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Abstract 

Background: Mesenchymal stem cell (MSC)-based therapies hold great promise for the treatment of 
inflammatory bowel disease (IBD). In order to optimize and maximize the therapeutic benefits of MSCs, we 
investigated whether cotransplantation of a chitosan (CS)-based injectable hydrogel with immobilized IGF-1 C 
domain peptide (CS-IGF-1C) and human placenta-derived MSCs (hP-MSCs) could ameliorate colitis in mice. 
Methods: IGF-1C hydrogel was generated by immobilizing IGF-1C to CS hydrogel. Colitis was induced by 
2,4,6-trinitrobenzene sulfonic acid (TNBS) in mice. We initially applied hP-MSCs and CS-IGF-1C hydrogel for 
the treatment of colitis by in situ injection, and molecular imaging methods were used for real-time imaging of 
reactive oxygen species (ROS) and tracking of transplanted hP-MSCs by bioluminescence imaging (BLI). 
Furthermore, the effects of CS-IGF-1C hydrogel on prostaglandin E2 (PGE2) secretion of hP-MSCs and 
polarization of M2 macrophages were investigated as well. 
Results: The CS-IGF-1C hydrogel significantly increased hP-MSC proliferation and promoted the production 
of PGE2 from hP-MSCs in vitro. Moreover, in vivo studies indicated that the CS-IGF-1C hydrogel promoted 
hP-MSC survival as visualized by BLI and markedly alleviated mouse colitis, which was possibly mediated by 
hP-MSC production of PGE2 and interleukin-10 (IL-10) production by polarized M2 macrophages. 
Conclusions: The CS-IGF-1C hydrogel improved the engraftment of transplanted hP-MSCs, ameliorated 
inflammatory responses, and further promoted the functional and structural recovery of colitis through 
PGE2-mediated M2 macrophage polarization. Molecular imaging approaches and therapeutic strategies for 
hydrogel application provide a versatile platform for exploring the promising therapeutic potential of MSCs in 
the treatment of IBD. 
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Introduction 
Based on their immunomodulatory and tissue 

regenerative potential, mesenchymal stem cells 
(MSCs) have been proposed as promising candidates 
for the treatment of inflammatory bowel disease (IBD) 
[1-3]. There is increasing evidence that MSCs can 
regulate the biological activities of a variety of 
immune cells, such as T cells, B cells, NK cells, 
neutrophils and macrophages [4]. At present, the 
immunomodulatory mechanism of MSCs is still not 
fully elucidated, but it is generally believed that MSCs 
exert their immunosuppressive function mainly 
through intercellular contact and secretion of soluble 
factors, such as transforming growth factor-β1 (TGF- 
β1), hepatocyte growth factor (HGF), indoleamine 
2,3-dioxygenase (IDO), nitric oxide (NO), and 
prostaglandin E2 (PGE2) [5, 6]. Compared with MSCs 
derived from other tissues, MSCs from the placenta 
possess better immunoregulatory properties [7]. 

The largest population of macrophages in the 
body resides in the gastrointestinal tract, which plays 
pivotal roles in the maintenance of mucosal 
homeostasis and is also an important component of 
protective immunity [2]. M1 macrophages can release 
inflammatory cytokines to induce an inflammatory 
response. However, M2 macrophages can secrete 
interleukin-10 (IL-10) to exert anti-inflammatory 
effects [8]. Overall, macrophages play dual roles in 
regulating inflammation via the M1 phenotype and 
can switch to an M2 phenotype. MSCs could increase 
the secretion of anti-inflammatory factors, including 
IL-10, IL-1 receptor antagonist (IL-1RA) and arginase 
(Arg)-1, and induce macrophages to switch from 
proinflammatory phenotypes (M1) to regulatory 
phenotypes (M2), which could inhibit inflammatory 
responses and promote tissue repair and regeneration 
in IBD [9-11]. Applications of MSCs in experimental 
colitis have confirmed that PGE2 secreted by MSCs is 
involved in regulating the secretory function and 
phenotypic transformation of macrophages [12, 13]. 

Transplantation of MSCs has been considered a 
good therapeutic for the treatment of several immune 
disorders, including IBD [13, 14]. However, the 
outcome of stem cell therapy depends on the number 
of surviving cells after transplantation [15]. Poor cell 
engraftment and retention after transplantation are 
the main factors limiting current stem cell-based 
therapy [14]. It has been shown that engineered 
matrices and growth factors mimicking native stem 
cell microenvironments provide supportive niches for 
transplanted stem cells and further enhance the 
therapeutic effects of stem cells [14, 16]. Our previous 
data revealed that a bioactive hydrogel immobilizing 
the C domain peptide of insulin-like growth factor 1 

(IGF-1C) on chitosan protected the delivered 
adipose-derived MSCs, promoted stem cell survival, 
maintained a long and stable therapeutic action, and 
facilitated MSC paracrine and anti-inflammatory 
effects [14, 17]. In addition, recent studies have 
demonstrated that insulin-like growth factor-1 (IGF-1) 
could shape the macrophage-activation phenotype 
[18, 19]. 

In this study, we hypothesized that the IGF-1C 
hydrogel could improve the therapeutic effects of 
MSCs in experimental colitis through PGE2-mediated 
M2 macrophage polarization. We cotransplanted CS- 
IGF-1C hydrogel with hP-MSCs into the topical site of 
trinitrobenzene sulfonic acid (TNBS)-induced colitis 
to detect the therapeutic effects. In parallel, we 
explored whether cotransplanted CS-IGF-1C hydrogel 
with hP-MSCs ameliorated colitis by promoting the 
release of PGE2 to promote the polarization of M2 
macrophages, accompanied by the production of 
IL-10, reducing the level of M1 macrophages and 
proinflammatory cytokines. 

Materials and Methods 
Cell culture 

HP-MSCs were isolated from the human 
placenta based on previously reported methods [20]. 
HP-MSCs were cultured in complete Dulbecco’s 
modified Eagle’s medium (DMEM)/F12 (Gibco, 
Grand Island, NY) consisting of 10% fetal bovine 
serum (FBS, HyClone, Australia), 1% L-glutamine 
(Gibco), 1% nonessential amino acids (Gibco) and 1% 
penicillin-streptomycin (Gibco). To track transplanted 
cells in vivo, hP-MSCs of passage 3 were transfected 
with a self-inactivating lentiviral vector that carried 
the ubiquitin promoter driving firefly luciferase and 
enhanced the green fluorescent protein (Fluc-eGFP) 
double fusion (DF) reporter gene as previously 
described [11]. 

