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In previous work, we engineered functional cell sheets using bone marrow-derived mesenchymal stem cells 
(BM-MSCs) to promote islet graft survival. In the present study, we hypothesized that a cell sheet using dermal 
fibroblasts could be an alternative to MSCs, and then we aimed to evaluate the effects of this cell sheet on the 
functional viability of human islets. Fibroblast sheets were fabricated using temperature-responsive culture 
dishes. Human islets were seeded onto fibroblast sheets. The efficacy of the fibroblast sheets was evaluated by 
dividing islets into three groups: the islets-alone group, the coculture with fibroblasts group, and the islet cul-
ture on fibroblast sheet group. The ultrastructure of the islets cultured on each fibroblast sheet was examined by 
electron microscopy. The fibroblast sheet expression of fibronectin (as a component of the extracellular matrix) 
was quantified by Western blotting. After 3 days of culture, islet viabilities were 70.2 ± 9.8%, 87.4 ± 5.8%, and 
88.6 ± 4.5%, and survival rates were 60.3 ± 6.8%, 65.3 ± 3.0%, and 75.8 ± 5.6%, respectively. Insulin secretions 
in response to high-glucose stimulation were 5.1 ± 1.6, 9.4 ± 3.8, and 23.5 ± 12.4 μIU/islet, and interleukin-6 
(IL-6) secretions were 3.0 ± 0.7, 5.1 ± 1.2, and 7.3 ± 1.0 ng/day, respectively. Islets were found to incorporate 
into the fibroblast sheets while maintaining a three-dimensional structure and well-preserved extracellular 
matrix. The fibroblast sheets exhibited a higher expression of fibronectin compared to fibroblasts alone. In con-
clusion, human dermal fibroblast sheets fabricated by tissue-engineering techniques could provide an optimal 
substrate for human islets, as a source of cytokines and extracellular matrix.
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INTRODUCTION

The outcomes of islet transplantation have improved 
significantly since the introduction of the Edmonton pro-
tocol in 20001, but the long-term survival of the trans-
planted islet b cells has not been satisfactory2. There are 
several disadvantages of intraportal islet transplanta-
tion, including an instant blood-mediated inflammatory 
reaction3, the risk of exposure to high concentrations of 
immunosuppressive drugs4, and complications such as 
portal vein thrombosis and bleeding5,6. To overcome these 
disadvantages, researchers have attempted to transplant 
islets into extrahepatic sites including the kidney cap-
sule, pancreas, spleen, omental pouch, testis, thymus, and 
subcutaneous locations7–15. Among them, the subcutane-
ous sites are ideal because of the minimal invasiveness 
involved. In addition, islets transplanted into a subcutane-
ous site can be removed easily and biopsied if needed.

However, the outcomes of islet transplantation into 
subcutaneous sites are still unsatisfactory because of poor 
vascularization, which restricts the blood supply to the 
graft. To create a vascularized subcutaneous site, several 
biomaterials combined with growth factors such as vas-
cular endothelial growth factor (VEGF) and fibroblast 
growth factor (FGF) have been developed9,10,14,16–19.

To overcome the poor vascularization in the sub-
cutaneous site, we developed a method for performing 
islet transplantation using tissue-engineered cell sheet of 
islets and bone marrow-derived mesenchymal stem cells 
(BM-MSCs), and succeeded in the reversal of diabetes 
mellitus (DM) in a rodent model20. A cell sheet has a 
trophic effect, and it preserves the endogenous extracel-
lular matrix (ECM) and adhesive factors21,22.

Before this technique can be applied in clinical set-
tings, it is necessary to determine the effects of the cell 
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sheets on human islets and to identify more convenient 
cell sources as a substrate. In the present study, we used 
human dermal fibroblasts for this purpose because fibro-
blasts can be harvested easily and are known to play 
important roles in promoting vascularization through 
the secretion of VEGF and FGF and to improve islet 
viability23–26. We fabricated cell sheets using human der-
mal fibroblasts, and we investigated the effects of the cell 
sheets on the viability and functioning of human islets.

MATERIALS AND METHODS

Islet Isolation and Shipment

Human islets were isolated from consenting multi organ 
deceased donors at the University of Alberta as previously 
described27 with intent for clinical transplantation, and 
were only made available for research when the islet yield 
fell below that of the minimal mass required for clinical 
transplantation as previously described28. The human islets 
isolated at the University of Alberta were then shipped by 
air to Nagasaki University in accordance with the guide-
lines of the Ethics Committee at the University of Alberta. 
Consent for the research use of the islets was obtained from 
the donors’ relatives. All experiments were conducted at 
Nagasaki University in accordance with the guidelines of 
the Ethics Committee at the Nagasaki University Graduate 
School of Biomedical Sciences.

Cell Culture

The shipped human islets were cultured at 37°C 
under 5% CO2 overnight in CMRL-1066 medium 
(Mediatech, Manassas, VA, USA) supplemented with 
10% fetal bovine serum (FBS; Invitrogen, Carlsbad, CA, 
USA), 100 U/ml penicillin, and 100 μg/ml streptomycin 
(Invitrogen) before their use in this study. Human der-
mal fibroblasts (TIG-118 cells) were purchased from the 
Japanese Collection of Research Bioresources Cell Bank 
(Osaka, Japan). TIG-118 cells were cultured in minimum 
essential medium (MEM) (Invitrogen) supplemented 
with 10% FBS (Invitrogen), 100 U/ml penicillin, and  

100 μg/ml streptomycin (Invitrogen) at 37°C in a humidi-
fied air atmosphere with 5% CO2.

Fabrication of Cocultured Fibroblast Sheets With 
Human Islets

We seeded fibroblasts at a density of 5.0 ´ 105 cells/
dish onto a 35-mm- diameter temperature-responsive cul-
ture dish (UpCell®; CellSeed, Tokyo, Japan) with 2 ml of 
MEM. After the fibroblasts were cultured for 72 h, the 
MEM was removed and the human islets were seeded onto 
fibroblasts with 2 ml of CMRL-1066 medium. Following 
an additional cocultivation at 37°C in a humidified air 
atmosphere with 5% CO2 for 72 h, the human islets spon-
taneously detached together with the fibroblasts as a cell 
sheet by a transfer of the temperature-responsive culture 
dish to another incubator at 20°C for 1–2 h.

