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Direct differentiation of bone 
marrow mononucleated cells 
into insulin producing cells 
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components
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Transplantation of stem cell-derived insulin producing cells (IPCs) has been proposed as an alternative 
to islet transplantation for the treatment of diabetes mellitus. However, current IPC differentiation 
protocols are focused on generating functional cells from the pluripotent stem cells and tend to 
rely on multistep, long-term exposure to various exogenous factors. In this study, we addressed 
the observation that under stress, pancreatic β-cells release essential components that direct the 
differentiation of the bone marrow nucleated cells (BMNCs) into IPCs. Without any supplementation 
with known differentiation-inducing factors, IPCs can be generated from BMNCs by in vitro priming 
for 6 days with conditioned media (CM) from the β-cells. In vitro primed BMNCs expressed the β-cell-
specific transcription factors, as well as insulin, and improved hyperglycemia and glucose intolerance 
after transplantation into the streptozotocin-induced diabetic mice. Furthermore, we have found that 
components of the CM which trigger the differentiation were enclosed by or integrated into micro 
particles (MPs), rather than being secreted as soluble factors. Identification of these differentiation-
directing factors might enable us to develop novel technologies required for the production of clinically 
applicable IPCs.

Diabetes mellitus (DM) is characterized by chronic hyperglycemia resulting from the defects in insulin secretion, 
insulin action, or both. Type 1 DM results from autoimmune destruction of the β-cells in the pancreatic islets1,2, 
whereas more common type 2 DM results from insulin resistance in the peripheral tissues and subsequent β-cell 
dysfunction3–5. Although islet transplantation can achieve better glycemic control than insulin therapy6,7, many 
complicated issues including shortage of islet donors and necessity of immune suppression, have hampered this 
treatment’s widespread use.

During the last several decades, extensive research has been focused on the treatment of type 1 DM based on 
the generation of the surrogate insulin producing cells (IPCs) from the stem cells. Many research groups have 
developed stepwise differentiation protocols that mimic the developmental paradigms to differentiate the pluripo-
tent stem cells (PSC) into the IPC progenitors that are capable of maturation in vivo8–13. However, IPC-generating 
protocols involve multistep exposure to exogenous soluble factors and/or small molecules for extended periods 
of time. Moreover, PSC-derived IPCs are not free from tumorigenesis after transplantation14. For these reasons, 

1Biomedical Research Institute, Seoul National University Hospital, Seoul, 03080, Republic of Korea. 2Department 
of Molecular Medicine and Biopharmaceutical Sciences, Graduate School of Convergence Science and Technology, 
Seoul National University, Seoul, 03080, Republic of Korea. 3Department of Biomedical Sciences, Seoul National 
University College of Medicine, Seoul, 03080, Republic of Korea. 4Department of Internal Medicine, Seoul National 
University College of Medicine, Seoul, 03080, Republic of Korea. 5Department of Life Sciences, Pohang University 
of Science and Technology, Pohang, Gyeongbuk, 37673, Republic of Korea. 6Veterans Medical Research Institute, 
Veterans Health Service Medical Center, Seoul, 05368, Republic of Korea. Correspondence and requests for materials 
should be addressed to H.L. (email: ehakmo@gmail.com) or K.S.P. (email: kspark@snu.ac.kr)

Received: 20 June 2018

Accepted: 4 March 2019

Published: xx xx xxxx

OPEN

https://doi.org/10.1038/s41598-019-41823-9
http://orcid.org/0000-0003-3366-2345
http://orcid.org/0000-0003-3597-342X
mailto:ehakmo@gmail.com
mailto:kspark@snu.ac.kr


2Scientific RepoRts |          (2019) 9:5343  | https://doi.org/10.1038/s41598-019-41823-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

Figure 1. BMNCs differentiate into IPCs in vivo. (A) Outline of the experimental procedure to test the 
contribution of BMNCs in the generation of IPCs in STZ-induced diabetic mice. (B) Immunofluorescent 
staining of pancreatic tissues harvested from chimeric C57BL/6 mice bearing BMNCs from MIP-Luc/
GFP mice. Each vertical panel show representative staining of the pancreas harvested from control (−STZ) 
and STZ- treated mice (24, 34 and 48 days after STZ injection, +STZ). GFP-expressing cells are present 
in some islets and almost all of the GFP expressing cells are stained for insulin (yellow, upper right) and 
PDX-1 (lower right). There are no GFP expressing cells in the islets of normal chimeric mice. Magnification 
400×. Immunofluorescent staining for DAPI (blue) and GFP (green) with insulin (red) or PDX-1 (red) in 
pancreatic tissues. Additional single color images are provided in Supplementary Fig. S1A. (C) Representative 
immunofluorescent staining of small intestinal tissues in control (vehicle treated, −STZ) or diabetic-MIP-Luc/
GFP mice (STZ treated, +STZ) on day 18. Note the appearance of insulin and GFP double positive cells in the 
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adult stem cells might be the preferred cell source for IPCs. Innovative differentiation technologies, which can 
effectively, efficiently, and reproducibly direct cell fate change, must be developed for clinical application in the 
diabetic cell therapy.

Extracellular vesicles (EVs) are generally referred to as exosomes, microvesicles, or microparticles (MPs), and 
have been implicated in numerous aspects of intercellular communication15–19. Recently, the pathophysiological 
roles of EVs are beginning to be recognized20–23. Moreover, it is worth noting that the EV-mediated transfer of the 
cellular components shed from the damaged tissues can reprogram the stem cells to acquire phenotypic features 
of the injured tissue cells24–26.