Isolation of mouse peritoneal macrophages 
Peritoneal macrophages were extracted from the 

mouse abdominal cavity as previously reported [21]. 
Briefly, 3 ml of 3% sterilized thioglycolate (Sigma, 
USA) was injected into the abdominal cavity of male 
BALB/c mice (22 ± 3 g). After four days, the mice were 
killed, followed by peritoneal lavage with 8 mL of PBS 
containing 3% FBS. Cell suspensions were centrifuged 
at 1500 rpm for 8 min, and the supernatant was 
discarded. Complete DMEM (Gibco) containing 10% 
FBS (HyClone), 1% L-glutamine (Gibco), 1% 
nonessential amino acids (Gibco) and 1% penicillin- 
streptomycin (Gibco) was used to resuspend the cell 
pellet, and then the cells were seeded in a cell culture 
dish and incubated for 2 h. Nonadherent cells were 
washed off with PBS, and adherent peritoneal 
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macrophages were then rested overnight at 37 °C with 
5% CO2. Lipopolysaccharide (LPS) was used to 
stimulate the cells for 12 h, and PGE2 or conditioned 
medium of hP-MSCs cultured on CS-IGF-1C 
hydrogel-coated plates was added for 24 h. 

Cell proliferation assay 
The preparation and characterization of CS-IGF- 

IC hydrogel was reported in a previous study [14]. 
The cell counting kit-8 (Dojindo Molecular 
Technologies, Rockville, MD) assay and cell 
bioluminescence imaging (BLI) were used to 
determine the optimal concentration of CS-IGF-1C 
hydrogel for hP-MSC proliferation. Ninety-six-well 
plates were coated with different concentrations of 
CS-IGF-1C hydrogel (50, 100, 200, 400, and 800 
μg/mL), and 1×104 hP-MSCs were added per well. 
After 24 h, the absorbance at 450 nm was measured in 
an automated microplate absorbance reader, and the 
BLI signal was measured using the IVIS Lumina 
Imaging System [22]. 

To evaluate the proliferation of hP-MSCs 
cultured under different conditions (noncoated, CS 
hydrogel-coated and CS-IGF-IC hydrogel-coated 
plates), 3×103 hP-MSCs were added to the wells of 
96-well plates, and BLI assays were carried out after 
24, 48, 72, and 96 h. In addition, the 
proliferation-related gene expression of hP-MSCs 
cultured under different conditions (noncoated, CS 
hydrogel-coated, and CS-IGF-IC hydrogel-coated 
plates) was analyzed by RT-PCR at 72 h. 

Enzyme-linked immunosorbent assay 
To determine the PGE2 concentrations in cell-free 

supernatants collected from different conditions and 
fresh colon tissues, enzyme-linked immunosorbent 
assays (ELISAs) were carried out. hP-MSCs were 
cultured on CS-IGF-1C hydrogel-coated, CS hydrogel- 
coated, or noncoated plates for 48 h, and cell-free 
supernatants of each well were harvested. The colon 
tissues were collected after different treatments. PGE2 
ELISA kits (Abcam, Cayman Chemicals) were used 
strictly following the manufacturer’s instructions. 

Induction and treatment of colitis 
Eight-week-old male BALB/c mice were 

purchased from the Laboratory Animal Center of the 
Academy of Military Medical Science (Beijing, China). 
All experiments were conducted in conformity with 
institutional guidelines for the Nankai University 
Animal Care and Use Committee, which conform to 
the National Institutes of Health (NIH) Guide for the 
Care and Use of Laboratory Animals. Colitis was 
induced by TNBS (Sigma-Aldrich) according to the 
method described previously [23]. Briefly, BALB/c 

mice were anesthetized by intraperitoneal injection of 
2.5% avertin (Sigma-Aldrich) at a dose of 240 mg/kg, 
and then the TNBS (100 mg/kg) dissolved in 50% 
ethanol was slowly injected into the rectum via a 
catheter equipped with a 1 mL syringe. Mice were 
held in a vertical position for 1 min to ensure the 
distribution of the reagent within the entire colon and 
cecum. Control group mice were administered only 
50% ethanol solution. 

After 24 h of TNBS enema, the induction of 
colitis was confirmed by surgical inspection, and 
1×106 hP-MSCs (Fluc-GFP) were gently injected into 
three sites of the injured colon mesangial margin 
through the connection between the mesentery and 
intestinal wall at 30 μL total volume suspended in 
PBS, CS hydrogel, or CS-IGF-1C hydrogel (n=10 for 
each group). The injection of PBS served as a control. 
Sham-operated animals were subjected to the same 
surgical procedure without colitis or cell/hydrogel 
transplantation. The schematic illustration of 
laparotomy was described in Figure S1. 

Bioluminescence imaging 
Fluc activity within different cell numbers and 

the fate of transplanted cells were confirmed using a 
Xenogen IVIS Lumina Imaging System (Xenogen 
Corporation, Hopkinto, MA) as described previously 
[13]. In short, animals were imaged for 1-10 min using 
the IVIS Lumina Imaging System after intraperitoneal 
injection of the reporter probe D-luciferin (150 mg 
luciferin/kg body wt, Calipers, USA). The signal 
intensity was analyzed by utilizing the live image 
software (Xenogen Corporation). The average 
radiance of the peak BLI signal was quantified from a 
fixed-area region of interest (ROI) over the abdomen. 
In addition, to examine the severity of colitis, reactive 
oxygen species (ROS) were detected via 
intraperitoneal injection of luminol (10 mg/kg, 5- 
amino-2,3-dihydro-1,4-phthalazinedione, Yeasen, 
USA) using the IVIS Lumina Imaging System. The 
luminol stock solutions were prepared in normal 
saline prior to injection [24]. 

Quantitative RT-PCR 
Total RNA was isolated from the cells or colons 

by TRIzol reagent (Invitrogen, Grand Island, NY) 
according to the manufacturer’s directions. First- 
strand cDNA was synthesized using oligo dT primers 
with reverse transcriptase (TransGen Biotech, China). 
Subsequently, real-time PCR was performed on an 
Opticon® System (Bio-Rad, Hercules, CA) in 10 µL 
reaction volumes. The mRNA expression levels were 
quantified using the Trans Start Green qPCR 
SuperMix Kit (TransGen Biotech, China). The 2-ΔΔCt 
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method was used to determine the relative mRNA 
fold changes. Primers are listed in Table S1. 

