biol Chem (2000) 275:1226-32. doi: 10.1074/jbc.275.2.1226
Lu G, Rausell-Palamos F, Zhang Z, Vasavada RC, Valle S, Spindler M, et al.
Dextran Sulfate Ameliorates Type 1 Diabetes, Pancreatic Beta Cell Death
and Autoimmunity. Diabetes (2020) 69:1692-707. doi: 10.2337/db19-0725
Stephens SB, Schisler JC, Hohmeier H, An J, Sun AY, Pitt GS, et al. A VGF-
derived Peptide Attenuates Development of Type 2 Diabetes Via
Enhancement of Islet Beta Cell Survival and Function. Cell Metab (2012)
16:33-43. doi: 10.1016/j.cmet.2012.05.011

El Ouaamari A, Dirice E, Gedeon N, Hu ], Zhou J-Y, Shirikawa J, et al. Serpin
B1 Promotes Pancreatic Beta Cell Proliferation. Cell Metab (2016) 23:1-12.
doi: 10.1016/j.cmet.2015.12.001

Purwana I, Zheng J, Li X, Deurloo M, Son DO, Zhang Z, et al. GABA
Promotes Human Beta Cell Proliferation and Modulates Glucose
Homeostasis. Diabetes (2014) 63:4197-205. doi: 10.2337/db14-0153
Schultz N, Liu KC, Charbord J, Mattson CL, Tao L, Tworus D, et al. Critical
Role for Adenosime Receptor A2a in Beta Cell Proliferation. Mol Metab
(2016) 5:1138-46. doi: 10.1016/j.molmet.2016.09.006

Andersson O, Adams BA, Yoo D, Ellis GC, Gut P, Anderson RM, et al.
Adenosine Signaling Promotes Regeneration of Pancreatic Beta Cells
In Vivo. Cell Metab (2012) 15:885-94. doi: 10.1016/j.cmet.2012.04.018
Dhawan S, Dirice E, Kulkarni RN, Bhushan A. Inhibition of TGF-beta
Signaling Promotes Human Pancreatic Beta Cell Replication. Diabetes
(2016) 65:1208-18. doi: 10.2337/db15-1331

Liu H, Remedi MS, Pappan KL, Kwon G, Rohatgi N, Marshall CA, et al.
Glycogen Synthetase Kinase-3 and Mammalian Target of Rapamycin
Pathways Contribute to DNA Synthesis, Cell Cycle Progression, and
Proliferation in Human Islets. Diabetes (2008) 58:663-72. doi: 10.2337/
db07-1208

Annes JP, Ryu JH, Lam K, Carolan PJ, Utz K, Hollister-Lock J, et al.
Adenosine Kinase Inhibition Selectively Promotes Rodent and Porcine Islet
Beta Cell Replication. Proc Nat Acad Sci USA (2012) 109:3925-20. doi:
10.1073/pnas.1201149109

Wang P, Alvarez-Perez JC, Felsenfeld DP, Liu H, Sivendran S, Bender A,
et al. A High-Throughput Chemical Screen Reveals That Harmine-Mediated
Inhibition of DYRKIA Increases Human Pancreatic Beta Cell Replication.
Nat Med (2015) 21:383-8. doi: 10.1038/nm.3820

Shen W, Taylor B, Jin Q, Nguyen-Tran V, Meeusen S, Zhang Y-Q, et al.
Inhibition of DYRK1A and GSK3B Induces Human Beta Cell Proliferation.
Nat Comm (2015) 6:8372. doi: 10.1038/ncomm9372

Dirice E, Walpita D, Vetere A, Meier BC, Kahraman S, Hu J, et al. Inhibition
of DYRK1A Stimulates Human Beta Cell Proliferation. Diabetes (2016)
65:1660-71. doi: 10.2337/db15-1127

Ackeifi C, Schwarz E, Kumar K, Suebsuwong C, Karakose E, Scott DK, et al.
Pharmacologic and Genetic Approaches Define Human Pancreatic Beta Cell
Mitogenic Targets of DYRKIA Inhibitors. JCI Insight (2020) 5(1):e132594.
doi: 10.1172/jci.insight.132594

Kumar K, Wang P, Wilson J, Zlatanic V, Berrouet C, Khamrui S, et al.
Synthesis and Biological Validation of a Harmine-Based, CNS-Avoidant,
Selective Human Beta Cell Regenerative DYRKIA Inhibitor. ] Med Chem
(2020) 63:2986-3003. doi: 10.1021/acs.jmedchem.9b01379