In this study, we report that bone marrow nucleated cells (BMNCs) can be differentiated into IPCs that can 
improve hyperglycemia in the streptozotocin (STZ)-induced diabetic mice after systemic infusion. In vitro prim-
ing with conditioned media (CM) prepared from the culture supernatants of the syngeneic or xenogeneic β-cells 
under stress conditions can direct the BMNCs to express the β-cell-specific proteins, including insulin, C-peptide, 
PDX-1, MafA, and Nkx6.1, within 6 days. Moreover, ex vivo primed BMNCs improved hyperglycemia and glu-
cose intolerance after systemic infusion in the diabetic mice. We also found that IPC differentiation was spe-
cifically mediated by the MPs shed from the β-cells maintained under stress conditions because priming with 
MP-depleted CM did not induce IPC generation. These results suggest that identification of the MP-associated 
differentiation-directing factors might enable us to establish novel technologies for the production of IPCs.

Results
In vivo differentiation of BMNCs into IPCs. It has been previously reported that BMNCs significantly 
contribute to adult β-cell renewal in mice27–31, but other reports have contradicted these findings32,33. Initially, 
we tested whether BMNCs can differentiate into IPCs. We generated chimeric C57BL/6 mice harboring BMNCs 
from the insulin promoter luciferase/GFP transgenic (MIP-Luc/GFP) mice and then treated the mice with strep-
tozotocin (STZ) to destroy the β-cells, while control mice were treated with the same volume of vehicle (Fig. 1A). 
We then analyzed pancreatic sections by immunofluorescence staining with antibodies against GFP, insulin, and 
PDX-1 at different time points. It should be noted that the GFP-expressing cells began to appear approximately 24 
days after STZ treatment, and the number of the GFP-positive cells increased up to 48 days after STZ treatment 
(Figs 1B; S1A; Table S1). These results implied that the GFP and insulin double positive cells were differentiated 
from BMNCs that were mobilized from the bone marrow. We also detected the GFP and insulin double positive 
cells in the small intestine on day 18 in MIP-Luc/GFP mice treated with STZ (Figs 1C; S1B), consistent with 
an increase in the luciferase signal in the intestine of these mice (Fig. S1C). These phenomena are similar to 
previous reports that have demonstrated heterotopic neogenesis of IPCs in diabetic animal models, such as STZ-
treated mice34–36. We hypothesized that damaged β-cells might shed some factors that direct the differentiation 
of BMNCs into IPCs. Thus, we prepared conditioned media (CM) from the culture supernatant of an insulinoma 
cell line maintained under stress at low levels of glucose and serum. We mixed the CM with Matrigel at a ratio 
of 1:1 and transplanted the mixture into the subcutaneous region of the healthy chimeric MIP-Luc/GFP mice. 
Immunofluorescence staining of the Matrigel platforms harvested on day 18 after transplantation revealed newly 
differentiated insulin and GFP double positive cells only in the Matrigel platforms containing CM of syngeneic 
MIN-6 insulinoma cells (Fig. 1D). However, the CM-free Matrigel or the Matrigel platforms containing CM of a 
clonal endothelial bEND.3 cell line did not show any positive cells (Fig. S1D). These results indicate that BMNCs 
were capable of differentiating into IPCs in response to the signals or components shed from the damaged β-cells.

In vitro differentiation of BMNCs into IPCs. We developed a simple and reproducible IPC-generating 
priming protocol (Fig. 2A) after extensive testing of various culture conditions. Priming with CM prepared from 
the culture supernatants of the syngeneic (MIN-6) or xenogeneic (INS-1) insulinoma cell lines directed the 
MIP-Luc/GFP derived BMNCs to express GFP within 6 days (Fig. 2B). However, microparticles (MPs)-depleted 
CM, in which large particles over 100 kDa have been removed, did not trigger GFP expression. This finding sug-
gested that MPs shed from the β-cells under stress conditions were responsible for the differentiation of BMNCs 
into IPCs. Gene expression analysis of the primed BMNCs (Fig. 2C) revealed an increase in the mRNA expres-
sion of Ngn3, PDX-1, MafA, and Nkx6.1 which are known to directly regulate insulin transcription through the 
formation of a complex with transcriptional coactivators on the insulin promoter37. We observed similar priming 
effects with CM from the primary islets isolated from the xenogeneic rats (Fig. S2A). However, the BMNCs 
primed with normal culture media of MIN-6 (MIN-6 non-CM) or CM from a clonal endothelial bEND.3 did not 
express those β-cell specific genes (Fig. S2B). Primed BMNCs further maintained for 6 days in the absence of CM 
continued to express GFP (Fig. 2D).

Pancreatic β-cell derived components induce the fate change of BMNCs into IPCs. BMNCs 
from the wild type C57BL/6 mice primed with MIN6-CM expressed the β-cell markers, including C-peptide, 
PDX-1, and MafA, within 6 days and could be maintained for an additional 6 days in the absence of CM (Figs 3A; 