Histochemical and immunofluorescence 
staining 

To investigate the inflammatory response of 
colitis, animals were euthanized on day 3. The 
isolated representative colon tissues were 
immediately washed in PBS and fixed with 4% 
paraformaldehyde. Hematoxylin eosin (HE) staining 
and immunohistochemical staining were performed 
to assess colonic inflammation and damage according 
to the histopathologic grading system of MacPherson 
and Pfeiffe [25]. For immunofluorescence staining, 
sections were incubated with primary antibodies 
against F4/80 (Abcam), CD206 (Abcam), iNOS 
(inducible nitric oxide synthase, Abcam), EpCAM 
(Abcam) and GFP (Santa Cruz) overnight at 4 °C and 
then incubated with Alexa Fluor 488 and 594 
(Invitrogen, Grand Island, NY). Cell nuclei were 
counterstained with 4,6-diamidino-2-phenylindole 
(DAPI; Southern Biotech, Birmingham, AL). The 
number of positive cells was counted in 15 randomly 
selected areas using a fluorescence microscope 
(CD206 and iNOS) as previously described [26]. 

To determine whether the polarization of M2 
macrophages and the decrease in M1 macrophages 
were related to PGE2, the supernatants of hP-MSCs/ 
CS-IGF-1C were collected using the same method 
described above in 6-well plates, and the supernatants 
and 1 μM PGE2 or PF (prostaglandin EP2 receptor 
antagonist, PF-04418948) were added to different 
wells of macrophages. After 12 h, the cells were 
assayed for CD206 and iNOS (1:200, rabbit anti 
mouse, Santa Cruz, USA) by immunofluorescence. 

Myeloperoxidase activity assay 
Measurement of myeloperoxidase (MPO) 

activity was used to monitor neutrophil infiltration 
and was evaluated by the MPO kit (Jiancheng, 
Nanjing, China) according to the manufacturer’s 
instructions [27]. 

Western blot assay 
To detect the changes in M1 and M2 

macrophages in colon tissue after hP-MSCs were 
cotransplanted with CS-IGF-1C hydrogel. Colon 
tissue was lysed on ice in radioimmunoprecipitation 
assay (RIPA) buffer, and the protein was quantified 
by the BCA Protein Assay Kit (Promega), separated 
by 10% SDS-PAGE, and transferred onto 
polyvinylidene fluoride membranes (Millipore, 
Darmstadt, Germany). The primary antibodies used 
for western blot analysis were CD206 and iNOS 
(1:1000, Santa Cruz, CA) and IL-10 (1:1000, Abcam, 

Cambridge, UK). β-Actin (1:1000, Santa Cruz 
Biotechnology, CA) was used as an internal control. 

Statistical analyses 
Statistical analyses were performed using 

GraphPad Prism 5.0 software (GraphPad Software 
Inc., San Diego, CA). One- or two-way 
repeated-measures ANOVA and two-tailed t test 
were used. All the treatments were further compared 
through post test to determine the differences among 
groups. Differences were considered significant at P 
values <0.05. 

Results 
Characterization of hP-MSCs 

For monitoring transplanted cells in vivo, cell 
lines with double fusion reporter genes (Fluc-GFP) 
were developed (Figure S2A). Transduction of 
hP-MSCs with double fusion genes did not affect the 
cell morphology, and the cells were strongly positive 
for green fluorescence protein (GFP) (Figure S2B). In 
addition, BLI revealed a linear correlation between the 
cell number and luciferase signal (Figure S2C-D). 

To examine the bioactivities of this hydrogel, a 
cell proliferation assay was carried out. The results of 
the Cell Counting Kit 8 (CCK-8) and BLI indicated 
that the optimal concentration of CS-IGF-1C hydrogel 
for cell proliferation was 200 μg/mL (Figure 1A and 
Figure S3A). BLI also revealed the enhanced 
proliferation of hP-MSCs cultured on CS-IGF-1C 
hydrogel-coated plates compared to noncoated and 
CS-coated plates (Figure 1B-C). Moreover, 
proliferation-related genes, including epithelial 
growth factor (EGF), insulin-like growth factor-1 
(IGF-1), hepatocyte growth factor (HGF), placental 
growth factor (PGF), platelet-derived growth factor 
(PDGF), and vascular endothelial growth factor 
(VEGF), were analyzed by real-time PCR. The results 
showed that all these genes were upregulated in 
hP-MSCs cultured on CS-IGF-1C hydrogel-coated 
plates compared with those cultured on noncoated 
plates and CS hydrogel-coated plates (Figure 1D, 
Figure S3B). The results of RT-PCR analysis showed 
that PGE2-related gene expression (COX-1 and COX- 
2) was upregulated in hP-MSCs cultured on CS-IGF- 
1C hydrogel-coated plates (Figure S3C). Next, to 
determine if in vitro exposure to hydrogel will affect 
the phenotypic characteristic of hP-MSCs. After 
cultured on chitosan or CS-IGF-1C hydrogel coated 
plates for 3 days, hP-MSCs maintained the expression 
of surface markers (CD73, CD90, CD105) typically 
found on MSCs (Figure S4). The results indicate that 
the phenotypic of hP-MSCs were not influenced by 
CS-IGF-1C or chitosan hydrogel in in vitro culture. 
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Figure 1. Biocompatibility of CS-IGF-1C hydrogel. (A) Cell proliferation assay of hP-MSCs under different concentrations of CS-IGF-1C hydrogel. (B) Cell proliferation 
of hP-MSCs cultured on plates coated with CS-IGF-1C hydrogel was promoted. The signal activity is expressed as photons/s per cm2 per steradian (sr). (C) Quantitative analysis 
of BLI signal intensity. (D) Proliferation-related gene expression of EGF, IGF-1, HGF, and PGF in hP-MSCs cultured on plates coated with CS-IGF-1C, CS hydrogel or noncoated 
plates. Data are expressed as the mean ± SD. *P<0.05 versus control; #P<0.05 versus CS hydrogel. All experiments were performed in triplicate. 

 

Enhanced engraftment of hP-MSCs 
After various treatments (hP-MSCs, hP-MSCs 

cotransplanted with CS hydrogel, and hP-MSCs 
cotransplanted with CS-IGF-1C hydrogel), the 
survival of hP-MSCs was monitored longitudinally by 
BLI at days 0, 1, 3, 5, 7, and 10. The result of BLI 
analysis exhibited robust signals from the colon 
region at day 0 after topical delivery of hP-MSCs in all 
groups, which indicated successful hP-MSC 
transplantation (Figure 2A-B). Serial BLI of the same 
animals demonstrated ameliorated cell engraftment 
by CS hydrogel application, and CS-IGF-1C hydrogel 
further increased this effect, suggesting that 
CS-IGF-1C hydrogel could augment cell survival and 
therefore increase the therapeutic potential of 
hP-MSCs. The results of immunofluorescence staining 
also confirmed that CS-IGF-1C promoted the survival 
of hP-MSCs (Figure 2C). 