Abdolazimi Y, Lee S, Xu H, Alegretti P, Horton TM, Yeh B, et al. Cc-401
Promotes Beta Cell Replication Via Pleiotropic Consequences of DYRK1A/B
Inhibition. Endocrinology (2018) 159(9):3143-57. doi: 10.1210/en.2018-
00083

Allegretti PA, Horton TM, Abdolazimi Y, Moeller HP, Yeh B, Caffet M, et al.
Generation of Potent DYRK1A-dependent Inducers of Human Beta Cell

Frontiers in Endocrinology | www.frontiersin.org

July 2021 | Volume 12 | Article 671946


https://doi.org/10.1016/j.cell.2012.07.029
https://doi.org/10.1056/NEJMoa1902226
https://doi.org/10.2337/dc14-1686
https://doi.org/10.1016/j.suc.2018.09.007
https://doi.org/10.1056/NEJM200007273430401
https://doi.org/10.2337/dc15-1988
https://doi.org/10.1016/j.cell.2014.09.040
https://doi.org/10.15252/embj.201591058
https://doi.org/10.1056/NEJMoa2006136
https://doi.org/10.2337/db07-1369
https://doi.org/10.2337/diabetes.49.8.1325
https://doi.org/10.1016/j.cmet.2018.12.005
https://doi.org/10.1126/scitranslmed.aaw9996
https://doi.org/10.1126/scitranslmed.aaw9996
https://doi.org/10.2337/db08-1198
https://doi.org/10.2337/db08-1198
https://doi.org/10.1016/j.devcel.2012.05.014
https://doi.org/10.2337/diabetes.54.9.2557
https://doi.org/10.2337/db06-1513
https://doi.org/10.1172/JCI91761
https://doi.org/10.1074/jbc.275.20.15399
https://doi.org/10.1210/endo.132.2.8425500
https://doi.org/10.2337/db09-1796
https://doi.org/10.1074/jbc.275.2.1226
https://doi.org/10.2337/db19-0725
https://doi.org/10.1016/j.cmet.2012.05.011
https://doi.org/10.1016/j.cmet.2015.12.001
https://doi.org/10.2337/db14-0153
https://doi.org/10.1016/j.molmet.2016.09.006
https://doi.org/10.1016/j.cmet.2012.04.018
https://doi.org/10.2337/db15-1331
https://doi.org/10.2337/db07-1208
https://doi.org/10.2337/db07-1208
https://doi.org/10.1073/pnas.1201149109
https://doi.org/10.1038/nm.3820
https://doi.org/10.1038/ncomm9372
https://doi.org/10.2337/db15-1127
https://doi.org/10.1172/jci.insight.132594
https://doi.org/10.1021/acs.jmedchem.9b01379
https://doi.org/10.1210/en.2018-00083
https://doi.org/10.1210/en.2018-00083
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Wang et al.

Beta Cell Regeneration

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

Replication Via Multi-Dimensional Compound Optimization. Bioorgan
Med Chem (2020) 28:115194. doi: 10.1016/j.bmc.2019.115193

Liu YA, Jin Q, Zou Y, Ding Q, Yan S, Wang Z, et al. Selective DYRKI1A
Inhibitor for the Treatment of Type 1 Diabetes; Discovery of 6-Azaindole
Derivative GNF2133. ] Med Chem (2020) 63:2958-73. doi: 10.1021/
acs.jmedchem.9b01624

Heit JJ, Apelqvist AA, Gu X, Winslow MM, Neilson JR, Crabtree GR, et al.
Calcineurin/NFAT Signaling Regulates Pancreatic B-Cell Growth and
Function. Nature (2006) 443:345-9. doi: 10.1038/nature05097

Demozay D, Tsunekawa S, Briaud I, Shah R, Rhodes CJ. Specific Glucose-
Induced Control of Insulin Receptor-Supstrate-2 Expression Is Mediated by
Ca’*-dependent calcineurin-NFAT Signaling in Primary Pancreatic Islet 3-
Cells. Diabetes (2011) 60:2892-902. doi: 10.2337/db11-0341

El-Gohary Y, Tulachan S, Wiersch J, Guo P, Welsh C, Prasadan K, et al.
Gittes G. A Smad Signaling Network Regulates Islet Proliferation. Diabetes
(2014) 63:224-36. doi: 10.2337/db13-0432

Smart NG, Apelqvist AA, Gu X, Harmon EB, Topper JN, McDonald RJ, et al.
Conditional Expression of Smad7 in Pancreatic Beta Cells Disrupts TGF-
beta Signaling and Induces Reversible Diabetes Mellitus. PloS Biol (2006) 4:
€39. doi: 10.1371/journal.pbio.0040039