The islets were divided into three groups: the islets-
alone group, the coculture with fibroblasts group (the 
islets-with-fibroblasts group), and the islet culture on 
fibroblast sheet group (the islets-on-fibroblast-sheet 
group). The culture conditions of each group are shown in 
Figure 1. In the islets-alone group, 500 human islets were 
cultured in a 35-mm dish with an ultralow-attachment 
surface (Corning Life Sciences, Corning, NY, USA) with 
2 ml of CMRL-1066 medium. In the islets-with-fibroblasts 
group, 500 human islets were cocultured with preseeded 
fibroblasts in a 35-mm dish with an ultralow-attachment 
surface with 2 ml of CMRL-1066 medium. In the islets-
on-fibroblast-sheet group, 500 human islets were seeded 
onto a 35-mm temperature-responsive culture dish with 
preseeded fibroblasts with 2 ml of CMRL-1066 medium. 
In the latter two groups, 5.0 ´ 105 fibroblasts were pre-
seeded and cultured for 72 h before the cocultivation with 
human islets in MEM.

Immunohistochemistry

Immunohistochemistry by insulin staining was per-
formed to confirm the presence of b cells on the har-
vested cell sheets. After detachment of the fibroblast 

Figure 1. Illustrations of islet culture groups. (A) Islets-alone group. Human islets were cultured in a 35-mm dish with an ultralow-
attachment surface. (B) Islets-with-fibroblasts group. Human islets were cocultured with fibroblasts in a 35-mm dish with an ultralow-
attachment surface. (C) Islets-on-fibroblast-sheet group. Human islets were seeded onto a 35-mm temperature-responsive culture dish.
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sheet cultured with human islets was achieved by decreas-
ing the temperature, each cell sheet was fixed with 4% 
paraformaldehyde (PFA; Wako Pure Chemical Industries 
Ltd., Osaka, Japan). Cell sheets were embedded in par-
affin (Paraplast Plus; Leica Biosystems Inc., Richmond, 
IL, USA). Hematoxylin and eosin (H&E; Muto Pure 
Chemicals Co. Ltd., Tokyo, Japan) staining was per-
formed according to the standard staining protocol. For 
immunological staining, the sections were deparaf-
finized with xylene and rehydrated with graded ethanol. 
After treatment with preheated antigen retrieval solu-
tion (Dako, Glostrup, Denmark), the slides were allowed 
to cool at room temperature (RT) for 40 min, and then 
were treated with peroxidase-blocking solution (Dako) at 
room temperature (RT) for 10 min. Mouse monoclonal 
anti-human insulin antibody (1:100 dilution; Santa Cruz 
Biotechnology, Santa Cruz, CA, USA) was used as the pri-
mary antibody. After reaction with the primary antibody at 
RT for 120 min, the sections were treated with a horserad-
ish peroxidase (HRP)-labeled polymer conjugated to goat 
anti-mouse immunoglobulins (Dako) at RT for 60 min. 
Then the sections were stained with 3,3-diaminobenzidine 
tetrahydrochloride (DAB) containing hydrogen peroxide 
(Dako). The results of the staining were observed under an 
inverted microscope (Nikon, Tokyo, Japan).

Islet Viability and Survival Assay

In each group, 3 days after the start of the islet cul-
ture, calcein-acetoxymethyl (AM) and propidium iodide 
(PI) (Cellstain Double Staining Kit; Dojindo, Kumamoto, 
Japan) were used to analyze the viability of the islets. The 
assay solution was prepared as previously described20. The 
percentage of viable cells in each islet was counted under a 
fluorescence microscope (Nikon). For viability assay, five 
individual experiments were performed for each group. 
Total viability was calculated by dividing the number of 
viable cells by the number of all cells assessed. Because it 
is well known that the islet mass decreases during culture27, 
we evaluated the islet survival rate by assessing the islet 
mass based on islet equivalents at baseline and on day 3 
and day 7 after the cultures. For survival assays, six indi-
vidual experiments were performed for each group.

Insulin Secretion Assay

Three days after the islets were cultured, we conducted 
a glucose-stimulated insulin secretion test for each group. 
Krebs solution was prepared by adding together 25 mM 
2-[4-(2-hydroxyethyl)-1-piperazinyl]ethanesulfonic 
acid (HEPES), 115 mM NaCl, 24 mM NaHCO3, 5 mM 
KCl, 1 mM MgCl2 · 6H2O, 0.1% bovine serum albumin 
(BSA), and 2.5 mM CaCl2 · 2H2O (Wako Pure Chemical 
Industries). Islets were sequentially incubated in Krebs 
solution containing 2.8, 28, and then 2.8 mM glucose 
again; each incubation period was 1 h. The supernatant 

was collected after each incubation, and the amount of 
insulin secreted was measured by an enzyme-linked 
immunosorbent assay (ELISA) (ELISA Kit; Abcam, 
Cambridge, MA, USA) according to the manufacturer’s 
instructions. The stimulation index was calculated by 
dividing the amount of insulin secreted under the high-
glucose concentration by that under the initial low- 
glucose concentration. The data were obtained from six 
individual experiments.

Measurement of Cytokine Secretions

Three days after the start of the islet culture, the cul-
ture media were collected and frozen at −80°C until they 
were used for assays. We used an ELISA Kit (Abcam) 
to measure the secretions of the human cytokines trans-
forming growth factor-b1 (TGF-b1) and interleukin-6 
(IL-6) according to the manufacturer’s instructions. Five 
individual experiments were performed for the TGF-b1 
assay, and eight individual experiments were performed 
for the IL-6 assay.

