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Aim: Acute pancreatitis is an inflammatory disorder of the pancreas, which causes abnormal activation of immune cells. The 
macrophages were accumulated in pancreas and infiltrated into islets during the AP process to induce abnormal glucose metabolism. 
However, the role of macrophages in abnormal glucose metabolism remains understood. Extracellular vesicles act in the regulation of 
intercellular function, but whether EVs secreted by macrophages contribute to β cell failure and apoptosis in AP is unclear. Based on this, 
the aim of this study was to reveal the role of macrophages-EVs in AP and develop a treatment for symptoms of hyperglycemia in AP.
Methods: The AP model was established and treated by various doses of melatonin to analyze the therapeutic effect. The 
accumulation and polarization of macrophages in the AP pancreas were observed, and the β cells were incubated with pancreatic 
derived EVs to analyze the role in β cell failure and apoptosis.
Results: The results showed that macrophages were recruited and polarized to M1 phenotype macrophages in the pancreas of AP 
mice, which obtained inflammatory EVs that contained specific miRNAs to induce β cell failure and apoptosis. Then, the EVs derived 
from M1 macrophages triggered β cell failure and apoptosis. Melatonin prevented polarization of macrophages to the M1 phenotype 
in vivo, which reduced the secretion of inflammatory EVs, changed the abundance of miRNAs in EVs, and therefore decreased 
inflammatory EV-mediated β cell failure and apoptosis.
Conclusion: Our results demonstrate that similar to 20S proteasome inhibitor MG132, analyses indicated that melatonin prevented 
degradation of IκBα through the ubiquitylation pathway to restrict p50 subunits to the cytoplasm of macrophages, inhibited activation 
of the NF-κB pathway to downregulate the transcription of specific miRNAs, and reduced miRNA transport into EVs.
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Introduction
Acute pancreatitis (AP) is an inflammatory disorder of the pancreas, digestive enzymes in pancreatic acinar cells are 
activated prematurely, which leads to auto-digestion of pancreatic acinar tissue and subsequent inflammation in the 
pancreas. Such inflammation can then spread to the whole body.1 AP has been reported to cause abnormal glucose 
metabolism,2,3 during AP onset, the monocytes/macrophages are acutely accumulated in the pancreas and infiltrated into 
islets.4 Pancreatic resident macrophages are plastic cells that adapt their activation state when the niche changes. They 
are seen as negatively affecting the functions and survival of pancreatic β cell in diabetes mellitus.5 However, the role of 
macrophages in AP-caused abnormal glucose metabolism remains poorly understood.

Extracellular vesicles (EVs) are nanometer-scale vesicles with a diameter of 50–200 nm and secreted by cells of all 
types. EVs play an important role in communication between cells, which transport DNA, RNA, lipid and protein that 
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can be transferred into recipient cells to regulate cellular function. Guay et al reported EVs from CD4+ and CD8+ 

T lymphocytes cause pancreatic cells to fail and apoptosis, which transported miR-142-3p, miR-142-5p, and miR-155 
into pancreatic β cells and triggered chemokine expression to cause type 1 diabetes mellitus.6 Meanwhile, macrophages 
also have been reported to participate in pancreatic β cell fail and apoptosis,4 AP mice have predominantly M1 
macrophages during acute inflammation, whereas M2 macrophages repair the damaged pancreas. However, the under-
lying molecular mechanisms are unknown.

Melatonin is a small neurohormone produced in the mammalian pineal gland, which is a free-radical scavenger and 
stimulates the activities of several antioxidative enzymes to modulate cerebrovascular, reproductive, visual, neuroendocrine 
and neuroimmunological activities.7 Lipopolysaccharide (LPS)-activated macrophages produce and release a variety of 
cytokines to stimulate the acute inflammatory response, which include IFN, IL-1, IL-12, and TNF-α. However, melatonin 
suppresses production of IL-6, significantly reduces IL-12 production, and decreases TNF-α production in RAW 264.7 
cells.8,9 In tissue-resident macrophages, melatonin suppresses the differentiation of intraplaque macrophages toward the 
proinflammatory M1 phenotype to ameliorate intraplaque inflammation by regulating the AMPKα-STAT pathway down-
stream of a circadian nuclear receptor retinoid acid receptor-related orphan receptor-α-dependent signaling pathway.10 

These data prompted us to investigate whether melatonin also affects the phenotype of macrophages in the pancreas under 
AP conditions and changes their EV contents to reduce the influence on recipient cells.