Wang H, Bender A, Wang P, Inabnet WB, Libutti SK, Arnold A, et al.
Insights Into Human Beta Cell Regeneration for Diabetes Via Integration of
Molecular Landscapes in Human Insulinomas. Nat Commun (2017) 8:767.
doi: 10.1038/541467-017-00992-9

Cozar-Castellano I, Harb G, Selk K, Takane KK, Vasavada RC, Sicari B, et al.
Lessons From the First Comprehensive Molecular Characterization of Cell
Cycle Control in Rodent Insulinoma Cell Lines. Diabetes (2008) 57:3056-68.
doi: 10.2337/db08-0393

Parnaud G, Bosco D, Berney T, Pattou F, Kerr-Conte J, Donath MY, et al.
Proliferation of Sorted Human and Rat Beta Cells. Diabetologia (2008)
51:91-100. doi: 10.1007/s00125-007-0855-1

Fiaschi-Taesch NM, Kleinberger JW, Salim F, Troxell R, Cox AE, Takane
KK, et al. Cytoplasmic-Nuclear Trafficking of G1/S Cell Cycle Molecules and
Adult Human Beta Cell Replication: A Revised Model of Human Beta Cell
G1/s Control. Diabetes (2013) 62:2460-70. doi: 10.2337/db12-0778
Fiaschi-Taesch NM, Bigatel TA, Sicari BM, Takane KK, Velazquez-Garcia S,
Harb G, et al. Stewart Af. A Survey of the Human Pancreatic Beta Cell G1/S
Proteome Reveals a Potential Therapeutic Role for Cdk-6 and Cyclin D; in
Enhancing Human Beta Cell Replication and Function In Vivo. Diabetes
(2009) 58:882-93. doi: 10.2337/db08-0631

Avrahami D, Li C, Zhang ], Schug J, Avrahami R, Rao S, et al. Aging-
Dependent Demethylation of Regulatory Elements Correlates With
Chromatin State and Improved Beta Cell Function. Cell Metab (2015)
22:619-32. doi: 10.1016/j.cmet.2015.07.025

Chen H, Gu X, Su I-H, Bottino R, Contreras JL, Tarakhovsky A, et al.
Polycomb Protein Ezh2 Regulates Pancreatic Beta Cell Ink4a/Arf Expression
and Regeneration in Diabetes Mellitus. Genes Dev (2009) 23:975-85. doi:
10.1101/gad.1742509

Chen H, Gu X, Liu Y, Wirt SE, Bottino R, Schorle H, et al. PDGF Controls
Age-Dependent Proliferation in Pancreatic Beta Cells. Nature (2011)
478:349-55. doi: 10.1038/nature10502

Karnick SK, Hughes CM, Gu X, Rozenblatt-Rosen O, McClean GW, Xiong
Y, et al. Menin Regulates Pancreatic Islet Growth by Promoting Histone
Methylation and Expression of Genes Encoding p27kip1 and p18Ink4c. Proc
Nat Acad Sci USA (2005) 102:14659-64. doi: 10.1073/pnas.0503484102
Dhawan S, Tschen SI, Bhushan A. Bmil Regulates the Inf4a/arf Locus to
Control Pancreatic Beta Cell Proliferation. Genes Dev (2009) 23:901-11. doi:
10.1101/gad.1742609

Zhou JX, Dhawan S, Fu H, Snyder E, Bottino R, Kundi S, et al. Combined
Modulation of Polycomb and Trithorax Genes Rejuvenates Beta Cell
Replication. ] Clin Invest (2013) 123:4849-58. doi: 10.1172/JCI169468
Braumswig NC, Everett LJ, Schug J, Dorrell C, Liu C, Luo Y, et al.
Epigenomic Plasticity Enables Human Pancreatic Alpha to Beta Cell
Reprogramming. J Clin Invest (2013) 123:1275-84. doi: 10.1172/JCI66514
Pasquali L, Gaulton K]J, Rodriguez-Segui SA, Mularoni L, Miguel-Escalada I,
Akerman 1, et al. Pancreatic Islet Enhancer Clusters Enriched in Type 2
Diabetes Risk-Associated Variants. Nat Genet (2014) 46:136-43. doi:
10.1038/ng.2870

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

Miguel-Escalada I, Bonas-Guarch S, Cebola I, Ponsa-Cobas ], Mendieta-
Esteban J, Goutham A, et al. Human Pancreatic Islet Three-Dimensional
Chromatin Architecture Provides Insight Into Teh Genetics of Type 2
Diabetes. Nat Genet (2109) 51:1137-48. doi: 10.1038/s41588-019-0457-0
Krishnamurthy J, Ramsey MR, Ligon KL, Torrice C, Koh A, Bonner-Weir S,
et al. pl6ink4a Induces an Age-Dependent Decline in Islet Regenerative
Potential. Nature (2006) 443:453-7. doi: 10.1038/nature05092