Enhanced protective effects of hP-MSCs with 
CS-IGF-1C hydrogel 

After administrating TNBS via rectal enema for 
24 h, the hP-MSCs were injected into the 
inflammatory colon in situ by laparotomy. Weight 
change, bloody diarrhea, and lassitude (disease 
activity index, DAI) were measured and observed on 
days 1, 3, 5 and 7 after hP-MSC administration, and 

histological examination was performed. The results 
indicated that hP-MSC and CS-IGF-1C hydrogel 
cotransplantation significantly reduced the extent of 
body weight loss and the DAI score compared with 
the PBS, free hP-MSC, hP-MSC and CS hydrogel 
cotransplantation groups (Figure 3A-B). To further 
evaluate the treatment effectiveness, we sacrificed the 
mice by euthanasia and excised the entire colon on 
day 3. The results showed that transplantation of 
hP-MSCs significantly improved the colon length and 
histological score compared with the PBS group 
(Figure 3C-D). 

Histopathological staining of colon slices from 
colitic mice treated with PBS showed disordered 
mucosal architecture, inflammatory cell infiltration, 
crypt loss, ulceration, and epithelial cell necrosis. 
Although the colonic tissue from the mice of hP- 
MSC-transplanted groups showed thicker epithelium 
and less inflammatory cell infiltration within the 
lamina propria, the hP-MSCs cotransplanted with 
CS-IGF-1C hydrogel groups showed the lowest levels 
of inflammation (Figure 3E). Meanwhile, we 
investigated MPO activity of the injured colon and 
our results shown that MPO was significantly 
downregulated in the MSCs/CS-IGF-1C treated 
group (Figure 3F-G). Inflammation was severe in the 
PGE2-deficient hP-MSCs cotransplanted with CS-IGF- 
1C hydrogel group (Figure S5A). In addition, we 
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investigated whether MSCs/CS-IGF-1C played a role 
in intestinal epithelial cells in the colitis mice. EpCAM 
immunofluorescence staining showed that the colonic 
tissue from the hP-MSC and CS-IGF-1C hydrogel 
cotransplantation groups maintained better epithelial 
integrity (Figure S6A-B). Real-time PCR analysis of 
tight junction protein-related gene expression 
(Claudin, Occludin, and ZO-1) in the colon on day 3 
after treatment. The results showed all these genes 
were upregulated in MSCs/CS-IGF-1C group 
compared with MSCs, CS and EP2/MSCs/CS-IGF-1C 
group (Figure S6C). Furthermore, treatment with 
hP-MSCs and CS-IGF-1C hydrogel greatly improved 
the survival rate of the mice (Figure S7). 

Enhanced anti-inflammatory effects of 
hP-MSCs with CS-IGF-1C 

It has been shown that increased reactive oxygen 
species (ROS) contribute to the development of colitis 
[28]. Therefore, we evaluated the level of ROS in vivo 
via BLI [29]. Cotransplantation of hP-MSCs with CS- 
IGF-1C hydrogel significantly decreased the level of 
ROS (Figure 4A-B). The results of RT-PCR indicated 
that proinflammatory factors were markedly 
decreased in the hP-MSCs cotransplanted with CS- 
IGF-1C hydrogel group compared with the other 
groups (Figure 4C). 

Enhanced polarization of M2 macrophages by 
CS-IGF-1C hydrogel 

M1 and M2 macrophages of colon tissues on day 
3 after transplanting hP-MSCs were detected by 
immunofluorescent staining. The CS-IGF-1C hydrogel 
significantly decreased the number of M1 
macrophages (Figure 5A-B) and promoted the 
polarization of M2 macrophages (Figure 5C-D). When 
the EP2 receptor of PGE2 is inhibited, M1 
macrophages increase and M2 macrophages decrease 
(Figure S5B-C). Western blotting analysis showed 
that CD206 was increased significantly in the hP- 
MSCs cotransplanted with CS-IGF-1C hydrogel group 
compared to the other groups (Figure 5E-F). RT-PCR 
results indicated that the expression of IL-10 was 
increased significantly in the hP-MSCs cotransplanted 
with CS-IGF-1C hydrogel group compared with the 
others (Figure 5G and Figure S5D). PGE2-related 
gene expression (COX-1 and COX-2) and 
concentration of PGE2 in the injured colon were 
increased significantly in the hP-MSCs cotransplanted 
with CS-IGF-1C hydrogel group (Figure 5H). 
Furthermore, we extracted peritoneal macrophages 
from each group of mice for immunofluorescence 
staining, and the results showed that compared with 
the PBS group, M2 macrophages were significantly 
increased in the hP-MSCs and CS-IGF-1C 
cotransplantation group, while M1 macrophages were 
significantly decreased (Figure 5I-J). 

 

 
Figure 2. CS-IGF-1C hydrogel enhanced hP-MSC survival in vivo. (A) Cell fate of hP-MSCs after transplantation with CS hydrogel, CS-IGF-1C hydrogel or PBS in a 
TNBS-induced mouse colitis model. (B) Quantitative analysis of BLI signals. Data are expressed as the mean ± SD. n=10. *P<0.05 versus hP-MSCs; #P<0.05 versus hP-MSCs/CS 
hydrogel. (C) Survival of hP-MSCs (GFP, green) cotransplanted with CS hydrogel or CS-IGF-1C hydrogel. Cell nuclei were counterstained with DAPI (blue). Scale bars, 100 µm. 
hP-MSCs/CS, hP-MSCs cotransplanted with CS hydrogel; hP-MSCs/CS-IGF-1C, hP-MSCs cotransplanted with CS-IGF-1C hydrogel. All experiments were performed in triplicate. 
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Figure 3. CS-IGF-1C hydrogel facilitated the therapeutic effect of hP-MSCs. (A) Percentage of body weight loss after treatment. (B) The DAI score at day 7. The 
weight loss index, bloody stool index, and stool consistency index were calculated. (C) Macroscopic images of colonic tissues at day 3 after treatment. (D) Quantification of the 
length of a representative inflamed colon. Data are expressed as the mean ± SD. n=10. *P<0.05 versus PBS; #P<0.05 versus hP-MSCs; $P<0.05 versus hP-MSCs/CS. (E) 
Representative histological sections of mouse colons stained with H&E. Scale bar, 100 µm. (F) Representative MPO immunohistochemical staining. Positive cells were stained 
yellow or brownish‑yellow, and the distribution of positive cells in the colon was mainly localized in the lamina propria of the mucosa and scattered around the intestinal gland. 
Scale bar, 100 µm. (G) Myeloperoxidase (MPO) immunohistochemistry score. MPO activity was measured in homogenates of the distal colon to evaluate the number of 
neutrophils. hP-MSCs/CS, hP-MSCs cotransplanted with CS hydrogel; hP-MSCs/CS-IGF-1C, hP-MSCs cotransplanted with CS-IGF-1C hydrogel. All experiments were performed 
in triplicate. 
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Figure 4. CS-IGF-1C hydrogel enhanced the anti-inflammatory effect of hP-MSCs. (A) ROS activities in mouse colitis tracked by BLI in vivo. (B) Quantitative analysis 
of BLI signal intensity (n=10). (C) The expression of proinflammatory factors (IL-1β, IFN-γ, IL-6, TNF-α) in a mouse colitis model. Data are expressed as the mean ± SD. *P<0.05 
versus PBS; #P<0.05 versus hP-MSCs; $P<0.05 versus hP-MSCs/CS. All experiments were performed in triplicate. hP-MSCs/CS, hP-MSCs cotransplanted with CS hydrogel; 
hP-MSCs/CS-IGF-1C, hP-MSCs cotransplanted with CS-IGF-1C hydrogel. 