Studies on the pathogenesis of inflammation and abnormal glucose metabolism in acute pancreatitis patients are 
limited because of the unavailability of human pancreatic tissues. Therefore, animal models, especially the caerulein- 
induced AP model, have been well used to investigate the pathogenesis of AP. In this study, AP mice and pancreas- 
resident macrophages were used to investigate the role of melatonin in amelioration of the proinflammatory phenotype of 
macrophage, changes in macrophage EV contents, improvement of functional recovery of pancreatic β cells, and the 
molecular mechanisms underlying such processes.

Methods
Animal Model of Acute Pancreatitis (AP)
Six weeks KM mice were purchased from Jinan Pengyue Experimental Animal Breeding Co. Ltd. (Jinan, Shandong 
Province, China). All animal studies were approved by the Jining Medical University Institutional Review Board’s 
Animal Welfare Committee and adhered to the institution’s guidelines for animal experimentation (License ID: 2017-JZ 
-003). All surgery was performed under pentobarbital anesthesia, and all efforts were made to minimize suffering. The 
AP model was established in accordance with a previous report,4,11 with some improvements. Mice were intraperitone-
ally injected with caerulein (a cholecystokinin analogue, dosage: 50 mg/g every 1 hour; Shanghai Yuanye Bio- 
Technology Co., Ltd, HY-A0190), nine times with the last injection consisting of caerulein with LPS (10 mg/kg, 
Sigma, St Louis, MO, L2630) to establish the AP model.

To assess the AP model, serum amylase was measured using an ELISA kit (Sinogenes Biotech, Beijing, China). The 
more than or equal to 400 pg per milliliter serum amylase in AP mice were used for subsequent experiments. All tissue 
and serum of animal model were collected after euthanasia by anesthetic gases.

To analyze the function of melatonin in polarization of macrophage and the effect of their extracellular vesicles on β 
cell failure and apoptosis during the AP process, melatonin (4, 8, or 12 mg/kg/day) was intraperitoneally injected at 
24 hour after the cerulean and LPS injection. Melatonin was dissolved in corn oil and administered at a fixed time once 
a day. The duration of melatonin administration was until serum amylase returned to normal. The melatonin content in 
mouse blood was measured with high performance liquid chromatography (HPLC) using an Agilent 1200. A glucose 
tolerance test was performed during the AP process at various time points after intraperitoneal injection of 2 g glucose/kg 
body. Peripheral blood was obtained from the tail after 0, 30, 60, 90, and 120 min to determine the blood glucose level 
using a glucometer (SANNUO Biotech Ltd., China). Non-treatment mice as a normal control.
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Isolation and Culture of Pancreatic-Resident Macrophages (PRMs)
Pancreatic-resident macrophages (PRMs) were isolated and sorted from pancreatic tissue through MCAS with antibodies 
(CD45, CD11b, F4/80, and MHC11, Cell Signaling Technology, Danvers, MA) according to previously described 
procedure for mouse tissue macrophage isolation.12 The purified PRMs were cultured in H-DMEM (Gibco, USA) 
supplemented with 10% (v/v) FBS (PAN Biotech, Germany), 100 mg/mL streptomycin, and 100 U/mL penicillin. For 
M1 polarization of PRMs, LPS (1 μg/mL) and IFN-γ (20 ng/mL) and was added in cell cultures for 48 h. For M2 
polarization of PRMs, IL-4 (20 ng/ml) was added to cell cultures for 48 h.