Thompson PJ, Shah A, Ntranos V, van Gool F, Atkinson M, Bhushan A.
Targeted Elimination of Senescent Beta Cells Prevents Type 1 Diabetes. Cell
Metab (2019) 29:1-16. doi: 10.1016/j.cmet.2019.01.021

Saltpeter SJ, Khalaileh A, Weinberg-Corem N, Ziv O, Glaser B, Dor Y.
Systemic Regulation of the Age-Related Decline of Pancreatic Beta Cell
Replication. Diabetes (2013) 62:2843-48. doi: 10.2337/db13-0160

Kimura R, Kamino K, Yamamoto M, Nuripa A, Kida T, Kazui H Hashimoto
R, et al. The DYRKI1A Gene, Encoded in Chromosome 21 Down Syndrome
Critical Region, Bridges Between B-Amyloid Production and Tau
Phosphorylation in Alzheimer Disease. Hum Mol Genet (2007) 16:15-23.
doi: 10.1093/hmg/dd1437

Ryoo SR, Cho HJ, Lee HW, Jeong HK, Radnaabazar C, Kim YS, et al. Dual-
Specificity Tyrosine(Y)-Phosphorylation Regulated Kinase 1A-Mediated
Phosphorylation of Amyloid Precursor Protein: Evidence for a Functional
Link Between Down Syndrome and Alzheimer’s Disease. ] Neurochem
(2008) 104:1333-44. doi: 10.1111/j.1471-4159.2007.05075.x

DiVona C, Bezdan D, Islam ABMMLK, Salichs E, Lopez-Bigas N, Ossowski S,
et al. Chromatin-Wide Profiling of DYRKIA Reveals a Role as a Gene-
Specific RNA Polymerase II Ctd Kinase. Mol Cell (2015) 57:506-20. doi:
10.1016/j.molcel.2014.12.026

Seifert A, Allan LA, Clarke PR. DYRK1A Phosphorylates Caspase 9 at an
Inhibitory Site and Is Potently Inhibited in Human Cells by Harmine. FEBS |
(2008) 275:6268-80. doi: 10.1111/.1742-4658.2008.06751.x

Li S, Xu C, Fu Y, Lei P-], Yao Y, Yang W, et al. DYRKIA Interacts With
Histone Acetyl Transferase p300 and CBP and Localizes to Enhancers. Nuc
Acids Res (2018) 46:11202-13. doi: 10.1093/nar/gky754

Park J, Oh Y, Yoo L Jung M-S, Song W-Jm Lee S-H, Seo H, Chung KC.
DYRKI1A Phosphorylates p53 and Inhibits Proliferation of Embryonic
Neuronal Cells. | Biol Chem (2010) 285:31895-906. doi: 10.1074/
jbc.M110.147520

Hille S, Dierck F, Kuhl C, Sosna J, Adam-Klages S, Adam D, et al. DYRK1A
Regulates Cardiomyocyte Cell Cycle Via D-Cyclin-Dependent Rb/E2F
Signaling. Cardiovasc Res (2016) 110:381-94. doi: 10.1093/cvr/cvw074
Thompson BJ, Bhansali R, Diebold L, Cook DE, Stolzenburg A-L, Casagrande A-
S, et al. DYRKIA Controls the Transition From Proliferation to Quiescence
During Lymphoid Development by Destabilizing Cyclin D3. J Exp Med (2015)
212:723-40. doi: 10.1084/jem.20150002

Karakose E, Wang H, Inabnet W, Thakker RV, Libutti S, Fernandez-Ranvier
G, et al. Aberrant Methylation of the 11p15 Imprinted Region Underlies
Abnormal Chromatin Arrangement, Insulin Expression and Cell
Proliferation in Human Insulinomas. Nat Commun (2020) 11:5210. doi:
10.1038/541467-020-18839-1

Liu EH, Digon BJ, Hirshberg B, Chang R, Wood BJ, Neeman Z, et al. Pancreatic
Beta Cell Function Persists in Many Patients With Chronic Type 1 Diabetes But
Is Not Dramatically Improved by Prolonged Immunosuppression and
Euglycemia From a Beta Cell Allograft. Diabetologia (2009) 52:1369-80. doi:
10.1007/s00125-009-1342-7

Khor B, John D Gagnon JD, Goel G, Marly I, Roche MI, Conway KL, et al.
The Kinase DYRK1A Reciprocally Regulates the Differentiation of Th17 and
Regulatory T Cells. E-life (2015) 4:¢05920. doi: 10.7554/eLife.05920

