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A human pancreatic ECM hydrogel 
optimized for 3‑D modeling 
of the islet microenvironment
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Extracellular matrix (ECM) plays a multitude of roles, including supporting cells through structural 
and biochemical interactions. ECM is damaged in the process of isolating human islets for clinical 
transplantation and basic research. A platform in which islets can be cultured in contact with natural 
pancreatic ECM is desirable to better understand and support islet health, and to recapitulate the 
native islet environment. Our study demonstrates the derivation of a practical and durable hydrogel 
from decellularized human pancreas that supports human islet survival and function. Islets embedded 
in this hydrogel show increased glucose- and KCl-stimulated insulin secretion, and improved 
mitochondrial function compared to islets cultured without pancreatic matrix. In extended culture, 
hydrogel co-culture significantly reduced levels of apoptosis compared to suspension culture and 
preserved controlled glucose-responsive function. Isolated islets displayed altered endocrine and 
non-endocrine cell arrangement compared to in situ islets; hydrogel preserved an islet architecture 
more similar to that observed in situ. RNA sequencing confirmed that gene expression differences 
between islets cultured in suspension and hydrogel largely fell within gene ontology terms related to 
extracellular signaling and adhesion. Natural pancreatic ECM improves the survival and physiology of 
isolated human islets.

Abbreviations
ECM	� Extracellular matrix
hP-ECM	� Human pancreatic extracellular matrix
hP-HG	� Human pancreatic extracellular matrix hydrogel
hK-HG	� Human kidney extracellular matrix hydrogel
sGAG​	� Sulfated glycosaminoglycan
GSIS	� Glucose stimulated insulin secretion
SI	� Stimulation index
IEQ	� Islet equivalents
MTS	� 3-(4,5-Dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium
SC-ILC	� Stem cell-derived islet-like clusters

The extracellular matrix (ECM) is an intricate network of proteins and polysaccharides that provides structure 
and biological signaling to the cells residing in each tissue of the body. In 2-D cell culture, generic ECM is some-
times supplemented to support cell growth, but in 3-D cultures and engineered tissues, ECM is often tailored to 
the cell or tissue type1. Isolated human pancreatic islets are used in vitro to study the characteristic physiology 
and function of islet endocrine cells, for diabetes drug discovery research, and for testing new drugs for potential 
β cell toxicity2,3. Isolated islets are also used clinically as a β cell-replacement therapy for diabetes4,5. Significant 
cell death throughout the process of isolation, culture, transplantation and engraftment prevent the therapy from 
achieving long-term euglycemia in many patients. Non-ECM treatments that recapitulate physiological condi-
tions in culture have recently been reported to enhance islet health and function in vitro6,7.
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It is well established that the process of isolating islets from the pancreas, which requires the use of col-
lagenase and neutral protease, significantly damages the islet ECM8–10. The lack of ECM in islets is known to 
induce anoikis-mediated apoptosis, and has been shown to negatively affect islet function11,12. Several studies 
have supplemented isolated islets with purified ECM molecules in culture in a variety of ways, demonstrating 
improved islet health and function with restored ECM contact (reviewed in Stendahl et al., 2009)13. Due to the 
complexity of the native matrisome14, it has been postulated that decellularized tissue may be a superior scaf-
fold compared to artificial and incomplete ECM environments15–17, and that pancreas-specific ECM may have a 
beneficial effect on islets18. Furthermore, co-transplanted ECM may have a beneficial effect on the engraftment 
and survival of transplanted islets19.

Murine, porcine, and human pancreata have been decellularized in previous studies with the intention of 
incorporating pancreatic ECM into 3-D cell culture models, or the recellularization of an intact decellularized 
organ18,20–27. While relatively short protocols efficiently decellularize mouse and rat pancreata, much longer 
treatments are necessary for larger pig and human organs. Due to species-specific differences in pancreas and 
islet biology28, potential variance in ECM composition by species13,29,30, and structural differences in the base-
ment membrane architecture surrounding the islets31, a human pancreas ECM scaffold may be more desirable 
for use with human cells. In previous work, we produced a hydrogel from human pancreas ECM26, but high 
lipid content of the human pancreas prevented this protocol from being applied universally to all pancreata, and 
the hydrogel generated required molding into tissue culture wells and were not stable enough to maintain their 
shape and structure independently. For practical in vitro applications and for ease of transplantation studies, a 
durable and pliable gel which does not lose its shape in the absence of a mold is desirable.

In this study, we have optimized the decellularization (decell) of human pancreas for improved lipid removal, 
which resulted in the formation of a durable human pancreas ECM hydrogel (hP-HG). The resulting gel can 
easily be combined with β cells or islets for in vitro culture. Human islets cultured in hP-HG exhibit a significant 
improvement in stimulation index as well as improved survival compared to islets maintained in suspension cul-
ture. This natural matrix provides for improved islet health, architecture and physiology and may help overcome 
some of the long-term culture challenges that befall isolated islets due to the loss of native ECM.

Results
Protocol for the decellularization and gelation of human pancreas ECM.  Retained lipid content 
following decell is a barrier to robust gelation of solubilized ECM. We designed an optimized decell protocol 
to isolate ECM from the human pancreas with minimal lipid and DNA retention, while retaining native ECM 
proteins and sulfated glycosaminoglycans (sGAG). We revised our previously published protocol by adding an 
organic solvent wash step to enhance lipid removal, and Benzonase treatment to improve nucleic acid removal. 
The optimized human pancreas decell protocol resulted in isolated ECM that was capable of forming a stable 
hydrogel following pepsin digestion, neutralization and warming to 37 °C (Fig. 1).

Optimized decell protocol removes lipids and DNA, resulting in an improved hydrogel.  The 
optimized protocol (“Optimized”) was compared to the previously published homogenization decell protocol 

Figure 1.   Protocol for the decellularization and gelation of human pancreas ECM. A schematic representation 
for the protocol to decell, digest and form a hydrogel from human pancreas ECM (left side). Images of the native 
tissue (A), homogenized tissue (B), decellularized and delipidized ECM (C) and multiple 5 μL hydrogel droplets 
in a 6 cm dish (D). Human islets can be embedded in the hydrogel prior to gelation to form stable droplets 
for in vitro culture (E); the droplets are durable enough to maintain shape and consistency throughout the 
transplantation process (F).
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(“Homog”) through the quantification of retained DNA and lipid in the isolated human pancreas ECM (hP-
ECM). The lipid content derived from the optimized protocol (0.63% lipid by dry weight) was significantly 
lower than that of the Homog protocol (9.83% lipid by dry weight) (Fig. 2A). On an individual donor basis, the 
Homog protocol was less effective at removing lipids from pancreata with higher initial lipid content, while the 
Optimized protocol removed lipids equally well from any donor pancreas (Fig. 2B). Delipidization of lipid-laden 
pancreata correlated with stable hydrogel formation. The DNA content following implementation of the Opti-
mized protocol (0.16 ± 0.06) was significantly lower than the Homog protocol (0.43 ± 0.07) (Fig. 2C). The addi-
tion of hexane, acetone and Benzonase treatment did not reduce the sGAG content of the hP-ECM compared to 
the Homog protocol (Supplemental Fig. 1A). Furthermore, the decelled material retained many of the structural 
ECM proteins found in the human pancreas (Supplemental Fig. 1B).

When hP-ECM was pepsin-digested to form a hydrogel, the Optimized protocol resulted in gels with more 
consistent rheologic properties compared to the Homog protocol. This was evident through more uniform 
clustering of the sigmoidal storage and loss moduli curves (G’ and G”) in the Optimized hydrogel (Fig. 2D), 
compared to the broader range of these curves from the Homog protocol (Fig. 2E). Purified collagen 1 (Col1) 
hydrogel and temperature plots are included for reference (Fig. 2F). Additionally, the curve of complex viscosity 
vs. angular frequency was shifted higher for the Optimized compared to the Homog protocol (Fig. 2G), with an 
increased Young’s Modulus (Supplemental Fig. 2C), indicating that the Optimized protocol produced a firmer gel 
with more consistent and reproducible rheological results than the previous protocol. These rheological proper-
ties corresponded with rigid gels that held shape better when pipetted into droplets (Supplemental Fig. 2A,B), 
similar to Col1 gels. The resulting gels can easily be picked up with forceps (Supplemental Video 1), enabling use 
in cell culture, functional assays, and transplantation (Supplemental Fig. 2D,E). Similar to other ECM hydrogels, 
the acellular hP-HG scaffold is capable of gelation in vivo and was found to be highly compatible with minimal 
immune infiltration when tested in a humanized mouse model (Supplemental Fig. 3).

hP‑HG co‑culture improves islet function after 2 days of culture.  The generation of a stable hydro-
gel using the Optimized decell protocol enabled 3-D studies combining hydrogel and human islets which were 
not possible with the more fragile Homog protocol. The Optimized protocol was also employed for use in kidney 
decellularization to generate a human kidney ECM hydrogel (hK-HG) as a control for initial experiments. Iso-
lated islets were cultured in suspension (“S”) (Fig. 3A-a), embedded in hP-HG (“P”) (Fig. 3A-b), alginate (“A”) 
(Fig. 3A-c), purified Col1 (”C”) (Fig. 3A-d) and in hK-HG (“K”) (Fig. 3A-e) for 2 days. Alginate was included 
as a control because this material is commonly used to embed and transplant islets as a micro-encapsulation 
strategy32–34; it also provides a non-ECM-based control hydrogel environment for our study. Purified Col1 was 
used as a non-pancreas specific, simple ECM control, and hK-HG was included as a non-pancreas specific, 
complex ECM control.

