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Mitomycin c treatment improves 
pancreatic islet graft longevity 
in intraportal islet transplantation 
by suppressing proinflammatory 
response
Kei Yamane 1, takayuki Anazawa1*, Seiichiro tada1, nanae fujimoto1, Kenta inoguchi1, 
norio emoto1, Kazuyuki nagai1, toshihiko Masui 1, Hideaki okajima2, Kyoichi takaori1, 
Shoichiro Sumi3 & Shinji Uemoto1

the in vitro culture period prior to cell transplantation (i.e. pancreatic islet transplantation) enables 
cell modification and is thus advantageous. However, the islet preconditioning method has not 
been fully explored. Here we present a simple approach for islet preconditioning that uses the 
antibiotic mitomycin c (MMc), which has antitumor activity, to reduce islet immunogenicity and 
prevent proinflammatory events in an intraportal islet transplantation model. Freshly isolated 
mice islets were treated for 30 min with 10 μg/mL MMC or not, cultured for 20 h and transplanted 
into the livers of syngeneic or allogeneic diabetic mouse recipients. in the allogeneic model, MMc 
preconditioning significantly prolonged graft survival without requiring immunosuppressants. In vitro, 
MMC treatment suppressed the expression of proinflammatory cytokines in islet allografts, while 
immunohistochemical studies revealed the suppression of inflammatory cell infiltration into MMC-
treated allografts relative to untreated allografts. Furthermore, MMC preconditioning significantly 
suppressed the mRNA expression of proinflammatory cytokines into the transplant site and induced 
the differentiation of regulatory T cells with the ability to suppress  CD4+ T cell-mediated immune 
responses. in conclusion, islet preconditioning with MMc prolonged graft survival in an intraportal 
islet transplantation model by suppressing proinflammatory events and inducing potentially 
regulatory lymphocytes.

Pancreatic islet transplantation is considered a safe and effective treatment that significantly improves the health-
related quality of life of patients with an impaired awareness of hypoglycaemia who experience severe hypogly-
caemic  events1,2. Still, despite significant progress in the field of clinical islet transplantation, multiple donors 
are needed to achieve insulin  independence3,4. Moreover, the rate of insulin independence declines markedly 
each year after islet  infusion5,6, primarily because islet engraftment and survival are strongly inhibited by fac-
tors such as instant blood-mediated inflammatory reactions (IBMIR)7, early innate immune  responses8 and 
allogeneic  rejection5,9.

Recent improvements in islet transplantation rate have been attributed to refinements in immunosuppres-
sive  therapies6. However, immunosuppressive drugs are associated with several adverse side effects, including 
myelosuppression, infection and  malignancy10. Moreover, these drugs are directly toxic to  islets5,11,12. Therefore, 
a strategy for protecting islet allografts against immune responses in the absence of immunosuppressive drugs 
would constitute an ideal approach to islet transplantation.
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Several centres subject human islets to a culture period before  transplantation13. This period provides an 
opportunity for cell modifications intended to reduce immunogenicity, a process known as preconditioning. The 
greatest advantage of preconditioning is the ability to reduce the dose of the immunosuppressive agent. Hence, 
optimal preconditioning would help the recipients of islet allografts to avoid the adverse effects of immunosup-
pressive drugs. To date, various preconditioning approaches have been reported to improve islet engraftment. 
For example, Lau et al. reported a prolonged engraftment time for rat allografts preconditioned with ultraviolet 
 irradiation14, while Gotoh et al. showed that gamma-irradiation could prolong the survival of islet allografts 
and xenografts in recipient  mice15. Other reports demonstrated that the pre-treatment and subsequent culture 
of donor islets with mitomycin C (MMC), an antibiotic with antitumor activity, significantly prolonged graft 
survival in a mouse model of renal subcapsular islet  transplantation16,17.

The above-described preconditioning methods have been applied only in mouse models of renal subcap-
sular islet transplantation. However, this transplant site is not suitable for preclinical studies of islet infusion 
because of differences in the innate and alloimmune systems; rather, the liver is considered more  appropriate18. 
In clinical settings, islet allografts are transplanted into the liver via the portal vein. Therefore, preclinical islet 
transplantation data should be obtained from mice following intraportal islet transplantation. Furthermore, 
previous studies have not fully elucidated the mechanism by which MMC induces prolonged engraftment. The 
aims of this study are to test our hypothesis that the efficacy of MMC preconditioning, which prolongs islet 
allograft survival in renal subcapsular islet transplantation, can be applied to intraportal islet transplantation as 
well as to elucidate its mechanism.

Results
MMc preconditioning prolongs islet allograft survival after intraportal islet transplanta-
tion. We initially evaluated the graft survival times in the control and MMC groups to assess the effects of 
MMC preconditioning before intraportal islet allotransplantation. All the recipients in both groups achieved 
normoglycaemia within 5 days after transplantation with 600 islets, whereas recipients in the sham-operated 
group maintained a high glucose level > 30  days after the operation. However, all recipient mice in the con-
trol group acutely rejected the islet allografts, whereas MMC preconditioning prolonged islet allograft survival 
(Fig. 1A,B; p < 0.001). The median islet survival durations in the control and MMC groups were 13 and 28 days, 
respectively. Notably, 7 of 14 mice (50%) in the MMC group maintained normoglycaemia > 30 days without any 
immunosuppressive drug administration. An immunofluorescence study of the pancreases of normal mice and 
transplant recipient mice was performed to ensure that euglycemia was due to insulin secreted by the islet grafts 
(Supplementary Fig. S1). The percentage of the total area that was anti-insulin positive was significantly lower in 
the pancreatic tissue isolated from STZ treated mice than in tissue from normal mice; likewise, the islet number 
per unit area of pancreatic tissue was significantly lower in mice treated with STZ than in the normal mice (Sup-
plementary Fig. S2).