Mouse β Cells Culture and Glucose Tolerance Test
Mouse β cells (Beta-TC-6 cells) were cultured in H-DMEM (supplemented with 10% (v/v)) FBS, 100 mg/mL 
streptomycin, and 100 U/mL penicillin. To determine whether insulin release from Beta-TC-6 cells was dependent on 
glucose, we applied two glucose concentrations (2 mM and 20 mM) to stimulate insulin release in accordance with 
a previous report,13 and then measured insulin content using an ELISA kit (Solarbio, China).

EVs Isolation from Pancreatic Tissue and Macrophages, and Their Characterization
The literature on EVs isolation from tissue was consulted, and valuable enhancements were implemented,14 a qEV 
original size-exclusion column (Cambridge, MA, USA) was used to isolate EVs from pancreatic tissue. Firstly, 0.1 g of 
pancreatic tissue was cut into small pieces (1 mm3) and incubated in DMEM for 2 hours, followed by 30 minutes of 
digestion using 1% collagenase IV at room temperature. The digestion was terminated by DMEM containing 10% EV- 
depleted FBS to obtain a suspension of tissue. The suspension was centrifuged at 2000 g for 10 min and then filtered 
through an 80mm mesh sieve, which included EVs derived from the pancreatic tissue. The macrophage and pancreatic 
supernatant were concentrated with centrifugal filter units (Millipore, Massachusetts, US) by centrifuging at 1500 g for 
15 minutes. In a column, the supernatants were added, and 7 to 9 fractions of 0.5 ml were selected and then concentrated 
in centrifugal filter units (Millipore, Massachusetts, US). As described previously, purified EVs were characterized using 
electron microscopy, NTA (NanoSight LM10), and immunoblotting.15 Beta-TC-6 cells were incubated for 24 h at 37°C 
with 10 μg/mL purified EVs to investigate their role in β cell failure and apoptosis.

Microarray Analysis
The Agilent Mouse miRNA (8×60K) array analysis was performed by the National Engineering Center for Biochips 
(Shanghai, China). All data were analyzed using the SBC Analysis System (online tools for analysis of microarrays, 
http://sas.ebioservice.com/portal/root/molnet_shbh/index.jsp) to identify differentially expressed genes.16 The signifi-
cance of differential expression was assessed by the Student’s t-test. Fold changes of ≥2 and a p-value of <0.05 were 
used as the thresholds. Heat maps were generated using Java TreeView software.

Detection of Reactive Oxygen Species in β Cells
Mitochondrial ROS production in β cells was detected using MitoSox Red (Invitrogen, USA). Intracellular oxidative 
stress in β cells was analyzed by oxidation of 6-carboxy-2′,7′-dichlorodihydrofluorescein diacetate (DCFH-DA, 
Invitrogen). For MitoSox Red staining, TC-6 cells were incubated with 5 mM MitoSox Red for 20 minutes in the 
dark. After the dye was loaded, TC-6 cells were rinsed thrice with D-PBS and examined under a TE-2000-E confocal 
microscope (Nikon). For flow cytometric analysis of DCFH-DA, TC-6 cells were digested into single cells, resuspended 
with 10 mM DCFH-DA and incubated at 37°C for 20 minutes in the dark. After incubation, the TC-6 cells were 
resuspended in fresh growth medium and analyzed by flow cytometry. The fluorescence intensity reflected the level of 
intracellular ROS.

Immunofluorescence
Macrophages were seeded on glass coverslips, washed three times with PBS, fixed with 4% paraformaldehyde, and then 
permeabilized with PBS containing 0.25% Triton X-100. TC-6 cells were washed three times, blocked with 10% goat 
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serum, and then incubated with primary antibodies against IκBα (Cell Signaling Technology, L35A5), NF-κB (p50, 
Abcam, ab14059), and proteasomes (PA28γ, Cell Signaling Technology, 2412) overnight at 4°C. The cells were washed 
three times with PBS and then incubated with secondary antibodies (IκBα, anti-Mouse-FITC; p50, anti-Chicken-PE; 
proteasomes, anti-Rabbit-Alexa 647) for 1 h in the dark. Finally, cells were incubated with 1 μg/ml DAPI for 15 min and 
then washed three times with PBS. Images were acquired under a laser-scanning confocal microscope.