After 2 days of culture in each condition, a static glucose stimulated insulin secretion (GSIS) assay was per-
formed to assess islet function. Islets in each treatment group were sequentially exposed to low glucose (2.8 mM), 

Figure 2.   Optimized decell protocol removes lipids and DNA, resulting in an improved hydrogel. (A,B) Total 
lipid content by dry weight of the native and decellularized hP-ECM from the Homog and Optimized protocols, 
determined using a modified Folch method (A), also displayed on a donor-by-donor basis, in which donors 
with higher lipid content retain significantly more lipids in the Homog protocol (B). (C) Total DNA content of 
the native and decellularized hP-ECM from the Homog and Optimized protocols. (D–F) The storage (G’) and 
loss (G’’) moduli of the optimized hydrogels were less variable than the Homog hP-HG hydrogels, and compared 
to Col1 controls; temperature is plotted in green (F). (G) The complex viscosity curves of the Optimized 
protocol are less variable than the Homog protocol, and all hP-HG gels were less firm than Col1 hydrogel of the 
same concentration. (*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001).
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high glucose (28 mM), low glucose, and KCl (30 mM); secreted C-pep is plotted as a percentage of the total 
C-pep content. Alginate encapsulation did not affect islet secretion under any of the four conditions compared 
to suspension culture. All ECM-treated groups (P,C,K) displayed a reduced basal insulin secretion compared 
to suspension. Furthermore, islets embedded in hK-HG, and Col1 had significantly reduced stimulated C-pep 
secretion in high glucose compared to S,P, or A. Islets in hP-HG, however did not have significantly different 
stimulated secretion in either high glucose or KCl compared to suspension. Therefore, islets in hP-HG culture 
had a significantly higher stimulation index (mean SI = 9.34) in static GSIS compared to islets in suspension 
(SI = 2.12) and alginate (SI = 2.40), and improved compared to Col1 (SI = 6.28) and hK-HG (SI = 7.78) (Fig. 3D). 
The stimulation from low glucose to KCl followed the same trend among the treatment groups (Fig. 3E). Total 
C-pep content was not significantly different among the five treatments (Fig. 3C). All groups reverted to a lower 
C-pep secretion in the second low glucose step, indicating that hydrogel does not impair the return to basal secre-
tion following stimulation (Fig. 3B). Because Col1 and hK-HG had significantly reduced basal and stimulated 
insulin secretion compared to suspension and hP-HG cultures, these treatments were considered less desirable 
for islet function, despite having good stimulation. An alternative representation of these data relative to the basal 
C-pep secretion in suspension culture normalized to each individual islet donor are included in Supp. Fig. 4G.

hP‑HG culture enables proper dynamic function and enhances maximum respiration.  To fur-
ther characterize the effect hP-HG had on islet health and function, additional studies were performed compar-
ing only suspension (S) and hP-HG (P). To assess the dynamic insulin secretion profile of the islets in the hydro-
gel, perifusion GSIS was performed on human islets after 2 days of culture either in suspension or in hP-HG 
(Fig. 4A) (Supplemental Fig. 4E,F). The perifusion assay revealed that islets in hP-HG had only a minor delay 
(1–2 min) in response to increased glucose concentration and properly suppressed insulin secretion upon return 
to low glucose. As with the static GSIS, the stimulation index was higher in hP-HG cultured islets (Fig. 4B). 
Among the islet donors assayed in static or perifusion GSIS, all but one islet prep had an increased SI when 
cultured in hP-HG compared to suspension (Supplemental Fig. 4H).

Figure 3.   hP-HG co-culture improves islet function after 2 days of culture. (A) Representative phase contrast 
images of islets cultured in suspension (“S”) (a), hP-HG (“P”) (b), alginate (“A”) (c), Col1 (“C”) (d), or hK-HG 
(“K”) (e) were assessed for function on Day 2 of culture (scale = 200 microns). (B) A static glucose stimulated 
insulin secretion (GSIS) assay was performed using sequential low glucose (2.8 mM, “Low”), high glucose 
(28 mM, “High”), a return to low glucose, followed by low glucose + KCl (30 mM KCl, “KCl”); basal and 
stimulated C-peptide (C-pep) secreted during the static GSIS with human islets are shown as a percentage of 
total C-pep content. Statistics indicated above each bar are relative to the “S” control for the same treatment. 
(C) Total C-pep content of islets undergoing the indicated treatments. Stimulation index (D, high/low glucose) 
(E, KCl/low glucose) of human islets cultured in all five conditions, determined by static GSIS. Statistical 
comparisons indicated in black are relative to “S”, and indicated in blue are relative to “P”. (S,P: n = 9; A,C,K: n = 5 
islet donors) (ns not significant, *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001).
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As further confirmation of the protective role of hP-HG culture on β cell function, INS1 832/13 rat insu-
linoma cells were aggregated as pseudoislets and embedded in hP-HG droplets for 2 days of culture. INS1 cells 
showed a significantly improved static GSIS stimulation index from low to high glucose, (Supplemental Fig. 4A), 
an increased SI with KCl (Supplemental Fig. 4B), as well as an increased total C-pep content compared to sus-
pension clusters (Supplemental Fig. 4C). Like human islets, the increase in SI in hP-HG co-culture was due to 
significantly lower insulin secretion under low glucose conditions, while the insulin secreted in high glucose 
was not significantly different (Supplemental Fig. 4D).

To assess whether differences in mitochondrial function may underlie glucose-responsive insulin secretion 
between islets cultured in hP-HG and suspension, high resolution respirometry was performed. We tested the 
physiological function of mitochondria by measuring the mitochondrial oxidative phosphorylation (OXPHOS) 
by detecting oxygen consumption and calculating the rate of oxygen consumption at different respiratory stages 
in intact cells. Human islets cultured in hP-HG had 27.7% higher, but not significantly different, levels of basal 
mitochondrial respiration compared to suspension culture (Fig. 4C, Routine), and similarly a 36.5% increase 
following inhibition of ATP synthase (Complex V) to stop ATP generation (Fig. 4C, Leak). However, after 
uncoupling the phosphorylation system with FCCP, mimicking a physiological energy demand, islets cultured 
in hP-HG had a 44.1% significantly increased maximal respiratory capacity of the mitochondria compared to 
those cultured in suspension (Fig. 4C, Maximal). The change in maximal mitochondrial respiration was not 
found to be accompanied by a measurable change in mitochondria size or shape, as visualized through TEM 
(Fig. 4D, Supp Fig. 5).

Figure 4.   hP-HG culture enables proper dynamic function and enhances maximum respiration. (A) Perifusion 
GSIS was performed on human islets after 2 days of culture in either suspension (S) or embedded in hP-HG 
(P), from low glucose (1.7 mM) to high glucose (16.7 mM) and back to low glucose; representative plots shown 
were generated from 2 technical replicates per treatment, from one islet donor. Insulin secretion is normalized 
to first low glucose response (unitless). One representative donor is shown, data from additional donors can be 
found in Supplemental Fig. 4D,E. (B) Average stimulation index (SI, high/low glucose) is reported, N = 3 islet 
donors. (C) Islets were assessed for mitochondrial respiration after 2 days of culture in either suspension (S) 
or hP-HG (P); Routine (normal media), Leak (Complex V inhibition), and Maximal (uncoupled) respiration 
were measured. (D) β cell mitochondrial pathology in suspension (a) and hP-HG (b) culture was assessed with 
transmission electron microscopy. N = 3 islet donors. Scale = 500 nm. (ns not significant, *p < 0.05, ***p < 0.001).
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hP‑HG co‑culture improves islet survival and function in extended culture.  To assess the effect 
of hP-HG on islet survival in extended culture, islets were kept in suspension or hP-HG for 7 days. Islets were 
counted and plated on “day 0” and measured on days 1, 3, 5, and 7 thereafter using an MTS assay to assess sur-
vival. The same number of starting islets were used at all time points, so islet attrition is reflected in a reduction 
in MTS response as time progresses. As expected, islets in suspension displayed a steady decline in MTS activity 
over the 7-day period, suggesting cell death. Islets cultured in hP-HG, however, had stable metabolic activity in 
the first few days, and somewhat greater than 100% metabolic activity by day 7 (Fig. 5A). The MTS measure-
ments on days 3 and 5 were not significantly different, however by day 7 there was significantly higher MTS 
response in the hydrogel-cultured compared to suspension-cultured islets (Fig. 5B). Islets cultured in hP-HG 
had noticeable outgrowth into the gel by day 7 (Supplemental Fig. 6), a potential reason for the increased meta-
bolic activity. Islet function was also assessed on days 2 and 7 through static GSIS. hP-HG co-cultured islets 
maintained a significantly higher stimulation index from low to high glucose at day 7 (Fig. 5C), and displayed 
stable secretion levels after one week of culture in both low and high glucose (Fig. 5D). Islets cultured in suspen-
sion, however, secreted a significantly higher amount of their stored C-pep on day 7 compared to day 2, with 
significant increases in percent secretion under both low and high glucose. Of note, under suspension condi-
tions, the percentage of C-pep secreted in low glucose (basal) at day 7 (average = 3.2% of total C-pep) was con-
sistently equal to or higher than that in high glucose (stimulated) at day 2 (average = 2.5% of total C-pep). This 
level of leaky insulin secretion after a week of culture is indicative of islet dysfunction, and was not observed in 
hP-HG islet cultures. Total C-pep per IEQ was not significantly different among the two treatments at the two 
time points (Fig. 5E).

