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A P P L I E D  S C I E N C E S  A N D  E N G I N E E R I N G

A 3D culture platform enables development of  
zinc-binding prodrugs for targeted proliferation of  cells
Kisuk Yang1,2,3,4,5*, Miseon Lee6,7*, Peter Anthony Jones1,2,3*, Sophie S. Liu1,2,  
Angela Zhou1,2, Jun Xu1,2, Vedagopuram Sreekanth6,7, Jamie L. Y. Wu1,2, Lillian Vo1,2,  
Eunjee A. Lee1,2,3, Ramona Pop8, Yuhan Lee1,2,3, Bridget K. Wagner6, Douglas A. Melton8, 
Amit Choudhary6,7,9,10†, Jeffrey M. Karp1,2,3,4†

Advances in treating  cell loss include islet replacement therapies or increasing cell proliferation rate in type 1 and 
type 2 diabetes, respectively. We propose developing multiple proliferation-inducing prodrugs that target high 
concentration of zinc ions in  cells. Unfortunately, typical two-dimensional (2D) cell cultures do not mimic in vivo 
conditions, displaying a markedly lowered zinc content, while 3D culture systems are laborious and expensive. 
Therefore, we developed the Disque Platform (DP)—a high-fidelity culture system where stem cell–derived  cells 
are reaggregated into thin, 3D discs within 2D 96-well plates. We validated the DP against standard 2D and 3D cul-
tures and interrogated our zinc-activated prodrugs, which release their cargo upon zinc chelation—so preferen-
tially in  cells. Through developing a reliable screening platform that bridges the advantages of 2D and 3D culture 
systems, we identified an effective hit that exhibits 2.4-fold increase in  cell proliferation compared to harmine.

INTRODUCTION
Pancreatic  cell loss is a common pathological feature of diabetes 
(1), leading to a  cell deficiency and dysfunction in insulin produc­
tion (2). There is currently no durable and effective treatment for 
 cell loss (3) as there are no progenitor cell populations to replenish 
lost  cells; thus, constant monitoring and insulin injections are 
mandatory for life. Recently, pluripotent stem cell–derived  cells 
(SC  cells) have emerged as a promising approach to benefit a wider 
patient population than existing whole pancreas or islet transplant­
ations as a sustainable source of cell­replacement therapy (4–7). 
However, SC  cells have an extremely low proliferation capacity 
and thus there has been a great effort to screen and develop small 
molecules that can encourage  cell proliferation. Unfortunately, 
these small molecules generally are not specific for  cells and often 
cause unmitigated proliferation in other cells at the necessary con­
centrations, leading to cytotoxic and genotoxic side effects (8).

Because  cells have over a million­fold higher Zn(II) concentra­
tion (10 to 20 mM) in insulin vesicles compared to  cells (1 nM) 
(9, 10) and other cell types (~400 pM), we reasoned that hydrolytic 
reactions catalyzed by an excess of Zn(II) (11, 12) could be used to 
deliver active drugs to zinc­rich  cells. We herein designed a 
zinc­binding prodrug (ZnPD) that establishes a release control based 
on the chelation of zinc ions to provide a method for sustained and 

specific delivery of drugs to  cells. However, standard 2D cell­culture 
systems, typically used for the rapid compound screening, do not 
have Zn(II) levels equivalent to physiological conditions. Three­ 
dimensional (3D) culture systems, alternatively, preserve the 
morphological and biological complexity of pancreatic niches and 
recapitulate the myriad cell­to­cell and cell­to­matrix interactions 
that are important for maintaining appropriate intracellular Zn(II) 
levels. Although 3D culture systems for  cells, such as spinner 
flasks [SFs; a type of single use bioreactors (SUBs)] and microfluidic 
devices do exist, these platforms lack the simplicity and throughput 
of conventional 2D culture methods (13–16) to screen multiple 
ZnPDs and find therapeutically relevant compounds.

As a result, we established a reliable screening and culture plat­
form, termed the Disque Platform (DP). The DP can reaggregate SC 
 cells into a thin disc­shaped layer within conventional well plates, 
and it recapitulates the 3D environments essential for  cells. As a 
screening tool for our newly developed ZnPDs, it also bridges the 
simplicity and high­throughput capability of 2D screening methods. 
The DP was validated against both 2D and 3D culture systems. 
We then applied the DP to the development of ZnPDs based on 
harmine, a DYRK1A inhibitor, which was recently identified as able 
to induce human  cell proliferation (17), although with systemic 
cytotoxic and genotoxic effects at the necessary concentrations (8). 
Our harmine­based ZnPD system consists of a cleavable bond be­
tween harmine and a zinc chelator that results in an active form of 
harmine released only upon zinc chelation. We then combined our 
two developments using the DP to test harmine­based ZnPDs, ver­
ifying the results via a 3D­reconstructed culture system. With this 
process, we detected increased harmine activity through SC  cell 
proliferation (2.4­fold increase compared to harmine), higher tar­
geting efficiency, and decreased toxicity compared to unmodified 
harmine. Overall, the DP provides a simple and rapid screening 
method similar to 2D culture while retaining the cellular envi­
ronment of a 3D culture, indicating the requirement for screening 
systems that better mimic native cell environments. These results 
were also translated in human primary islets and a scaled­up pro­
duction of SC  cells in SF.
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RESULTS
Design and optimization of the DP for screening  
ZnPD system
Initial experiments measuring the zinc content and junction pro­
teins [E­cadherin (E­cad) and connexin 36 (CX36)] in SC  cells 
revealed significantly decreased gene expression and Zn(II) levels 
in 2D culture compared to 3D culture (SF) (fig. S1, see text S1). 
Because prodrugs use distinct physiological features in cells, this 
suggests that these 2D cultures that do not fully recapitulate 3D cul­
ture environments would not be sufficient for our designed experi­
ments in screening prodrugs. As a result, we sought to establish a 
reliable screening and culture platform to bridge the simplicity and 
high­throughput capability of 2D culture methods and the 3D envi­
ronments essential for mimicking the natural cellular makeup of 
 cells to effectively screen newly developed prodrugs (Fig. 1). In 
developing this platform, certain key features of 3D culture needed 
to be preserved in a 2D­type system: (i) the cell­cell and cell­matrix 
junctions, (ii) high cell viability during the study period, (iii) ability 
for cells to differentiate to fully functional  cell microtissues, and 
(iv) compatible with current readouts to assess the therapeutic effects 
of potential chemical factors.