lamina propria of the intestinal villi of diabetic mice and the absence of these cells in control mice. DAPI, GFP, 
and insulin staining are shown in blue, green, and red respectively. Magnification 1,000×. Additional single 
color images are provided in Supplementary Fig. S1B. (D) Representative immunofluorescent staining of a 
Matrigel graft harvested 18 days after transplantation as described in the supplementary methods. GFP (green) 
and insulin (red) double positive cells are present in the Matrigel graft containing CM of β-cells (lower panel) 
but not in the CM-free graft (upper panel). Magnification 1,000×. All images were acquired with an Olympus 
FluoView FV1000 confocal microscope.
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Figure 2. BMNCs differentiate into IPCs in vitro. (A) Outline of in vitro differentiation 
(priming + maintenance) protocol ruling out known differentiation inducing factors. (B) FACS analysis of 
BMNCs after 6 days of priming with MIN-6 CM (left), INS-1 CM (middle), and MPs-depleted MIN-6 CM 
(right). Representative histograms illustrating GFP expression as a marker of insulin promoter activation. 
Freshly prepared BMNCs of MIP-Luc/GFP mice were primed with differently prepared CM (blue line) for 6 
days and GFP expression was compared to control BMNCs (red) in non-primed culture media. Priming with 
CM prepared from the supernatant of syngeneic β-cells (MIN-6) or xenogeneic β-cells (INS-1) directed GFP 
expression in BMNCs from MIP-Luc/GFP mice. BMNCs primed with MP-depleted MIN-6 CM do not express 
GFP as do control cells (red line). The text indicates the percentage of GFP expression compared to non-primed 
control cells. (C) Gene expression analysis of cells harvested at the end of 6 days of priming, compared with 
syngeneic (MIN-6 CM) or xenogeneic (INS-1 CM) β-cells as well as freshly isolated murine BMNCs (control). 
CM-primed BMNCs express β-cell markers (insulin 2, Ngn3, PDX-1, MafA, and Nkx6.1) but not glucagon. 
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S3). In contrast to this result, the expression of the β-cell markers in the BMNCs without CM from the insuli-
noma cell lines was negligible. Although the control cells were weakly stained for insulin, they were negative for 
C-peptide, PDX-1, and MafA suggesting a possibility of a nonspecific staining or contamination from insulin 
present in the culture medium serum (Fig. 3A). Gene expression analysis of the primed BMNCs maintained in 
the absence of CM (Fig. 3B) also indicated that insulin was produced by the primed BMNCs.

Systemic infusion of primed BMNCs improves hyperglycemia in the diabetic mice. We tested 
whether primed BMNCs can regulate the blood glucose levels after systemic infusion of the primed BMNCs from 
the MIP-Luc/GFP mice into the diabetic mice through the tail vein (Fig. 4A). The baseline glucose levels of the 
STZ-induced diabetic mice were controlled by transplanting slow-release insulin pellets for 14 days. Systemically 
infused INS-1 CM-primed BMNCs, as well as MIN-6 CM-primed BMNCs, reproducibly protected the mice from 
a progressive decrease in body weight and maintained their blood glucose at lower levels compared with the cor-
responding levels in the diabetic mice transplanted with non-primed control BMNCs (Fig. 4B). Moreover, mice 
transplanted with the primed BMNCs showed significantly lower fasting blood glucose levels and improved glu-
cose tolerance 56 days after transplantation compared to mice transplanted with non-primed BMNCs (Fig. 4C). 
Systemic infusion of the primed BMNCs also alleviated polyphagia and polydipsia frequently found in the dia-
betic mice (data not shown). We analyzed the pancreas and the intestinal tissues of the diabetic mice transplanted 
with INS-1 CM-primed BMNCs by immunofluorescence staining with antibodies against GFP and pancreatic 
α and β cell markers. We hardly observed GFP positive cells in the pancreas. Notably, few insulin single positive 
cells were found in the pancreas, indicating that residual or regenerated β cells could be presumed absent in the 
pancreatic tissues (Figs 4D; S4). On the other hand, we found a lot of GFP/insulin double positive cells scattered 
in the lamina propria of the intestinal villi, indicating that most transplanted cells moved to the intestine rather 
than pancreas. GFP/C-peptide double staining showed that insulin was properly processed in these cells (Figs 4D; 
S5A,B). Glucagon-expressing cells were rarely detected in the intestine, suggesting that the transplanted cells did 
not differentiate into α cells (Figs 4D; S5C). Although some populations of the intestinal cells are known to dif-
ferentiate into IPCs38–40, GFP expression analysis revealed that transplanted cells, rather than endogenous cells, 
were the origin of the insulin and C-peptide double positive cells found in the intestine. However, we could not 
find any GFP-expressing cells in the pancreas or intestine of the diabetic mice transplanted with the control cells 
(data not shown).

Discussion
In this study, we found that BMNCs can differentiate into IPCs in vivo, as demonstrated by the neogenesis of the 
GFP and insulin double positive cells in the STZ-treated MIP-Luc/GFP chimeric mice. This finding is in line with 
previous reports that showed the differentiation of BMNCs into functional cells in the injured tissues24–26,41,42. We 
also generated BMNCs-derived IPCs which express the β-cell-specific markers by in vitro priming of the freshly 
prepared BMNCs with CM prepared from the β-cell lines for 6 days. Furthermore, we demonstrated that trans-
plantation of the in vitro-primed BMNCs contributed to blood glucose control in the diabetic mice and improved 
the fasting blood glucose levels and glucose tolerance, two months after the transplantation.

We established a simple and effective protocol for differentiation of IPCs from BMNCs, which has several 
advantages. First, freshly isolated BMNCs were utilized, unlike other protocols that use multiple stem cell sources 
manipulated in the culture dishes, including ESCs, induced pluripotent stem cells (iPCs), and adult stem cells, 
such as MSCs and HSCs. Additionally, BMNCs were easily primed with the CM prepared from the cultured β-cell 
lines without any chemical or cytokine supplements. Furthermore, only 6-day priming with CM was enough to 
differentiate the BMNCs into insulin-producing cells. We observed similar priming effects with the CM from the 
islets isolated from the xenogeneic rats but not with the CM from a cultured endothelial cell line. These results are 
in accordance with our previous report that liver conditioned media contribute to the differentiation of the bone 
marrow cells to hepatocytes43.

We assumed that β-cell-derived MP-associated factors were responsible for IPC differentiation, since 
MP-depleted CM did not trigger GFP expression in the BMNCs obtained from the MIP-Luc/GFP mice (Fig. 2B). 
Previously, we have shown that the use of the extracellular vesicle-mimetic nanovesicles derived from a mouse 
β-cell line can differentiate the bone marrow cells into IPCs in vivo and effectively regulate the blood glucose lev-
els in the STZ-induced diabetic mice44. These results suggest that β-cell-derived factors in CM or MP might play 
an important role in the differentiation of IPCs from BMNCs.