Figure 5.   hP-HG co-culture improves islet survival and function in extended culture. (A,B) Metabolic activity 
of islets cultured in suspension (S) or hP-HG (P) over a 7 day period was assessed by MTS assay, reflecting 
islet survival over time (presented as a percentage of the Day 1 value). No significant difference in survival was 
apparent on day 3 or 5 (A), but a significant difference between S and P was found on day 7 (B). N = 4 islet 
donors per treatment. (C–E) Islet function changed over the 7 day period, as assessed through static GSIS. Islets 
maintained a significantly higher stimulation index (ratio of C-pep secreted under high/low glucose) at day 7 
(C). The percentage of total C-pep content secreted under low and high glucose is plotted for day 2 and day 7 
under both suspension and hP-HG culture conditions (D). Total C-pep content was not significantly different 
among the two treatments at the two time points (E). N = 7 islet donors. (ns not significant, *p < 0.05, **p < 0.01).
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Apoptosis rates and islet architecture are altered in suspension culture and partially preserved 
in hP‑HG.  Immunofluorescent (IF) staining was performed to investigate cell health in suspension and 
hP-HG culture. TUNEL staining was used to assess apoptosis in the islets over time (Fig. 6A,a–c). Consistent 
with the MTS survival curves, there were significantly higher rates of apoptosis in islets in suspension compared 
to islets embedded in hP-HG after 7 days of culture (Fig. 6B, red bars). Ki67 staining was assessed to determine 
relative levels of cell proliferation under the two conditions (Fig. 6A,d–f). Rates of proliferation were low in all 
samples, but significantly higher in hydrogel-embedded islets after 7 days of culture (Fig. 6B, blue bars). Ki67+ 
staining, although only quantified within islets, does not appear to co-localize with insulin+ cells.

Markers for each major endocrine cell type were visualized with IF staining, revealing a change in endocrine 
architecture following isolation (Fig. 6A,g–I; Supplemental Fig. 7F). Islet sections were quantified for numbers 
of each endocrine cell type (α, β, δ), interactions of each cell with neighboring cells (α–α, α–β, etc.) and localiza-
tion of each cell at the mantle or core of the islets. Total cell type composition (Supplemental Fig. 7A), cell–cell 
interactions (Supplemental Fig. 7B,C), and the ratio of non-endocrine cells (Supplemental Fig. 7G) were not 
found to be significantly different over 7 days in culture, or in suspension versus hP-HG treatment. In contrast, 
the mantle-core arrangement of endocrine cells was significantly altered in isolated islets compared to native 
islets (Fig. 6C). After isolation, islet β cells were more likely to localize to the mantle than the core, while the 
native islets consistently have about equal distribution of the three endocrine cell types throughout the entire 
islet, as previously described35. By day 7, the distribution of endocrine cell populations in the mantle and core 
was partially preserved in hP-HG, with a significantly higher fraction of β cells remaining in the center of the 
islets (47%), compared to suspension (31%) (Supplemental Fig. 7D). Despite a significant difference in β cell 
localization between suspension and hydrogel-embedded islets, α cells localized in the core at a very high rate 
(75%) on day 0 of culture, and did not significantly change over the course of the experiment regardless of treat-
ment (Supplemental Fig. 7E, representative images in Supplemental Fig. 7F, Fig. 6A).

Interestingly, the localization of resident non-endocrine cells in the isolated islets also changed dramatically 
following isolation (Fig. 6A,j–l; Supplemental Fig. 7H), with the majority of TEK tyrosine kinase (Tie2)-positive 
cells and alpha smooth muscle actin (αSMA)-positive cells localizing toward the center of the islets post-isolation, 
and throughout culture in suspension. After 7 days in hP-HG, the majority of the Tie2+ and αSMA+ cells localized 

Figure 6.   Apoptosis rates and islet architecture are altered in suspension culture and partially preserved in 
hP-HG. (A) Immunofluorescent staining images for native (in situ) islets, and islets cultured in suspension or 
hP-HG for 7 days. Islets are stained for TUNEL/Insulin (a–c), Ki67/Insulin (d–f), insulin/glucagon/somatostatin 
(g–i), and insulin/Tie2/αSMA (j–l). White arrowheads indicate projections of Tie2+ and αSMA+ cells into 
the hydrogel. All scale bars = 50 microns. (B) Quantification of cells positive for Ki67 (blue bars, significance 
indicated by blue stars) and TUNEL (red bars, significance indicated by red stars) in native islets, and on day (d) 
0, 2 and 7 in suspension (S) and hP-HG (P) culture. N = 4 islet donors. (C) Assessment of islet architecture by 
counting α (Gcg+), β (Ins+), and δ (Sst+) cells in the islet mantle (checkered) and core (solid). Data is represented 
as a percentage of total endocrine cells. N = 5 islet donors. (Statistical analyses presented in Supplemental 
Fig. 7D,E.) (D) Localization of positive staining for Tie2 (light gray) and αSMA (dark gray) in the islet mantle 
(checkered) and core (solid). N = 5 islet donors. p-values depicted in italics and with the † symbol are relative to 
the native tissue. (ns not significant, */†p < 0.05, **/††p < 0.01, ****/††††p < 0.0001).
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at the islet mantle and expanded into the gel. The arrangement of these cells in hP-HG culture was significantly 
more similar to that of the native in situ islets than in suspension culture (Fig. 6D).

Extracellular signaling‑related pathways are significantly influenced by hP‑HG culture.  To 
identify whether the biological mechanisms through which hP-HG co-culture improves islet survival and func-
tion are related to ECM signaling, we performed bulk RNA sequencing. Following 2 days of culture in either 
suspension or hP-HG, islets were lysed to collect RNA, and assessed for differentially expressed genes (DEGs). 
Out of 17,975 total transcripts identified, 1633 were found to be significantly different between the suspension 
and hP-HG cultures. Of these, 1078 genes were expressed at higher levels in hP-HG culture and 555 genes were 
expressed at higher levels in suspension culture. Gene Ontology (GO) analysis of the DEGs resulted in the 
identification of 30 GO terms in the Molecular Function (MF) aspect, 191 GO terms in the in the Biological 
Processes (BP) aspect, and 27 GO terms in the Cellular Component (CC) aspect (Supplement Fig. 8A). The most 
significant terms in each aspect related to the extracellular space, cell adhesion, receptor signaling, vesicles/exo-
cytosis, and cytokines/inflammation (Supplement Fig. 8B). Gene expression for key endocrine markers, includ-
ing insulin, were not significantly different between the two groups (Supplemental Table 3).

Discussion
Our study aimed to rebuild the 3-D ECM microenvironment of the human pancreas as a hydrogel that can eas-
ily be integrated into in vitro culture and is compatible with transplantation. Due to differences in cell behavior 
between 2-D and 3-D environments, a 3-D islet microenvironment model could be useful for creating better 
microphysiological islet systems36; such may be useful for drug discovery and toxicity testing37. We have dem-
onstrated a new protocol for decellularization that removes lipids and DNA from human pancreatic tissue and 
forms a more stable gel derived from pancreata with substantial lipid content. The decell and gelation process 
retains collagens well, but there is some reduction in glycoproteins and other ECM components, including a 
reduction in sGAG content, consistent with previous publications23,26,27. This enrichment for collagens and 
reduction of other ECM components has also been shown in several other pancreas decell studies18,21,22,26,27,38,39. 
Recent work characterizing the human pancreatic matrisome indicates that collagens are the most abundant 
ECM proteins in the pancreas, and are relatively evenly distributed between the acinar and islet compartments14, 
therefore a whole-pancreas hydrogel consisting of mainly pancreatic collagens may be representative of the native 
islet ECM environment. This is also an efficient method of constructing a hydrogel made up of these basic ECM 
components, which individually in purified form are very expensive.