Liu X, Li M, Tan S, Wang C, Fan S, Huang C. Harmine Is an Inflammatory
Inhibitor Through the Suppression of NF-kb Signaling. Biochem Biophys Res
Commun (2017) 489:332-8. doi: 10.1016/j.bbrc.2017.05.126

Yang C, Loehn M, Jurczyk A, Przewozniak N, Leehy L, Herrera PL, et al.
Lixisenatide Accelerates Restoration of Normoglycemia and Improves
Human Beta Cell Function and Survival in Diabetic Immunodeficient
NOD-scil IL-2rg(Null) RIP-DTR Mice Engrafted With Human Islets.
Diabetes Metab Synd Obes (2015) 8:387-98. doi: 10.2147/DMS0O.587253
Fujinaka Y, Takane K, Yamashita H, Vasavada RC. Lactogens Promote Beta
Cell Survival Through JAK2/STAT5 Activation and BcIXL Upregulation.
] Biol Chem (2007) 282:30707-17. doi: 10.1074/jbc.M702607200

Frontiers in Endocrinology | www.frontiersin.org

July 2021 | Volume 12 | Article 671946


https://doi.org/10.1016/j.bmc.2019.115193
https://doi.org/10.1021/acs.jmedchem.9b01624
https://doi.org/10.1021/acs.jmedchem.9b01624
https://doi.org/10.1038/nature05097
https://doi.org/10.2337/db11-0341
https://doi.org/10.2337/db13-0432
https://doi.org/10.1371/journal.pbio.0040039
https://doi.org/10.1038/s41467-017-00992-9
https://doi.org/10.2337/db08-0393
https://doi.org/10.1007/s00125-007-0855-1
https://doi.org/10.2337/db12-0778
https://doi.org/10.2337/db08-0631
https://doi.org/10.1016/j.cmet.2015.07.025
https://doi.org/10.1101/gad.1742509
https://doi.org/10.1038/nature10502
https://doi.org/10.1073/pnas.0503484102
https://doi.org/10.1101/gad.1742609
https://doi.org/10.1172/JCI69468
https://doi.org/10.1172/JCI66514
https://doi.org/10.1038/ng.2870
https://doi.org/10.1038/s41588-019-0457-0
https://doi.org/10.1038/nature05092
https://doi.org/10.1016/j.cmet.2019.01.021
https://doi.org/10.2337/db13-0160
https://doi.org/10.1093/hmg/ddl437
https://doi.org/10.1111/j.1471-4159.2007.05075.x
https://doi.org/10.1016/j.molcel.2014.12.026
https://doi.org/10.1111/j.1742-4658.2008.06751.x
https://doi.org/10.1093/nar/gky754
https://doi.org/10.1074/jbc.M110.147520
https://doi.org/10.1074/jbc.M110.147520
https://doi.org/10.1093/cvr/cvw074
https://doi.org/10.1084/jem.20150002
https://doi.org/10.1038/s41467-020-18839-1
https://doi.org/10.1007/s00125-009-1342-7
https://doi.org/10.7554/eLife.05920
https://doi.org/10.1016/j.bbrc.2017.05.126
https://doi.org/10.2147/DMSO.S87253
https://doi.org/10.1074/jbc.M702607200
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

Wang et al.

Beta Cell Regeneration

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

Ovalle F, Grimes T, Xu G, Patel AJ, Grayson TB, Thielen LA, et al. Verapamil
and Beta Cell Function in Adults With Recent Onset Type 1 Diabetes. Nat
Med (2018) 24:1108-12. doi: 10.1038/s41591-018-0089-4

Thielen LA, Chen J, Jing G, Moukha-Chafiq O, Xu G, Jo S, et al.
Identification of an Anti-Diabetic Orally Available Small Molecule That
Regulates TIXNIP Expression and Glucagon Action. Cell Metab (2020)
32:353-65. doi: 10.1016/j.cmet.2020.07.002

VanPool C. Ancient Medicinal Plants of South America. Proc Nat Acad Sci
USA (2019) 116:11087-89. doi: 10.1073/pnas.1906805116

Miller MJ, Albarracin-Jordan ], Moore C, Capriles JM. Chemical Evidence
for the Use of Multiple Psychotropic Plants in a 1000 Year Old Ritual Bundle
From South America. Proc Nat Acad Sci USA (2019) 116:11207-12. doi:
10.1073/pnas.1902174116

Moloudizargari M, Mikalii P, Aghajanskaeri S, Ashgari MH, Sayegh J.
Pharmacological and Therapeutic Effects of Peganum Harmala and Its
Main Alkaloids. Pharmacogn Rev (2013) 714:(199). doi: 10.4103/0973-
7847.120524