More importantly, insulin-producing cells, insulin/GFP double positive cells as well as insulin single positive 
ones, were hardly found in the pancreas. It suggest that residual or regenerated β cells can be presumed absent 
in the pancreatic tissues, and the potential effect of resident regenerated cells is negligible. Interestingly, primed 
BMNCs infused via tail vein were found in the lamina propria of the intestinal villi, as demonstrated by the pres-
ence of the GFP/C-peptide and insulin/C-peptide double positive cells. The exact mechanism of engraftment of 
the transplanted primed BMNCs in the intestinal tissues is not known. However, we should note that diabetic cell 

Freshly isolated BMNCs served as controls. Data are presented as mean ± S.E.M. of three independent 
experiments. *p < 0.05 for primed BMNCs versus. Freshly isolated BMNCs. (D) Primed BMNCs, which were 
further maintained for 6 days in the absence of CM still express GFP. Primed BMNCs were thoroughly washed 
with PBS and maintained for 6 more days under static conditions as described in (A). GFP expression under a 
fluorescent microscope is comparable to that of β-cells isolated from the pancreas of MIP-Luc/GFP mice and 
protein expression was confirmed by western blotting. Fluorescent images were obtained using a Nikon Eclipse 
Ti inverted fluorescent microscope.
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therapy does not require functional integration of transplanted cells into pancreatic tissues because transplanta-
tion into ectopic sites can also provide an adequate insulin replacement to control hyperglycemia45.

An earlier study by Chen et al. reported that ectopic expression of Pdx1, MafA, and Neurog3 in the intesti-
nal crypts results in their conversion into cells with β-like feature called “neoislets”, and importantly, intestinal 
neoislets are glucose-responsive and able to ameliorate hyperglycemia in STZ-induced diabetic mice. Talchai et al.,  
based on the combination of genetic and cellular approaches of Foxo1 ablation, concluded that somatic abla-
tion of Foxo1 in Neurog3-expressing (Neurog3+) enteroendocrine progenitors give rise to gut insulin-producing, 
glucose-responsive cells that express markers of mature β cells and secrete bioactive insulin as well as C-peptide. 

Figure 3. Primed BMNCs are further maintained in the absence of CM. Representative immunofluorescent 
staining of MIN-6 CM-primed BMNCs isolated from wild type C57BL/6 mice and comparable control cells at 
the end of maintenance (A). Both PDX-1 and MafA expression were found not only in the nucleus but also in 
the cytoplasm. Although the control cells were also weakly positive only for insulin staining, C-peptide, PDX-
1, and MafA were not found in the control cells. Magnification 1,000×. Immunofluorescent staining for DAPI 
(blue), insulin (green) with C-peptide (red), PDX-1 (red), or MafA (red). Additional images are provided in 
Supplementary Fig. S3. All images were acquired with an Olympus FluoViewTM FV1000 confocal microscope. 
(B) Gene expression analysis of primed cells harvested after 3 and 6 days of maintenance in the absence of CM, 
compared with syngeneic (MIN-6) or xenogeneic (INS-1) β-cells as well as freshly isolated murine BMNCs. 
CM-primed BMNCs still expressed β-cell markers (insulin-2, Ngn3, PDX-1, MafA, Nkx6.1, Nkx2.2, and Gck) 
but not glucagon. Data are presented as mean ± S.E.M. of three independent experiments. *p < 0.05 for primed 
cells versus BMNCs.
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Figure 4. Systemic infusion of primed BMNCs improves hyperglycemia in STZ-induced diabetic mice. (A) 
Summarized scheme of animal experiments. Male C57BL/6 mice were injected with STZ (I.P.) and two insulin 
pellets were transplanted subcutaneously for 14 days beginning 3 days after the STZ injection, followed by 
monitoring for 70 days. After 6 days, primed MIP-Luc/GFP mouse BMNCs (3 × 106 cells/mouse) were infused 
through the tail vein. (B) Body weight (left panel) and changes in random feeding blood glucose levels (right 
panel) of mice transplanted with primed cells (black filled circle for INS-1, n = 8; red filled triangle for MIN-6, 
n = 3) or comparable control cells (black empty circle for INS-1, n = 7; red empty triangle for INS-1, n = 3). 
(C) Blood glucose responses from the intraperitoneal glucose tolerance test (IPGTT). IPGTT (i.p. glucose 
(2 g/kg) injection) was performed after an overnight fast at 56 days after transplantation. Data are presented 
as mean ± S.E.M. *p < 0.05 for primed cells versus BMNCs (D) Representative immunofluorescent images of 
the pancreas and small intestines harvested 64 days after transplantation. Note the appearance of insulin and 
GFP double positive cells in the pancreas (arrow in the 1st panel from the left). Some of the cells present in 
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A growing literature thus demonstrates that IPCs can be produced from the gut or intestinal cells38–40, suggesting 
that the intestine is an accessible and abundant source of functional insulin-producing cells.

In the present study, we established a simple and effective protocol for differentiation of IPCs from BMNCs 
using β-cell-derived CM; however, CM or MPs are difficult to standardize. Moreover, MPs are able to mediate 
various unexpected pathophysiological fate changes in the stem cells46. Therefore, identification of the key com-
ponents enclosed by or integrated into MPs shed from the β-cells might improve IPC differentiation efficiency 
by eliminating unwanted pathophysiological effects from other contaminated components. Additionally, identi-
fication of the components that direct the differentiation may enable us to generate BMNC-derived IPCs to treat 
DM more efficiently by minimizing the ex vivo manipulation requirements. Nevertheless, the methods that are 
effective in mice are not always effective in humans, and considerable research remains to be conducted to achieve 
the therapeutic goals for DM, although our novel approach to the generation of IPCs from BMNCs has potential 
for the development of a treatment for diabetic patients.