We herein developed the DP which allows a rapid reaggregation 
of SC  clusters into flat 3D discs that can maximize surface area for 

oxygen and nutrient diffusion and be cultured in commercially available 
multi–well culture plates (Figs. 1 and 2A). SC  cell discs are formed 
in a “Disque,” which refers to a laser­cut acrylic mold made up of a 
circular compartment containing the cell disc and a straight edge to 
accommodate multipipette tip placement that simplifies media 
changes and assays. A semipermeable hydrophilic polytetrafluoro­
ethylene (PTFE) membrane with a 1.0­m pore size was attached to 
the acrylic mold to support the cell discs. Furthermore, the semi­
permeable membrane was precoated with vasculature extracellular 
matrices (ECMs) (e.g., collagen IV and laminin), which are the main 
components of the basement membrane in developing human islets 
and are important for  cell survival, insulin secretion, architecture 
formation, and gene expression (18–20). In addition, to maintain 
media circulation and mitigate the generation of air bubbles, we 
elevated individual Disques by attaching a semicircular pedestal to 
the bottom. To form the cell discs, SC  clusters were dispersed into 
single cells, which were seeded into the individual Disques. 
The Disques were centrifuged to reform cell discs with controlled 
cell densities and dimensions in a regular flat­bottom 96­well plate 
(Fig. 2B). Cell discs grown using the ECM­coated DP promoted 
the gene expression of key pancreatic endoderm cell markers NK6 
homeobox 1 (Nkx6.1) and pancreatic and duodenal homeobox 1 
(Pdx­1) compared to the noncoated group (fig. S2), although there 

Fig. 1. The illustration demonstrates the need to establish a reliable platform that mimics the 3D environments essential for  cells to screen prodrugs 
(e.g.,  cell–targeted harmine). Single use bioreactors (e.g., SF) are able to culture SC  cells and mimic native  cell environments, however, are not amenable to 
high-throughput screening. When screening  cell–targeted drugs, 2D screening platforms do not mimic in vivo conditions, especially cell-cell interactions, and zinc ion 
levels, which hinder reliable screening of prodrugs. Therefore, a 3D screening platform is needed for developing prodrugs that can mimic native  cell environments with 
the ability to accommodate 2D screening methods.
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were no significant differences between the gene expression of both 
markers in 2D culture conditions. On the basis of these experimen­
tal data (fig. S3, see text S2), we established the following parameters 
for the DP: The thickness was set to 50 m, and the diameter was 
set to 3000 m for ease of operation (e.g., during cell seeding and 
Disque replacement).

Validation of DP for effective SC  cell culture and drug screening
After optimizing the DP, we evaluated its ability to support the via­
bility, differentiation, and function of cell discs compared to disso­

ciated SC  cells in 2D monolayer culture and 3D SC  clusters cul­
tured from SFs, the current gold­standard suspension flask culture 
system. We hypothesized that the DP could promote direct contact 
between SC  cells and the formation of 3D microtissue with cell­
cell junctions, which can better direct the course of  cell differentiation 
and Zn(II) levels compared to dispersed cells in 2D (21). Immuno­
fluorescent imaging showed that the cell discs successfully reestablished 
cell­cell interactions (E­cad and CX36) among the homogenously 
distributed and densely packed SC  cells (Fig. 2C). We were next 
interested in whether the Zn(II) concentration was reflected in the 

Fig. 2. Disque Platform. (A) Scheme and gross view of 3D reconstructed SC  cells in Disque Platform (DP). (B) Cell disc morphology shown through bright-field and 
confocal microscopy [NK6 homeobox 1 (Nkx6.1) and C-peptide]. (C) Immunofluorescent staining of E-cadherin (E-cad) and connexin 36 (CX36) in cell discs. (D) 3D 
cultures (DP and SF) showed significantly higher levels of Zn(II) compared to conventional 2D system (2D monolayer), measured through signal intensity from FluoZin-3 
indicator dye (n = 3, **P < 0.01 versus 2D). N.S., not significant; a.u., arbitrary units. (E) SC  cells cultured in DP show significantly higher gene expression of E-cad, CX36, 
and zinc transporter 8 (ZnT8) using quantitative real-time polymerase chain reaction analysis (n = 3, *P < 0.05, **P < 0.01 versus 2D). (F) Homogenous distribution of viable 
pancreatic progenitor (PP) cells in DP via LIVE/DEAD assay (5-day differentiation). (G) DP achieved high percentage of viable cells comparable to SF culture during PP 
differentiation to SC  cells [stage 4 day 1 (S4d1) to S6d7)] via flow cytometry analysis with the Zombie Aqua Fixable Viability Kit (n = 3). (H) DP shows similar expression 
of C-peptide and Nkx6.1 in SC  cells to SF through immunocytochemistry staining and (I) flow cytometry analysis (n = 4, **P < 0.01 versus 2D). (J) SC  cells show similar 
glucose stimulated insulin secretion index between DP and SF (n = 3, **P < 0.01 versus 2D).
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increased junction markers, as cell­cell contacts are important for 
zinc signaling (11, 12), in DP and SF compared to 2D culture. Gene 
expression levels of E­cad, CX36, and zinc transporter 8 (ZnT8) 
from quantitative real­time polymerase chain reaction (qRT­PCR) 
and the intracellular Zn(II) level from DP­cultured cells were similar 
to 3D SC  clusters from SF. In contrast, 2D culture showed significantly 
lower levels of the junction markers and Zn(II) (Fig. 2, D and E).