 

CS-IGF-1C hydrogel enhanced PGE2 
production by hP-MSCs and subsequent IL-10 
secretion by M2 macrophages in vitro 

To detect whether CS-IGF-1C can promote the 
secretion of PGE2 by hP-MSCs, the conditioned 
medium (CM) of the hP-MSCs cultured on CS-IGF-1C 
hydrogel-coated, CS hydrogel-coated, and noncoated 
plates was collected. The ELISA results revealed that 
hP-MSCs cultured on the CS-IGF-1C hydrogel 
produced more PGE2 than hP-MSCs alone or CS- 
treated hP-MSCs (Figure 6A). We further isolated 
abdominal macrophages from healthy mice and 
determined the optimal concentration of PGE2 
promoting macrophage proliferation in a series of 
pilot experiments (Figure 6B). Macrophages were 
treated with PGE2, PF (EP2 inhibitor, PF-04418948) 
and CM from hP-MSCs cultured on CS-IGF-1C 
hydrogel-coated, CS hydrogel-coated, and noncoated 
plates for RT-PCR and immunofluorescence staining. 

PGE2 significantly promoted the expression of CD206 
and IL-10 similar to that of hP-MSCs/CS-IGF-IC 
supernatants (Figure 6C). The CS-IGF-1C hydrogel 
significantly promoted the polarization of M2 
macrophages and decreased the number of M1 
macrophages (Figure 6D-E). PGE2 significantly 
promoted M2 macrophage polarization to levels 
similar to those of the hP-MSC/CS-IGF-IC 
supernatant-treated group, but PF inhibited these 
effects. 

Discussion 
In this study, we generated a CS-IGF-1 C 

hydrogel by immobilizing IGF-1C to a CS hydrogel 
and cotransplanted this hydrogel with hP-MSCs for 
the treatment of colitis. Our results revealed that CS- 
IGF-1C hydrogel improved the engraftment of 
transplanted hP-MSCs, ameliorated inflammatory 
responses, and promoted functional and structural 
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recovery of colitis. These benefits can be attributed to 
the CS-IGF-1C hydrogel, which enhanced PGE2 

secretion by hP-MSCs and promoted M2 macrophage 
polarization in the colitis model (Figure 6F). 

Moreover, the therapeutic effects of the CS-IGF-1 C 
hydrogel could be directly visualized by enhanced 
hP-MSC survival and inhibited inflammatory 
responses. 

 

 
Figure 5. The CS-IGF-1C hydrogel promoted hP-MSC-induced polarization of M2 macrophages. (A) Representative immunofluorescence staining images of iNOS 
(green) and F4/80 (red) showing the accumulation of M1 macrophages on day 3. Cell nuclei were counterstained with DAPI (blue). (B) Quantitative analysis of iNOS-positive 
cells. (C) Representative images show CD206 (green) and F4/80 (red) immunostaining on day 3 after treatment. (D) Quantitative analysis of CD206-positive cells (n=10). (E) 
Western blot analysis showed the expression of CD206, iNOS and IL-10 proteins in the colon extracts on day 3 after treatment. (F) Relative protein intensity was normalized 
to β-actin. (G) RT-PCR analysis of IL-10 expression in the colon on day 3 after treatment. (H) RT-PCR analysis of PGE2-related gene expression (COX-1 and COX-2) in the 
colon on day 3 after treatment. PGE2 levels in homogenates of the colon on day 3. (I) Representative immunofluorescence staining of iNOS and CD206 (green) in peritoneal 
macrophages on day 3 after treatment. (J) Quantitative analysis of iNOS-/CD206-positive cells in peritoneal macrophages. Data are expressed as the mean ± SD, n=10. *P<0.05 
versus PBS; #P<0.05 versus hP-MSCs; $P<0.05 versus hP-MSCs/CS. Scale bar, 100 µm. hP-MSCs/CS, hP-MSCs cotransplanted with CS hydrogel; hP-MSCs/CS-IGF-1C, hP-MSCs 
cotransplanted with CS-IGF-1C hydrogel. All experiments were performed in triplicate. 
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Figure 6. CS-IGF-1C hydrogel enhanced the ability of hP-MSCs to secrete PGE2 and induce M2 macrophage polarization in vitro. (A) The levels of PGE2 in the 
conditioned medium were detected by ELISA. (B) The CCK-8 assay showed the optimum concentrations of PGE2 for macrophage proliferation in vitro. (C) RT-PCR analysis of 
the gene expression of CD206 and IL-10 in macrophages after different treatments in vitro. (D) Representative images show the staining of iNOS and CD206 for peritoneal 
macrophages after treatment with conditioned medium for 24 h. (E) Quantitative analysis of iNOS- and CD206-positive cells. (F) Schematic diagram depicting the effects of colitis 
treatment after cotransplantation of hP-MSCs and CS-IGF-1C hydrogel. When cotransplanted into a mouse colitis model, the CS-IGF-1C hydrogel protected the delivered 
hP-MSCs and facilitated the secretion of PGE2, resulting in enhanced polarization of M2 macrophages, reduced inflammation, and further promotion of colon regeneration. 
Consequently, CS-IGF-1C hydrogel therapy leads to improved functional and structural recovery of the colon. Data are expressed as the mean ± SD. *P<0.05 versus control; 
#P<0.05 versus hP-MSC CM; $P<0.05 versus hP-MSC/CS CM. Scale bar, 100 µm. All experiments were performed in triplicate. Control, complete medium; hP-MSCs CM, 
conditioned medium of hP-MSCs; hP-MSCs/CS CM, conditioned medium of CS hydrogel-coated hP-MSCs; hP-MSCs/CS-IGF-1C CM, conditioned medium of CS-IGF-1C 
hydrogel-coated hP-MSCs. 