Western Blot Analysis

Fibronectin (FN) is an ECM protein that is known to 
mediate a cellular interaction29. The expression of FN in 
fibroblast sheets was evaluated by Western blot. Fibroblasts 
were seeded at a density of 5.0 ´ 105 cells/dish onto 
35-mm-diameter temperature-responsive culture dishes 
or 35-mm-diameter dishes with an ultralow-attachment 
surfaces with 2 ml of MEM. Following a 72-h culture 
period, the fibroblasts and fibroblast sheets were col-
lected from the dishes and lysed with Triton-deoxycholate 
(DOC) lysis buffer (Sigma-Aldrich, St. Louis, MO, 
USA). The supernatant was collected and stored at −80°C 
until analysis after centrifugation. The measurement of 
protein was performed with a bicinchoninic acid assay 
(BCA) kit (Pierce, Rockford, IL, USA), and the protein 
was mixed with loading buffer, followed by incubation 
at 95°C for 5 min. The 8% acrylamide gels were used for 
sodium dodecyl sulfate–polyacrylamide gel electropho-
resis (SDS-PAGE). The proteins were transferred onto 
Immobilon-P membranes (Merck Millipore, Bedford, 
MA, USA), followed by blocking with 5% skim milk 
(MEGMILK SNOW BRAND Co. Ltd., Tokyo, Japan) in 
TBST [10 mM Tris-HCl, pH 7.8 (Nacalai Tesque, Kyoto, 
Japan), 100 mM NaCl (Wako Pure Chemical Industries), 
0.1% Tween 20 (Wako Pure Chemical Industries)] for 
60 min at RT. The membranes were incubated with rabbit 
polyclonal anti-FN antibody (1:500 dilution; Abcam) at 
4°C overnight, and then incubated with HRP-conjugated 
secondary antibody (1:2,500 dilution; GE Healthcare, 
Buckinghamshire, UK) for 90 min at RT. The protein 
was visualized using ECL Prime detection reagent (GE 
Healthcare). b-Actin was used as a loading control. The 
expression of FN was quantified using ImageJ software 
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[National Institutes of Health (NIH), Bethesda, MD, 
USA]. The data were obtained from four individual 
experiments. A detailed description of the methods was 
previously described30.

Electron Microscopy Analysis

After the culture of the islets on fibroblast sheets 
for 3 days, each cell sheet was fixed and dehydrated as 
described20. For scanning electron microscopy (SEM), 
each dehydrated cell sheet was treated with t-butyl alco-
hol, followed by freeze drying. The surface of each cell 
sheet was coated with gold and observed under an electron 
microscope (JSM-6700F; JEOL, Tokyo, Japan). For trans-
mission electron microscopy (TEM), the dehydrated cell 
sheets were embedded in Epon 812 (TAAB Laboratories 
Equipment Ltd., Berkshire, UK), and the sections were 
cut with an ultramicrotome (Ultracut S; Leica, Vienna, 
Austria). After being stained with uranyl acetate (Cerac 
Inc., Milwaukee, WI, USA) and lead nitrate (Wako Pure 
Chemical Industries), the cell sheets were observed under a 
transmission electron microscope (JSM-1210; JEOL).

Statistical Analysis

The statistical analyses were accomplished using 
GraphPad PRISM6 for Mac (GraphPad Software, San 
Diego, CA, USA). The data are expressed as means ±  
standard deviation (SD). All data were collected in at 
least four individual experiments. The data were analyzed 
using an analysis of variance (ANOVA) with Tukey’s 
multiple comparison test when comparing more than two 
groups, and unpaired t-tests when comparing two groups. 
A value of p < 0.05 was considered significant.

RESULTS

Characteristics of Cocultured Fibroblast Sheets 
With Human Islets

Upon their arrival, we confirmed the morphological 
integrity of the human islets shipped from the University of 
Alberta by performing dithizone (DTZ) staining (Fig. 2A). 
The fibroblasts (5.0 × 105 cells) seeded onto 35-mm 
temperature-responsive culture dishes proliferated and 
became confluent within 3 days (Fig. 2B). Three days after 
the start of the fibroblast culture, we seeded human islets 
on the fibroblasts (Fig. 2C). The morphological integrity 
of the human islets cultured on the fibroblasts was further 
confirmed at this stage using DTZ staining (Fig. 2D).

The human islets adhered to the fibroblast sheet 
within 3 days, and each fibroblast sheet was detached 
without the islets dropping off when the temperature was 
decreased to 20°C (Fig. 2E, F). A histological exami-
nation revealed the presence of intact islets attached to 
each fibroblast sheet (Fig. 2G) as well as insulin-positive 
cells within the islets (Fig. 2H).

Effects of Coculturing With Fibroblasts or Fibroblast 
Sheets on the Survival and Viability of Human Islets

To determine whether coculturing with fibroblasts or 
a fibroblast sheet improves islet viability, we performed 
a viability assay after 3 days of culture. Figure 3A shows 
the results of the calcein-AM and PI double staining after 
3 days of cultivation. In the islets-alone group, the major-
ity of cells located in the central area of the islets were 
dead. Smaller numbers of islets were dead in the islets-
with-fibroblasts group and in the islets-on-fibroblast-
sheet group. The islet viability values of the islets-alone, 
islets-with-fibroblasts, and islets-on-fibroblast-sheet groups 
were 70.2 ± 9.8%, 87.4 ± 5.8%, and 88.6 ± 4.5%, respec-
tively, with significant differences (Fig. 3B).

The islet survival rates are shown in Figure 3C. The 
islet survival rate of the islets-on-fibroblast-sheet group 
was significantly higher than that of the islets-alone group 
at both 3 and 7 days after the cultivation.

Promoted Insulin Secretion by Coculture 
With Fibroblast Sheet

To investigate the effect of coculturing with fibro-
blasts or a fibroblast sheet on islet function, we per-
formed the insulin secretion test on day 3. As shown 
in Figure 4A, the insulin secretion by the islets-with- 
fibroblasts group was significantly higher than that of the 
islets-alone group during the high-glucose incubation. 
In the islets-on-fibroblast-sheet group, the insulin secre-
tion was significantly promoted at each concentration of 
glucose compared to the islets-alone group. As a result, 
the stimulation index of the islets-on-fibroblast-sheet 
group was significantly higher than those of the other two 
groups (Fig. 4B).