Callaway JC, McKenna DJ, Grob CS, Brito GS, Raymon LP, Poland RE, et al.
Pharmacokinetics of Hoasca Alkaloids in Healthy Humans.
] Enthopharmacol (1999) 65:243-56. doi: 10.1016/S0378-8741(98)00168-8
Riba J, Valle M, Urbano G, Yritia M, Morte A, Barbanoj MJ. Human
Pharmacology of Ayahusasca: Subjective and Cardiovascular Effects,
Monoamine Metabolite Excretion and Pharmacokinetics. J Pharm Exp
Ther (2003) 306:73-83. doi: 10.1124/jpet.103.049882

Levy A. The Ayahuasca Boom in the US: The Drug of Choice for the Age of
Kale. The New Yorker. New York, NY: Advance Publications. Available at:
https://www.newyorker.com/magazine/2016/09/12/the-ayahuasca-boom-
in-the-u-s.

Schwartz C. Taking Ayahuasca When You’re a Senior Citizen (2019).
Available at: https://www.nytimes.com/2019/10/17/style/ayahuasca-senior-
citizen.html.

Pennes H, Hoch P. Psychotomimetics, Clinical and Theoretical
Considerations: Harmine, WIN-299 and Nalline. Am ] Psychiatry (1957)
113:887-92. doi: 10.1176/ajp.113.10.887

Blum B, Weizmann H, Simpson GM, Krazilowsky D, Kulcsar IS, Merskey H.
Harmine Antagonism of Drug-Induced Extra-Pyramidal Disturbances.
Psychopharmacologia (1964) 6:307-10. doi: 10.1007/BF00413162

Feki A, Hibaoui Y. DYRKIA Protein, a Promising Therapeutic Target to
Improve Cognitive Deficits in Down Syndrome. Brain Sci (2018) 8:187.
doi: 10.3390/brainsci8100187

Park J, Song W-J, Chung KC. Function and Regulation of DYRKIA:
Towards Understanding Down Syndrome. Cell Mol Life Sci (2009)
66:3235-40. doi: 10.1007/s00018-009-0123-2

Aranda S, Laguna A, de la Luna S. DYRK Family of Protein Kinases:
Evolutionary Relationships, Biochemical Properties, and Functional Roles.
FASEB ] (2011) 25:449-62. doi: 10.1096/1j.10-165837

Rueda N, Florez J. Martinez-Cué C Mouse Models of Down Syndrome as a
Tool to Unravel the Causes of Mental Disabilities. Neural Plast (2012)
584071:2012. doi: 10.1155/2012/584071

Guedj F, Lopes Pereira P, Najas S, Barallobre M-], Chabert C, Souchet B,
et al. DYRKIA: A Maser Regulatory Protein Controlling Brain Growth.
Neurobiol Dis (2012) 46:190-203. doi: 10.1016/j.nbd.2012.01.007
Mennenga SE, Gerson JE, Dunkley T, Bimonte-Nelson HA. Harmine
Treatment Enhances Short Term Memory in Old Rats: Dissociation of
Cognition and the Ability to Perform Procedural Requirements of Maze
Testing. Physiol Behav (2015) 138:260-65. doi: 10.1016/j.physbeh.2014.
09.001

Reus GZ, Stringari RB, de Souza B, Petronilho F, Dal-Pizzol F, Hallak JE,
et al. Harminee and Imipramine Promote Antioxidant Activities in
Prefrontal Cortex and Hippocampus. Oxid Med Cell Longev (2010) 3:325-
31. doi: 10.4161/0xim.3.5.13109

Liu F, Wu ], Gong Y, Wang P, Zhu L, Tong L, et al. Harmine Produces
Antidepressant-Like Effects Via Restoration of Astrocytic Functions. Prog
Neuropsychopharmacol Biol Psych (2017) 79:258-67. doi: 10.1016/
j.pnpbp.2017.06.012

Frederick R, Bruyere C, Vancraeynest C, Reniers J, Meinguet C, Pocehet L, et al.
Novel Trisubstituted Harmine Derivatives With Original In Vitro Anticancer
Activity. ] Med Chem (2012) 55:6489-9501. doi: 10.1021/jm300542e

111.

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

124.

125.