 
In this study, we injected hP-MSCs into the 

inflammatory colon in situ by laparotomy. hP-MSCs 
injected intravenously into the bloodstream will be 
nonspecifically cleared by innate immunity under 
physiological conditions. However, Local 
administration can prevent hP-MSCs from directly 
entering the blood circulation and greatly reduce the 
clearance of liver and spleen and local administration 
increased the concentration and duration of hP-MSCs 
acting on the target organ. However, the 
disadvantage of local administration is that the 
operation is relatively complex. Locally administered 
drugs can be administered clinically by laparoscopy 
and colonoscopy. 

Bone marrow and adipose-derived MSCs are 

among the most commonly used stem cells in 
regenerative therapy [30]. With the advantages of 
accessibility, high proliferation and differentiation 
potential, perinatal tissue-derived MSCs, such as 
hP-MSCs, have been widely used in research on the 
nervous system, cardiovascular system and 
autoimmune disease [30]. MSC-based therapies are 
promising for IBD owing to their accessibility, 
pluripotency, and expansive potential [13]. However, 
inconsistent results have emerged from current 
clinical trials involving local or systemic application 
[10]. Future studies should focus on the pathways and 
mechanisms through which MSCs respond to 
damaged inflamed tissue in the intestine, providing 
vital information for improving current therapeutic 
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strategies [31]. In addition, visualizing the cellular 
function and molecular processes in living animals 
can access detailed molecular events at the molecular 
pathology level in certain disease stages [32, 33]. In 
the present study, we initially applied hP-MSCs and 
CS-IGF-1C hydrogel to the therapy of colitis by in situ 
injection and molecular imaging methods for real- 
time imaging of ROS inflammation and tracking of 
transplanted hP-MSCs by BLI. Therefore, molecular 
imaging approaches and hydrogel application 
provide a versatile platform for exploring the 
therapeutic potential of MSCs in the treatment of IBD. 

Stem cell therapy is partially limited by the low 
rate of cell retention and engraftment after 
transplantation for IBD [1]. Growth factors, as 
components of the microenvironment, control stem 
cell fate by interactions with cells and matrices [15]. 
Therefore, immobilization of growth factors by 
binding to the matrix to mimic the stem cell niche can 
increase stem cell survival [15]. Moreover, the 
expression of immunoregulatory factors varies 
depending on the microenvironment in which MSCs 
are exposed [34]. IGF-1 is a potent mitogenic and 
prosurvival factor and is implicated as a key mediator 
in colitis recovery [35]. IGF-1 secreted by hP-MSCs 
may play an important role in alleviating colitis [36]. 
Lower serum levels of IGF-1 are related to the 
development of colitis [37]. Under inflammatory 
conditions, MSC-produced factors, such as PGE2, 
suppress both innate and adaptive immunity by 
inducing the polarization of macrophages towards an 
alternative phenotype [38]. In the present study, we 
proved that the CS-IGF-1C hydrogel can enhance the 
therapeutic benefits of hP-MSCs by promoting PGE2 
secretion and M2 macrophage polarization in a colitis 
model. 

The polarization of macrophages is a complex 
process with multifactor interactions that is regulated 
by a variety of intracellular signaling molecules and 
pathways [11]. The cytokines secreted by hP-MSCs, 
such as IGF-1, PGF and PGE2, may be involved in the 
polarization of M2 macrophages [39]. PGE2, a lipid 
signaling molecule that supports the expansion of 
several types of tissue stem cells, is a novel 
therapeutic target for promoting tissue regeneration 
in vivo [39-41]. Macrophages are considered the 
primary effector cells in regulating tissue repair, and 
the reprogramming of the macrophage phenotype is 
mediated through the microenvironment of injured 
sites [11, 42]. These findings suggest that PGE2 can not 
only relieve inflammation but also has significant 
therapeutic potential for tissue regeneration through 
macrophages [11]. When transplanted into the 
inflammatory colon, the CS-IGF-1C hydrogel 
protected the delivered hP-MSCs and further 

promoted functional and structural recovery of the 
colon. These benefits can be attributed to the favorable 
niche produced by the cell-hydrogel interplay, which 
led to enhanced cell survival, increased secretion of 
PGE2, accelerated M2 macrophage polarization, 
increased IL-10 expression, and inhibited 
inflammatory responses. 

Recent studies revealed that tissue repair and 
regeneration are orchestrated by immune responses to 
tissue damage in the local microenvironment, 
including networks of cellular components and 
signaling pathways [11]. IL-10 is an essential 
immunoregulator in the intestinal tract, and 
IL-10-deficient mice will develop chronic enterocolitis 
[43, 44]. In addition, IL-10-producing macrophages 
have been shown to suppress acute experimental 
colitis in mice [45-47]. Previous studies have 
demonstrated that tumor necrosis factor-induced 
protein 6 (TSG-6) secreted by MSCs could suppress 
the mucosal inflammatory response in mice with 
colitis by promoting the production of IL-10 from 
macrophages [13, 48]. In this study, we found that 
PGE2 produced by hP-MSCs mediated the 
polarization of M2 macrophages, which produced 
IL-10 to possibly mediate the effect of colon 
inflammation attenuation. 

Conclusion 
Local application of CS-IGF-1C hydrogel with 

hP-MSCs significantly ameliorates mouse colitis via 
PGE2, which polarizes M2 macrophages and 
upregulates IL-10 secretion. This approach provides a 
novel avenue for the effective application of hP-MSC 
transplantation in IBD treatment. MSCs have been 
considered an attractive therapeutic strategy for the 
efficient and safe management of human IBD. 
Although the underlying mechanisms still require 
further clarification, the impact of macrophage 
polarization toward the anti-inflammatory M2 
phenotype seems to be especially relevant. 

Abbreviations  
BLI: bioluminescence imaging; Chitosan: CS; CS: 

chitosan; CS-IGF-1C: chitosan-based injectable 
hydrogel with immobilized the C domain peptide of 
IGF-1; DAI: disease activity index; Fluc: firefly 
luciferase; GFP: green fluorescence protein; HGF: 
hepatocyte grow factor; hP-MSCs: human placenta–
derived mesenchymal stem cells; IBD: inflammatory 
bowel disease; IDO: indoleamine 2,3-dioxygenase; 
IGF-1C: C domain peptide of insulin-like growth 
factor-1; IL: interleukin; iNOS: inducible nitric oxide 
synthase; MSCs: mesenchymal stem cells; MSCs: 
Mesenchymal stem cells; NO: nitric oxide; PGE2: 
prostaglandin E2; ROS: reactive oxygen species; 



Theranostics 2020, Vol. 10, Issue 17 
 

 
http://www.thno.org 

7708 

TGF-β1: transforming growth factor-β1; TNBS: 
trinitrobenzene sulfonic acid; VEGF: vascular 
endothelial growth factor. 