Islets undergo significant injury throughout the process of isolation from the pancreas, and in particular 
the ECM is heavily damaged leading to anoikis-mediated apoptosis. We hypothesized that replacing the ECM 
component of the islet microenvironment would help improve islet survival and function in vitro. We found that 
INS1 cells and primary human islets exhibited positive changes in GSIS when embedded in hP-HG. Consist-
ently, the insulin secreted under basal (low glucose) conditions was significantly reduced compared to suspen-
sion cultures, while stimulated insulin secretion was unchanged, resulting in an increased stimulation index. 
Interestingly, a similar trend of increased stimulation index due to reduced basal insulin secretion was recently 
reported with human islets entrained to daily feeding/fasting rhythms using various stimuli (glucose, arginine, 
forskolin, and insulin) in culture6. Together, this suggests that an improved stimulation index and reduced 
basal insulin secretion may better reflect the function of in situ islets compared to isolated islets in suspension. 
Similarly, Singh et al. recently found that the culture of stem cell-derived beta cells with various ECM molecules 
reduced the basal insulin secretion, and improved GSIS40. Several other studies have presented an improved 
stimulation index in islets cultured with ECM without reporting the raw insulin secretion values under low and 
high glucose treatment41–43, which makes comparison of our study to others unclear. However, other studies 
have demonstrated that ECM treatment promotes an increase in the stimulated insulin secretion without affect-
ing the basal level18,44. These disparities in response to glucose may be due to differences in ECM composition, 
co-culture method, or GSIS assays performed using different concentrations of low and high glucose solutions, 
and warrant further investigation.

After 7 days of culture, islets in suspension secreted more insulin under basal conditions compared to day 2, 
so much so that the basal insulin secretion on day 7 was higher than the stimulated insulin secretion on day 2 
of culture. This trend was not observed in islets cultured in hP-HG, suggesting better maintenance of controlled 
function throughout the culture period. Islets in hP-HG also had significantly improved survival over 7 days of 
culture compared to suspension, as assessed through an MTS assay. Immunofluorescent staining corroborated 
these findings, indicating that islets in suspension have greater levels of apoptosis (TUNEL+ cells) and reduced 
levels of proliferation (Ki67+ cells) compared to islets cultured in hP-HG. Furthermore, on day 2 of culture, islets 
in hP-HG had higher maximal mitochondrial function compared to suspension-cultured islets. Mitochondria are 
crucial in the generation of ATP in response to glucose, affecting both the closure of ATP-sensitive K+ channels 
and Ca2+ influx45–47, which are necessary for insulin secretion. The mitochondria of islets cultured in hP-HG are 
better equipped to respond to a metabolic challenge, possibly due to maintenance of healthier mitochondrial 
dynamics compared to islets cultured without hP-HG.

ECM scaffolds have both mechanical and biochemical roles in the cell environment. After two days of culture, 
islet function was assessed in five different environments: suspension (S), hP-HG (P), alginate (A), Col1 (C) and 
hK-HG (K), with a trend in stimulation from low to high glucose: SIS < SIA < SIC < SIK < SIP. This suggests that 
the mechanical environment of a hydrogel (P, A, C, K) compared to suspension culture may contribute to better 
islet function. It is also possible that ECM-signaling (P, C, K) may contribute more to islet function than the 
mechanical environment alone (A), and potentially reveals the importance of a complex mixture of natural ECM 
proteins (P, K), compared to a singular ECM component like Col1 (C). Finally, the pancreas-specific ECM (P) 
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outperformed the kidney-specific ECM (K) in regard stimulated C-peptide secretion levels, suggesting that the 
ECM composition of the pancreas itself may have a beneficial effect on islet health and function. Importantly, the 
generation of these scaffolds for our study was focused on controlling for ECM protein content, and not match-
ing the gel stiffness which has previously been shown itself to have an effect on β cell function34,48. However, a 
recent study by Enck et al. has also elucidated that ECM has a profound effect on islet function independent of 
gel stiffness34. The RNA-seq GO analyses do indicate that hP-HG co-culture activates significant enrichment in 
ECM-signaling and adherence-related ontologies, suggesting that islet-ECM signaling helps maintain endocrine 
cell health.

Our study identified that islet architecture is altered in culture compared to in situ. As has previously been 
observed, a higher fraction of β cells are found at the periphery of the islet in suspension culture compared to 
in the native pancreas49,50. In hP-HG co-culture, β cell mantle-core arrangement is more similar to native islets, 
although the α cells are significantly more enriched in the core than in situ. We find that islets in situ have a 
roughly equal distribution of α, β, and δ cells between the core and mantle; this is consistent with recent conclu-
sions that human islets do not have a mantle-core arrangement or subunit domains similar to rodents35. Islets 
embedded in hP-HG on day 0 preserve endocrine architecture on days 2 and 7 that is insignificantly different 
than freshly isolated (day 0) islets; this indicates that in hP-HG, islet architecture is preserved over time relative 
to the day islets were embedded. Islets in suspension, however, continue to change endocrine architecture over 
the 7 day period. This observation is of consequence, because islet architecture is thought to affect cross-talk 
within the endocrine cell populations, and influence islet function51–53. Interestingly, resident non-endocrine 
cells, such as endothelial cells (Tie2+), vascular mural cells (pericytes, smooth muscle cells; αSMA+) or fibroblasts 
(αSMA+), display an even more dramatic rearrangement following isolation. Some human islets are surrounded 
by a capsule of αSMA+ cells in situ (Fig. 6A-j) and the arrangement of these cells in islets cultured in hP-HG 
significantly resembles this “capsule” morphology (Fig. 6A–l), while the αSMA+ and Tie2+ cells in suspension-
cultured islets appear to form abnormal internal nodules (Fig. 6A-i). The mechanism through which the cells 
rearrange could reflect migration of the different cell types in a balance between cell-cell adhesion and cell-ECM 
adhesion, as has been described in other culture systems54, but the cellular complexity of isolated islets and affini-
ties for each cell type with one another has not been well established. Importantly, in the present study, only the 
outer perimeter of the islets is in contact with the ECM hydrogel. Further studies are necessary to explore the 
potential mechanisms of islet cell arrangement.

Islet transplantation into the liver through the portal vein has been associated with significant islet death 
following transplantation55. Alternative strategies have been suggested for islet and stem cell-derived islet-like 
cluster (SC-ILC) transplantation, including transplantation into the omentum, a vascularized subcutaneous 
space, or within a device that can protect the cells from immune rejection56. A re-evaluation of transplant site 
and strategy invites the opportunity for the inclusion of ECM into islet culture and transplantation, particularly 
to support islet health during the period prior to vascularization and ECM remodeling. A recent study utilizing 
a collagen-based “islet viability matrix” has demonstrated that indeed, subcutaneous co-transplantation of islets 
with the matrix improves engraftment, function and provides immune protection19. Due to the conserved nature 
of ECM proteins, decelled ECM is hypoimmunogenic16,26,57 and is therefore compatible with transplantation. A 
first-in-human clinical trial using decelled ECM hydrogel to treat myocardial infarction has already been com-
pleted without serious adverse effects related to the hydrogel58. Combined, these results strongly suggest that the 
inclusion of ECM into islet culture and transplantation could improve the engraftment, survival, and function 
of the islets; future studies utilizing these materials in transplantation are underway.

Human pancreatic hydrogel may also be useful for accelerating, enhancing, or stabilizing the maturation of 
SC-ILCs. Due to limited availability of primary donor islets for clinical treatment, efforts have been made to dif-
ferentiate SC-ILCs with the intention of transplanting functional cells to cure diabetes. Despite significant strides 
in the field of β cell differentiation, deficits in the maturation and function of the SC-ILCs still exist, including 
efficiency of β cell yield, total insulin content and secretion, and gene expression for markers of islet maturation59. 
It is thought that ECM signaling may play beneficial roles toward the determination of cell fate, and therefore 
may be valuable in SC-ILC differentiation40,60,61. Overall, hP-HG could provide a substrate for improved in vitro 
islet and SC-ILC culture, a material to support transplanted islets and SC-ILCs, and a scaffold for in vitro 3-D 
modeling of human pancreas and islet development.