Analysis of Recruited Macrophages in the Pancreas
Pancreatic tissue was obtained from normal, AP mice and melatonin treated with AP mice, sectioned, and then stained 
with HE for histological analysis. F4/80, a marker of macrophages, was used to mark and count macrophages in the 
pancreas and islets by immunohistochemistry and immunofluorescence. Positive cells were counted and analyzed using 
ImageJ/IHC profiler tools.17

Electron Microscopy
To analyze granular ultrastructures, insulin granules were observed by transmission electron microscopy (TEM) after 
fixation, dehydration, permeabilization and sectioning of β cells collected after various treatments. Images from at least 
two independent groups and at least three independent different batches for each treatment were recorded. Image 
J software was used to analyze and quantify images.13

qPCR
MiRNAs were isolated with a miRcute miRNA isolation kit (Tiangen, Beijing, China). cDNA was synthesized using a High 
Capacity RNA-to-cDNA Kit (Tiangen). Primers for U6, miR-29a-3p, miR-146a-5p, miR-24-3p, miR-21-5p, and miR-25-3p 
were purchased from Tiangen. qPCR was performed using SYBR PCR Mix (SYBR Green; Tiangen) in a Light Cycler 480 
PCR system (Roche, USA). An external control (exosomes, Tiangen) or U6 small nuclear RNA (cells) was used for 
normalization. Each experiment was performed in duplicate in 96-well plates and repeated three times.

Western Blot
Ubiquitin, IkBα, β-actin, p65, p50, histone H3, Bax, Bcl-2, and cleaved caspase-3 were detected by western blot analysis 
after various treatments. Cells were lysed using M-PER Protein Extraction Reagent (Beyotime, Beijing, China) contain-
ing a protease inhibitor (Beyotime). A nuclear extract was obtained using a Nuclear and Cytoplasmic Protein Extraction 
Kit (Beyotime). Protein concentrations of the extracts were measured with a BCA assay kit (Beyotime). Equal amounts 
of proteins were loaded and subjected to SDS-PAGE, followed by transfer onto nitrocellulose membranes (Beyotime). 
Primary antibodies (Ubiquitin, 1:500; IkBα, 1:500; β-actin, 1:5000; p65, 1:1000; p50, 1:1000; histone H3, 1:5000; Bax, 
1:1000; Bcl-2, 1:1500; and cleaved caspase-3, 1:1000) and horseradish peroxidase-coupled secondary antibodies 
(1:5000) were purchased from Abcam (USA). Membranes were probed using ultra-enhanced chemiluminescence 
Western blot detection reagents (Beyotime). β-Actin and histone H3 were used as internal controls. Protein abundance 
was analyzed using ImageJ tools.

TUNEL Analysis
β cells after various treatments were analyzed using a One Step TUNEL Apoptosis Assay Kit (Beyotime) in accordance 
with a previous report.18 β cells were fixed for 30 min at room temperature and then incubated in permeabilization 
solution for 5 min at room temperature. Subsequent staining was carried out in accordance with the manufacturer’s 
instructions. Images were acquired under the laser-scanning confocal microscope. ImageJ software was used to analyze 
and quantify images.