Acknowledgments 
This research was partially supported by 

National Key R&D Program of China 
(2017YFA0103200), National Natural Science 
Foundation of China (81925021, 81671734, 81470808), 
Key Projects of Tianjin Science and Technology 
Support Program (18YFZCSY00010). 

Supplementary Material  
Supplementary figures and tables. 
http://www.thno.org/v10p7697s1.pdf  

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Liang L, Dong C, Chen X, Fang Z, Xu J, Liu M, et al. Human umbilical 

cord mesenchymal stem cells ameliorate mice trinitrobenzene sulfonic 
acid (TNBS)-induced colitis. Cell Transplant. 2011; 20: 1395-408. 

2. Hidalgo-Garcia L, Galvez J, Rodriguez-Cabezas ME, Anderson PO. Can 
a Conversation Between Mesenchymal Stromal Cells and Macrophages 
Solve the Crisis in the Inflamed Intestine? Front Pharmacol. 2018; 9: 179. 

3. Gecse KB, Lakatos PL. IBD in 2016: Biologicals and biosimilars in IBD - 
the road to personalized treatment. Nat Rev Gastroenterol Hepatol. 2017; 
14: 74-6. 

4. Wang H, Vilches-Moure JG, Cherkaoui S, Tardy I, Alleaume C, Bettinger 
T, et al. Chronic Model of Inflammatory Bowel Disease in IL-10(-/-) 
Transgenic Mice: Evaluation with Ultrasound Molecular Imaging. 
Theranostics. 2019; 9: 6031-46. 

5. English K. Mechanisms of mesenchymal stromal cell 
immunomodulation. Immunol Cell Biol. 2013; 91: 19-26. 

6. Uccelli A, Prockop DJ. Why should mesenchymal stem cells (MSCs) cure 
autoimmune diseases? Curr Opin Immunol. 2010; 22: 768-74. 

7. Talwadekar MD, Kale VP, Limaye LS. Placenta-derived mesenchymal 
stem cells possess better immunoregulatory properties compared to their 
cord-derived counterparts-a paired sample study. Sci Rep. 2015; 5: 15784. 

8. da Silva MD, Bobinski F, Sato KL, Kolker SJ, Sluka KA, Santos AR. IL-10 
cytokine released from M2 macrophages is crucial for analgesic and 
anti-inflammatory effects of acupuncture in a model of inflammatory 
muscle pain. Mol Neurobiol. 2015; 51: 19-31. 

9. Yang FY, Chen R, Zhang X, Huang B, Tsang LL, Li X, et al. 
Preconditioning enhances the therapeutic effects of mesenchymal stem 
cells on colitis through PGE2-mediated T-cell modulation. Cell 
Transplant. 2018; 27:1352-1367. 

10. Markovic BS, Kanjevac T, Harrell CR, Gazdic M, Fellabaum C, 
Arsenijevic N, et al. Molecular and Cellular Mechanisms Involved in 
Mesenchymal Stem Cell-Based Therapy of Inflammatory Bowel 
Diseases. Stem Cell Rev. 2018; 14: 153-65. 

11. Zhang S, Liu Y, Zhang X, Zhu D, Qi X, Cao X, et al. Prostaglandin E2 
hydrogel improves cutaneous wound healing via M2 macrophages 
polarization. Theranostics. 2018; 8: 5348-61. 

12. Vasandan AB, Jahnavi S, Shashank C, Prasad P, Kumar A, Prasanna SJ. 
Human Mesenchymal stem cells program macrophage plasticity by 
altering their metabolic status via a PGE2-dependent mechanism. Sci 
Rep. 2016; 6: 38308. 

13. Sala E, Genua M, Petti L, Anselmo A, Arena V, Cibella J, et al. 
Mesenchymal Stem Cells Reduce Colitis in Mice via Release of TSG6, 
Independently of Their Localization to the Intestine. Gastroenterology. 
2015; 149: 163-76 e20. 

14. Feng G, Zhang J, Li Y, Nie Y, Zhu D, Wang R, et al. IGF-1 C 
domain-modified hydrogel enhances cell therapy for AKI. J Am Soc 
Nephrol. 2016; 27: 2357-69. 

15. Zhao X, Cui K, Li Z. The role of biomaterials in stem cell-based 
regenerative medicine. Future Med Chem. 2019; 11: 1777-90. 

16. Mao D, Zhu M, Zhang X, Ma R, Yang X, Ke T, et al. A macroporous 
heparin-releasing silk fibroin scaffold improves islet transplantation 
outcome by promoting islet revascularisation and survival. Acta 
Biomater. 2017; 59: 210-20. 

17. Yao Y, Yang L, Feng LF, Yue ZW, Zhao NH, Li Z, et al. IGF-1C 
domain-modified hydrogel enhanced the efficacy of stem cells in the 
treatment of AMI. Stem Cell Res Ther. 2020; 11: 136. 

18. Spadaro O, Camell CD, Bosurgi L, Nguyen KY, Youm YH, Rothlin CV, et 
al. IGF1 Shapes Macrophage Activation in Response to 
Immunometabolic Challenge. Cell Rep. 2017; 19: 225-34. 

19. Wynes MW, Riches DW. Induction of macrophage insulin-like growth 
factor-I expression by the Th2 cytokines IL-4 and IL-13. J Immunol. 2003; 
171: 3550-9. 

20. Liang L, Li Z, Ma T, Han Z, Du W, Geng J, et al. Transplantation of 
Human Placenta-Derived Mesenchymal Stem Cells Alleviates Critical 
Limb Ischemia in Diabetic Nude Rats. Cell Transplant. 2017; 26: 45-61. 

21. Seitz HM, Camenisch TD, Lemke G, Earp HS, Matsushima GK. 
Macrophages and dendritic cells use different Axl/Mertk/Tyro3 
receptors in clearance of apoptotic cells. J Immunol. 2007; 178: 5635-42. 

22. Zhang K, Wang C, Wang R, Chen S, Li Z. Dual Bioluminescence Imaging 
of Tumor Progression and Angiogenesis. JoVE. 2019: e59763. 

23. Boirivant M, Pallone F, Di Giacinto C, Fina D, Monteleone I, Marinaro M, 
et al. Inhibition of Smad7 with a specific antisense oligonucleotide 
facilitates TGF-beta1-mediated suppression of colitis. Gastroenterology. 
2006; 131: 1786-98. 