The combination of islets with hP-HG as a liquid prior to gelation allows for alteration of the platform, in 
which many other components could be added. This could include supplemented ECM components, such as 
GAGs or glycoproteins that are reduced in abundance through the decellularization and digestion process. 
Decelled hP-ECM is composed of structural ECM proteins from the whole pancreas, which is mainly exocrine 
tissue; hP-HG could therefore serve as a base scaffold to which more islet-enriched ECM components could be 
added for future studies. It would also facilitate the inclusion of other cell types in islet culture, such as endothelial 
cells, neurons or immune cells, all of which have important roles in islet health and function. In current culture 
systems, non-endocrine cells have been combined with islet endocrine cells following single cell dispersion which 
does not recapitulate the in situ arrangement and structures of the various cell types62–64. Finally, future studies 
using hP-HG could incorporate oxygen generating materials, drug carriers, or immune-modulatory particles, 
which could all be used to support and protect islets in culture or in vivo. An added feature is that the droplets 
of gel can be picked up, transferred and transplanted more easily than individual islets.

Conclusion
We have generated a hydrogel from human pancreas ECM that is easy to combine with human islets in culture 
and also utilizes material from discarded organs. The hydrogel co-culture system improves the survival and 
function of human islets after extended culture and reduces the level of apoptosis. As early as 2 days in hP-HG 
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co-culture, islets display an improved GSIS stimulation index through a reduction in basal insulin secretion, 
as well as improved maximal mitochondrial function. The scaffold appears to better preserve islet architecture 
during culture and stimulates gene expression changes through ECM- and adhesion-mediated pathways. This 
islet culture platform mimics the native pancreatic niche and may provide a mechanism for better modeling 
islet biology and physiology in vitro.

Methods
Tissue procurement and ethics.  Adult human pancreata (n = 10, age 21–61  years) and kidneys were 
obtained through the University of Wisconsin Organ and Tissue Donation with informed consent obtained 
for research from next of kin and authorization by the University of Wisconsin-Madison Health Sciences Insti-
tutional Review Board (IRB granted an exempt from protocol approval for studies on postnatal tissue because 
research on deceased donors is not considered human subjects research). IRB oversight of the project is not 
required because it does not involve human subjects as recognized by 45 CFR 46.102(f), which defines a “human 
subject” as “a living individual about whom an investigator (whether professional or student) conducting 
research obtains (1) data through intervention or interaction with the individual, or (2) identifiable private infor-
mation.” Research was performed in accordance with federal and state law and the relevant institutional ethical 
committee guidelines and regulations. No organs or tissues were procured from prisoners. A list of donors used 
in this study and demographic data are included in Supplemental Table 1.

Decellularization and hydrogel formation.  Pancreata were trimmed of extraparenchymal fat, sec-
tioned into 1 cm3 pieces, flash frozen and stored at −80 °C. For decellularization, pieces were thawed, rinsed with 
1 × PBS, rinsed with water and homogenized in water until broken up. The homogenate was centrifuged (4300 x 
g, 5 min), floating fat removed, and supernatant discarded; the pellet was washed and centrifuged again (4300 x 
g, 5 min). The pellet was resuspended into 2.5 mM sodium deoxycholate/PBS and incubated, with shaking, for 
3 h at room temperature (RT). After this time, the homogenate was strained over a sieve (MilliporeSigma, St. 
Louis, MO); all collected material was placed into fresh 2.5 mM sodium deoxycholate/PBS and incubated for an 
additional 15 h (RT, shaker). The ECM was strained, rinsed with water and washed in 1 × PBS supplemented with 
Pen/Strep for 24 h. Further lipid removal was achieved with additional steps modified from Soffer-Tsur et al.65. 
The ECM from above was strained and dehydrated with 70% ethanol for 30 min, followed by 3 washes with 100% 
ethanol for 30 min each. The matrix was washed with acetone 3 times, for 30 min each. The dehydrated ECM was 
washed with 40:60 (v:v) acetone:hexane for 24 h, with changes into fresh solution approximately every 8 h. The 
matrix was washed with 100% ethanol for 30 min and rehydrated with 70% ethanol overnight, followed by two 
washes with 1 × PBS supplemented with Pen/Strep for 24 h each. To remove nucleic acids, the ECM was treated 
with Benzonase (MilliporeSigma, St. Louis, MO) (500 mU/mL in 50 mM Tris, 1 mM MgCl2, 0.1% BSA, pH 8.0) 
for 18 h at 37 °C, washed with 50 mM Tris for 2 h, followed by two 24-h washes with sterile water. The resulting 
decellularized pancreatic ECM was lyophilized and stored at −80 °C.

Homogenization decellularization (Homog) without acetone:hexane and Benzonase treatment was performed 
for comparison, as previously described in Sackett and Tremmel et al.26.

The lyophilized ECM from each decell protocol was pepsin digested for hydrogel formation as previously 
described26,66. If necessary, the ECM was homogenized after a day in the pepsin solution to facilitate digestion. 
Collagen controls were prepared from rat-tail collagen type I (Corning, Corning, NY).

Human kidneys were processed in a similar timeline and manner as human pancreas, and the protocol for 
decellularization and hydrogel formation was the same as the Optimized protocol for pancreas.

Lipid, DNA and GAG content.  Lyophilized material was weighed to record the tissue dry weight. Lipids 
were extracted from each sample using a modified Folch method as previously described26,67. The lipid phase was 
dried and weighed to measure the lipid content as a percentage of the initial dry weight.

The delipidized tissue was used for DNA and GAG content analysis. Weighed and lyophilized ECM was 
digested with papain for 18 h at 65 °C prior to the assays. Quantification of DNA was assessed using the Quant-
iT™ PicoGreen® dsDNA Assay (Life Technologies, Carlsbad, CA), following manufacturer’s protocol.

Rheology.  To compare the rheologic properties of the optimized hydrogel to the previously published 
hydrogel, a TA Instruments AR-G2 rheometer was used. A 40 mm parallel plate geometry was used with a 500 
micron gap distance; a Peltier unit was used to control temperature. First, a time sweep was performed over 
10 min; the temperature was set to 15 °C for loading the samples and warmed to 37 °C to induce gelation while 
measuring oscillatory moduli (storage modulus (G’) and loss modulus (G”)) at the fixed angular frequency of 
1 rad/s and strain of 5%. Following gelation, a frequency sweep was performed at 37 °C, from 100 to 0.1 rad/s 
at fixed 5% strain; G’ and G” were measured to calculate complex viscosity for each gel. Three different batches 
of gels were tested from each decellularization protocol (homogenized and optimized), rat-tail collagen type I 
(Corning, Corning, NY) was used as a control for comparison. All gels were prepared at a concentration of 8 mg/
mL. Data was collected and analyzed with Rheology Advantage software (TA Instruments, New Castle, DE), and 
graphs were created with Prism 6 for Windows (GraphPad Software, Inc.). Each protocol was assessed using 
three biological replicates, each of a different batch of gel from a different donor.

Cell culture.  Human islets were received through the Integrated Islet Distribution Program (IIDP) and 
experiments were initiated within 24 h of receipt. On day 0, islets were counted and plated in suspension or in 
hydrogel co-culture. Islets were combined with hP-HG (8 mg/mL) at a density of 100 IEQ/10μL of hydrogel. The 
mixture was pipetted into 5 μL droplets in the bottom of an untreated petri dish, inverted, and incubated at 37 °C 
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and 5% CO2 for 30 min. The polymerized droplets were moved into 24-well ULA plates (Corning, Corning, NY) 
for culture for 1–7 days in PIM(R) medium (Prodo Labs, Aliso Viejo, CA), at which point they were collected for 
MTS, GSIS, or total insulin content. In parallel, islets were cultured in suspension in 24-well plates for the same 
period of time. Islets embedded in collagen 1 (8 mg/mL) (Corning, Corning, NY) followed the same protocol as 
hP-HG. Islets were embedded in alginate following methodology adapted from Alagpulinsa et al.32. Briefly, islets 
were mixed with 1.6% w/v sodium alginate in 150 mM NaCl, at 100 IEQ/10 μL, and manually dropped into a 
100 mM CaCl2 bath 5 μL at a time to form droplets.

Glucose stimulated insulin secretion and total insulin content.  Static GSIS Assays were performed 
in series, in 24-well plates with cell filter inserts (MilliporeSigma, St. Louis, MO). Cells were added to the filters 
and moved from low glucose (2.8 mM) to high glucose (28 mM) to low glucose (2.8 mM) to a depolarization 
solution (30 mM KCl, 2.8 mM glucose). All solutions for GSIS were made in Krebs buffer (25 mM HEPES, 
115 mM NaCl, 24 mM NaHCO3, 5 mM KCl, 1 mM MgCl2, 2.5 mM CaCl2, 1% BSA). The supernatant was col-
lected following 1 h in each step of the GSIS for secreted C-pep measurement. For human islets, 100 IEQ were 
used per well. Supernatants collected from each treatment were frozen in aliquots. Following GSIS, cells were 
lysed in 1 mL of lysis buffer (20 mM Tris–HCL, pH 7.5, 150 mM NaCl, 1 mM EDTA, 1% Triton) and homog-
enized with a PowerGen 500 homogenizer (ThermoFisher, Waltham, MA); these lysates were used to measure 
total C-peptide content. C-peptide content for all lysates and supernatants were determined with an ultra-sensi-
tive human C-pep ELISA (Mercodia, Uppsala, Sweden). Stimulation index (SI) for the static GSIS was calculated 
by dividing the average secreted C-peptide concentration under high glucose by the average C-peptide secreted 
under the first low glucose period.