Efficacy of MMC preconditioning in a syngeneic model.  To evaluate the ability of MMC precondi-
tioning to suppress early graft loss, a secondary examination was performed to determine whether precondition-
ing improved the engraftment rate in an intraportal syngeneic model. However, a comparison of the engraft-
ments between the control and the MMC groups revealed no significant difference in the number of transplanted 
islet cells (Table 1). Moreover, the days to normoglycemia did not differ significantly between the control and the 
MMC groups. Therefore, this syngeneic model did not confirm the efficacy of MMC preconditioning.

Assessment of the in vivo function of islet allografts. We subjected normal healthy mice (naïve 
mice group) and MMC mice (MMC group) that maintained normoglyacemia 30 days after transplantation to 
an intraperitoneal glucose tolerance test (IPGTT; Fig. 2A,B; n = 3 per group). A blood glucose curve indicated 
good islet function in vivo in the MMC group. Neither the blood glucose curves nor the areas under the curves 
differed significantly between the MMC and the naïve mice groups.

MMC preconditioning changes the inflammatory gene expression of islet allografts.  Next, we 
evaluated whether MMC preconditioning altered the expression of inflammatory genes in the islet allografts. A 
quantitative real-time polymerase chain reaction (qRT-PCR) analysis revealed significantly reduced expression 
of the genes encoding interleukin (IL)-1β, monocyte chemoattractant protein (MCP)-1, IL-6 and tumour necro-
sis factor (TNF)-α in MMC-preconditioned islets, compared with control islets (p < 0.05 for all; Fig. 3).

MMC preconditioning  suppresses  cellular  infiltration  to  allografts  and  inflammation  at  the 
transplant site. At 7  days after transplantation, the transplanted islet allografts in both groups were 
assessed immunohistologically. Severe cellular infiltration, into and surrounding the islet allografts were noted 
in the control group tissues. The majority of infiltrating cells were  CD3+ T cells. Moreover, allograft failure was 
detected, and the insulin-positive area had decreased. Conversely, the MMC-treated allografts contained intact 
insulin-stained cells with minimal inflammatory cell infiltration (Fig. 4A). The  CD4+ and  CD8+ cell counts in 
MMC-treated allografts were significantly higher than those in the nontreated allografts.

After intraportal transplantation, the in vivo inflammatory responses at the transplant site were assessed using 
qRT-PCR. Liver samples were obtained from recipient animals in both groups at 7 days after transplantation 
and compared with liver samples from naïve mice. Notably, the expression of interferon-γ, IL-6, TNF-α, IL-2 
and IL-12 mRNA was increased in the liver tissues from both the control and MMC groups, compared with the 
naïve liver tissues (Fig. 5A). However, expression of the indicated genes was significantly suppressed in livers 
from the MMC group, compared with those from the control group. Additionally, we measured INF-γ levels in 
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Figure 1.  Effect of mitomycin C (MMC) preconditioning on islet allograft engraftment. (A) Blood glucose 
levels of mice that received saline only (sham-operated group, n = 4), nontreated islets (control group, n = 11), or 
MMC preconditioning islets (MMC group, n = 14). (B) Kaplan–Meier survival analysis of the control and MMC 
groups. MMC preconditioning significantly prolonged the islet survival time (p < 0.001).

Table 1.  Results of islet transplantation in a syngeneic model. A comparison of engraftment rates between the 
control and mitomycin C (MMC) groups revealed no significant difference in the number of transplanted islet 
cells.

No. of animals Engraftment Engraftment rate (%) Days to engraftment (days)

250 islets
Control 3 2 66.7 7, 5

MMC (+) 4 3 75.0 13, 9, 6

200 islets
Control 6 4 66.7 10, 13, 7, 8

MMC (+) 5 3 60.0 13, 13, 6, 11

175 islets
Control 6 3 50.0 8, 12, 10

MMC (+) 7 3 42.9 7, 9, 6

150 islets
Control 8 1 12.5 21

MMC (+) 4 1 25.0 25
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the transplanted livers of the control and MMC groups by ELISA. INF-γ levels were significantly lower in the 
livers of the MMC group than in those of the control group (Fig. 5B, n = 4; p < 0.01).

Analysis of  CD3+ t cells at the transplant site. Next, hepatic nonparenchymal cells, including hepatic 
lymphoid cells, were isolated 7 days after transplantation and assessed using flow cytometric analysis to evalu-
ate whether MMC preconditioning affected the types of immune cells that had infiltrated the transplant site. 
Specifically, we focused on  CD3+ T cells and the  CD4+/CD8+ cell ratio at the transplant site. Compared with 
the control livers, the MMC group livers exhibited a significant expansion of the  CD8+ T cell population, which 
then dominated the  CD4+ T cells, with respective CD4/CD8 ratios of 0.77 ± 0.05 and 0.34 ± 0.05, respectively 
(p < 0.001; Fig.  6A,B). A further analysis of the  CD8+ T cells indicated a significant increase in the number 
of  CD8+CD11chigh cells, which are known to suppress CD4 + T cell activity and promote immunosuppression 
in vivo19, in MMC group livers (Fig. 6C). The percentages of  CD8+CD11chigh cells among the total  CD8+ cells 
were 35.7% ± 2.8% in the MMC group livers and 19.3% ± 1.1% in the control group (p < 0.05; Fig. 6D). Con-
versely, few  CD8+CD11chigh cells were detected in the naïve mice livers (Fig. 6E). Moreover, few traditional T 
regulatory cells  (CD4+CD25+Foxp3+ T cells) were observed around the livers of mice in the control and MMC 
groups (data not shown).

Discussion
Our study results demonstrated that MMC preconditioning prolongs the survival of islet allografts in a mouse 
model of intraportal islet transplantation. Surprisingly, half of the recipients that received MMC-preconditioned 
islet allografts maintained normoglycemia > 30 days without additional treatment. Moreover, the in vitro study 
suggested that MMC preconditioning suppressed the release of proinflammatory cytokines from islet allografts 

Figure 2.  Intraperitoneal glucose tolerance test results for normal (naïve group, n = 3) and mitomycin C treated 
mice (MMC group, n = 3) (A). The area under the curve was calculated to compare the glycaemic responses 
between groups (B). No significant difference was identified between the groups.
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and the infiltration of host immune cells into the allografts. In addition, the population of immunosuppres-
sive  CD8+CD11chigh cells was increased following intraportal transplantation with MMC-preconditioned islets. 
Notably, ours is the first report to establish the efficacy and mechanism of MMC preconditioning in the context 
of intraportal islet transplantation.