ChIP-qPCR
ChIP was performed using a ChIP assay kit (Beyotime) with an anti-NF-κB1 antibody (p50, 1:50, Cell Signaling Technology) and 
anti-IgG (negative control). The DNA obtained from ChIP products was extracted using a DNA purification kit in accordance 
with the manufacturer’s instructions. The DNA samples were subjected to qPCR amplification with primers that spanned the p50- 
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binding site as follows: miR-146a, F5′GTTGGTCTGGAACCCATAATGCTACCGACGTTGAC3′, R5′ TTAAG 
GCTGCACGATTTCTGTGAGTTCAAGGTCAT3′. miR-29a, F5′ TGTAAGCCTCGTGCTCACTGTCCCACG 
TCTGCTCT3′, R5′ CCTAATTTCAGGCGATCCTATGCTGACCTCATCTA3′. miR-25, F5′ A 
TGACCCTCAAGCCGCCTCCTTCCCTCCTACCAGC3′, R5′ ATTCAAGTCCTAGCCCTCATGGATTCAAGCAGCAA3′. 
miR-24, F5′ CACATGATGTCCCACAGCACCAGAGGGCTGCCAAAC3′, R5′ TGAGCCTTCTAGCT 
GTTCCTGAGGACCCACCTTGC3′. miR-21, F5′ AAAACATGTCTCCCTGAAGGCAGTTTAGTCCACAT3′, R5′ 
TTTGTTAAGTTTCGAGCAGAACATCATATCCACCC3′.

Generation of Eukaryotic Expression Vectors
An miRNA overexpression plasmid was constructed using the backbone of the pcDNA3.1 plasmid by inserting miRNAs 
arranged in a tandem array. The miRNA sponge was constructed in accordance with a previous report.19 The interrupted 
palindromic SanDI (Fermentas) restriction site was used to insert miRNA-binding sites for miR-24-3p, miR-25-3p, miR- 
21-3p, and miR-29a-3p (Table S1).

Statistical Analysis
There was at least three independent experiments performed in triplicate. Results were presented as the mean ± standard 
error of the mean (SEM). Differences were assessed using Student’s t-test (two groups) or one-way ANOVA (more than 
two groups) unless noted otherwise. p <0.05 was considered statistically significant.

Results
Melatonin Administration in AP Mice
Amylase levels in serum are important for diagnosing acute pancreatitis. In AP mice, serum amylase was dramatically 
raised after treatment with cerulein and LPS at different time points, and it returned to normal after 8 weeks when mice 
were not treated (Figure 1A). To measure pancreatic islet function during the AP process, a glucose tolerance test was 
performed at various times during the process. AP mice showed an abnormal glycometabolism compared to normal mice, 
which returned to normal after 6 weeks of non-treatment (Figure 1B).

Melatonin (4, 8, and 12 mg/kg/day) was injected at 24 h after the last injection of cerulein into AP mice to ameliorate 
symptoms. Serum amylase was reduced in M8 (8 mg/kg/day) and M12 (12 mg/kg/day) groups relative to M4 (4 mg/kg/ 
day) and non-treatment groups and recovered to the normal level after 4 weeks, except in M4 group (4 mg/kg/day), 
which returned after 5 weeks (Figure 1A).10 The glucose tolerance test also showed effective improvement in M8 and 
M12 groups, which recovered to the normal level after 3 weeks, except in the M4 group, which recovered after 4 weeks 
(Figure 1B). Changes in serum amylase and abnormal glycometabolism are caused by acute inflammation in the 
pancreas. Next, we examined recruitment and polarization of macrophages and β cell apoptosis in AP mice. 
Hematoxylin-eosin (HE) staining was used to analyze pathological changes in pancreas at 1, 3, and 5 weeks after 
treatment. Enlarged cell gaps, an increased volume of the nucleus, obvious vacuoles, and large nuclei pushed out to the 
cell edge by vacuoles were observed in AP mice, which were accompanied by inflammatory cell infiltrates in the whole 
pancreas including islets (Figure 1C). Moreover, immunofluorescence was used to observe recruitment and polarization 
of macrophages with antibodies against F4/80, iNOS, and CD206 and analyze the positive rate and distribution of these 
markers. F4/80 is a major marker for macrophages, iNOS is marker of M1 macrophages, and CD206 is marker of M2 
polarization. Our data revealed that the number of F4/80-positive cells was increased significantly in the pancreatic acinar 
tissue and islets of AP mice. A mass of monocytes was also recruited from blood and had differentiated into 
macrophages, but the amount of F4/80-positive cells was significantly decreased in M8 and M12 groups. This effect 
was observed after 4 weeks in the M4 group (Figure 1D). To further analyze the polarization of these macrophages, iNOS 
and CD206 were used to assess the polarization types. The results demonstrated that the percentage of iNOS-positive 
cells was also significantly decreased and CD206-positive cells were dramatically elevated in M8 and M12 groups 
compared with the M4 group (Figure 1E and F). We next examined β cell apoptosis by immunohistochemistry (IHC) of 
cleaved caspase 3. Cleaved caspase 3-positive cells were gradually increased during acute inflammation, but they were 
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effectively suppressed in M8 and M12 groups compared with the M4 group (Figure 1G). Next, we measured the level of 
circulating melatonin by HPLC in sham, AP, M4, M8, and M12 groups at 1 and 5 weeks after treatments. As shown in 
Figure 1H, the serum levels of melatonin were dramatically elevated after melatonin administration compared with sham 
and AP groups, and M8 and M12 group had significantly higher levels than the M4 group. Therefore, the M8 group was 
used for subsequent experiments.