Islets were prepared as described above, and assessed with perifusion GSIS on day 2 of culture. Perifusion was 
performed using a BioRep 4.0 semi-automated perifusion system (Biorep, Miami, FL) for 30 min of low glucose 
treatment (1.6 mM) followed by 45 min of high glucose treatment (16.7 mM) and return to low glucose. Flow-
through samples were collected every minute from each chamber, and values from every two minutes were aver-
aged together for graphing. For comparison, graphed values are normalized to the average low glucose response 
for each curve (unitless measure). The SI for the perifusion GSIS was calculated using the area under the curve 
(AUC) of the high glucose period per minute, divided by the AUC of the first low glucose period per minute.

Mitochondrial respiration.  Human islets were assessed for mitochondrial respiratory capacity analysis by 
high resolution respirometry using an Oxygraph-2k (Oroboros Instruments, Innsbruck, Austria). Islets cultured 
in suspension or hP-HG for 2 days, were simultaneously analyzed in two separate chambers, in 2 mL volume 
containing 800 IEQ each. Experiments were performed as previously described68,69. Briefly, mitochondrial res-
piration was measured by detecting mitochondrial oxygen consumption at 37 °C in standard PIM(R) medium. 
After establishing a basal respiration (Routine), inhibitors for the different mitochondrial respiratory complexes 
were added to the cells in the following order: oligomycin (2ug/ml) (MilliporeSigma, St. Louis, MO) to inhibit 
ATP-synthase (complex V) to measure leak respiration (Leak), carbonyl cyanide-p-trifluoromethoxyphenylhy-
drazone (FCCP) (MilliporeSigma, St. Louis, MO) uncoupler with step-wise titration in 0.5 to 1.5 μM increments 
to measure the maximal respiratory capacity of the electron transport system (ETS) (Maximal), rotenone (Mil-
liporeSigma, St. Louis, MO) 0.5 μM final concentration to inhibit complex I, and antimycin A (MilliporeSigma, 
St. Louis, MO) to inhibit complex III in 2.5 μM final concentration. Data was analyzed using DatLab7 (version 
7.3.0.3) (Oroboros Instruments, Innsbruck, Austria) software. The use of chambers for the 2 treatments (S and 
H) was switched between 3 biological replicates to avoid any possible bias due to chamber differences.

MTS assay.  100 IEQ of human islets were plated per well of 24-well ULA plates (Corning, Corning, NY). 
Islets were embedded in hP-HG (50 IEQ / 5 μL gel) as described above, and two 5 μL gels were placed in each well 
of a 24-well plate (100 IEQ/well); wells were replenished with fresh medium every 3 days. On days 1, 3, 5 and 7 
after plating, the remaining cells or gels from each pre-counted well were transferred to 1.5 mL Eppendorf tubes 
with 300 μL of medium containing CellTiter-96 reagent (Promega, Madison, WI). The IEQ was not recounted 
each day, the remaining number of islets in the well were used to assess survival compared to day 0. The tubes 
were incubated with shaking and open caps for 3 h, at 5% CO2 and 37 °C. After incubation, the absorbance of 
the supernatant was measured on a spectrophotometer at 490 nm (FlexStation 3, Molecular Devices). Each treat-
ment was tested in technical triplicate for each condition and time point.

Histology and immunofluorescent staining.  Samples were fixed in 4% paraformaldehyde (PFA), par-
affin embedded, and sectioned (5 μm) for immunofluorescent staining. Slides were deparaffinized using xylene 
and rehydrated. Antigen retrieval was performed by incubation in 10 mM Citrate Buffer, pH 6.0 for 2.5 h at 
80 °C. Slides were blocked with 10% BSA/PBS for 40 min at RT, incubated with primary antibodies overnight at 
4 °C, washed, incubated with secondary antibody incubation for 40 min at RT and cover slipped. All antibod-
ies and dilutions are listed in Supplemental Table 2. Nuclei were labeled with 40-6-diamidino-2-phenylindole 
(DAPI) (Life Technologies, Carlsbad, CA). Images were generated with a Zeiss Axiovert 200  M microscope 
or a Nikon A1R confocal microscope. TUNEL staining (ApopTag® Fluorescein In  Situ Apoptosis Detection 
Kit) (MilliporeSigma, St. Louis, MO) was performed following manufacturer protocol, with the insulin immu-
nostaining performed immediately afterward.

IF staining was quantified in ImageJ by tracing the Ins-positive (islet) clusters. Nuclear stains were quanti-
fied by counting the number of total nuclei (DAPI) within the islet regions and the number of TUNEL-positive 
and Ki67-positive nuclei in the same regions to determine the percentage of positive cells. Cellular stains were 
quantified by converting the images to binary and measured as percentage of islet area.
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For islet architecture analysis, Ins/Gcg/Sst triple stained images were taken as z-stacks of 7 slices and quanti-
fied using the 3D Tissue Organization Toolbox plugin to determine cell type, counts and cell–cell interactions70. 
Cells were manually counted as part of the mantle if they were at the outermost edge of the islet, all other cells 
were counted as part of the core, as previously described71. To measure Tie2 and αSMA localization, whole islet 
clusters and islet mantles (5–10 micron width surrounding the outermost layer of islet nuclei) were manually 
traced in synchronized windows; positive area within each traced region was measured in all relevant channels.

For each IF analysis, 5 islet donors were assessed for each time point and condition, at least 9 islets were 
counted per donor and treatment.

Quantification and statistical analysis.  Data are reported as average ± standard deviation unless other-
wise indicated. All p-values were calculated with a Student’s two-tailed t-test using Prism 6 for Windows (Graph-
Pad). Prism’s suggested significance classification scheme was followed (*p < 0.05), (**p < 0.01), (***p < 0.001), 
(****p < 0.0001).

All composite figures were prepared in Adobe Illustrator 24.0 (Adobe Inc.).

Ethics statement.  This study is reported in accordance with ARRIVE guidelines (https://​arriv​eguid​elines.​
org).

Data availability
All data are available in the manuscript, Supplementary Information, or available from the corresponding author 
upon request. Raw and processed RNA sequencing data have been deposited in the NCBI Gene Expression 
Omnibus (GEO) repository, with the accession identifier GSE166505.

Materials availability
Unique reagents generated in this study, including hP-HG and hK-HG, are available from the lead contact with 
a completed Materials Transfer Agreement.

Received: 30 November 2021; Accepted: 4 April 2022

References
	 1.	 Prince, E. & Kumacheva, E. Design and applications of man-made biomimetic fibrillar hydrogels. Nat. Rev. Mater. 4, 99–115 (2019).
	 2.	 Amin, J. et al. A simple, reliable method for high-throughput screening for diabetes drugs using 3D beta-cell spheroids. J. Phar-

macol. Toxicol. Methods 82, 83–89 (2016).
	 3.	 Walpita, D. et al. A human islet cell culture system for high-throughput screening. J. Biomol. Screen 17, 509–518 (2012).
	 4.	 Foster, E. D. et al. Improved health-related quality of life in a phase 3 islet transplantation trial in type 1 diabetes complicated by 

severe hypoglycemia. Diabetes Care 41, 1001–1008 (2018).
	 5.	 Shapiro, A. M. et al. Islet transplantation in seven patients with type 1 diabetes mellitus using a glucocorticoid-free immunosup-

pressive regimen. N. Engl. J. Med. 343, 230–238 (2000).
	 6.	 Alvarez-Dominguez, J. R. et al. Circadian entrainment triggers maturation of human in vitro islets. Cell Stem Cell 26, 108-122e110 