Previous reports showed that MMC-preconditioned islets had prolonged survival durations in both a mouse-
to-mouse allotransplant  model16 and a rat-to-mouse xenotransplant  model17. Those studies did not administer 
immunosuppressive agents to the recipients, consistent with our present study. However, those studies used a 
renal subcapsular transplant model. A change in the transplant site would expose the islet allografts to different 
immune responses. Our study is thus notable, as it is the first to demonstrate the efficacy of MMC precondition-
ing in an intraportal transplant model. Previously, Mellgren et al. used a 3H-thymidine incorporation assay to 
evaluate and compare islet grafts transplanted into the renal subcapsular, intraportal and intrasplenic spaces and 
demonstrated that the former site best supported the proliferation of grafted islet  cells20. In contrast, Kim et al. 
reported that the subcapsular site was most effective for islet transplantation because it was associated with the 
lowest marginal mass and shortest mean time to reach euglycemia, compared with other sites in the liver, muscle 
and  omentum21. Further, Lacy et al. demonstrated more rapid rejection of rat, hamster and rabbit islet xenografts 
transplanted into the mouse liver via the portal vein, compared with those transplanted into the kidney  capsule22. 
Moreover, the site-dependent activation of innate immune cells may initiate and amplify allospecific adaptive 
immune  responses23, which may account for the differences in cellular immune responses between the kidney 
capsule and the liver. As human islet allografts are transplanted into the liver via the portal vein in clinical set-
tings, preclinical studies are needed to confirm the real-life efficacy of intraportal islet transplantation.

Previous studies have not fully elucidated the mechanism by which MMC prolongs engraftment. At the begin-
ning of this experiment, we presumed that MMC preconditioning was effective both for syngeneic and allogeneic 
islet transplantation. Accordingly, we attempted to demonstrate the effect of MMC precondition on allorejection 
in vivo using syngeneic and allogeneic models. In the latter model, we could establish the prolonged engraftment 
of MMC-preconditioned islet allografts. However, MMC preconditioning did not improve the engraftment rate 
in the syngeneic model (Table 1), suggesting that MMC preconditioning does not have a significant effect on 
non-alloimmune responses (e.g. IBMIR). Therefore, the prolongation of islet allograft was not induced by sup-
pressed non-specific responses but was induced by other mechanisms.

Inflammatory gene expression is upregulated during the islet isolation and culture period, with negative 
effects on the engraftment of islet  allografts24. Sato et al. reported contrasting changes in gene expression between 
MMC-preconditioned islets and those subjected to culture only. Specifically, the expression of genes involved 
in various aspects of cell activation, such as cellular movement, immune cell trafficking and inflammatory 
responses, was downregulated in MMC-conditioned  islets25. Moreover, we demonstrated that MMC precon-
ditioning significantly suppressed the expression of IL-1β, MCP-1, IL-6 and TNF-α in islet allografts. Previous 
reports demonstrated a unique immunomodulatory approach to targeting proinflammatory cytokines such as 
IL-1β26, TNF-α27, MCP-128 and IL-629,30 and their respective receptors, and reported that the blockade of even 
one proinflammatory cytokine could prolong the survival of the transplanted islets. Our data, however, indicated 

Figure 3.  Mitomycin C (MMC) preconditioning suppressed inflammatory gene expression in the allografted 
islets. The islets were subjected to mRNA extraction after a 24-h culture. Notably, MMM preconditioning 
suppressed the expression of interleukin (IL)-1beta, monocyte chemoattractant protein (MCP)-1, IL-6 and 
tumour necrosis factor (TNF)-α mRNA (p < 0.05, n = 4 for all). Hypoxanthine phosphoribosyltransferase 
(HPRT) mRNA was used as an internal control.
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that MMC preconditioning could induce the suppression of multiple cytokines, which was associated with poor 
 outcomes24. This is one of the mechanisms by which MMC preconditioning promotes islet allograft longevity.

T cells play a key role in allograft rejection. Accordingly, several T cell depletion strategies have been attempted 
to prolong graft  survival31,32. IL-12, which is primarily produced by activated macrophages, induces the differ-
entiation of  CD4+ Th1  cells33,34 that secrete Th1-mediated cytokines, such as IL-2 and INF-γ, to promote the 
proliferation of activated T cells. In other words, these cytokines induce hypersensitivity and inflammation and 
trigger  CD8+ T cells to attack the allografts  directly35. In our study, several populations of T cells appeared to be 
suppressed in the MMC-treated livers, which expressed significantly lower levels of IL-2, INF-γ, IL-12, TNF-α 
and IL-6 mRNAs, compared with the control livers. Furthermore, our histologic analysis indicated reduced  CD3+ 
T cell aggregation around the MMC-preconditioned islet allografts, compared with the control allografts. Taken 
together, these results suggest a prolonged engraftment time in the MMC group.

Figure 4.  Immunohistological study of islet allografts harvested from mice in the control and mitomycin 
C (MMC) groups at 7 days after transplantation. Islet allografts in the recipient livers were stained with 
haematoxylin–eosin and antibodies specific for insulin, CD3, CD4 and CD8 (A).  CD4+ and  CD8+ cells 
surrounding and infiltrating the allograft were counted (two sections per animal, 4 animals) and those numbers 
per islet area were compared between the control and MMC groups (p < 0.005 and p < 0.001, respectively, n = 8) 
(B).
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We additionally observed a difference in the ratio of  CD4+/CD8+ cells at the transplant site between the 
control and MMC-preconditioned groups, and an increased number of  CD8+CD11chigh cells among the total 
 CD8+ cell population in liver tissues from the latter group.  CD8+CD11chigh T cells suppress inflammation by 
killing activated  CD4+ T  cells19,36, consistent with our observation of a decreased  CD4+ cell population and 
increased  CD8+CD11chigh cell population at the transplant site in the MMC group. These findings suggest that 
MMC-preconditioned islets induce the differentiation of  CD8+CD11chigh cells and thus suppress allorejection.