24. Tseng JC, Kung AL. In vivo imaging of inflammatory phagocytes. Chem 
Biol. 2012; 19: 1199-209. 

25. MacPherson BR, Pfeiffer CJ. Experimental production of diffuse colitis in 
rats. Digestion. 1978; 17: 135-50. 

26. Zhang C, Yu X, Gao L, Zhao Y, Lai J, Lu D, et al. Noninvasive Imaging of 
CD206-Positive M2 Macrophages as an Early Biomarker for 
Post-Chemotherapy Tumor Relapse and Lymph Node Metastasis. 
Theranostics. 2017; 7: 4276-88. 

27. González MA, Gonzalez-Rey E, Rico L, Büscher D, Delgado M. 
Adipose-derived mesenchymal stem cells alleviate experimental colitis 
by inhibiting inflammatory and autoimmune responses. 
Gastroenterology. 2009; 136: 978-89. 

28. Bronsart L, Nguyen L, Habtezion A, Contag C. Reactive Oxygen Species 
Imaging in a Mouse Model of Inflammatory Bowel Disease. Mol Imaging 
Biol. 2016; 18: 473-8. 

29. Kim H, Kim Y, Kim IH, Kim K, Choi Y. ROS-responsive activatable 
photosensitizing agent for imaging and photodynamic therapy of 
activated macrophages. Theranostics. 2013; 4: 1-11. 

30. Li Z, Han ZC. Introduction of Perinatal Tissue-Derived Stem Cells. In: 
Han ZC, Takahashi TA, Han Z, Li Z, editors. Perinatal Stem Cells: 
Biology, Manufacturing and Translational Medicine. Singapore: 
Springer Singapore; 2019. p. 1-7. 

31. Duran NE, Hommes DW. Stem cell-based therapies in inflammatory 
bowel disease: promises and pitfalls. Therap Adv Gastroenterol. 2016; 9: 
533-47. 

32. He N, Chen X, Wang D, Xu K, Wu L, Liu Y, et al. VE-Cadherin regulates 
the self-renewal of mouse embryonic stem cells via LIF/Stat3 signaling 
pathway. Biomaterials. 2018; 158: 34-43. 

33. Du W, Zhang K, Zhang S, Wang R, Nie Y, Tao H, et al. Enhanced 
proangiogenic potential of mesenchymal stem cell-derived exosomes 
stimulated by a nitric oxide releasing polymer. Biomaterials. 2017; 133: 
70-81. 

34. Shi Y, Wang Y, Li Q, Liu K, Hou J, Shao C, et al. Immunoregulatory 
mechanisms of mesenchymal stem and stromal cells in inflammatory 
diseases. Nat Rev Nephrol. 2018; 14: 493-507. 

35. Zhao N, Yue Z, Cui J, Yao Y, Song X, Cui B, et al. IGF-1C 
domain-modified hydrogel enhances therapeutic potential of 
mesenchymal stem cells for hindlimb ischemia. Stem Cell Res Ther. 2019; 
10: 129. 

36. Liao Y, Lei J, Liu M, Lin W, Hong D, Tuo Y, et al. Mesenchymal Stromal 
Cells Mitigate Experimental Colitis via Insulin-like Growth Factor 
Binding Protein 7-mediated Immunosuppression. Mol Ther. 2016; 24: 
1860-72. 

37. Dresner-Pollak R, Gelb N, Rachmilewitz D, Karmeli F, Weinreb M. 
Interleukin 10-deficient mice develop osteopenia, decreased bone 
formation, and mechanical fragility of long bones. Gastroenterology. 
2004; 127: 792-801. 

38. Shi Y, Su J, Roberts AI, Shou P, Rabson AB, Ren G. How mesenchymal 
stem cells interact with tissue immune responses. Trends Immunol. 2012; 
33: 136-43. 

39. Zhang Y, Desai A, Yang SY, Bae KB, Antczak MI, Fink SP, et al. 
Inhibition of the prostaglandin-degrading enzyme 15-PGDH potentiates 
tissue regeneration. Science. 2015; 348: aaa2340. 



Theranostics 2020, Vol. 10, Issue 17 
 

 
http://www.thno.org 

7709 

40. Kim HB, Kim M, Park YS, Park I, Kim T, Yang SY, et al. Prostaglandin E2 
Activates YAP and a Positive-Signaling Loop to Promote Colon 
Regeneration After Colitis but Also Carcinogenesis in Mice. 
Gastroenterology. 2017; 152: 616-30. 

41. Kim H, Shin TH, Lee BC, Yu KR, Seo Y, Lee S, et al. Human umbilical 
cord blood mesenchymal stem cells reduce colitis in mice by activating 
NOD2 signaling to COX2. Gastroenterology. 2013; 145: 1392-403.e1-8. 

42. Chen J, Yang J, Liu R, Qiao C, Lu Z, Shi Y, et al. Dual-targeting 
Theranostic System with Mimicking Apoptosis to Promote Myocardial 
Infarction Repair via Modulation of Macrophages. Theranostics. 2017; 7: 
4149-67. 

43. Kuhn R, Lohler J, Rennick D, Rajewsky K, Muller W. 
Interleukin-10-deficient mice develop chronic enterocolitis. Cell. 1993; 
75: 263-74. 

44. Schreiber S, Heinig T, Thiele HG, Raedler A. Immunoregulatory role of 
interleukin 10 in patients with inflammatory bowel disease. 
Gastroenterology. 1995; 108: 1434-44. 

45. Rugtveit J, Nilsen EM, Bakka A, Carlsen H, Brandtzaeg P, Scott H. 
Cytokine profiles differ in newly recruited and resident subsets of 
mucosal macrophages from inflammatory bowel disease. 
Gastroenterology. 1997; 112: 1493-505. 

46. Li B, Gurung P, Malireddi RK, Vogel P, Kanneganti TD, Geiger TL. IL-10 
engages macrophages to shift Th17 cytokine dependency and 
pathogenicity during T-cell-mediated colitis. Nat Commun. 2015; 6: 6131. 

47. Hayashi A, Sato T, Kamada N, Mikami Y, Matsuoka K, Hisamatsu T, et 
al. A single strain of Clostridium butyricum induces intestinal 
IL-10-producing macrophages to suppress acute experimental colitis in 
mice. Cell Host Microbe. 2013; 13: 711-22. 

48. Anderson P, Souza-Moreira L, Morell M, Caro M, O'Valle F, 
Gonzalez-Rey E, et al. Adipose-derived mesenchymal stromal cells 
induce immunomodulatory macrophages which protect from 
experimental colitis and sepsis. Gut. 2013; 62: 1131-41. 