Promoted Cytokine Secretion by Coculture 
With Fibroblasts or Fibroblast Sheet

The cytokine secretion results are shown in Figure 4C 
and D. The islets-with-fibroblasts group exhibited signif-
icantly higher TGF-b1 secretions compared to the islets-
alone group. The islets-on-fibroblast-sheet group showed 
higher TGF-b1 secretions than the islets-alone group, but 
the difference was not significant. The levels of IL-6 of 
both the islets-on-fibroblast sheet group and the islets-
with-fibroblasts group were significantly higher than that 
of the islets-alone group.

Elevated Expression of FN in the Fibroblast Sheet

To investigate the production of FN in the fibroblast 
sheets, we analyzed the protein expression of FN. The 
results of the Western blot analysis showed a higher 
expression of FN in the fibroblast sheets (Fig. 5A and B), 
suggesting that the fabrication of the fibroblast sheet pro-
motes the production of FN.
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Figure 2. Characterization of human islets cultured on fibroblast sheets. (A) Shipped human islets were stained with DTZ for char-
acterization. Scale bar: 100 μm. (B) Fibroblasts seeded onto a 35-mm temperature-responsive culture dish grew to confluence within 
3 days. Scale bar: 500 μm. (C) The seeded human islets adhered to the fibroblast sheet. Scale bar: 500 μm. (D) Human islets on the 
fibroblast sheets were stained with DTZ for characterization. Scale bar: 200 μm. (E, F) Cocultured fibroblast sheets with human islets 
could be harvested without dropping the islets off by decreasing the temperature. Scale bars: 200 μm (E), 1 cm (F). (G) H&E staining 
of a detached cocultured fibroblast sheet with human islets. Scale bar: 200 μm. (H) b Cells of islets cultured on the fibroblast sheets 
were stained with insulin. Scale bar: 200 μm.
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Figure 3. The results of the islet viability and recovery rate assay. (A) Double staining by calcein-AM and PI was performed. Smaller 
numbers of dead cells were observed in the islets-with-fibroblasts group and the islets-on-fibroblast-sheet group compared to the islets-
alone group. Scale bar: 100 μm. (B) The islet viability of both the islets-with-fibroblasts group (n = 5) and the islets-on-fibroblast-sheet 
group (n = 5) was significantly higher than that of the islets-alone group (n = 5). *p < 0.05, **p < 0.01. (C) The islet survival rates of 
both the islets-with-fibroblasts and islets-on-fibroblast-sheet groups were significantly higher than that of the islets-alone group at 3 
and 7 days after the cultivation. *p < 0.05, **p < 0.01, ***p < 0.001; n = 6 for each group.
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Figure 4. The insulin secretion test results and the cytokine secretion values. (A) The secretion of insulin stimulated by each concen-
tration of glucose solution in the islets-on-fibroblast-sheet group was significantly higher than that in the islets-alone group. *p < 0.05, 
**p < 0.01; n = 6. (B) The stimulation index of the islets-on-fibroblast-sheet group was significantly higher than those of the islets-
with-fibroblasts and islets-alone groups. *p < 0.05. (C) The amount of TGF-b1 secreted in the islets-with-fibroblasts group was signifi-
cantly higher than that of the islets-alone group. **p < 0.01. The islets-on-fibroblast sheet group exhibited higher TGF-b1 secretions 
(but not significantly) compared to the islets-alone group; n = 5. (D) The amounts of IL-6 secreted by the islets-with-fibroblasts and 
islets-on-fibroblast-sheet groups were significantly higher than that of the islets-alone group. **p < 0.01, ****p < 0.0001; n = 8. NS, 
not significant.
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Ultrastructure of the Islets Embedded 
on the Fibroblast Sheet

We used SEM and TEM to investigate the morphol-
ogy of human islets cultured on the fibroblast sheets. The 
SEM revealed that the islets embedded on a fibroblast 

sheet were in round or oval shape, maintaining their 
three-dimensional (3D) structure (Fig. 5C, D). ECM 
was observed on the inferior surface of the fibroblast 
sheets (Fig. 5E, F). We used TEM to observe the cell-
to-cell connections, and we found that the cell-to-cell 

Figure 5. The elevated expression of FN in the fibroblast sheet and the preserved 3D structure of islets on the fibroblast sheet. (A) The 
Western blot analysis showed that the expression of FN in the fibroblast sheets was stronger than that in the fibroblasts. (B) The expres-
sion of FN in the fibroblast sheets was significantly higher than that in the fibroblasts. *p < 0.05; n = 4. (C, D) SEM demonstrated that 
the islets-on-fibroblast-sheets maintained a 3D structure. Scale bars: 200 μm (C), 100 μm (D). (E, F) The ECM was observed as a 
fibrous structure on the inferior side of the fibroblast sheets. Scale bars: 30 μm (E), 20 μm (F).
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connections within the islets were maintained via tight 
junctions (Fig. 6A, B). Each fibroblast cell adhered via 
a tight junction, a gap junction, a desmosome, and an 
ECM (Fig. 6C, D). The ECM and adherens junctions 
were observed in the boundary between the islets and 
the TIG-118 dermal fibroblast cells (Fig. 6E, F). These 
results suggest that the islets adhered to the fibroblast 
sheets via the ECM and that cell–cell adhesion was 
maintained by adhesion factors.

DISCUSSION
The results of the present study demonstrated that the 

cocultivation of islets with a fibroblast sheet can improve 
islet survival and function in vitro. Dermal fibroblasts 
could be an optimal cell source of cytokines, and dermal 
fibroblast sheets may have a protective effect on human 
islets as a 2D substrate with abundant ECM proteins.