MMC is an antibiotic agent with genotoxic effects both in vitro and in vivo37. Saito et al. reported that MMC 
preconditioning significantly increased the rate of islet recovery after culture and significantly reduced central 
damage to the islets during  culture38. Moreover, Saito and colleagues demonstrated the importance of p53 and 
 p21waf1 activation, consistent with several studies that reported the ability of MMC to induce  apoptosis39–41. How-
ever, no previous studies investigated whether MMC preconditioning affected the role of the islet as an insulin-
secreting cell. In this study, our in vivo IPGTT data indicated that the MMC-preconditioned islet allografts 
secreted sufficient amounts of insulin to reduce the blood glucose levels in diabetic mice. In other words, MMC 
preconditioning preserved the islet cells and did not diminish the role of the islet as an insulin-secreting cell.

MMC preconditioning has been used previously to improve the outcomes of various organ and cell transplan-
tation procedures. For example, Goto et al. reported a prolonged hepatic allograft engraftment time following the 
injection of MMC-treated donor splenocytes 7 days before transplantation in the rat  model42. Liu et al. reported 
a prolonged survival time for MMC-preconditioned heart  allografts43, and demonstrated that the co-injection of 
MMC-preconditioned splenocytes and an MMC-preconditioned heart allograft led to a prolonged engraftment 
time, compared with the injection of a preconditioned allograft alone. In those reports, MMC-preconditioned 
donor cells (e.g. splenocytes) were thought to induce donor-specific immune regulation. In our study, the islet 
allografts were preconditioned with MMC in the presence of contaminants, such as lymphocytes, because, in 
clinical setting, isolated islets and contaminants are co-transplanted into the recipient’s liver. Consequently, these 
preconditioned contaminants were co-transplanted with the MMC-preconditioned islet allografts. Possibly, these 
MMC-preconditioned contaminants, especially immune cells, could induce donor-specific tolerance.

As described above, various mechanisms prolong the engraftment of MMC-preconditioned islet allografts. 
Here, we demonstrated that MMC preconditioning could suppress the mRNA expression of proinflammatory 
cytokines from islet allografts, thus protecting them from immune attacks. Moreover, the mRNA expression of 
cytokines promoting the proliferation of activated T cells was suppressed at the sites where MMC-preconditioned 
islets were transplanted. Together with the lymphocyte-mediated induction of a negative inflammatory response, 
this response prolonged the engraftment of islet allografts without requiring immunosuppressive drugs.

Figure 5.  Mitomycin C (MMC) preconditioning inhibited intrahepatic inflammatory responses. (A) Liver 
samples were extracted from recipients 7 days after transplantation and from healthy mice. The expression of 
interferon (INF)-γ, interleukin (IL)-2, IL-12, IL-6 and tumour necrosis factor (TNF)-α mRNA in the recipient 
livers was measured using quantitative RT-PCR (n = 4). (B) INF-γ levels in the transplanted livers (extracted 
7 days after transplantation) of the control and MMC groups were measured by ELISA. INF-γ levels were 
significantly lower in the livers of the MMC group than in those of the control group (n = 4; p < 0.01).
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Figure 6.  Intrahepatic lymphocytes were isolated from transplant recipients in the control and mitomycin C 
(MMC) groups 7 days after transplantation and subjected to flow cytometric analysis. The numbers of  CD4+, 
 CD8+ and  CD11c+ cells were compared between the control and MMC groups (A–D, n = 4). Naïve mouse liver 
tissue was used as a control (E).
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The present study had several limitations. First, although rodent and human islets are similarly sized, the liver 
structure and vasculature exhibit vast interspecies anatomical differences. Therefore, the present results obtained 
with mouse islets are not entirely translatable to islet transplantation in a clinical setting. Previous studies are 
needed to determine whether MMC preconditioning would be similarly effective for the transplantation of 
islets from other animals and humans. Still, our confirmation of the ability of MMC to inhibit the alloimmune 
response in an animal lends support to the clinical use of this preconditioning protocol. Second, the mechanism 
by which MMC-preconditioned islet allografts induces the differentiation of regulatory  CD8+CD11chigh T cells 
has not been fully elucidated. We speculate either that some cytokines secreted from MMC-treated islets induce 
 CD8+CD11chigh cells or that MMC preconditioning directly induces  CD8+CD11chigh T cells from the immuno-
logical cells in islets or contaminants. In some reports, these T cells were reported to act as effectors in immune 
 homeostasis44. A further investigation is needed to evaluate the induction of regulatory cells by MMC precondi-
tioning. Finally, other as-yet undetermined mechanisms may prolong graft survival. Additional studies of MMC 
preconditioning would, therefore, further the clinical application of this procedure in other animals and humans.

In conclusion, MMC preconditioning (i) can prolong the survival of an intraportal islet transplant by inhibit-
ing proinflammatory events and (ii) can promote the infiltration of host immune cells responsible for suppressing 
immune responses to islet grafts. Our findings further suggest that MMC preconditioning might induce the dif-
ferentiation of potentially regulatory lymphocytes. Our findings may contribute to the establishment of a strategy 
for successful clinical islet transplantation with a reduced dose of immunosuppressive agents.