Next, we hypothesized that the optimized cell culture parame­
ters would maintain a high cell viability despite occurring in static 
3D culture (DP) rather than suspension culture during differentia­
tion. The DP achieved a comparable high viability to SF culture 
during pancreatic progenitor (PP) (stage 4, S4) differentiation to SC 
 cells (stage 6, S6) (Fig. 2, F and G). To validate the DP’s efficacy in 
supporting SC  cell viability and differentiation, we collected PP 
cells from the same biological batch and cultured them in parallel in 
DP and SF with the same differentiation protocol from the PP cells 
to SC  cells (22). After 5 days in culture, the confocal microscopy 
of the cell discs revealed a uniform distribution of live cells (Fig. 2F). 
Following 18 days of differentiation, we observed a comparable via­
bility profile between DP and SF and similar levels of coexpression 
of  cell markers C­peptide (a component of proinsulin) (23) and 
Nkx6.1, which suggest that the DP can be used for long­term cul­
ture (Fig. 2, H and I).

Next, we further examined whether other junction signaling 
pathways critical for  cell differentiation, such as the Notch signal­
ing pathway, could be supported in the DP, as Notch inhibition in 
PP cells is known to promote differentiation into the endocrine lineage 
and  cell production (24, 25). To measure this in the DP, we sup­
plemented the differentiation protocol of PP cells with Notch inhibitor 
[ɣ­secretase inhibitor, N­[N­(3,5­difluorophenacetyl)­l­alanyl]­ S­
phenylglycine t­butyl ester (DAPT) (10 M)] and examined the 
cells at the end of PP cells [stage 4 day 5 (S4d5)] by immunocyto­
chemistry and gene expression analysis (fig. S4). Immunocyto­
chemical staining for Pdx­1 and Nkx6.1 showed that the copositive 
progenitor cells, which do not continue to differentiate to endocrine 
progenitors due to Notch signaling (26), were significantly increased 
after Notch inhibition (fig. S4, A and B). Meanwhile, gene expres­
sion results from cells cultured in the DP showed a 1.9­fold increase 
in Pdx­1 expression, 1.5­fold increase in Neurogenin3, which are 
consistent with downstream effects of Notch inhibition in pancreatic 
lineage differentiation. Furthermore, as expected, Notch inhibition 
lead to a 0.4­fold decrease in SOX9 which maintains PP cells (27) 
and a 0.2­fold decrease in hairy and enhancer of split1 (Hes1) ex­
pression, which is an essential downstream effector of Notch signal­
ing predominantly expressed by pancreatic cells (fig. S4, C and D) 
(25, 28). The Hes1 expression in 2D culture was not responsive to 
lateral Notch inhibition (fig. S4D). Together, these data indicated 
that the cells could be maintained and differentiated from PP cells 
to SC  cells in the DP, and that there is a difference in the ability to 
recapitulate Notch inhibition between 2D­ and 3D­like culture systems. 
Upon establishing the differentiation capabilities of the DP, we then 
reasoned whether differentiated SC  cells also elicited proper insu­
lin secretion functionality. The DP also supported insulin secretion 
from SC  cells in response to glucose stimulation, and similar 
secretion indices were noted between DP and SF (Fig. 2J).

Zinc-binding scaffold for  cell–specific delivery of harmine
Harmine, a DYRK1A inhibitor, has recently been found as an effec­
tive agent for  cell proliferation; however, numerous reports have 

also identified it as an effective antitumor agent at high concentra­
tions due to its ability to intercalate DNA and induce apoptosis 
(8, 29, 30). Consequently, this limits the therapeutic range of con­
centrations that can be used for  cell proliferation. Furthermore, 
harmine analogs also highly induce proliferation of  cells as well as 
other endocrine cell populations, which further limits the efficacy of 
harmine for  cell regeneration in diabetes (31–33). Thus, to use 
harmine as an agent specific for  cell proliferation, a fine balance 
between maximizing dosage for obtaining robust proliferation re­
sponses and avoiding cytotoxic effects needs to be achieved.

Therefore, we created a harmine­based ZnPD that would specifically 
target  cells. The ZnPD consisted of three components: an inactive 
form of harmine, a Zn(II)­binding ligand, and a self­immolative 
linker that linked these two components. Upon Zn(II) binding, the 
carbamate linkage hydrolyzes and triggers self­immolation to release 
an active harmine (Fig. 3A). Using boron­dipyrromethene (BODIPY) 
acid as a fluorescent cargo conjugated to the zinc­binding scaffold, 
we synthesized ZnPD4 (Fig. 3B) to visualize the unmasking of fluo­
rescent cargo in SC  cells. The carbamate linkage was cleaved upon 
Zn(II) binding, and selective fluorophore emission was observed in 
SC  cells in a dose­dependent manner (Fig. 3B). Previously, we and 
other groups also characterized zinc­chelating ligands for imaging 
and proliferation purposes and reported the kinetics of zinc­catalyzed 
hydrolysis in multiple ZnPD systems, both biochemically and in 
 cells (34). In all of these systems, kinetics of release of our ZnPDs 
were monitored and release was shown to occur within one hour in 
 cells, similar to what has been reported by Lippard and co­workers (35).