Previous studies demonstrated that coculture with MSCs 
improved islet survival and function via cytoprotective 

Figure 6. TEM of cocultured fibroblast sheets with human islets. (A, B) The insulin granules were observed in the cytoplasm of 
b cells of the islets. Each b cell connected via a tight junction (white arrowheads). Scale bars: 1 μm (A, B). (C, D) Each fibroblast 
cell connected via a gap junction (black arrowhead), a desmosome (white arrows), and an ECM. Scale bars: 1 μm (C), 2 μm (D). 
(E, F) ECM and adherens junction (black arrows) were observed in the boundary between b cells and fibroblasts. Scale bars: 1 μm 
(E, F). TJ, tight junction; N, nucleus; F, fibroblast; GJ, gap junction; AJ, adherens junction.
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effects by the secretion of several growth factors31–34. In 
the present study, we used dermal human fibroblasts as 
a cell source for the production of cytokines. The main 
reason for this choice of cells was that dermal fibroblasts 
can be easily harvested from the skin, and they expand 
rapidly ex vivo. Fibroblasts are also well known to play 
an important role in wound healing by the secretion of 
several cytokines35. Therefore, similarly to MSCs, fibro-
blasts seem to have protective effects that are condu-
cive to islet survival and function. The present findings 
demonstrated elevated secretions of TGF-b and IL-6 in 
islets cocultured with fibroblasts. The role of TGF-b in 
the production of ECM has been revealed, and TGF-b1 
gene therapy has been shown to have a protective effect 
on islet survival36–38.

IL-6 is one of the cytokines involved in inflammation, 
not only in the immune system but also in the nonimmune 
events in many types of tissue39. The serum IL-6 levels of 
individuals with DM are known to be elevated, contribut-
ing to their insulin resistance40. However, it was reported 
that IL-6 enhances insulin secretion by promoting gluca-
gon-like peptide-1 (GLP-1) secretion41. Moreover, IL-6 
secreted by MSCs has been known to be elevated when 
they are cocultured with damaged cells, and IL-6 is con-
sidered to have an antiapoptotic effect on islets31,42. Our 
present findings that coculture with fibroblasts improved 
islet viability and increased the insulin secretion by the 
secretion of cytokines are thus consistent with these pre-
vious studies, and these protective effects of fibroblasts 
may resemble those of MSCs.

In the field of cell transplantation, cell sheets created 
by tissue engineering have been developed in clinical 
research43,44. Compared to cell injection methods, cell 
sheets are known to demonstrate a higher degree of cell 
viability and engraftment at subcutaneous sites by vas-
cularization via the secretion of angiogenic factors45. 
It was revealed in prior studies that islet sheets can be 
fabricated on a temperature-responsive dish using tissue-
engineering techniques and that islet sheets transplanted 
into a subcutaneous site could survive and improve blood 
glucose levels33,46.

A temperature-responsive dish is coated with poly 
(N-isopropyl acrylamide), which can change from hydro-
phobic to hydrophilic at temperatures under 32°C. Cells 
cultured on such a dish can thus be harvested as a cell sheet 
without tripsinization and then maintain cell-to-cell junc-
tions, preserving abundant ECM proteins that enhance 
the attachment of the cells to a subcutaneous site. The 
loss of native ECM proteins induced by enzymatic diges-
tion during islet isolation has been shown to contribute to 
graft dysfunction47, and it was reported that the viability 
and function of islets were improved by entrapping islets 
using ECM proteins48,49.

In the present study, the elevated expression of FN in 
the fibroblast sheets was demonstrated by Western blot-
ting, and the preserved cell-to-cell contact mediated by 
adherens-type junctions within islet cells was confirmed 
by TEM. FN is expressed in a variety of cells and medi-
ates a cellular interaction with ECM proteins29. The main 
function of FN in this setting was to enhance insulin 
secretion, whereas other ECM components such as a col-
lagen contribute to glucose metabolism50. It was reported 
that the cell-to-cell junctions play an important role in 
the maturation of b cells and insulin secretion51. In the 
present study, the islets cocultured with fibroblast sheets 
demonstrated higher viability, survival, and insulin secre-
tion compared to islets cocultured with fibroblasts (not 
in sheets). The preserved ECM proteins and elevated 
expression of FN in fibroblast sheets may account for the 
additional observed benefits in the islets-on-fibroblast-
sheet group.

In earlier studies, 3D scaffolds using biomaterials 
improved the survival and function of islets in vitro52,53. 
It was reported that 3D scaffolds reduced amyloid forma-
tion in human islet cultures54. In the present study, SEM 
revealed that human islets could be cultured while main-
taining a 3D structure on a fibroblast sheet. These results 
suggest that fibroblast sheets could be an alternative sub-
strate to maintain the natural structure of human islets and 
improve islet survival and functions.

In the field of regenerative medicine, islet transplanta-
tion could be an alternative therapeutic strategy to over-
come the shortage of donors. It was reported that MSCs, 
embryonic stem cells (ESCs), and induced pluripotent 
stem cells (iPSCs) could differentiate into insulin-pro-
ducing cells55–57, but the issue of safety regarding the tum-
origenicity or cancer progression induced by those stem 
cells in humans remains controversial58–61. To introduce 
the use of those stem cells as a regenerative medicine 
technique in clinical settings, subcutaneous transplanta-
tion sites may be optimal, because the cells could be easy 
to access when a transplanted graft must be removed. It 
was reported that dermal fibroblasts transplanted into a 
subcutaneous site did not demonstrate overgrowth within 
the ECM even after 60 days posttransplantation24.

In conclusion, fibroblast sheets have beneficial effects 
on the in vitro survival and functioning of human islets 
as a 2D substrate, through not only the secretion of sev-
eral cytokines but also the preservation of the ECM pro-
teins. Although further studies using an in vivo model are 
required, this novel fibroblast sheet method could be a use-
ful strategy in islet transplantation into subcutaneous sites.

ACKNOWLEDGMENTS: We thank Mr. Takashi Suematsu for 
his technical assistance and advice on the ultrastructural analy-
sis using the electron microscope. The authors declare no con-
flicts of interest.