Melatonin Alters Macrophage Polarization and Changes Their EV Contents in AP Mice
Extracellular vesicles (EVs) efficiently deliver their biomolecules to recipient cells and assist in intracellular commu-
nication without direct cell-to-cell contact. To illustrate the role of EVs in β cell apoptosis during AP progression, 
pancreatic tissue EVs were isolated from normal, AP, and melatonin-treated AP (Mel-AP) mice, and applied to β cells to 

Figure 1 Abnormal glucose metabolism, β cell apoptosis, M1 macrophage recruitment, and melatonin administration in AP mice. (A) Measurement of serum amylase in AP 
mice after treatment with various doses of melatonin. Sera were collected at the various time points listed on the x-axis and serum amylase was measured using an ELISA. 
(B) Improvement of abnormal glucose metabolism in AP mice by various doses of melatonin. (C) Representative images of histopathological examination of the pancreas in 
AP mice after various treatments at the various time points. (Scale bar=100 μm) (D) Representative immunofluorescence images of insulin and F4/80-positive cells in the 
pancreas of variously treated AP mice (left), and quantification of F4/80-positive cells in pancreatic tissue at the various time points after different treatments of AP mice 
(right). (Scale bar=100 μm) (E and F). Representative immunofluorescence images of iNOS and CD206-positive cells in the pancreas of variously treated AP mice (left), and 
quantification of iNOS and CD206-positive cells in pancreatic tissue at the various time points after different treatments of AP mice (right). (Scale bar=100 μm) (G) 
Representative immunohistochemical images of cleaved caspase 3-positive cells in the pancreatic tissue of variously treated AP mice (left), and quantification of cleaved 
caspase 3-positive cells in pancreatic tissue (right). (Scale bar=50 μm) (H) Quantification of circulating melatonin after melatonin administration at various concentrations. 
M4 (4 mg/kg/day), M8 (8 mg/kg/day), and M12 (12 mg/kg/day), (n=5). *P < 0.05, **P < 0.01, ***P < 0.001. 
Abbreviation: ns, not significant.
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analyze their function and apoptosis (Figure 2A). The results revealed that pancreatic tissue EVs exhibited a round shape 
with sizes ranging from 50 to 200 nm and contained characteristic EV marker proteins CD63, CD9, and Alix (Figure 2B– 
E). Interestingly, compared with normal mice, AP mice displayed the largest increase in EV release and the concentration 
of EV proteins was elevated markedly in AP mice, which were effectively alleviated after melatonin administration 
(Figure 2B–E) (Figure S1. Whole blot images for Figure 2E). Next, these EVs were labeled with Dil and applied to Beta- 
TC-6 cells to analyze their function and apoptosis. We observed a decrease in insulin secretion under treatment with 20 
mM glucose after incubation with pancreatic tissue EVs from AP mice in a concentration-dependent manner compared 
with normal and Mel-AP mice (Figure 2F), TUNEL staining also indicated a dramatic elevation in apoptotic cells after 
incubation with pancreatic tissue EVs from AP mice in a concentration-dependent manner (Figure 2G and H).