Methods
experimental protocols. We evaluated the efficacy of MMC preconditioning in two models: an intrapor-
tal and syngeneic islet transplantation model, and an allogeneic model. In the former model, B6 mice were used 
as both donors and recipients. In the latter model, BALB/c mice were used as donors, and B6 mice were used 
as recipients. In both models, recipients were divided into two groups: the MMC group, which received MMC-
preconditioned islets, and the control group, which received nontreated islets. A third sham-operated group, in 
which mice received only saline via the portal vein, was used to confirm whether the transplanted islets reduced 
the recipients’ blood sugar levels. The graft survival duration and engraftment rate were compared between the 
two experimental groups. Moreover, recipient livers were harvested from allogeneic model mice at 7 days after 
transplantation and were subjected to a histologic analysis, qRT-PCR and a flow cytometric analysis specific for 
infiltrating lymphoid cells.

pancreatic islet isolation. The pancreatic islet isolation method was conducted as previously  described45. 
Briefly, donor BALB/c and B6 mice were anaesthetised by isoflurane inhalation, and the common bile duct 
was clamped at the entrance to the duodenum. Hanks’ balanced salt solution supplemented with 0.15 mg/mL 
collagenase P (Roche Diagnostics, Indianapolis, IN) was injected into the common bile duct to distend the 
pancreas. Subsequently, the pancreas was excised, incubated at 37 °C for 18 min, washed twice and purified via 
discontinuous density gradient centrifugation (1.110, 1.103, 1.096 and 1.070 g/mL). ET-Kyoto solution (Otsuka 
Pharmaceutical, Tokyo, Japan) and OptiPrep solution (Axis-Shield, Oslo, Norway) were used to produce the 
gradients. Each distinct layer of islets was collected and washed after centrifugation.

induction of diabetes mellitus in the recipient mice. Seven days before transplantation, a single 
intraperitoneal injection of streptozotocin at a dose of 150 mg/kg body weight was administered to B6 mice to 
induce diabetes mellitus. Subsequently, blood samples were collected via the tail vein, and blood glucose levels 
were measured using an Accu-Chek blood glucose monitor (Roche Diagnostics K.K., Tokyo, Japan). Mice with 
two consecutive measured blood glucose concentrations of 450 mg/dL were used as recipients.

MMc preconditioning and islet transplantation. The islets were isolated, hand-selected and divided 
into two groups. MMC (FUJIFILM Wako Pure Chemical Corporation, Osaka, Japan) preconditioned islets were 
incubated in RPMI supplemented with 10 μg/mL MMC for 30 min16,17, while nontreated islets were incubated 
in RPMI alone for the same amount of time. Subsequently, the islets were washed twice and cultured in RPMI 
supplemented with 100 U/mL penicillin, 100 U/mL streptomycin and 10% foetal bovine serum for 20  h at 
37 °C in a humidified atmosphere of 5%  CO2 and 95% air. Next, the islets were transplanted into the recipient 
livers via the portal vein. Recipients in the allogenic model received 600 islets, while recipients in the synge-
neic model received 150, 175, 200 or 250 islet isografts. No recipients received immunosuppressive agents. The 
blood glucose concentrations of all recipient mice were monitored. Normoglycaemia was defined as a blood 
glucose level of < 200 mg/dL for three consecutive days, while specimen rejection was defined as a blood glucose 
level > 350 mg/dL.

intraperitoneal glucose tolerance test. To investigate the functions of transplanted islets, MMC mice 
in the allogeneic model were subjected to an IPGTT at 30 days after islet transplantation. The mice were fasted 
for 16 h before the start of the examination. Thereafter, recipient mice received an intraperitoneal injection of 
normal saline containing 2.0 g/kg body weight of glucose, and the blood glucose levels were measured before 
and at 15, 30, 60, 90 and 120 min after the injection. Using the same method, naive B6 mice were evaluated as 
controls.

qRT-PCR analysis.  Total RNA was extracted from the cultured islets immediately after the 20-h culture 
and from liver samples, using the PureLink RNA Mini Kit (Invitrogen, Tokyo, Japan). Total RNA was reverse 
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transcribed to complementary DNA using the SuperScript VILO cDNA Synthesis Kit (Invitrogen). Next, we 
performed qRT-PCR using gene-specific PCR primers (Supplementary Table S1), PowerUp SYBR Green Mas-
ter Mix and the StepOne Real-Time PCR System (Applied Biosystems, Foster City, CA, USA). Each measure-
ment was performed in triplicate. All gene expression levels were normalised to the internal control (hypoxan-
thine phosphoribosyltransferase). Fold changes in the gene expression levels were calculated using the  2−ΔΔCT 
 method46.

Measurement  of  INF-γ  in  the  transplant  site.  Liver samples from transplanted recipients excised 
7 days after transplantation were manually homogenised in Tissue Protein Extraction Reagent (Thermo Fisher 
Scientific, Waltham, MA, USA) supplemented with protease inhibiter (Halt Protease Inhibitor Cocktail; Thermo 
Scientific). INF-γ was measured in duplicate using a mouse INF-γ ELISA kit (BD Biosciences, San Jose, CA, 
USA).

Histologic study. In both groups, the excised livers containing islet grafts were fixed in 10% formaldehyde, 
embedded in paraffin and stained with haematoxylin–eosin. Immunohistochemical staining was performed as 
previously  reported47. The sections were incubated overnight at 4 ℃ with the following primary antibodies: 
mouse anti-insulin (1:2000 dilution, 66198-1-Ig; Proteintech Japan, Tokyo, Japan), rabbit anti-CD3 (1:100 dilu-
tion, Ab16669; Abcam, Cambridge, UK), rabbit anti-CD4 (1:100 dilution, 25229; Cell Signaling Technology, 
Inc., Danvers, MA, USA) and rabbit anti-CD8 (1:400 dilution, 98941; Cell Signaling Technology). Subsequently, 
the sections were incubated with a biotinylated second antibody diluted to 1:300 in phosphate-buffered saline 
(PBS) for 40 min, followed by washes in PBS (six times, 5 min). Next, an avidin–biotin-peroxidase complex 
(ABC-Elite, Vector Laboratories, Burlingame, CA, USA) at a dilution of 1:100 in bovine serum albumin was 
applied for 50 min. After washing in PBS, 3,3′-diaminobenzidine was used to induce the colorimetric reaction. 
The nuclei were counterstained with haematoxylin.  CD4+ and  CD8+ cells were counted using ImageJ software 
(US National Institutes of Health, Bethesda, MD, USA).