Delivered by Ingenta to: Nagasaki University
IP: 133.45.160.152 On: Mon, 08 May 2017 07:16:20

Article(s) and/or figure(s) cannot be used for resale. Please use proper citation format when citing this article including the DOI,

HUMAN ISLETS WITH FIBROBLAST SHEET 1535

REFERENCES
Shapiro AM, Lakey, JR, Ryan EA, Korbutt GS, Toth E,  1. 
Warnock GL, Kneteman NM, Rajotte RV. Islet transplanta-
tion in seven patients with type I diabetes mellitus using a 
glucocorticoid-free immunosuppressive regimen. N Engl J 
Med. 2000;343:230–8.
Ryan EA, Paty BW, Senior PA, Bigam D, Alfadhli E,  2. 
Kneteman NM, Lakey JR, Shapiro AM. Five-year follow-up 
after clinical islet transplantation. Diabetes 2015;54:2060–9.
Bennet W, Sundberg B, Groth CG, Brendel MD, Brandhorst  3. 
D, Brandhorst H, Bretzel RG, Elgue G, Larsson R, Nilsson 
B, Korsgren O. Incompatibility between human blood 
and isolated islets of Langerhans: a finding with implica-
tions for clinical intraportal islet transplantation? Diabetes 
1999;48:1907–14.
Shapiro AM, Gallant HL, Hao EG, Lakey JR, McCready T,  4. 
Rajotte RV, Yatscoff RW, Kneteman NM. The portal immu-
nosuppressive storm: Relevance to islet transplantation? 
Ther Drug Monit. 2005;27:35–7.
Kawahara T, Kin T, Kashkoush S, Gala-Lopez B, Bigam  5. 
DL, Knetemen NM, Koh A, Senior PA, Shapiro AM. 
Portal vein thrombosis is a potentially preventable com-
plication in clinical islet transplantation. Am J Transplant. 
2011;11:2700–7.
Shapiro AM, Lakely JR, Rajotte RV, Warnock GL, Friedlich  6. 
MS, Jewell LD, Kneteman NM. Portal vein thrombosis 
after transplantation of partially purified pancreatic islets 
in a combined human liver/islet allograft. Transplantation 
1995;59:1060–3.
Bobzein B, Yasunami Y, Majercik M, Lacy PE, Davie JM.  7. 
Intratesticular transplants of islet xenografts (rat to mouse). 
Diabetes 1983;32:213–6.
Cheng Y, Zhang JL, Liu YF, Li TM, Zhao N. Islet transplan- 8. 
tation for diabetic rats through the spleen. Hepatobiliary 
Pancreat Dis Int. 2005;4:203–6.
Fumimoto Y, Matsuyama A, Komoda H, Okura H, Lee  9. 
CM, Nagao A, Nishida T, Ito T, Sawa Y. Creation of a rich 
subcutaneous vascular network with implanted adipose 
tissue-derived stromal cells and adipose tissue enhances 
subcutaneous grafting of islets in diabetic mice. Tissue Eng 
Part C Methods 2009;15:437–44.
Juang JH, Bonner-Weir S, Ogawa Y, Vacanti JP, Weir GC. 10. 
Outcome of subcutaneous islet transplantation improved by 
polymer device. Transplantation 1996;61:1557–61.
Kin T, Korbutt GS, Rajotte RV. Survival and metabolic 11. 
function of syngeneic rat islet grafts transplanted in the 
omental pouch. Am J Transplant. 2003;3:281–5.
Lau J, Mattsson G, Carlsson C, Nyqvist D, Kohler M, 12. 
Berggren PO, Jansson L, Carlsson PO. Implantation site-
dependent dysfunction of transplanted pancreatic islets. 
Diabetes 2007;56:1544–50.
Leow CK, Gray DW, Morris PJ. The long-term metabolic 13. 
function of intraportal and renal subcapsular islet isografts 
and the effect on glomerular basement membrane thickness 
in rats. Diabetologia 1995;38:1014–24.
Pileggi A, Molano RD, Ricordi C, Zahr E, Collins J, 14. 
Valdes R, Inverardi L. Reversal of diabetes by pancreatic 
islet transplantation into a subcutaneous, neovascularized 
device. Transplantation 2006;81:1318–24.
Posselt AM, Barker CF, Tomaszewski JE, Markmann JF, 15. 
Choti MA, Naji A. Induction of donor-specific unrespon-
siveness by intrathymic islet transplantation. Science 
1990;249:1293–5.

Golocheikine A, Tiriveedhi V, Angaswamy N, Benshoff 16. 
N, Sabarinathan R, Mohanakumar T. Cooperative signal-
ing for angiogenesis and neovascularization by VEGF 
and HGF following islet transplantation. Transplantation 
2010;90:725–31.
Lai Y, Schneider D, Kidszun A, Hauck-Schmalenberger I, 17. 
Breier G, Brandhorst D, Brandhorst H, Iken M, Brendel 
MD, Bretzel RG, Linn T. Vascular endothelial growth fac-
tor increases functional beta-cell mass by improvement 
of angiogenesis of isolated human and murine pancreatic 
islets. Transplantation 2005;79:1530–6.
Pareta R, McQuilling JP, Sittadjody S, Jenkins R, Bowden 18. 
S, Oriando G, Farney AC, Brey EM, Opara EC. Long-term 
function of islets encapsulated in a redesigned alginate 
microcapsule construct in omentum pouches of immune-
competent diabetic rats. Pancreas 2014;43:605–13.
Zhang N, Richter A, Suriawinata J, Harbaran S, Altomonte 19. 
J, Cong L, Zhang H, Song K, Meseck M, Bromberg J, Dong 
H. Elevated vascular endothelial growth factor produc-
tion in islets improves islet graft vascularization. Diabetes 
2004;53:963–70.
Hirabaru M, Kuroki T, Adachi T, Kitasato A, Ono S, 20. 
Tanaka T, Matsushima H, Sakai Y, Soyama A, Hidaka M, 
Yamanouchi K, Takatsuki M, Okano T, Eguchi S. A method 
for performing islet transplantation using tissue-engineered 
sheets of islets and mesenchymal stem cells. Tissue Eng 
Part C Methods 2015;21(12)1205–15.
Canavan HE, Cheng X, Graham DJ, Ratner BD, Castner 21. 
DG. Surface characterization of the extracellular matrix 
remaining after cell detachment from a thermoresponsive 
polymer. Langmuir 2005;21:1949–55.
Shimizu T, Yamato M, Kikuchi A, Okano T. Cell sheet engi-22. 
neering for myocardial tissue reconstruction. Biomaterials 
2003;24:2309–16.
Iyer VR, Eisen MB, Ross DT, Schuler G, Moore T, Lee JC, 23. 
Trent JM, Staudt LM, Hudson J Jr, Boguski MS, Lashkari 
D, Shalon D, Botstein D, Brown PO. The transcriptional 
program in the response of human fibroblasts to serum. 
Science 1999;283:83–7.
Jalili RB, Moeen, Rezakhanlou A, Hosseini-Tabatabaei A, 24. 
Ao Z, Warnock GL, Ghahary A. Fibroblast populated col-
lagen matrix promotes islet survival and reduces the num-
ber of islets required for diabetes reversal. J Cell Physiol 
2011;226:1813–9.
Liu D, Xiao H, Du C, Luo S, Li D, Pan L. The effect of 25. 
fibroblast activation on vascularization in transplanted pan-
creatic islets. J Surg Res. 2013;183:450–6.
Perez-Basterrechea M, Obaya AJ, Meana A, Otero J, Esteban 26. 
MM. Cooperation by fibroblasts and bone marrow-mesen-
chymal stem cells to improve pancreatic rat-to-mouse islet 
xenotransplantation. PLoS One 8:e73526; 2013.
Kin T, Senior P, O’Gorman D, Richer B, Salam A, Shapiro 27. 
AM. Risk factors for islet loss during culture prior to trans-
plantation. Transpl Int. 2008;21:1029–35.
Kin T, O’Gorman D, Schroeder A, Onderka C, Richer B, 28. 
Rosichuk S, Zhai X, Shapiro AM. Human islet distribution 
program for basic research at a single center. Transplant 
Proc. 2011;43:3195–7.
Pankov R, Yamada KM. Fibronectin at a glance. J Cell Sci. 29. 
2002;115:38613.
Matsushima H, Kuroki T, Kitasato A, Adachi T, Tanaka T, 30. 
Hirabaru M, Hirayama T, Kuroshima N, Hidaka M, Soyama 
A, Takatsuki M, Kinoshita N, Sano K, Nishida N, Eguchi S. 