Melatonin is the main chronobiotic hormone that is produced and secreted by the pineal gland, which has diverse 
functions, including suppressing the differentiation of intraplaque macrophages toward the proinflammatory M1 pheno-
type. On the basis of a previous report,10 to further determine the role of melatonin in ameliorating symptoms of AP by 
converting the macrophage phenotype, pancreatic resident macrophages (PRMs) were isolated from normal mice and 
purified by fluorescence-activated cell sorting. The cells were then treated with LPS and IFN-γ to induce M1 polarization 
or IL-4 for M2 polarization. Various doses of melatonin were added to M1-polarized PRMs to investigate the phenotype. 
As a result, optimal suppression of the M1 polarization in PRMs was obtained at melatonin concentrations of 100 and 
150 μM, and approximately 40% of M1-polarized PRMs activated by LPS were negative for iNOS after melatonin 
treatment. These data were consistent with IF results in the pancreas, which showed that melatonin ameliorated 
inflammation of AP by suppressing the polarization of PRMs toward the proinflammatory M1 phenotype (Figure 3A). 
However, the molecular mechanisms underlying M1 PRMs promoting apoptosis of β cells and melatonin converting the 
PRM phenotype were unclear.

EVs derived from M1 and M2 phenotype macrophages have significantly different contents and biological roles. EVs 
secreted by M1 macrophages contain numerous proinflammatory molecules that cause a series of inflammatory responses 
when received by recipient cells.20 MiRNAs are one of the main components of EVs, and studies have reported that EV- 
miRNAs play important roles in cellular communication.21,22 Therefore, we collected EVs from PRMs, M1 phenotype 
PRMs (LPS-treated PRMs), M2 phenotype PRMs (IL-4-treated PRMs), and 100 μM melatonin LPS, and IFN-γ-cotreated 
PRMs (LPS-Mel) to analyze EV miRNA profiles (Figure 3B) and characterize them. The results were consistent with the 
data obtained from pancreatic tissue. EV release and the concentration of EV proteins were elevated markedly in M1 
phenotype PRMs compared with normal cells. However, EV proteins were decreased significantly after melatonin 
administration (Figure 3C–E) (Figure S2 Whole blot images for Figure 3E).These EVs were also incubated with Beta- 
TC-6 cells to analyze their function and apoptosis. The results indicated a decrease of insulin secretion under treatment 
with 20 mM glucose after treatment with EVs from LPS-treated PRMs in a concentration-dependent manner compared 
with normal and LPS-Mel PRMs (Figure S3A). TUNEL staining demonstrated a dramatic elevation of apoptotic cells 
after incubation with EVs from LPS-treated PRMs in a concentration-dependent manner (Figure S3B and C). EVs at 
1×108 particles/mL were selected to assess the role of EVs from PRMs in β cell failure and apoptosis.