Isolation of hepatic  lymphoid cells and flow cytometric analysis.  Recipient livers were excised, 
minced into small fragments and passed through steel mesh with a gauge of 200 μm. The resulting suspension 
was washed with PBS, and the hepatic lymphoid cells were isolated via discontinuous density gradient centrifu-
gation with Ficoll-Paque PREMIUM solution (GE Healthcare, Little Chalfont, UK). The hepatic lymphoid cells 
were stained with FITC-conjugated anti-CD3 (17A2; Biolegend, San Diego, CA, USA), PE-conjugated anti-CD4 
(RM4-4; Biolegend), APC-conjugated anti-CD8a (53-6.7; Biolegend) and PE-conjugated anti-CD11c (N418; 
Biolegend). Three-color flow cytometric analysis was conducted using a BD Accuri C6 flow cytometer (BD 
Biosciences, San Jose, CA, USA).

Statistical analysis. Quantitative data are expressed as means ± standard deviations. Student’s t test or 
Welch’s t test was used for the statistical analyses, as indicated. Graft survival was compared between the differ-
ent experimental groups using a Kaplan–Meier analysis. A p value < 0.05 was considered to indicate statistical 
significance. All statistical calculations were performed using JMP Pro 14.0 (SAS Institute Inc., Cary, NC, USA).

ethical approval. Male BALB/c (H-2d) and C57BL/6 (B6: H-2b) mice were acquired from Japan SLC, Inc. 
(Shizuoka, Japan). All mice were maintained in a specific pathogen-free environment. The mice were used in 
experiments when they reached 8–10 weeks of age. The protocols in this study conformed to the guidelines of 
The Kyoto University Animal Care Committee and were approved by the animal research committee of Kyoto 
University.

Data availability
The datasets analysed during the current study are available from the corresponding author on reasonable request.

Received: 4 September 2019; Accepted: 6 July 2020

References
 1. Hering, B. J. et al. Phase 3 trial of transplantation of human islets in type 1 diabetes complicated by severe hypoglycemia. Diabetes 

Care 39, 1230–1240. https ://doi.org/10.2337/dc15-1988 (2016).
 2. 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. https ://doi.org/10.2337/dc17-1779 (2018).
 3. 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. https ://doi.org/10.1056/NEJM2 00007 27343 0401 (2000).
 4. Shapiro, A. M. et al. International trial of the Edmonton protocol for islet transplantation. N. Engl. J. Med. 355, 1318–1330. https 

://doi.org/10.1056/NEJMo a0612 67 (2006).
 5. McCall, M. & Shapiro, A. M. Update on islet transplantation. Cold Spring Harb. Perspect. Med. 2, a007823. https ://doi.org/10.1101/

cshpe rspec t.a0078 23 (2012).
 6. Barton, F. B. et al. Improvement in outcomes of clinical islet transplantation: 1999–2010. Diabetes Care 35, 1436–1445. https ://

doi.org/10.2337/dc12-0063 (2012).
 7. 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).

 8. Citro, A., Cantarelli, E. & Piemonti, L. Anti-inflammatory strategies to enhance islet engraftment and survival. Curr. Diabetes Rep. 
13, 733–744. https ://doi.org/10.1007/s1189 2-013-0401-0 (2013).

https://doi.org/10.2337/dc15-1988
https://doi.org/10.2337/dc17-1779
https://doi.org/10.1056/NEJM200007273430401
https://doi.org/10.1056/NEJMoa061267
https://doi.org/10.1056/NEJMoa061267
https://doi.org/10.1101/cshperspect.a007823
https://doi.org/10.1101/cshperspect.a007823
https://doi.org/10.2337/dc12-0063
https://doi.org/10.2337/dc12-0063
https://doi.org/10.1007/s11892-013-0401-0


11

Vol.:(0123456789)

Scientific RepoRtS |        (2020) 10:12086  | https://doi.org/10.1038/s41598-020-69009-8

www.nature.com/scientificreports/

 9. de Kort, H., de Koning, E. J., Rabelink, T. J., Bruijn, J. A. & Bajema, I. M. Islet transplantation in type 1 diabetes. BMJ 342, d217. 
https ://doi.org/10.1136/bmj.d217 (2011).

 10. Mihalov, M. L., Gattuso, P., Abraham, K., Holmes, E. W. & Reddy, V. Incidence of post-transplant malignancy among 674 solid-
organ-transplant recipients at a single center. Clin. Transplant 10, 248–255 (1996).

 11. Zhang, N. et al. Sirolimus is associated with reduced islet engraftment and impaired beta-cell function. Diabetes 55, 2429–2436. 
https ://doi.org/10.2337/db06-0173 (2006).

 12. Nishimura, R. et al. Tacrolimus inhibits the revascularization of isolated pancreatic islets. PLoS ONE 8, e56799. https ://doi.
org/10.1371/journ al.pone.00567 99 (2013).

 13. Noguchi, H. et al. Islet culture/preservation before islet transplantation. Cell Med. 8, 25–29. https ://doi.org/10.3727/21551 7915X 
68904 7 (2015).

 14. Lau, H., Reemtsma, K. & Hardy, M. A. Prolongation of rat islet allograft survival by direct ultraviolet irradiation of the graft. Science 
223, 607–609 (1984).

 15. Gotoh, M. et al. Gamma-irradiation as a tool to reduce immunogenicity of islet allo- and xenografts. Horm. Metab. Res. Suppl. 25, 
89–96 (1990).

 16. Matsuyama, S. et al. Permanent acceptance of mitomycin C-treated islet allograft. Transplantation 76, 65–71. https ://doi.
org/10.1097/01.TP.00000 69232 .48055 .03 (2003).