As a control, fluorescence was not emitted in PP cells, which do 
not participate in insulin production and, therefore, have lower 
Zn(II) concentration (fig. S5A) (36). To mimic in vivo Zn(II) levels, 
we pretreated cells with 50 M zinc chloride (37). Pretreating SC 
 cells with zinc chloride did not modify the ZnPD targeting, suggesting 
that  cell zinc homeostasis was highly regulated (fig. S5, A and B). 
Using SC  cells, unmasked ZnPD4 signal more closely matched the 
distribution of C­peptide+ SC  cells than glucagon (GCG) stained 
cells (Fig. 3C and fig. S6). Because C­peptide is a polypeptide cleaved 
off from proinsulin and packaged along with insulin into the secre­
tory granules, this distribution profile strongly suggested that ZnPD 
targeted the Zn(II)­rich secretory granules in  cells and not the PP 
cells that do not produce insulin. Furthermore, previous literature, 
which has reported colocalization of Zn(II) and insulin, supports 
the punctate patterning of ZnPD4, suggesting that zinc chelation 
and BODIPY release occur in specific patterns of the insulin gran­
ules (38). In addition, flow cytometry data also revealed that the 
ZnPD system was more selective toward C­peptide–producing cells 
by over threefold compared to non–C­peptide+ cells (e.g.,  cells,  cells, 
pancreatic polypeptide cells) (Fig. 3D). Overall, these data implied 
that the ZnPD could reduce its off­target activity in non– cell lines 
or other subpopulations of the pancreatic endocrine lineage and 
help target the therapeutic effect of small­molecule inducers to the 
insulin­producing SC  cells.

Screening and validation of ZnPDs in DP
We were first interested in determining candidates that were suitable 
for driving PP cell population for further expansion. Accordingly, 
to synthesize prodrugs (ZnPDs) (table S1), we screened multiple 
parent small molecules in both PP and SC  cells and found that 
harmine emerged as the most efficacious for driving PP cells toward 
further differentiation of SC  cells (fig. S7, A and B). In addition, 
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we tested harmine analog, AnnH79 that does not inhibit DYRK1A 
and used it as a negative control (39). Assessing the population of 
proliferating monohormonal SC  cells by flow cytometry revealed 
a statistically significant increase with harmine compared to the 
dimethyl sulfoxide (DMSO) control or negative control (fig. S7C). 
This data indicated that the DP can reliably replicate  cell niches 
and can identify a known  cell–proliferating small­molecule inducer 
(harmine). Next, we synthesized several ZnPDs that contained 
harmine as the active cargo (ZnPD6–8), with ZnPD8 acting as the 
negative control because it contained a noncleavable linker that 
could not release harmine as a cargo (Fig. 4A and fig. S8). We then 
compared the ZnPDs and harmine over the range of 0.625 to 20 M, 
in twofold increases. On the basis of the percentage of proliferating 
SC  cells using the C­peptide and EdU copositive metric, wherein 
EdU is a proliferation marker that identifies cells undergoing DNA 
replication in the S phase. We successfully identified ZnPD6 as the 
best hits based on the coexpression of C­peptide and EdU in SC  cells 
[analyzed with one­way analysis of variance (ANOVA)] (Fig. 4B). 
We also noticed an increase in C­peptide and EdU copositive cell 
population for both concentrations of ZnPD6 (3.4­fold and 3.1­fold 
versus DMSO, 20 M and 10 M) (DMSO: 0.82%; ZnPD6 20 M: 

2.79%; ZnPD6 10 M: 2.56%) but not in the ZnPD8 control (ZnPD8 
20 M: 0.31%; ZnPD8 10 Μ: 0.28%) (Fig. 4B). However, no differ­
ence was observed between 10 and 20 Μ ZnPD6 in C­peptide and 
EdU copositive cell population. Thus, to investigate the targeting 
efficiency of ZnPD6, we also examined C­peptide+ GCG− EdU+ cell 
population using flow cytometry, which was significantly increased 
for ZnPD6 at 20 Μ compared to 10 M (fig. S9). There was no 
significant difference between the no treatment and DMSO group. 
The cytotoxicity curve revealed that harmine had a cytotoxic effect 
over 10 M, and a similar trend was observed in ZnPD7, while 
ZnPD6 elicited cytotoxicity only at higher doses (Fig. 4C). Accordingly, 
we selected ZnPD6 over ZnPD7 for further examination because 
ZnPD6 induces higher propensity of copositive cells (C­peptide and 
EdU) and can potentially be used at higher doses than nonmodified 
harmine.

Despite releasing the same drug following ZnPD cleavage, we were 
interested in determining what caused the difference in cytotoxicity 
and proliferation between ZnPD6 and unmodified harmine. We, 
therefore, examined harmine and ZnPD6 at their optimal concen­
trations for proliferation, 10 and 20 M, respectively. Following 6 days 
of culture with drug treatments every 3 days, ZnPD6 exhibited a 

Fig. 3. A ZnPD system is developed to enable intracellular exposure of drug targeting  cells. (A) Scheme of the ZnPD system: ZnPD comprises a zinc chelating 
group, a linker, and an inactive cargo. Zn(II) selectively catalyzes the bond cleavage and release the active form of a drug in  cells. This ZnPD system completely releases 
the active cargo as the carbamate linkage hydrolyzes and triggers self-immolation. (B) A fluorescent dye, boron-dipyrromethene (BODIPY) acid, is used as the first cargo 
to visually confirm that the drug releases in SC  cells. Representative images show the dose-dependent ZnPD4 unmasking in SC  cells cultured in SF and nuclear staining 
(Hoechst). (C) Fluorescent signal from activated ZnPD4 is selective in SC  cells cultured in SF as shown through confocal images. (D) ZnPD system is more selective toward 
C-peptide+ cells, compared to C-peptide− cells (e.g.,  cells,  cells, and polypeptide cells), measured by BODIPY fluorescence signal through flow cytometry (n = 3).
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delayed but enhanced  cell proliferation (C­peptide+ GCG− Ki67+) 
response (Fig. 4D). This data suggest that the attenuated cytotoxicity 
with ZnPD6 may be due to a decrease in the initial burst of harmine 
and a prolonged local concentration of harmine delivered to cells 
through a delayed release. Two treatments of ZnPD6 to human pri­
mary islets in DP also revealed  cell proliferation, and the inductive 
effect of ZnPD6 at 20 M showed an 8.7­fold increase compared to 
the control and a 2.4­fold increase compared to harmine (10 M) 
(Fig. 4E). ZnPD6 induced a greater increase in the population of 
proliferating  cells, 3.2­fold compared to DMSO and 1.3­fold com­
pared to harmine, in the DP, while in a conventional 2D system, 
ZnPD6 did not show any significant differences in proliferation 
compared to DMSO (Fig. 4F), indicating the importance of screen­
ing compounds in a system that mimics the 3D in vivo cellular 
environment.