Jarhad DB, Mashelkar KK, Kim H-R, Noh M, Jeong LS. Dual Specificity
Tyrosine Phosphorylation-Regulated Kinase 1 a (DYRKIA) Inhibitors as
Potential Therapeutics. ] Med Chem (2018) 61:9791-810. doi: 10.1021/
acs.jmedchem.8b00185

Luna J, Boni J, Cuatrecasas M, Bofill-De Ros X, Nunez-Manchon E,
Gironella M, et al. DYRKIA Modulates c-Met in Pancreatic Ductal
Carcinoma to Drive Tumor Growth. Gut (2018) 68:1465-76. doi: 10.1136/
gutjnl-2018-316128

Waki H, Park KW, Mitro N, Pei L, Damoiseaux R, Wilpiz DC, et al. The
Small Molecule Harmine Is an Antidiabetic Cell-Type Specific Regulator of
PPARy Expression. Cell Metab (2007) 5:357-70. doi: 10.1016/
j.cmet.2007.03.010

Nie T, Hui X, Mao L, Nie B, Li K, Sun W, et al. Harmine Induces Adipocyte
Thermogenesis Through RACI1-MEK-ERK-CHD4 Axis. Sci Rep (2016)
6:36382. doi: 10.1038/srep36382

Thakker RV. Multiple Endocrine Neoplasia Type 1. Chapter 148. In: L]
DeGroot and JL Jameson, editors. Endocrinology: Adult and Pediatric, 7th.
Amsterdam: Elsevier (2016). p. 2566-93.

Jiao Y, Shi C, Edil BH, de Wilde RF, Klimstra DS, Maitra A, et al. Daxx/Atrx,
MEN1, and mTOR Pathway Genes Are Frequently Altered in Pancreatic
Neuroendocrine Tumors. Science (2011) 331:1199-203. doi: 10.1126/science.
1200609

Scarpa A, Chang DK, Nones K, Corbo V, Patch A-M, Bailey P, et al. Whole
Genome Landscape of Pancreatic Neuroendocrine Tumors. Nature (2017)
543:65-71. doi: 10.1530/endoabs.40.L6

Wang Y], Golson ML, Schug J, Traum D, Liu C, Vivek K, et al. Single-Cell
Mass Cytometry Analysis of the Human Endocrine Pancreas. Cell Metab
(2016) 24:616-26. doi: 10.1016/j.cmet.2016.09.007

Munkonda MN, Pelletier J, Ivanenkov VV, Fasustner M, Tremblay A, Kunzli
B, et al. Characterization of a Monoclonal Antibody as the First Specific
Inhibitor of Human NTP Diphopsphohydrolase-3. FEBS J (2008) 276:479-
96. doi: 10.1111/j.1742-4658.2008.06797 x

Saunders DC, Brissova M, Philips N, Shrestha S, Walker JT, Aramandla R,
et al. Endonucleoside Triphosphate Diphophohydrolase-3 Antibody Targets
Adult Human Pancreatic Beta Cells for In Vitro and In Vivo Analysis. Cell
Metab (2018) 29:745-54. doi: 10.1016/j.cmet.2018.10.007

Drucker DJ. Mechanisms of Action and Therapeutic Application of Glucagon-
Like Peptide-1. Cell Metab (2018) 27:740-56. doi: 10.1016/j.cmet.2018.03.001
Baggio LL, Yusta B, Mulvihill EE, Cao X, Steutker CJ, Butany J, et al. GLP1
Receptor Expression Within the Human Heart. Endocrinology (2018)
159:1570-84. doi: 10.1210/en.2018-00004

Pyke C, Heller RS, Kirk RK, Orskov C, Reedtz-Runge S, Kaastrup P, et al.
GLP1 Receptor Localization in Monkey and Human Tissue: Novel
Distribution Revealed With Extensively Validated Monoclonal Antibody.
Endocrinology (2014) 155:1280-90. doi: 10.1210/en.2013-1934

Horton TM, Allegretti PA, Lee S, Moeller HP, Smith M, Annes JP. Zinc-
Chelating Small Molecules Preferentially Accumulate and Function Within
Pancreatic Beta Cells. Cell Chem Biol (2019) 26:213-22.e6. doi: 10.1016/
j.chembiol.2018.10.019

Lee M, Maji B, Manna D, Kahraman S, Elgamal RM, Small J, et al. Native
Zinc Catalyzes Selective and Traceless Release of Small Molecules in Beta-
Cells. J Am Chem Soc (2020) 142:6477-82. doi: 10.1021/jacs.0c00099

Conflict of Interest: The Icahn School of Medicine at Mount Sinai has filed
patents on material discussed in this manuscript on behalf of some of the authors
(PW, KK, RD, AG-O, AS).

The remaining authors declare that the research was conducted in the absence of
any commercial or financial relationships that could be construed as a potential
conflict of interest.

Copyright © 2021 Wang, Karakose, Choleva, Kumar, DeVita, Garcia-Ocaiia and
Stewart. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in other
forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which
does not comply with these terms.