Methods
Animals. C57BL/6-Tg [(Ins2-luc/EGFP/TK) 300Kauf/J; Jackson Laboratories stock #012943, referred to as 
MIP-Luc/GFP in this study)] and wild type C57BL/6 mice (Orient-Bio Co. Ltd., Seoul, Korea) were maintained 
in our facility. Both strains were housed in a specific pathogen free zone under adequate temperature (23 ± 3 °C) 
and relative humidity (55 ± 5%) with a 12 h light/12 h dark cycle, and received autoclaved food and water ad libi-
tum. All animal experiments were approved by the Animal Care and Use Committee (IACUC) of the Institute of 
Laboratory Animal Resources, Seoul National University, in accordance with the approved guidelines. MIP-Luc/
GFP mice carried the tri-fusion transgene luciferase (Luc)/enhanced green fluorescent protein (EGFP)/thymidine 
kinase (TK) under the control of the mouse insulin-2 promoter. Transgene expression was determined by Luc 
enzymatic activity and GFP expression was exclusive to β-cells in the pancreatic islets. All efforts were made to 
minimize animal suffering as well as the number of animals used.

Chimeric mice. Chimeric mice were generated by transferring BMNCs (1 × 106 cells/mouse) from MIP-Luc/
GFP mice into lethally (1,000 cGy) irradiated C57BL/6 mice (8–12 weeks old) via the tail vein. BMNCs were iso-
lated from tibiae and femurs by flushing with Hank’s Balanced Salt Solution (HBSS). Chimeric mice were used for 
experiments 4 weeks after BM reconstitution.

Cell sources. BMNC were prepared by flushing the femurs and tibias of MIP-Luc/GFP or wild type C57BL/6 
mice. Whole BMNC were suspended in BD Pharm Lyse buffer (BD Biosciences, San Jose, CA) to remove RBCs, 
washed, and resuspended in the appropriate media for further experiments. MIN-6, a cloned pancreatic β-cell 
line from C57BL/6 mice, was cultured in DMEM medium (Hyclone #SH30243) supplemented with 10% fetal 
bovine serum (FBS, Gibco #26140-079), and 1% antibiotics (Gibco #15140122). INS-1, a cloned pancreatic β-cell 
line established from rats, was maintained in RPMI 1640 medium (Welgene #LM011-01) supplemented with 10% 
FBS and antibiotics. bEND.3, an endothelial cell line established from mice, was purchased from ATCC (#CRL-
2299) and cultured in DMEM (Hyclone #SH30243) supplemented with 10% FBS and antibiotics.

Diabetes induction. Diabetes was induced by a single I.P. injection of 150 mg/kg STZ (Sigma-Aldrich 
#S0130). Blood glucose levels in the mice were monitored using a standard glucometer (Accu-Chek Active; Roche 
Diagnostics, Mannheim, Germany) and blood from a tail pinprick. In some experiments, slow-release insulin 
pellets (LinBit; Linshin Canada; Toronto, ON, Canada) were implanted subcutaneously in the diabetic mice for 
14 days beginning 3 days after the STZ injection to control the glucose levels.

Intraperitoneal glucose tolerance test. Mice were fasted for 18 hrs and administered an I.P. injection 
glucose (2.0 g/kg body weight). Blood glucose levels were measured at the indicated times after glucose injection.

Preparation of conditioned media. MIN-6 (1 × 107), INS-1 (1 × 107), and bEND.3 (5 × 106) cells were 
briefly dispersed with complete media and attached for 24 hrs in a 100 mm cell culture dish. To expose cells to 
stress conditions, the culture media was exchanged with DMEM (Hyclone # SH30021) containing low glucose 
(1,000 mg/L) supplemented with 1% FBS and antibiotics and maintained for an additional 72 hrs in the same 
incubator. Culture supernatants were collected, centrifuged at 1,200 rpm for 5 min to eliminate the pellet, passed 
through a 0.45 μm syringe filter to obtain standard CM, and stored in aliquots at −80 °C for future use. CM from 
islets was prepared by same procedures from culture supernatant of isolated rat islets maintained in 2,000 IEQ/
ml for 72 hrs in stress-inducing media, as previously mentioned. In some experiment MP-deprived CM was used 
instead. MP- depleted CM was prepared by removing large particles from the standard CM using centrifugal filter 
units (Amicon Ultra-4 Centrifugal Filter Unit with an Ultracel-100 membrane, Millipore #UFC810008).

Transplantation of CM containing Matrigel. Matrigel grafts were prepared by mixing standard CM 
(100 μL) with the same volume of Matrigel (BD Matrigel Basement Membrane Matrix, BD Bioscience, San Jose, 

the lamina propria of the intestinal villi are insulin/GFP (arrow in the 2nd panel from the left), or insulin and 
C-peptide double positive (arrow in the 3rd panel from the left), but insulin and glucagon double positive cells 
were rare (arrow in the 4th panel from the left). GFP positive cells were not found in the pancreatic or small 
intestine tissues from control mice. All images were acquired with an Olympus FluoView FV1000 confocal 
microscope. Scale bars in low magnification (50 μm, upper panels), in high magnification (20 μm, lower panel).
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CA, USA), and transplanted into the subcutaneous space on the back of chimeric mice. Matrigel grafts were 
harvested on day 18 after transplantation, fixed, and embedded for immunofluorescence microscopic analysis.

Systemic infusion of primed BMNCs in diabetic mice. Male C57BL/6 mice were injected with STZ 
(I.P.) and two insulin pellets were transplanted subcutaneously for 14 days beginning 3 days after the STZ injec-
tion, followed by monitoring for 70 days. After 6 days, primed BMNCs of the MIP-Luc/GFP mice (3 × 106 cells/
mouse) were infused to the STZ-treated mice through the tail vein.