(2020).
	 7.	 Jun, Y. et al. In vivo-mimicking microfluidic perfusion culture of pancreatic islet spheroids. Sci. Adv. 5, eaax4520 (2019).
	 8.	 Rosenberg, L., Wang, R., Paraskevas, S. & Maysinger, D. Structural and functional changes resulting from islet isolation lead to 

islet cell death. Surgery 126, 393–398 (1999).
	 9.	 Wang, R. N., Paraskevas, S. & Rosenberg, L. Characterization of integrin expression in islets isolated from hamster, canine, porcine, 

and human pancreas. J. Histochem. Cytochem. 47, 499–506 (1999).
	10.	 Cross, S. E. et al. Key matrix proteins within the pancreatic islet basement membrane are differentially digested during human 

islet isolation. Am. J. Transplant. 17, 451–461 (2017).
	11.	 Thomas, F. et al. A tripartite anoikis-like mechanism causes early isolated islet apoptosis. Surgery 130, 333–338 (2001).
	12.	 Thomas, F. T. et al. Anoikis, extracellular matrix, and apoptosis factors in isolated cell transplantation. Surgery 126, 299–304 (1999).
	13.	 Stendahl, J. C., Kaufman, D. B. & Stupp, S. I. Extracellular matrix in pancreatic islets: Relevance to scaffold design and transplanta-

tion. Cell Transplant 18, 1–12 (2009).
	14.	 Li, Z. et al. Proteome-wide and matrisome-specific alterations during human pancreas development and maturation. Nat. Com-

mun. 12, 1020 (2021).
	15.	 Citro, A., Cantarelli, E., Pellegrini, S., Dugnani, E. & Piemonti, L. Anti-Inflammatory strategies in intrahepatic islet transplantation: 

A comparative study in preclinical models. Transplantation 102, 240–248 (2018).
	16.	 Crapo, P. M., Gilbert, T. W. & Badylak, S. F. An overview of tissue and whole organ decellularization processes. Biomaterials 32, 

3233–3243 (2011).
	17.	 Tremmel, D. M. & Odorico, J. S. Rebuilding a better home for transplanted islets. Organogenesis 14, 163–168 (2018).
	18.	 Jiang, K. et al. 3-D physiomimetic extracellular matrix hydrogels provide a supportive microenvironment for rodent and human 

islet culture. Biomaterials 198, 37–48 (2019).
	19.	 Yu, M. et al. Islet transplantation in the subcutaneous space achieves long-term euglycaemia in preclinical models of type 1 diabetes. 

Nat. Metab. 2, 1013–1020 (2020).
	20.	 Chaimov, D. et al. Innovative encapsulation platform based on pancreatic extracellular matrix achieve substantial insulin delivery. 

J. Control Release 257, 91–101 (2017).
	21.	 Elebring, E., Kuna, V. K., Kvarnstrom, N. & Sumitran-Holgersson, S. Cold-perfusion decellularization of whole-organ porcine 

pancreas supports human fetal pancreatic cell attachment and expression of endocrine and exocrine markers. J. Tissue Eng. 8, 
2041731417738145 (2017).

	22.	 Gaetani, R. et al. Evaluation of different decellularization protocols on the generation of pancreas-derived hydrogels. Tissue Eng. 
Part C Methods 24, 697–708 (2018).

	23.	 Goh, S. K. et al. Perfusion-decellularized pancreas as a natural 3D scaffold for pancreatic tissue and whole organ engineering. 
Biomaterials 34, 6760–6772 (2013).

	24.	 Napierala, H. et al. Engineering an endocrine neo-pancreas by repopulation of a decellularized rat pancreas with islets of Langer-
hans. Sci. Rep. 7, 41777 (2017).

https://arriveguidelines.org
https://arriveguidelines.org


13

Vol.:(0123456789)

Scientific Reports |         (2022) 12:7188  | https://doi.org/10.1038/s41598-022-11085-z

www.nature.com/scientificreports/

	25.	 Peloso, A. et al. The human pancreas as a source of protolerogenic extracellular matrix Scaffold for a new-generation bioartificial 
endocrine pancreas. Ann. Surg. 264, 169–179 (2016).

	26.	 Sackett, S. D. et al. Extracellular matrix scaffold and hydrogel derived from decellularized and delipidized human pancreas. Sci. 
Rep. 8, 10452 (2018).

	27.	 Tamburrini, R. et al. Detergent-free decellularization of the human pancreas for soluble extracellular matrix (ECM) production. 
J. Vis. Exp. (2020).

	28.	 Noguchi, G. M. & Huising, M. O. Integrating the inputs that shape pancreatic islet hormone release. Nat. Metab. 1, 1189–1201 
(2019).

	29.	 van Deijnen, J. H., Hulstaert, C. E., Wolters, G. H. & van Schilfgaarde, R. Significance of the peri-insular extracellular matrix for 
islet isolation from the pancreas of rat, dog, pig, and man. Cell Tissue Res. 267, 139–146 (1992).

	30.	 Van Deijnen, J. H., Van Suylichem, P. T., Wolters, G. H. & Van Schilfgaarde, R. Distribution of collagens type I, type III and type 
V in the pancreas of rat, dog, pig and man. Cell Tissue Res. 277, 115–121 (1994).

	31.	 Otonkoski, T., Banerjee, M., Korsgren, O., Thornell, L. E. & Virtanen, I. Unique basement membrane structure of human pancreatic 
islets: Implications for beta-cell growth and differentiation. Diabetes Obes. Metab. 10(Suppl 4), 119–127 (2008).

	32.	 Alagpulinsa, D. A. et al. Alginate-microencapsulation of human stem cell-derived beta cells with CXCL12 prolongs their survival 
and function in immunocompetent mice without systemic immunosuppression. Am. J. Transplant 19, 1930–1940 (2019).

	33.	 Fuchs, S. et al. Hydrogels in emerging technologies for type 1 diabetes. Chem. Rev. 121, 11458–11526 (2021).
	34.	 Enck, K. et al. Effect of alginate matrix engineered to mimic the pancreatic microenvironment on encapsulated islet function. 

Biotechnol. Bioeng. 118, 1177–1185 (2021).
	35.	 Dybala, M. P. & Hara, M. Heterogeneity of the human pancreatic islet. Diabetes 68, 1230–1239 (2019).
	36.	 Ernst, A. U. et al. Nanotechnology in cell replacement therapies for type 1 diabetes. Adv. Drug Deliv. Rev. 139, 116–138 (2019).
	37.	 Langhans, S. A. Three-dimensional in vitro cell culture models in drug discovery and drug repositioning. Front. Pharmacol. 9, 6 

(2018).
	38.	 Asthana, A. et al. Comprehensive characterization of the human pancreatic proteome for bioengineering applications. Biomaterials 

270, 120613 (2021).
	39.	 Ma, F. et al. In depth quantification of extracellular matrix proteins from human pancreas. J. Proteome Res. 18, 3156–3165 (2019).
	40.	 Singh, R. et al. Enhanced structure and function of human pluripotent stem cell-derived beta-cells cultured on extracellular matrix. 

Stem Cells Transl. Med. (2020).
	41.	 Beenken-Rothkopf, L. N. et al. The incorporation of extracellular matrix proteins in protein polymer hydrogels to improve encap-

sulated beta-cell function. Ann. Clin. Lab. Sci. 43, 111–121 (2013).
	42.	 Davis, N. E. et al. Enhanced function of pancreatic islets co-encapsulated with ECM proteins and mesenchymal stromal cells in a 

silk hydrogel. Biomaterials 33, 6691–6697 (2012).
	43.	 Stephens, C. H. et al. In situ type I oligomeric collagen macroencapsulation promotes islet longevity and function in vitro and 

in vivo. Am. J. Physiol. Endocrinol. Metab. 315, E650–E661 (2018).
	44.	 Llacua, A., de Haan, B. J., Smink, S. A. & de Vos, P. Extracellular matrix components supporting human islet function in alginate-

based immunoprotective microcapsules for treatment of diabetes. J. Biomed. Mater. Res. A 104, 1788–1796 (2016).
	45.	 Tarasov, A., Dusonchet, J. & Ashcroft, F. Metabolic regulation of the pancreatic beta-cell ATP-sensitive K+ channel: A pas de deux. 

Diabetes 53(Suppl 3), S113-122 (2004).
	46.	 Antinozzi, P. A., Ishihara, H., Newgard, C. B. & Wollheim, C. B. Mitochondrial metabolism sets the maximal limit of fuel-stimulated 

insulin secretion in a model pancreatic beta cell: A survey of four fuel secretagogues. J. Biol. Chem. 277, 11746–11755 (2002).
	47.	 Ortsater, H., Liss, P., Akerman, K. E. & Bergsten, P. Contribution of glycolytic and mitochondrial pathways in glucose-induced 

changes in islet respiration and insulin secretion. Pflugers Arch. 444, 506–512 (2002).
	48.	 Nyitray, C. E., Chavez, M. G. & Desai, T. A. Compliant 3D microenvironment improves beta-cell cluster insulin expression through 

mechanosensing and beta-catenin signaling. Tissue Eng. Part A 20, 1888–1895 (2014).
	49.	 Lavallard, V. et al. Cell rearrangement in transplanted human islets. FASEB J. 30, 748–760 (2016).
	50.	 Walker, J.T. et al. Integrated human pseudoislet system and microfluidic platform demonstrate differences in GPCR signaling in 

islet cells. JCI Insight 5 (2020).
	51.	 Benninger, R. K. P. & Hodson, D. J. New understanding of beta-cell heterogeneity and in situ islet function. Diabetes 67, 537–547 

(2018).
	52.	 Cabrera, O. et al. The unique cytoarchitecture of human pancreatic islets has implications for islet cell function. Proc. Natl. Acad. 