To confirm whether ZnPD6 could prolong the drug response, 
we used nuclear factor of activated T cells 1 (NFAT1) protein nuclear 
translocation as a readout for DYRK1A inhibition, which was found 
to be maintained for up to 4 hours (40). We hypothesized that 
ZnPD6 could prolong the duration of NFAT1 nuclear translocation 
to cause sustained proliferation versus unmodified harmine due to 
the cleavage delay. We found that NFAT1 translocation of SC  cells 
was sustained for up to 24 hours with ZnPD6 treatment, while 
NFAT1 nuclear translocation decreased from 25.6 to 13.4% at 
24 hours with harmine treatment (Fig. 4G). In addition, ZnPD6 
shows higher targeting efficiency, reflected by NFAT1 translocation 
in C­peptide+  cells, such that a higher dose can be delivered to SC 
 cells to enhance NFAT1 translocation. Therefore, ZnPD6 demon­
strates a sustained action and greater targeting efficiency for C­peptide+ 
cells. Last, insulin secretion from SC  cells treated with ZnPD6 in 

Fig. 4. Testing ZnPDs in DP reveals ZnPD6 as a targeted  cell proliferation inducer. (A) Structure of harmine conjugated ZnPDs. (B) SC  cells treated in DP successfully 
identified ZnPD6 as a candidate for increasing  cell proliferation via flow cytometry (n = 3, **P < 0.01, ***P < 0.001 versus DMSO, #P < 0.05 versus harmine). (C) Cell viability of 
SC  cells is measured by alamarBlue assay (0.032 to 500 M, n = 3). (D) ZnPD6 exhibits increased and prolonged proliferation profile of SC  cells compared to harmine and 
DMSO over 6-day treatment (n = 3, *P < 0.05, **P < 0.01, ***P < 0.001 versus DMSO, #P < 0.05 versus harmine). (E) Treatment of ZnPD6 to human primary islets in DP reveals 
higher inductive effect compared to DMSO and harmine (n = 3, *P < 0.05, **P < 0.01 versus DMSO, #P < 0.05 versus harmine). (F) ZnPD6 in the DP induces a higher increase in 
the population of proliferating SC  cells compared to DMSO and harmine [n = 4, **P < 0.01, ***P < 0.001 versus DMSO (DP), ##P < 0.01, ###P < 0.001 versus DMSO (2D), |P < 0.05 
versus harmine (DP), ++P < 0.01 versus ZnPD6 (2D)]. (G) Increased NFAT1 nuclear translocation with ZnPD6 versus harmine in SC  cells (magnified images below). Yellow ar-
rows indicate copositive C-peptide and nuclear NFAT1 cells. ZnPD6 sustains NFAT1 nuclear translocation at 24 hours versus harmine (n = 4, *P < 0.05, ***P < 0.001 versus DMSO, 
##P < 0.01 versus harmine) in the DP. (H) Insulin secretion of SC  cells subject to glucose stimulation (n = 5 to 6, **P < 0.01 versus 2.8 mM).

 on M
arch 6, 2021

http://advances.sciencem
ag.org/

D
ow

nloaded from
 

http://advances.sciencemag.org/


Yang et al., Sci. Adv. 2020; 6 : eabc3207     18 November 2020

S C I E N C E  A D V A N C E S  |  R E S E A R C H  A R T I C L E

7 of 11

the DP was also appropriately responsive to glucose stimulation 
(Fig. 4H).

Examination of ZnPD6 in SF
We then validated whether the hit obtained from the DP could elicit 
similar effects for SC  cells in a SUB that is commonly used in clinical 
scale­up. Therefore, we tested the efficacy of ZnPD6 in an SF to val­
idate its potential at inducing proliferation and differentiation of SC 
 clusters for clinical translation (Fig. 5A). After treatment with 
ZnPD6, reconstructed confocal images showed an increased pro­
pensity for cells copositive for C­peptide and EdU, which are 
marked by white arrows in the representative images (Fig. 5B). It is 
well known that, at the terminal stage of SC  cell differentiation, 
there is still a large population of polyhormonal cells, so the popu­
lation of proliferating monohormonal  cells (C­peptide+ GCG−) 
was also examined, and we observed a 2.8­fold higher EdU incorpo­
ration in the ZnPD6­treated group compared to the control and 
1.3­fold higher compared to harmine. There was no significant differ­
ence in proliferation between ZnPD6 and DMSO in  cells, indicating 
a selective release of harmine in  cells but not  cells (C­peptide− 

GCG+) (Fig. 5C). ZnPD6 treatment also showed an increase in 
Nkx6.1 and insulin gene expression compared to untreated control 
and harmine (Fig. 5D), suggesting a potential increase in functional 
insulin secretion. Accordingly, we performed a glucose stimulated 
insulin secretion index (GSIS) test and revealed that upon glucose 
stimulation, SC  cells insulin secretion increased after compound 
treatment (Fig. 5E), with a GSIS index of 3.39 in DP, similar to 
3.05 in SF. The insulin secretion from SC  cells treated with 
ZnPD6 in both DP and SF was also appropriately responsive to glu­
cose stimulation suggesting that ZnPD6 treatment did not majorly 
affect insulin secretion or packaging capabilities. Overall, the results 
indicate that ZnPD6 is an effective molecule for enhancing prolifer­
ation and targeting, and that it maintains comparable functional 
performance when tested in both SF and DP.