In vitro differentiation of murine BMNCs into IPCs. Whole BMNC were primed for 6 days in DMEM 
(Hyclone #SH30021) containing 10% FBS (final concentration) and 50% CM in suspension (primed BMNCs) 
in the absence of any supplements that are known to be essential to IPC differentiation. For characterization, 
primed BMNCs were washed twice with PBS and further maintained 3–6 days in DMEM (Hyclone #SH30243) 
containing 10% FBS and antibiotics under static condition (in vitro maintained BMNCs) as described in Fig. 2A.

Reverse transcriptase polymerase chain reaction (RT-PCR) and quantitative real-time PCR 
(qPCR). Total RNA was extracted from undifferentiated BMNCs and from primed BMNCs using the TRIzol 
Reagent (Invitrogen). Total RNA (500 µg) was reverse transcribed into first-strand cDNA using SuperScript 
II Reverse Transcriptase (Promega) according to the manufacturer’s instructions. RT-PCR was performed to 
amplify each cDNA using the AccuPower PCR premix (Promega). PCR products were separated on 1.5% agarose 
gel and stained with Dyne LoadingSTAR (DYNEBIO, A750). Q-PCR was performed using SYBR Premix Ex 
Taq (Takara, Shiga, Japan) and a LightCycler 96 (Light Cycler 96; Roche, Mannheim, Germany). The hypox-
anthine phosphoribosyl transferase (HPRT) mRNA level was used as the internal control. Relative expression 
levels were calculated using the 2−ΔΔCt method after normalization to β-actin. The primer sequences are shown 
in Supplementary Table 3.

Flow cytometry. Prepared cells were washed twice in staining buffer (HBSS containing 2% FBS). To quantify 
the GFP expressing cells controlled by insulin-2 promoter activation, primed BMNC were washed twice with PBS 
and incubated with the specific antibodies (CD45-APC, eBioscience #17-0451) for 30 min at 4 °C. Flow cytometry 
was performed using a BD LSR II instrument (Becton Dickinson) with subsequent analysis using the FlowJo data 
analysis software (FlowJo, Ashland, OR) with at least 50,000 events being acquired.

Measurement of secreted insulin. The culture media from primed cells was replaced with high glucose 
containing DMEM (Hyclone #SH30243) supplemented with 10% FBS and antibiotics. After 3 days, the super-
natants were collected and insulin levels were measured using an insulin immunoassay kit (ALPCO, Salem, NH, 
USA) according to the manufacturer’s instructions.

Immunofluorescent staining. Sectioned tissues or paraformaldehyde fixed cells were washed three times 
with PBS, then blocked with PBS containing 5% normal goat serum (NGS) and 0.3% Triton X-100 for 15 min. 
After blocking, the cells were incubated with primary antibodies (Supplementary Table 2) in 2.5% NGS over-
night at 4 °C. The next day, the cells were washed three times with PBS-Tween 20 (PBS-T, 0.01%), and then 
incubated with secondary antibodies in 2.5% NGS for 1 hr at room temperature. Cells were counterstained with 
4,6-diamidino-2-phenyldole (DAPI; 1:2,500; Molecular Probe), and an Olympus FluoView FV1000 confocal 
microscope fitted with the appropriate filters was used to obtain the images.

Western blot analysis. Cell lysates were prepared in lysis buffer containing 20 mM Tris-HCl (pH 7.4),  
1% NP-40, 10 mM Na4P2O7, 5 mM EDTA, 100 mM NaF, 2 mM Na3VO4, 7 μg/mL leupeptin, 7 μg/mL apro-
tinin, and 1 mM phenylmethylsulfonyl fluoride. Whole-cell lysates were subjected to sodium dodecyl 
sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). Proteins on the gel were transferred onto a nitrocellulose 
membrane. The membranes were incubated in blocking solution (5% skim milk) and then with specific primary 
antibodies in 0.1% Tween® 20-Tris-buffered saline. Hybridized primary antibodies were detected using a horse-
radish peroxidase-conjugated IgG antibody (Santa Cruz Biotechnology). Bands were detected using an enhanced 
chemiluminescence kit (Thermo, Rockford, IL, USA).

Statistical analysis. Statistical analysis was performed with the Statistical Analysis System (SAS) soft-
ware package (version 9.3; SAS Institute, Cary, NC). Insulin secretion and gene expression were analyzed by 
non-parametric repeated measures ANOVA. Changes in body weight and blood glucose levels, including IPGTT, 
were analyzed for each cage by mixed effects regression models that fitted random effects for animals and fixed 
effects for time, group and an interaction of time. If the interaction was not-significant, the interaction term was 
removed and the model was rerun. Bonferroni corrections were used to adjust p-values for multiple testing. 
Two-sided p-values of < 0.05 were considered statistically significant. Data were expressed as mean ± S.E.M.

References
 1. Herold, K. C., Vignali, D. A., Cooke, A. & Bluestone, J. A. Type 1 diabetes: translating mechanistic observations into effective clinical 

outcomes. Nat Rev Immunol 13, 243–256 (2013).
 2. Atkinson, M. A., Eisenbarth, G. S. & Michels, A. W. Type 1 diabetes. Lancet 383, 69–82 (2014).
 3. Butler, A. E. et al. Beta-cell deficit and increased beta-cell apoptosis in humans with type 2 diabetes. Diabetes 52, 102–110 (2003).
 4. Rahier, J., Guiot, Y., Goebbels, R. M., Sempoux, C. & Henquin, J. C. Pancreatic beta-cell mass in European subjects with type 2 

diabetes. Diabetes Obes Metab 10(Suppl 4), 32–42 (2008).
 5. Bouwens, L., Houbracken, I. & Mfopou, J. K. The use of stem cells for pancreatic regeneration in diabetes mellitus. Nat Rev 

Endocrinol 9, 598–606 (2013).

https://doi.org/10.1038/s41598-019-41823-9


1 0Scientific RepoRts |          (2019) 9:5343  | https://doi.org/10.1038/s41598-019-41823-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

 6. Bellin, M. D. et al. Potent induction immunotherapy promotes long-term insulin independence after islet transplantation in type 1 
diabetes. Am J Transplant 12, 1576–1583 (2012).