Frontiers in Endocrinology | www.frontiersin.org

July 2021 | Volume 12 | Article 671946


https://doi.org/10.1038/s41591-018-0089-4
https://doi.org/10.1016/j.cmet.2020.07.002
https://doi.org/10.1073/pnas.1906805116
https://doi.org/10.1073/pnas.1902174116
https://doi.org/10.4103/0973-7847.120524
https://doi.org/10.4103/0973-7847.120524
https://doi.org/10.1016/S0378-8741(98)00168-8
https://doi.org/10.1124/jpet.103.049882
https://www.newyorker.com/magazine/2016/09/12/the-ayahuasca-boom-in-the-u-s
https://www.newyorker.com/magazine/2016/09/12/the-ayahuasca-boom-in-the-u-s
https://www.nytimes.com/2019/10/17/style/ayahuasca-senior-citizen.html
https://www.nytimes.com/2019/10/17/style/ayahuasca-senior-citizen.html
https://doi.org/10.1176/ajp.113.10.887
https://doi.org/10.1007/BF00413162
https://doi.org/10.3390/brainsci8100187
https://doi.org/10.1007/s00018-009-0123-2
https://doi.org/10.1096/fj.10-165837
https://doi.org/10.1155/2012/584071
https://doi.org/10.1016/j.nbd.2012.01.007
https://doi.org/10.1016/j.physbeh.2014.09.001
https://doi.org/10.1016/j.physbeh.2014.09.001
https://doi.org/10.4161/oxim.3.5.13109
https://doi.org/10.1016/j.pnpbp.2017.06.012
https://doi.org/10.1016/j.pnpbp.2017.06.012
https://doi.org/10.1021/jm300542e
https://doi.org/10.1021/acs.jmedchem.8b00185
https://doi.org/10.1021/acs.jmedchem.8b00185
https://doi.org/10.1136/gutjnl-2018-316128
https://doi.org/10.1136/gutjnl-2018-316128
https://doi.org/10.1016/j.cmet.2007.03.010
https://doi.org/10.1016/j.cmet.2007.03.010
https://doi.org/10.1038/srep36382
https://doi.org/10.1126/science.1200609
https://doi.org/10.1126/science.1200609
https://doi.org/10.1530/endoabs.40.L6
https://doi.org/10.1016/j.cmet.2016.09.007
https://doi.org/10.1111/j.1742-4658.2008.06797.x
https://doi.org/10.1016/j.cmet.2018.10.007
https://doi.org/10.1016/j.cmet.2018.03.001
https://doi.org/10.1210/en.2018-00004
https://doi.org/10.1210/en.2013-1934
https://doi.org/10.1016/j.chembiol.2018.10.019
https://doi.org/10.1016/j.chembiol.2018.10.019
https://doi.org/10.1021/jacs.0c00099
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Human Beta Cell Regenerative Drug Therapy for Diabetes: Past Achievements and Future Challenges
	Introduction
	Areas of Consensus
	Beta Cell Mass Is Reduced In Diabetes
	The Definition of Authentic Beta Cell Proliferation
	Rodent vs. Human Beta Cell Replication
	Candidate Drugs and Other Molecules for Human Beta Cell Proliferation
	DYRK1A Inhibitors Induce Adult Human Beta Cells to Replicate
	DYRK1A Inhibitor Mechanism of Action
	DYRK1A and DYRK1B Inhibitor Combinations
	DYRK1A Inhibitor Proliferative Efficacy
	DYRK1A Inhibitor Promiscuity vs. Specificity
	DYRK1A Inhibitors in Combination With TGFβ Superfamily Inhibitors
	DYRK1A Inhibitors in Combination With GLP1 Receptor Agonists
	Harmine Induces Human Beta Cell Differentiation

	Pressing Challenges and Controversies
	Is The Reported Human Beta Cell Proliferation Authentic?
	How Much Beta Cell Proliferation Is Enough?
	Reasons for Human Beta Cell Recalcitrance to Replication: Quiescence, Senescence and Terminal Differentiation
	Are There Additional Mechanism(s) of Action of DYRK1A Inhibitors?
	How Do DYRK1A Inhibitors Enhance Human Beta Cell Differentiation?
	Will There Be Additional Classes of Human Beta Cell Proliferative Drugs?
	DYRK1A Inhibitor Effects on Human Beta Cell Survival
	Is Beta Cell Regeneration Therapy Safe?
	Historical Use of DYRK1A Inhibitors
	DYRK1A, Neurogenesis and Neurotoxicity
	Oncologic Safety
	Insulinoma
	Other Pancreatic Islet Cells

	Is Beta Cell Targeting Necessary or Possible?
	Beta Cell Replacement vs. Beta Cell Regeneration Strategies: Scalability and Cost

	Summary
	Author Contributions
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