DISCUSSION
Our focus on developing a ZnPD for targeting  cells led to the need 
for culture systems that better mimicked in vivo conditions than 
currently existing 2D culture systems in a more high­throughput 

Fig. 5. SC  cell proliferation and differentiation capacity of ZnPD6 are validated in a SF. ZnPD6 shows higher efficacy than unmodified harmine in a scaled-up cul-
ture of SC  cells. (A) ZnPD6 identified from the DP is validated in SF for scaled-up SC  cell culture. (B) Treatment with ZnPD6 increases propensity of C-peptide and EdU 
copositive SC  cells as seen through representative immunofluorescent images of SC  cells with C-peptide (red), EdU (green), and nuclear staining (DAPI). White arrows 
indicate coincident cells (yellow). (C) EdU incorporation in monohormonal  cells treated with ZnPD6 is significantly higher compared to DMSO and harmine. Population 
of SC  cells (C-peptide+ GCG− EdU+) and SC  cells (C-peptide− GCG+ EdU+) treated in SF is obtained using flow cytometry (n = 4 or 6, *P < 0.05, **P < 0.01 versus DMSO, 
#P < 0.05 versus harmine). (D) ZnPD6 treatment in SF increases Nkx6.1 and insulin gene expression compared to DMSO and harmine group (n = 3, *P < 0.05, **P < 0.01 
versus DMSO, #P < 0.05 versus harmine). (E) Insulin secretion in response to glucose stimulation (n = 7 to 9, **P < 0.01 versus 2.8 mM).
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fashion than the 3D suspension culture system. We, therefore, 
designed the DP to bridge the gap between the 2D and 3D culture 
platforms to permit a reliable, medium­ to high­throughput, screening 
platform for  cells. We validated our system against current 2D and 
3D culture systems and used it in a biologically relevant application— 
demonstrating that our harmine­based ZnPDs did selectively target 
 cells and increase  cell proliferation.

Human pancreatic islets comprise intricate multicellular com­
positions, and many of their attributes are retained only when the 
cells remain as components of the islet. Once  cells have been dis­
sociated for 2D culture, their functions and activity have been ob­
served to differ from islets, as we showed through their lower levels 
of junction markers and Zn(II), poor differentiation profiles, and 
less pronounced insulin secretion compared to 3D cultures. A key 
result from our DP method was that reaggregated SC  cell discs 
cultured in the DP were able to reestablish 3D microenvironments 
inside conventional 96­well plates. As a result, cell­cell and cell­
ECM interactions were reestablished at levels similar to SC  clus­
ters cultured in 3D suspension cultures, recapitulating the viability, 
differentiation capacity, and function of the 3D gold standard. 
Moreover, cell discs in the DP can be cultured over multiple stages 
of differentiation, suggesting the potential for long­term culture 
and drug screening study. Ultimately, the multiarray construction 
of the DP is entirely compatible with small­molecule screening 
strategies and mainstream assays [e.g., immunofluorescent imaging, 
enzyme­linked immunosorbent assay (ELISA), qRT­PCR, and flow 
cytometry]. These findings make the DP an attractive technology 
for performing drug screening with  cells with the convenience 
and throughput of current 2D culture methods while retaining the 
critical properties of the more cumbersome 3D methods. Further 
exploration to screen multiple factors at various stages of the differ­
entiation pathway from PP to SC  cells in the DP is beneficial.

As opposed to 2D environments, the DP allowed for cells to be 
cultured with greater resemblance to that of a native islet environ­
ment with increased junction markers and Zn(II) concentration, 
therefore presenting a platform capable of interrogating the effects 
of different ZnPDs. With the ZnPD system, we successfully appended 
a zinc­chelating probe onto harmine to act as a controlled release 
mechanism that is activated in the Zn(II)­rich insulin vesicles, and 
we validated its function and selectivity using the DP. Functional 
studies revealed that the harmine­based ZnPD6 could induce pro­
liferation better than harmine alone in monohormonal  cells and 
that selective delivery and release in  cells resulted in the same ef­
fect as a high­dose treatment. In addition, we have validated that 
ZnPD system does not affect insulin secretion in GSIS tests. The 
lack of adverse effect of zinc­chelating groups perhaps stems from 
the fact that the concentration of Zn(II) in the insulin granules is 
significantly higher (10 to 20 mM) than the concentration of chela­
tors (20 M) and also because the Zn(II) is being rapidly pumped 
into the granules by various transporters to regulate zinc homeosta­
sis (12). Overall, this indicates that our ZnPD approach could be a 
promising method for improving the efficacy of any drug intended 
for modulating  cells, primarily because it increases the maximum 
tolerated dose by decreasing the off­target effects while it lowers the 
minimum efficacious dose by accumulating the drug at the site of 
action. We envision that this would have a wide­ranging impact on 
therapeutic development in  cell–targeting approaches, although 
further investigations regarding the mechanism of ZnPDs would be 
helpful to understand the reasoning behind reduced cytotoxic effects 

and delayed effects. In vivo testing is also needed to translate the 
ZnPD approach to  cells for therapeutic applications.

There are certainly some future investigations that could im­
prove the DP. The current seeding density for cells in the DP is at 
1.15 × 105 cells/mm2, which is equivalent to 0.8 million cells per well 
given the current thickness and diameter of the cell disc. Although 
this density has greatly reduced the demand for  cells for reliable 
small­molecule screening, considering the scarcity and expense of 
primary islets and stem­cell sources, the current cell density may 
still pose economic burdens. In a pilot experiment, we showed that 
cell discs with one­third of the current diameter, or around 0.09 million 
cells per well, expressed similar levels of key  cell differentiation 
markers. Further testing could be performed to confirm the feasibil­
ity of downsizing the DP to reduce the costs associated with cell 
sources during medium­ to high­throughput screening (HTS). Giv­
en that the DP has shown to successfully recapitulate essential cell 
junction markers such as CX36 and E­cad, it will also be desirable to 
test whether the DP is amenable to the culturing and screening 
of additional cell types, such as multicellular tumor spheroids and 
stem­cell aggregates, whose functions are highly dependent on cell­
cell and cell­matrix interactions in their defined niches (41,  42). 
Furthermore, the DP may be useful in both aiding further therapeu­
tic discovery in the treatment of pancreatic diseases and expanding 
islets ex vivo for transplantation by providing an environment that 
mimics in vivo pancreatic conditions. Considering a rat animal 
model (therapeutic dosage: 6500 to 8000 IEQ/kg) (43), three to four 
cell discs with equivalent cell density in the current DP design can 
potentially provide enough cells for transplantation purposes.