 17. Gunji, T. et al. Mitomycin-C treatment followed by culture produces long-term survival of islet xenografts in a rat-to mouse model. 
Cell Transplant 17, 619–629 (2008).

 18. Cantarelli, E. et al. Murine animal models for preclinical islet transplantation: No model fits all (research purposes). Islets 5, 79–86. 
https ://doi.org/10.4161/isl.24698  (2013).

 19. Vinay, D. S., Kim, C. H., Choi, B. K. & Kwon, B. S. Origins and functional basis of regulatory CD11c+CD8+ T cells. Eur. J. Immunol. 
39, 1552–1563. https ://doi.org/10.1002/eji.20083 9057 (2009).

 20. Mellgren, A., Schnell Landstrom, A. H., Petersson, B. & Andersson, A. The renal subcapsular site offers better growth conditions 
for transplanted mouse pancreatic islet cells than the liver or spleen. Diabetologia 29, 670–672 (1986).

 21. Kim, H. I., Yu, J. E., Park, C. G. & Kim, S. J. Comparison of four pancreatic islet implantation sites. J. Korean Med. Sci. 25, 203–210. 
https ://doi.org/10.3346/jkms.2010.25.2.203 (2010).

 22. Lacy, P. E., Ricordi, C. & Finke, E. H. Effect of transplantation site and alpha L3T4 treatment on survival of rat, hamster, and rabbit 
islet xenografts in mice. Transplantation 47, 761–766 (1989).

 23. Wood, K. J. & Goto, R. Mechanisms of rejection: Current perspectives. Transplantation 93, 1–10. https ://doi.org/10.1097/TP.0b013 
e3182 3cab4 4 (2012).

 24. Negi, S. et al. Analysis of beta-cell gene expression reveals inflammatory signaling and evidence of dedifferentiation following 
human islet isolation and culture. PLoS ONE 7, e30415. https ://doi.org/10.1371/journ al.pone.00304 15 (2012).

 25. Sato, N. et al. Ex vivo pretreatment of islets with mitomycin c: Reduction in immunogenic potential of islets by suppressing secre-
tion of multiple chemotactic factors. Cell Transplant 26, 1392–1404. https ://doi.org/10.1177/09636 89717 72123 3 (2017).

 26. Sahraoui, A. et al. Anakinra and tocilizumab enhance survival and function of human islets during culture: Implications for clinical 
islet transplantation. Cell Transplant 23, 1199–1211. https ://doi.org/10.3727/09636 8913X 66752 9 (2014).

 27. Angaswamy, N., Fukami, N., Tiriveedhi, V., Cianciolo, G. J. & Mohanakumar, T. LMP-420, a small molecular inhibitor of TNF-
alpha, prolongs islet allograft survival by induction of suppressor of cytokine signaling-1: Synergistic effect with cyclosporin-A. 
Cell Transplant 21, 1285–1296. https ://doi.org/10.3727/09636 8911X 63737 1 (2012).

 28. Lee, I. et al. Blocking the monocyte chemoattractant protein-1/CCR2 chemokine pathway induces permanent survival of islet 
allografts through a programmed death-1 ligand-1-dependent mechanism. J. Immunol. 171, 6929–6935 (2003).

 29. Min, B. H. et al. Delayed revascularization of islets after transplantation by IL-6 blockade in pig to non-human primate islet 
xenotransplantation model. Xenotransplantation https ://doi.org/10.1111/xen.12374  (2018).

 30. Merani, S., Truong, W. W., Hancock, W., Anderson, C. C. & Shapiro, A. M. J. Chemokines and their receptors in islet allograft 
rejection and as targets for tolerance induction. Cell Transplant 15, 295–309. https ://doi.org/10.3727/00000 00067 83981 963 (2006).

 31. Sayegh, M. H. & Turka, L. A. The role of T-cell costimulatory activation pathways in transplant rejection. N. Engl. J. Med. 338, 
1813–1821. https ://doi.org/10.1056/NEJM1 99806 18338 2506 (1998).

 32. Yoshida, T. et al. The impact of c-fos/activator protein-1 inhibition on allogeneic pancreatic islet transplantation. Am. J. Transplant 
15, 2565–2575. https ://doi.org/10.1111/ajt.13338  (2015).

 33. Afonso, L. C. et al. The adjuvant effect of interleukin-12 in a vaccine against Leishmania major. Science 263, 235–237 (1994).
 34. Hsieh, C. S. et al. Development of TH1 CD4+ T cells through IL-12 produced by Listeria-induced macrophages. Science 260, 

547–549 (1993).
 35. Ito, T. et al. Analysis of the role of negative T cell costimulatory pathways in CD4 and CD8 T cell-mediated alloimmune responses 

in vivo. J. Immunol. 174, 6648–6656 (2005).
 36. Chen, Z. et al. CD11c(high)CD8+ regulatory T cell feedback inhibits CD4 T cell immune response via Fas ligand-Fas pathway. J. 

Immunol. 190, 6145–6154. https ://doi.org/10.4049/jimmu nol.13000 60 (2013).
 37. Pawar, A. A. et al. Modulation of mitomycin C-induced genotoxicity by acetyl- and thio-analogues of salicylic acid. In Vivo 23, 

303–307 (2009).
 38. Saito, T. et al. Mitomycin C treatment significantly reduces central damage of islets in culture. Pancreas 41, 245–252. https ://doi.

org/10.1097/MPA.0b013 e3182 2461c 7 (2012).
 39. Pirnia, F., Schneider, E., Betticher, D. C. & Borner, M. M. Mitomycin C induces apoptosis and caspase-8 and -9 processing through 

a caspase-3 and Fas-independent pathway. Cell Death Differ. 9, 905–914. https ://doi.org/10.1038/sj.cdd.44010 62 (2002).
 40. Park, I. C. et al. Mitomycin C induces apoptosis in a caspases-dependent and Fas/CD95-independent manner in human gastric 

adenocarcinoma cells. Cancer Lett. 158, 125–132 (2000).
 41. Wu, K. Y., Wang, H. Z. & Hong, S. J. Mechanism of mitomycin-induced apoptosis in cultured corneal endothelial cells. Mol. Vis. 