Delivered by Ingenta to: Nagasaki University
IP: 133.45.160.152 On: Mon, 08 May 2017 07:16:20

Article(s) and/or figure(s) cannot be used for resale. Please use proper citation format when citing this article including the DOI,

1536 MATSUSHIMA ET AL.

Sox9 expression in carcinogenesis and its clinical signifi-
cance in intrahepatic cholangiocarcinoma. Dig Liver Dis. 
2015;47:1067–75.
Karaoz E, Genc ZS, Demircan PC, Aksoy A, Duruksu G. 31. 
Protection of rat pancreatic islet function and viability by 
coculture with rat bone marrow-derived mesenchymal stem 
cells. Cell Death Dis. 2010;1:e36.
Scuteri A, Donzelli E, Rodriguez-Menendez V, Ravasi 32. 
M, Monfrini M, Bonandrini B, Figliuzzi M, Remuzzi A, 
Tredici G. A double mechanism for the mesenchymal 
stem cells’ positive effect on pancreatic islets. PLoS One 
2014;9:e84309.
Shimizu H, Ohashi K, Utoh R, Ise K, Gotoh M, Yamato 33. 
M, Okano T. Bioengineering of a functional sheet of islet 
cells for the treatment of diabetes mellitus. Biomaterials 
2009;30:5943–9.
Yeung TY, Seeberger KL, Kin T, Adesida A, Jomha N, 34. 
Shapiro AM, Korbutt GS. Human mesenchymal stem cells 
protect human islets from pro-inflammatory cytokines. 
PLoS One 2012;7:e38189.
Mansbridge JN, Liu K, Pinney RE, Patch R, Ratcliffe A, 35. 
Naughton GK. Growth factors secreted by fibroblasts: 
Role in healing diabetic foot ulcers. Diabetes Obes Metab. 
1999;1:265–79.
Luo X, Yang H, Kim IS, Saint-Hilaire F, Thomas DA, De 36. 
BP, Ozkaynak E, Muthukumar T, Hancock WW, Crystal 
RG, Suthanthiran M. Systemic transforming growth fac-
tor-beta 1 gene therapy induces Foxp3+ regulatory cells, 
restore self-tolerance, and facilitates regeneration of beta 
cell function in overtly diabetic nonobese diabetic mice. 
Transplantation 2005;79:1091–6.
Miralles F, Battelino T, Czernichow P, Scharfmann R. TGF-37. b 
plays a key role in morphogenesis of the pancreatic islets of 
Langerhans by controlling the activity of the matrix metal-
loproteinase MMP-2. J Cell Biol. 1998;143:827–36.
Sabek OM, Fraga DW, Henry J, Gaber LW, Kotb M, Gaber 38. 
AO. Expression of transforming growth factor-beta by 
human islets: Impact on islet viability and function. Cell 
Transplant. 2007;16:775–85.
Kamimura D, Ishihara K, Hirano T. IL-6 signal transduc-39. 
tion and its physiological roles: The signal orchestration 
model. Rev Physiol Biochem Pharmacol. 2003;149:1–38.
Spranger J, Kroke A, Mohlig M, Hoffmann K, Bergmann 40. 
MM, Ristow M, Boeing H, Pfeiffer AF. Inflammatory 
cytokines and the risk to develop type2 diabetes: Results 
of the prospective population-based European Prospective 
Investigation into Cancer and Nutrition (EPIC)-Potsdam 
Study. Diabetes 2003;52:812–7.
Ellingsgaard H, Hauselmann I, Schuler B, Habib AM, 41. 
Baggio LL, Meier DT, Eppler E, Bouzakri K, Wueest S, 
Muller YD, Hansen AM, Reinecke M, Konrad D, Gassmann 
M, Reimann F, Halban PA, Gromada J, Drucker DJ, Gribble 
FM, Ehses JA, Donath MY. Interleukin-6 enhances insulin 
secretion by increasing glucagon-like peptide-1 secretion 
from L cells and alpha cells. Nat Med. 2011;17:1481–9.
Oh JY, Kim MK, Shin MS, Wee WR, Lee JH. Cytokine 42. 
secretion by human mesenchymal stem cells cocultured with 
damaged corneal epithelial cells. Cytokine 2009;46:100–3.
Miyagawa S, Sawa Y, Sakaida S, Taketani S, Kondoh H, 43. 
Memon IA, Imanishi, Y, Shimizu T, Okano T, Matsuda H. 
Tissue cardiomyoplasty using bioengineered contractile 
cardiomyocyte sheets to repair damaged myocardium: Their 
integration with recipient myocardium. Transplantation 
2005;80:1586–95.