In summary, we developed the DP, a 3D culture system that 
recapitulates the cellular environment and interactions of SC  cells 
to foster viability, differentiation, and function and used it to 
screen our established targeting system that selectively induces 
and prolongs  cell proliferation. The simple and biomimetic 
design of the DP makes it compatible with all standard HTS read­
outs, meaning it could immediately replace existing 2D experi­
mental protocols. Because the DP reflected similar  cell behavior, 
expression of biological markers, and insulin secretion to 3D 
suspension cultures, this system will allow for the screening of 
critically important new  cell–targeting therapeutics in an envi­
ronment more predictive of native islets. Overall, the technology 
presented in this study can support a more rapid and cost­effective 
production of a sustainable source of islets in vitro as well as poten­
tially reduce the side effects of known small molecules for in vivo 
 cell expansion toward a long­term transplantation remedy for 
diabetes patients.

MATERIALS AND METHODS
DP fabrication
Disques (3.0­mm inner diameter) were engraved by laser cutter 
(Universal Laser Systems Inc., Scottsdale, AZ, USA) from 1.5­mm­
thick acrylic sheets. A 1.0­m pore size of hydrophilic PTFE 
membrane (Cole­Parmer, Vernon Hills, IL, USA) was attached to 
the bottom of a Disque using acrylic glue. The reverse side of the 
membrane was attached to a supporting pedestal engraved by a 
laser cutter. The Disques were sterilized by incubation with 70% 
ethanol (Sigma­Aldrich, St. Louis, MO, USA) overnight and ultra­
violet (UV) radiation for 1 hour before placement into the bottom 
of 96­well plates (Corning, Corning, NY, USA).
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Cell culture and differentiation
PP and SC  cells were provided by the Melton Lab of the Harvard 
Stem Cell Institute at Harvard University and cultured in 50 ml of 
SFs (ABLE Biott, Tokyo, Japan). For 2D and DP culture, SC  clus­
ters were dissociated into single cells by replacing media with 1× 
TrypLE Express (Gibco, Thermo Fisher Scientific, Waltham, MA, 
USA) for incubation at 37°C for 15 min, centrifuging at 250g for 
5 min, and washing with media twice. Dispersed SC  cells were 
seeded at 1.15 × 105 cells/mm2 in the DP. To generate a cell mono­
layer, as a control, the cells were seeded at 1.0 × 104 cells/mm2 in the 
conventional 2D plate (44). The DP was precoated with laminin 
(10 g/ml) (Corning) and collagen IV (Corning) for 1 hour at room 
temperature. Seeded cells in DP were spun down at 250g for 5 min 
for reaggregation. Differentiation of SC  cells from stages 4 to 6 
and media usage followed a known protocol (22). Experiments with 
SC  cells were performed with stage 6 days 10 to 15 cells unless 
otherwise stated. The human primary islets were provided from 
Prodo Laboratories (Aliso Viejo, CA, USA) and seeded into the DP 
as described above. Culture media for human islets were also from 
Prodo Laboratories [PIM(S) supplemented with PIM (ABS, G, and 
3X)]. All cells were cultured at 37°C in an incubator with 5% CO2 
and 100% humidity. Human islet and donor information: purity 
(90%), viability (95%), health (nondiabetic), age (48 years), gender 
(male), ethnicity (Caucasian), cause of death (head trauma), and 
body mass index (30.2).

Compound treatment
Cells were seeded into the DP and incubated with their respective 
media as outlined in the section above and allowed to settle for 
24 hours. For compound treatment (ZnPDs and multiple parent 
small molecules), the media were replaced with new media supple­
mented with prodrug at different concentrations on days 3 and 6 for 
a total treatment of 6 days. Cell analyses were performed after 
7 days in culture. For targeting study with ZnPD4, cells were treated 
with ZnPD4 for an hour. For zinc pretreatment groups, after seeding, 
the cells were incubated with 50 M zinc chloride (Sigma­Aldrich) 
for 24 hours and washed with media twice before ZnPD4 treatment. 
For Notch signaling inhibition, media were supplemented with 
DAPT (Sigma­Aldrich) at 10 M. For the dose­cytotoxicity study, 
cell viability was measured by alamarBlue assay following the manu­
facturer’s protocol (Invitrogen, Carlsbad, CA, USA).

Flow cytometry
Differentiated SC  cells in the DP and SF were dispersed into 
single­cell suspension by incubation in 1× TrypLE Express (Gibco) 
at 37°C for 15 min and then fixed with 4% paraformaldehyde (Elec­
tron Microscopy Sciences, Hatfield, PA, USA) at 4°C for 20 min and 
washed with phosphate­buffered saline (PBS) buffer. Cells were 
permeabilized with 0.1% Triton X­100 (Sigma­Aldrich) at room 
temperature for 30 min for EdU labeling following the manufacturer’s 
protocol (Click­iT EdU, Invitrogen). For primary antibody label­
ing, cells were incubated with blocking buffer [5% donkey serum 
(Jackson Immunoresearch, West Grove, PA, USA) and 0.1% sapo­
nin (Sigma­Aldrich) in PBS buffer] at 4°C for 1 hour, resuspended 
in blocking buffer with primary antibodies, incubated at 4°C 
overnight, and then washed with blocking buffer twice. The follow­
ing primary antibodies were used: rat monoclonal anti­Ki67 (1:500; 
Abcam, Cambridge, MA, USA), mouse monoclonal anti–C­peptide 
(1:300; R&D systems, Minneapolis, MN, USA), rabbit monoclonal 