Sci. U S A 103, 2334–2339 (2006).
	53.	 Adams, M.T. & Blum, B. Determinants and dynamics of pancreatic islet architecture. Islets 14(1), 82–100 (2022).
	54.	 Cerchiari, A. E. et al. A strategy for tissue self-organization that is robust to cellular heterogeneity and plasticity. Proc. Natl. Acad. 

Sci. U S A 112, 2287–2292 (2015).
	55.	 Bennet, W., Groth, C. G., Larsson, R., Nilsson, B. & Korsgren, O. Isolated human islets trigger an instant blood mediated inflam-

matory reaction: Implications for intraportal islet transplantation as a treatment for patients with type 1 diabetes. Ups. J. Med. Sci. 
105, 125–133 (2000).

	56.	 Pepper, A. R., Gala-Lopez, B., Ziff, O. & Shapiro, A. M. Revascularization of transplanted pancreatic islets and role of the trans-
plantation site. Clin. Dev. Immunol. 2013, 352315 (2013).

	57.	 Mirmalek-Sani, S. H., Sullivan, D. C., Zimmerman, C., Shupe, T. D. & Petersen, B. E. Immunogenicity of decellularized porcine 
liver for bioengineered hepatic tissue. Am. J. Pathol. 183, 558–565 (2013).

	58.	 Traverse, J. H. et al. First-in-man study of a cardiac extracellular matrix hydrogel in early and late myocardial infarction patients. 
JACC Basic Transl. Sci. 4, 659–669 (2019).

	59.	 Tremmel, D. M., Mitchell, S. A., Sackett, S. D. & Odorico, J. S. Mimicking nature-made beta cells: recent advances towards stem 
cell-derived islets. Curr. Opin. Organ Transplant 24, 574–581 (2019).

	60.	 Mamidi, A. et al. Mechanosignalling via integrins directs fate decisions of pancreatic progenitors. Nature 564, 114–118 (2018).
	61.	 Rozario, T. & DeSimone, D. W. The extracellular matrix in development and morphogenesis: A dynamic view. Dev. Biol. 341, 

126–140 (2010).
	62.	 Augsornworawat, P., Velazco-Cruz, L., Song, J. & Millman, J. R. A hydrogel platform for in vitro three dimensional assembly of 

human stem cell-derived islet cells and endothelial cells. Acta Biomater. 97, 272–280 (2019).
	63.	 Skrzypek, K., Barrera, Y. B., Groth, T. & Stamatialis, D. Endothelial and beta cell composite aggregates for improved function of a 

bioartificial pancreas encapsulation device. Int. J. Artif. Organs 41, 152–159 (2018).
	64.	 Takahashi, Y., Sekine, K., Kin, T., Takebe, T. & Taniguchi, H. Self-condensation culture enables vascularization of tissue fragments 

for efficient therapeutic transplantation. Cell Rep. 23, 1620–1629 (2018).
	65.	 Soffer-Tsur, N., Shevach, M., Shapira, A., Peer, D. & Dvir, T. Optimizing the biofabrication process of omentum-based scaffolds 

for engineering autologous tissues. Biofabrication 6, 035023 (2014).
	66.	 Freytes, D. O., Martin, J., Velankar, S. S., Lee, A. S. & Badylak, S. F. Preparation and rheological characterization of a gel form of 

the porcine urinary bladder matrix. Biomaterials 29, 1630–1637 (2008).
	67.	 Tremmel, D. M. et al. Hypertension, but not body mass index, is predictive of increased pancreatic lipid content and islet dysfunc-

tion. Am. J. Transplant 20, 1105–1115 (2020).



14

Vol:.(1234567890)

Scientific Reports |         (2022) 12:7188  | https://doi.org/10.1038/s41598-022-11085-z

www.nature.com/scientificreports/

	68.	 Bansal, A. et al. Sex- and dose-specific effects of maternal bisphenol A exposure on pancreatic islets of first- and second-generation 
adult mice offspring. Environ. Health Perspect. 125, 097022 (2017).

	69.	 Hutter, E., Renner, K., Jansen-Durr, P. & Gnaiger, E. Biphasic oxygen kinetics of cellular respiration and linear oxygen dependence 
of antimycin A inhibited oxygen consumption. Mol. Biol. Rep. 29, 83–87 (2002).

	70.	 Tran ThiNhu, H., Arrojo, E. D. R., Berggren, P. O. & Boudier, T. A novel toolbox to investigate tissue spatial organization applied 
to the study of the islets of Langerhans. Sci. Rep. 7, 44261 (2017).

	71.	 Adams, M. T., Gilbert, J. M., Hinojosa Paiz, J., Bowman, F. M. & Blum, B. Endocrine cell type sorting and mature architecture in 
the islets of Langerhans require expression of Roundabout receptors in beta cells. Sci. Rep. 8, 10876 (2018).

Acknowledgements
We would like to offer a special thanks to the families who donated tissues, without which this study would 
not be possible. We acknowledge Sierra Raglin and the University of Wisconsin Department of Surgery Histol-
ogy Core for help with sample processing. We would like to thank Dr. Melanie Graham and David Giles and 
the University of Minnesota Chemical Engineering and Materials Science Department for use of the Polymer 
Characterization Facility to perform rheological measurements. We thank Randall Massey at the UW Electron 
Microscope Core for help with TEM imaging. We thank the University of Wisconsin-Madison Biotechnology 
Center Gene Expression Center & DNA Sequencing Facility for providing library preparation and next generation 
sequencing services, and the University of Wisconsin Bioinformatics Resource Center, specifically Mark Berres, 
for analysis of results. We would also like to thank Dr. Matthew Brown for the generation of humanized mice 
used in this study, and Melissa Adams for help implementing the 3D Tissue Organization Toolbox and analysis.

Author contributions
D.M.T., S.D.S., and J.S.O. designed the study. D.M.T., S.A.M., A.K.F., M.D.S., E.P., and S.G. performed the experi-
ments and analyzed the data. D.M.T., S.A.M. and A.K.F. processed and banked human tissues. P.J.C. performed 
islet isolations. D.M.T., S.D.S., L.A.F., M.E.K. and J.S.O. prepared the manuscript and all authors provided edito-
rial feedback.

Funding
This study was supported in part by grant funding from the NIH (R21AI126419 and 1F31DK125021-01), and 
Juvenile Diabetes Research Foundation (1-SRA-2016-168-S-B, 1-PNF-2016-250-S-B and 3-SRA-2017-364-S-
B). Data presented here was also in part obtained through support from an NIH/NCATS UL1TR002373 award 
through the University of Wisconsin Institute for Clinical and Translational Research. Support for this research 
was also provided by the University of Wisconsin-Madison, Office of the Vice Chancellor for Research and 
Graduate Education with funding from the Wisconsin Alumni Research Foundation. This work was supported 
in part by Merit Review Award I01 BX003700 (to MEK) from the United States (U.S.) Department of Veterans 
Affairs Biomedical Laboratory Research and Development (BLR&D) Service and NIH grant R01 DK102598 (to 
MEK). Data presented here was also supported by the Integrated Islet Distribution Program (IIDP) (National 
Institutes of Health Grant 2UC4DK098085).

Competing interests 
The authors declare the following competing financial interest(s): JSO is scientific co-founder of Regenerative 
Medical Solutions, Inc. and has stock equity.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​022-​11085-z.

Correspondence and requests for materials should be addressed to D.M.T. or S.D.S.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2022

https://doi.org/10.1038/s41598-022-11085-z
https://doi.org/10.1038/s41598-022-11085-z
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	A human pancreatic ECM hydrogel optimized for 3-D modeling of the islet microenvironment
	Results
	Protocol for the decellularization and gelation of human pancreas ECM. 
	Optimized decell protocol removes lipids and DNA, resulting in an improved hydrogel. 
	hP-HG co-culture improves islet function after 2 days of culture. 
	hP-HG culture enables proper dynamic function and enhances maximum respiration. 
	hP-HG co-culture improves islet survival and function in extended culture. 
	Apoptosis rates and islet architecture are altered in suspension culture and partially preserved in hP-HG. 
	Extracellular signaling-related pathways are significantly influenced by hP-HG culture. 

	Discussion
	Conclusion
	Methods
	Tissue procurement and ethics. 
	Decellularization and hydrogel formation. 
	Lipid, DNA and GAG content. 
	Rheology. 
	Cell culture. 
	Glucose stimulated insulin secretion and total insulin content. 
	Mitochondrial respiration. 
	MTS assay. 
	Histology and immunofluorescent staining. 
	Quantification and statistical analysis. 
	Ethics statement. 

	References
	Acknowledgements