14, 1705–1712 (2008).
 42. Goto, M. et al. Suppression of hepatic allograft rejection in the rat by mitomycin C-treated donor splenocytes: In situ splenic dis-

tribution of donor class I major histocompatibility complex antigen-positive cells in the recipient. J. Surg. Res. 60, 216–223. https 
://doi.org/10.1006/jsre.1996.0034 (1996).

 43. Liu, L. et al. Pretreatment of transfused donor splenocytes and allografts with mitomycin C attenuates acute rejection in heart 
transplantation in mice. Transplant Proc. 46, 1169–1174. https ://doi.org/10.1016/j.trans proce ed.2013.11.052 (2014).

 44. Vinay, D. S., Cha, K. & Kwon, B. S. Dual immunoregulatory pathways of 4–1BB signaling. J. Mol. Med. (Berl.) 84, 726–736. https 
://doi.org/10.1007/s0010 9-006-0072-2 (2006).

 45. Ohmura, Y. et al. Combined transplantation of pancreatic islets and adipose tissue-derived stem cells enhances the survival and 
insulin function of islet grafts in diabetic mice. Transplantation 90, 1366–1373. https ://doi.org/10.1097/TP.0b013 e3181 ffba3 1 
(2010).

 46. Livak, K. J. & Schmittgen, T. D. Analysis of relative gene expression data using real-time quantitative PCR and the 2(-Delta Delta 
C(T)) method. Methods 25, 402–408. https ://doi.org/10.1006/meth.2001.1262 (2001).

 47. Toda, Y. et al. Application of tyramide signal amplification system to immunohistochemistry: A potent method to localize antigens 
that are not detectable by ordinary method. Pathol. Int. 49, 479–483 (1999).

https://doi.org/10.1136/bmj.d217
https://doi.org/10.2337/db06-0173
https://doi.org/10.1371/journal.pone.0056799
https://doi.org/10.1371/journal.pone.0056799
https://doi.org/10.3727/215517915X689047
https://doi.org/10.3727/215517915X689047
https://doi.org/10.1097/01.TP.0000069232.48055.03
https://doi.org/10.1097/01.TP.0000069232.48055.03
https://doi.org/10.4161/isl.24698
https://doi.org/10.1002/eji.200839057
https://doi.org/10.3346/jkms.2010.25.2.203
https://doi.org/10.1097/TP.0b013e31823cab44
https://doi.org/10.1097/TP.0b013e31823cab44
https://doi.org/10.1371/journal.pone.0030415
https://doi.org/10.1177/0963689717721233
https://doi.org/10.3727/096368913X667529
https://doi.org/10.3727/096368911X637371
https://doi.org/10.1111/xen.12374
https://doi.org/10.3727/000000006783981963
https://doi.org/10.1056/NEJM199806183382506
https://doi.org/10.1111/ajt.13338
https://doi.org/10.4049/jimmunol.1300060
https://doi.org/10.1097/MPA.0b013e31822461c7
https://doi.org/10.1097/MPA.0b013e31822461c7
https://doi.org/10.1038/sj.cdd.4401062
https://doi.org/10.1006/jsre.1996.0034
https://doi.org/10.1006/jsre.1996.0034
https://doi.org/10.1016/j.transproceed.2013.11.052
https://doi.org/10.1007/s00109-006-0072-2
https://doi.org/10.1007/s00109-006-0072-2
https://doi.org/10.1097/TP.0b013e3181ffba31
https://doi.org/10.1006/meth.2001.1262


12

Vol:.(1234567890)

Scientific RepoRtS |        (2020) 10:12086  | https://doi.org/10.1038/s41598-020-69009-8

www.nature.com/scientificreports/

Acknowledgements
The authors thank the Centre for Anatomical, Pathological and Forensic Medical Research, Kyoto University 
Graduate School of Medicine, for preparing the slides for microscopic analysis. This work was supported by a 
grant from the Japan Society for the Promotion of Science (Grant Number: 18K08593). The authors thank Enago 
(www.enago .jp) for the English language review.

Author contributions
T.A. and K.Y. designed the study, analysed the data and prepared the manuscript. K.Y. performed the experi-
ments. S.T., N.F, K.I., N.E, K.N., T.M, H.O and K.T provided technical support and discussion. S.U. and S.S. 
supervised the project.

competing interests 
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https ://doi.org/10.1038/s4159 8-020-69009 -8.

Correspondence and requests for materials should be addressed to T.A.

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 license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license 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 license, visit http://creat iveco mmons .org/licen ses/by/4.0/.

© The Author(s) 2020

http://www.enago.jp
https://doi.org/10.1038/s41598-020-69009-8
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Mitomycin C treatment improves pancreatic islet graft longevity in intraportal islet transplantation by suppressing proinflammatory response
	Anchor 2
	Anchor 3
	Results
	MMC preconditioning prolongs islet allograft survival after intraportal islet transplantation. 
	Efficacy of MMC preconditioning in a syngeneic model. 
	Assessment of the in vivo function of islet allografts. 
	MMC preconditioning changes the inflammatory gene expression of islet allografts. 
	MMC preconditioning suppresses cellular infiltration to allografts and inflammation at the transplant site. 
	Analysis of CD3+ T cells at the transplant site. 

	Discussion
	Methods
	Experimental protocols. 
	Pancreatic islet isolation. 
	Induction of diabetes mellitus in the recipient mice. 
	MMC preconditioning and islet transplantation. 
	Intraperitoneal glucose tolerance test. 
	qRT-PCR analysis. 
	Measurement of INF-γ in the transplant site. 
	Histologic study. 
	Isolation of hepatic lymphoid cells and flow cytometric analysis. 
	Statistical analysis. 
	Ethical approval. 

	References
	Acknowledgements