anti­GCG (1:1000; Abcam, Cambridge, MA, USA), goat polyclonal 
anti–Pdx­1 (1:500; R&D systems), and rabbit monoclonal anti­Nkx6.1 
(1:500; Abcam). For secondary antibody labeling, cells were incu­
bated with a blocking buffer with secondary antibodies at 4°C for 
45 min and washed with blocking buffer twice before analysis. The 
following secondary antibodies were used: 1:500 dilution: Alexa 
Fluor 405 goat anti­mouse immunoglobulin G (IgG) (Invitrogen), 
Alexa Fluor 488 goat anti­mouse IgG (Invitrogen), Alexa Fluor 488 
goat anti­rat IgG (Invitrogen), and Alexa Fluor 647 donkey anti­ 
rabbit IgG (Invitrogen). Zombie dye staining was performed before 
cell fixation and permeabilization at 1:500 dilution (Zombie UV, 
BioLegend, San Diego, CA, USA). Cells were analyzed using a BD 
FACSAria II flow cytometer (BD Biosciences, Franklin Lakes, NJ, 
USA). Analysis of the results was performed using the FlowJo 
(FlowJo LLC, Ashland, OR, USA) and BD FACSDiva (BD Biosciences) 
software.

Immunocytochemical staining
The immunofluorescent staining was performed as previously de­
scribed in the “Flow cytometry” section in Materials and Methods. 
The additional primary antibodies for immunocytochemical stain­
ing were used: rabbit polyclonal anti­NFAT1 (1:500; Abcam, 
Cambridge, MA, USA), mouse monoclonal anti–E­cad (1:500; 
Abcam) and rabbit polyclonal anti­CX36 (1:500; Abcam). Secondary 
antibodies were stained using previously described antibodies noted 
within the flow cytometry method. Cells were then counterstained 
with 4′, 6­diamidino­2­phenylindole (DAPI, MilliporeSigma, Burlington, 
MA, USA) or Hoechst staining dye (Invitrogen). HTS imaging was 
performed using the Opera Phenix High Content Screening System 
(PerkinElmer, Waltham, MA, USA). Fluorescent and bright­field im­
aging were performed using the Eclipse TE2000­U (Nikon, Tokyo, 
Japan). Confocal imaging and z­stack 3D reconstruction were per­
formed using LSM 800 with Airyscan (Zeiss, Oberkochen, Germany). 
Analysis was performed using ImageJ (NIH) and Adobe Photoshop 
(Adobe, San Jose, CA, USA) software.

Cell viability test
To determine the viability of SC  cells in the DP and SF, a LIVE/
DEAD Viability and Cytotoxicity Assay Kit (alamarBlue, Invitrogen) 
was used according to the manufacturer’s instructions.

Gene expression analysis
To analyze the gene expression of SC  cells, total RNA was isolated 
using the RNeasy Mini Kit (Qiagen, Chatsworth, CA, USA) from each 
sample (n = 3) according to the manufacturer’s instructions. The RNA 
concentration was determined by measuring absorbance at 260 nm 
using a spectrophotometer. A reverse transcription reaction was per­
formed with 500 ng of pure total RNA using SuperScript III First­
Strand Synthesis System (Invitrogen). qRT­PCR was performed 
using a 7900 HT RT­PCR System (Applied Biosystems, Foster City, 
CA, USA). SYBR Green RT­PCR Master Mixes (Applied Biosystems) 
were used for the reaction. The profiles of gene expression in SC 
 cells were quantified for each target [human E­cad, CX36, ZnT8, 
Pdx­1, Nkx6.1, insulin, and glyceraldehyde 3­phosphate dehydro­
genase (GAPDH), QuantiTect primary assay]. The expression level 
of target genes was determined by the comparative Ct method, 
whereby the target is normalized to the endogenous reference 
(GAPDH) (45). The relative expression of each marker in SC  cells 
cultured on the engineered surfaces was normalized to control.
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Glucose-stimulated insulin secretion
SC  cell differentiation between 28 and 35 days was sampled in 
discs (1.15 × 105 cells/mm2). Cell discs and SC  clusters were 
washed with PBS followed by preincubation in low (2.8 mM) glu­
cose Krebs buffer for 2 hours to remove residual insulin. Discs and 
SC  clusters were then washed with PBS twice and incubated in 
low­glucose Krebs buffer for 30 min, and then the supernatant was 
collected. The discs and clusters were further washed with PBS 
twice and incubated in high glucose (20 mM) Krebs buffer for 30 min, 
and the supernatant was collected. These sequences were repeated 
for two additional times. Last, discs and clusters were incubated 
with 30 mM KCl (depolarization challenge) in PBS for 30 min, and 
then the supernatant was collected. These clusters were next dis­
persed into single cells using TrypLE Express (Gibco) for cell count­
ing. Supernatant samples containing insulin were processed using 
the Human Ultrasensitive Insulin ELISA Kit (ALPCO Diagnostics, 
Salem, NH, USA) and normalized based on live cell numbers.

Zinc ion indication
Fluozin­3 indicator (Invitrogen) was used to detect Zn(II) in SC  cells 
according to the manufacturer’s protocol (Invitrogen). One hour 
following indicator treatment to live SC  cells, confocal imaging 
was performed using LSM 800 with Airyscan (Zeiss). The fluores­
cence was also measured using a microplate reader (Infinite M200 
Pro, Tecan, Maennedorf, Switzerland). Excitation and emission 
wavelength of 494 and 516 nm were used.

ZnPDs synthesis
For synthetic procedures, see Supplementary Materials and Methods.

Statistical analysis
All data were presented as means ± SD. For statistical evaluation, 
the statistical probability was calculated using ANOVA, and statis­
tic calculations were performed using GraphPad Prism 8 software 
(GraphPad Software, San Diego, CA, USA). The statistical signifi­
cance of the data was determined at 95% (P < 0.05), 99% (P < 0.01), 
and 99.9% (P < 0.001) confidence intervals.

SUPPLEMENTARY MATERIALS
Supplementary material for this article is available at http://advances.sciencemag.org/cgi/
content/full/6/47/eabc3207/DC1
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