 7. Barton, F. B. et al. Improvement in outcomes of clinical islet transplantation: 1999–2010. Diabetes Care 35, 1436–1445 (2012).
 8. D’Amour, K. A. et al. Production of pancreatic hormone-expressing endocrine cells from human embryonic stem cells. Nat 

Biotechnol 24, 1392–1401 (2006).
 9. Kroon, E. et al. Pancreatic endoderm derived from human embryonic stem cells generates glucose-responsive insulin-secreting cells 

in vivo. Nat Biotechnol 26, 443–452 (2008).
 10. Chen, S. et al. A small molecule that directs differentiation of human ESCs into the pancreatic lineage. Nat Chem Biol 5, 258–265 

(2009).
 11. Ben-David, U. & Benvenisty, N. The tumorigenicity of human embryonic and induced pluripotent stem cells. Nat Rev Cancer 11, 

268–277 (2011).
 12. Rezania, A. et al. Maturation of human embryonic stem cell-derived pancreatic progenitors into functional islets capable of treating 

pre-existing diabetes in mice. Diabetes 61, 2016–2029 (2012).
 13. Rezania, A. et al. Enrichment of human embryonic stem cell-derived NKX6.1-expressing pancreatic progenitor cells accelerates the 

maturation of insulin-secreting cells in vivo. Stem Cells 31, 2432–2442 (2013).
 14. Kuroda, T., Yasuda, S. & Sato, Y. Tumorigenicity studies for human pluripotent stem cell-derived products. Biol Pharm Bull 36, 

189–192 (2013).
 15. Valadi, H. et al. Exosome-mediated transfer of mRNAs and microRNAs is a novel mechanism of genetic exchange between cells. Nat 

Cell Biol 9, 654–659 (2007).
 16. Al-Nedawi, K. et al. Intercellular transfer of the oncogenic receptor EGFRvIII by microvesicles derived from tumour cells. Nat Cell 

Biol 10, 619–624 (2008).
 17. Skog, J. et al. Glioblastoma microvesicles transport RNA and proteins that promote tumour growth and provide diagnostic 

biomarkers. Nat Cell Biol 10, 1470–1476 (2008).
 18. Alvarez-Erviti, L. et al. Delivery of siRNA to the mouse brain by systemic injection of targeted exosomes. Nat Biotechnol 29, 341–345 

(2011).
 19. Turturici, G., Tinnirello, R., Sconzo, G. & Geraci, F. Extracellular membrane vesicles as a mechanism of cell-to-cell communication: 

advantages and disadvantages. Am J Physiol Cell Physiol 306, C621–633 (2014).
 20. Peinado, H. et al. Melanoma exosomes educate bone marrow progenitor cells toward a pro-metastatic phenotype through MET. Nat 

Med 18, 883–891 (2012).
 21. Lai, R. C., Chen, T. S. & Lim, S. K. Mesenchymal stem cell exosome: a novel stem cell-based therapy for cardiovascular disease. Regen 

Med 6, 481–492 (2011).
 22. S, E. L. A., Mager, I., Breakefield, X. O. & Wood, M. J. Extracellular vesicles: biology and emerging therapeutic opportunities. Nat Rev 

Drug Discov 12, 347–357 (2013).
 23. Nair, R. et al. Extracellular vesicles derived from preosteoblasts influence embryonic stem cell differentiation. Stem Cells Dev 23, 

1625–1635 (2014).
 24. Jang, Y. Y., Collector, M. I., Baylin, S. B., Diehl, A. M. & Sharkis, S. J. Hematopoietic stem cells convert into liver cells within days 

without fusion. Nat Cell Biol 6, 532–539 (2004).
 25. Deregibus, M. C. et al. Endothelial progenitor cell derived microvesicles activate an angiogenic program in endothelial cells by a 

horizontal transfer of mRNA. Blood 110, 2440–2448 (2007).
 26. Aliotta, J. M. et al. Microvesicle entry into marrow cells mediates tissue-specific changes in mRNA by direct delivery of mRNA and 

induction of transcription. Exp Hematol 38, 233–245 (2010).
 27. Ianus, A., Holz, G. G., Theise, N. D. & Hussain, M. A. In vivo derivation of glucose-competent pancreatic endocrine cells from bone 

marrow without evidence of cell fusion. J Clin Invest 111, 843–850 (2003).
 28. Kodama, S., Kuhtreiber, W., Fujimura, S., Dale, E. A. & Faustman, D. L. Islet regeneration during the reversal of autoimmune 

diabetes in NOD mice. Science 302, 1223–1227 (2003).
 29. Oh, S. H. et al. Adult bone marrow-derived cells trans-differentiating into insulin-producing cells for the treatment of type I 

diabetes. Lab Invest 84, 607–617 (2004).
 30. Iskovich, S. et al. Elutriated stem cells derived from the adult bone marrow differentiate into insulin-producing cells in vivo and 

reverse chemical diabetes. Stem Cells Dev 21, 86–96 (2012).
 31. Iskovich, S. et al. Two distinct mechanisms mediate the involvement of bone marrow cells in islet remodeling: neogenesis of insulin-

producing cells and support of islet recovery. Cell Transplant 24, 879–890 (2015).
 32. Choi, J. B. et al. Little evidence of transdifferentiation of bone marrow-derived cells into pancreatic beta cells. Diabetologia 46, 