Nishida K, Yamato M, Hayashida Y, Watanabe K, 44. 
Yamamoto K, Adachi E, Nagai S, Kikuchi A, Maeda N, 
Watanabe H, Okano T, Tano Y. Corneal reconstruction 
with tissue-engineered cell sheets composed of autolo-
gous oral mucosal epithelium. N Engl J Med. 2004;351: 
1187–96.
Takeuchi R, Kuruma Y, Sekine H, Dobashi I, Yamato M, 45. 
Umezu M, Shimizu T, Okano T. In vivo vascularization of 
cell sheets provided better long-term tissue survival than 
injection of cell suspension. J Tissue Eng Regen Med. 2014 
Jan 28 [Epub].
Saito T, Ohashi K, Utoh R, Shimizu H, Ise K, Suzuki H, 46. 
Yamato M, Okano T, Gotoh M. Reversal of diabetes by the 
creation of neo-islet tissues into a subcutaneous site using 
islet cell sheet. Transplantation 2011;92:1231–6.
Rosenberg L, Wang R, Paraskevas S, Maysinger D. 47. 
Structural and functional changes resulting from islet isola-
tion lead to islet cell death. Surgery 1999;126:393–8.
Davis NE, Beenken-Rothkopf LN, Miroian A, Kojic N, 48. 
Kaplan DL, Barron AE, Fontaine MJ. Enhanced function 
of pancreatic islets co-encapsulated with ECM proteins and 
mesenchymal stromal cells in a silk hydrogel. Biomaterials 
2012;33:6691–7.
Nagata N, Gu Y, Hori H, Balamurugan AN, Touma M, 49. 
Kawakami Y, Wang W, Baba TT, Sakata A, Nozawa M, 
Tabata Y, Inoue K. Evaluation of insulin secretion of 
isolated rat islets cultured in extracellular matrix. Cell 
Transplant. 2001;10:447–51.
Daoud J, Petropavlovskaia M, Rosenberg L, Tabrizian 50. 
M. The effect of extracellular matrix components on the 
preservation of human islet function in vitro. Biomaterials 
2010;31:1676–82.
Santos-Silva JC, Carvalho CP, de Oliveira RB, Boschero 51. 
AC, Collares-Buzato CB. Cell-to-cell contact depen-
dence and junctional protein content are correlated with 
in vivo maturation of pancreatic beta cells. Can J Physiol 
Pharmacol. 2012;90:837–50.
Daoud JT, Petropavlovskaia MS, Patapas JM, Degrandpre 52. 
CE, Diraddo RW, Rosenberg L, Tabrizian M. Long-term 
in vitro human pancreatic islet culture using three-dimen-
sional microfabricated scaffolds. Biomaterials 2011;32: 
1536–42.
Zhao M, Song C, Zhang W, Hou Y, Huang R, Song Y, Xie 53. 
W, Shi Y, Song C. The three-dimensional nanofiber scaf-
fold culture condition improves viability and function of 
islets. J Biomed Mater Res A 2010;94:667–72.
Zhang Y, Jalili RB, Warnock GL, Ao Z, Marzban L, 54. 
Ghahary A. Three-dimensional scaffolds reduce islet amy-
loid formation and enhance survival and function of cul-
tured human islets. Am J Pathol. 2012;181:1296–1305.
Allahverdi A, Abroun S, Jafarian A, Soleimani M, 55. 
Taghikhani M, Eskandari F. Differentiation of human mes-
enchymal stem cells into insulin producing cells by using a 
lentiviral vector carrying PDX1. Cell J. 2015;17:231–42.
Hua XF, Wang YW, Tang YX, Yu SQ, Jin SH, Meng XM, 56. 
Li HF, Liu FJ, Sun Q, Wang HY, Li JY. Pancreatic insulin-
producing cells differentiated from human embryonic stem 
cells correct hyperglycemia in SCID/NOD mice, an animal 
model of diabetes. PLos One 2014;10:e102198.
Thatava T, Kudva YC, Edukulla R, Squillance K, De Lamo 57. 
JG, Khan YK, Sakuma T, Ohmine S, Terzic A, Ikeda Y. 
Intrapatient variations in type 1 diabetes-specific iPS cell 
differentiation into insulin-producing cells. Mol Ther. 
2013;21:228–39.



Delivered by Ingenta to: Nagasaki University
IP: 133.45.160.152 On: Mon, 08 May 2017 07:16:20

Article(s) and/or figure(s) cannot be used for resale. Please use proper citation format when citing this article including the DOI,

HUMAN ISLETS WITH FIBROBLAST SHEET 1537

Fujimori H, Shikanai M, Teraoka H, Masutani M, Yoshioka 58. 
K. Induction of cancerous stem cells during embryonic stem 
cell differentiation. J Biol Chem. 2012;287:36777–91.
Kamat P, Schweizer R, Kaenel P, Salemi S, Calcagni M, 59. 
Giovanoli P, Gorantla VS, Eberli D, Andres AC, Plock JA. 
Human adipose-derived mesenchymal stromal cells may 
promote breast cancer progression and metastatic spread. 
Plast Reconstr Surg. 2015;136:76–84.

Liu Z, Tang Y, Lu S, Zhou J, Du Z, Duan C, Li Z, Wang 60. 
C. The tumourigenicity of iPS cells and their differentiated 
derivates. J Cell Mol Med. 2013;17:782–91.
Xue Z, Wu X, Chen X, Liu Y, Wang X, Wu K, Nie Y, Fan 61. 
D. Mesenchymal stem cells promote epithelial to mesen-
chymal transition and metastasis in gastric cancer through 
paracrine cues and close physical contact. J Cell Biochem. 
2015;116:618–27.