1366–1374 (2003).
 33. Lechner, A. et al. No evidence for significant transdifferentiation of bone marrow into pancreatic beta-cells in vivo. Diabetes 53, 

616–623 (2004).
 34. Kojima, H. et al. Extrapancreatic insulin-producing cells in multiple organs in diabetes. Proc Natl Acad Sci USA 101, 2458–2463 

(2004).
 35. Chen, X., Larson, C. S., West, J., Zhang, X. & Kaufman, D. B. In vivo detection of extrapancreatic insulin gene expression in diabetic 

mice by bioluminescence imaging. PLoS One 5, e9397 (2010).
 36. Katsumata, T. et al. Bioluminescence imaging of beta cells and intrahepatic insulin gene activity under normal and pathological 

conditions. PLoS One 8, e60411 (2013).
 37. Iype, T. et al. Mechanism of insulin gene regulation by the pancreatic transcription factor Pdx-1: application of pre-mRNA analysis 

and chromatin immunoprecipitation to assess formation of functional transcriptional complexes. J Biol Chem 280, 16798–16807 
(2005).

 38. Talchai, C., Xuan, S., Kitamura, T., DePinho, R. A. & Accili, D. Generation of functional insulin-producing cells in the gut by Foxo1 
ablation. Nat Genet 44(406–412), S401 (2012).

 39. Chen, Y. J. et al. De novo formation of insulin-producing “neo-beta cell islets” from intestinal crypts. Cell Rep 6, 1046–1058 (2014).
 40. Bouchi, R. et al. FOXO1 inhibition yields functional insulin-producing cells in human gut organoid cultures. Nat Commun 5, 4242 

(2014).
 41. Petersen, B. E. et al. Bone marrow as a potential source of hepatic oval cells. Science 284, 1168–1170 (1999).
 42. Theise, N. D. et al. Derivation of hepatocytes from bone marrow cells in mice after radiation-induced myeloablation. Hepatology 31, 

235–240 (2000).
 43. Oh, K. et al. Murine Sca1(+)Lin(−) bone marrow contains an endodermal precursor population that differentiates into hepatocytes. 

Exp Mol Med 47, e187 (2015).
 44. Oh, K. et al. In Vivo Differentiation of Therapeutic Insulin-Producing Cells from Bone Marrow Cells via Extracellular Vesicle-

Mimetic Nanovesicles. ACS Nano 9, 11718–11727 (2015).
 45. Merani, S., Toso, C., Emamaullee, J. & Shapiro, A. M. Optimal implantation site for pancreatic islet transplantation. Br J Surg 95, 

1449–1461 (2008).
 46. Yanez-Mo, M. et al. Biological properties of extracellular vesicles and their physiological functions. J Extracell Vesicles 4, 27066 

(2015).

https://doi.org/10.1038/s41598-019-41823-9


1 1Scientific RepoRts |          (2019) 9:5343  | https://doi.org/10.1038/s41598-019-41823-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

Acknowledgements
This study was supported by a grant of the Korea Health Technology R&D Project “Strategic Center of Cell and 
Bio Therapy for Heart, Diabetes & Cancer” through the Korea Health Industry Development Institute (KHIDI), 
funded by the Ministry of Health & Welfare (MHW) (grant numbers: HI17C2085, A120273, A062260), and by 
the Ministry of Science, ICT & Future Planning (Grant Number: 2016R1D1A1B03933437), Republic of Korea. 
We appreciate the statistical consultation provided by Medical Research Collaborating Center (MRCC) at Seoul 
National University College of Medicine, Seoul National University Hospital.

Author Contributions
J.E.O., O.K.C., H.S.P., Y.D.L, S.J.R., Y.D.L. and S.A.L. performed the experiments. H.L. and K.S.P. designed the 
experiments and interpreted the results. H.S.J., Y.S.G., E.Y.C., H.L. and K.S.P. conceived the project and supervised 
its participants. Y.S.G., D.S.L., S.S.C., H.S.J., H.L. and K.S.P. wrote the manuscript. All authors reviewed the 
manuscript before submission.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-41823-9.
Competing Interests: The authors declare no competing interests.
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 Cre-
ative 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 per-
mitted 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://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-41823-9
https://doi.org/10.1038/s41598-019-41823-9
http://creativecommons.org/licenses/by/4.0/

	Direct differentiation of bone marrow mononucleated cells into insulin producing cells using pancreatic β-cell-derived comp ...
	Results
	In vivo differentiation of BMNCs into IPCs. 
	In vitro differentiation of BMNCs into IPCs. 
	Pancreatic β-cell derived components induce the fate change of BMNCs into IPCs. 
	Systemic infusion of primed BMNCs improves hyperglycemia in the diabetic mice. 

	Discussion
	Methods
	Animals. 
	Chimeric mice. 
	Cell sources. 
	Diabetes induction. 
	Intraperitoneal glucose tolerance test. 
	Preparation of conditioned media. 
	Transplantation of CM containing Matrigel. 
	Systemic infusion of primed BMNCs in diabetic mice. 
	In vitro differentiation of murine BMNCs into IPCs. 
	Reverse transcriptase polymerase chain reaction (RT-PCR) and quantitative real-time PCR (qPCR). 
	Flow cytometry. 
	Measurement of secreted insulin. 
	Immunofluorescent staining. 
	Western blot analysis. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 BMNCs differentiate into IPCs in vivo.
	Figure 2 BMNCs differentiate into IPCs in vitro.
	Figure 3 Primed BMNCs are further maintained in the absence of CM.
	Figure 4 Systemic infusion of primed BMNCs improves hyperglycemia in STZ-induced diabetic mice.