The miRNA profiles of EVs derived from the variously treated PRMs showed significant changes. We selected about 
100 significantly changed miRNAs (P value 1.3-fold) as shown in Figure 3B. The top 10 miRNAs included miR-29a-3p, 
miR-155-5p, miR-146a-5p, miR-24-3p, miR-25-3p, miR-142a-3p, miR-200b, miR-21-5p, miR-181b-5p, and miR-192- 
5p. Some of these miRNAs have capacity to induce β cell failure and apoptosis upon ectopic expression, such as miR- 
146a-5p,23 miR-29a-3p,24 miR-21-5p,23,25 miR-24-3p,26 and miR-25-3p.27,28 Bioinformatics analysis suggested that 
miR-146a-5p, miR-29a-3p, miR-21-5p, miR-24-3p, and miR-25-3p shared some common target genes (Figure S4 and 
Table S2). These target genes, which participate in the regulation of cytokines or the NF-κB signaling pathway, are listed 
in Table S2. Therefore, signaling pathways activated in response to an increase of these miRNAs may potentially 
converge. First, we determined whether EVs derived from PRMs carried specific miRNAs. EVs from LPS-treated PRMs 
were treated with Triton X-100 or RNase and then miRNA levels were quantified by qPCR. MiR-34c mimic was used as 
a positive control for RNase digestion and spiked in the EV preparations. The results revealed significant changes under 
the different treatments and implied that the EVs carried specific miRNAs (Figure 3F). To verify data from miRNA 
microarray analysis, the levels of miR-146a-5p, miR-29a-3p, miR-21-5p, miR-24-3p, and miR-25-3p in EVs derived 
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Figure 2 Role of EVs derived from different pancreatic tissues in β cell function and apoptosis. (A) Schematic diagram of EV isolation from pancreatic tissue. (B) 
Representative electron microscopy images of EVs from pancreatic tissue after various treatments. (Scale bar=200 μm) (C) EV protein concentrations in pancreatic tissue 
from mice after various treatments. (D) Size distributions of EVs from pancreatic tissues. (E) Western blot analysis of EV markers CD63, CD9, and Alix. (F) Analysis of 
insulin secretion from Beta-TC-6 cells after treatment with various concentrations of EVs derived from pancreatic tissue. The insulin content in culture supernatants of Beta- 
TC-6 cells incubated with tissue EVs and then treated with 20 mM glucose was measured by an ELISA. (G) Quantification of TUNEL-positive cells in Beta-TC-6 cells after 
treatment with various concentrations of EVs. (H) Representative fluorescence images of TUNEL staining in Beta-TC-6 cells after treatment with various concentrations of 
EVs. (Scale bar=100 μm) Black superscript, normal cells vs each group; Tangerine superscript, AP pancreatic tissue EVs vs each group; (n=5). *P < 0.05, **P < 0.01, ***P < 
0.001, ****P < 0.0001. 
Abbreviation: ns, not significant.
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Figure 3 Melatonin converts the macrophage phenotype and changes their EV contents. (A) Flow cytometry of M1 (iNOS) and M2 (CD206) macrophage markers in 
pancreatic resident macrophages after treatment with various doses of melatonin (left) and (right) quantification of the expression levels of iNOS and CD206 in melatonin- 
treated macrophages (n=3). (B) Schematic diagram of profile analysis of EV miRNAs in PRMs before and after various treatments. (C) EV protein concentrations in PRMs 
after various treatments. (D) Size distributions of EVs in PRMs. (E) Western blot analysis of EV-markers CD63, CD9, and Alix. (F) Levels of specific miRNAs in EVs from LPS 
and IFN-γ-treated PRMs (LPS-EVs). MiR-34c mimic was used a positive control for RNase digestion and spiked in the LPS-EV preparation. Samples treated with (T) or 
without (NT) Triton X-100 were incubated with RNase (R) and then miRNA levels were measured by qPCR and expressed as a percentage of NT (n=3). (G) EV miRNA 
abundance in cellular supernatants was measured by qPCR and expressed as the fold change versus normal cell EVs (n=3). EVs from PRMs (Normal cell EVs), EVs from LPS 
and IFN-γ-treated PRMs (LPS-EVs), EVs from IL-4-treated PRMs (IL-4-EVs), and EVs from melatonin and LPS and IFN-γ-treated PRMs (LPS-Mel-EVs). (H) Levels of specific 
miRNAs in EVs from AP mice. MiR-34c mimic was used a positive control for RNase digestion and spiked in the EV preparation. Samples treated with (T) or without (NT) 
Triton X-100 were incubated with RNase (R) and then miRNAs levels were measured by qPCR and expressed as a percentage of NT (n=3). (I) EV miRNA abundance in 
pancreatic tissue was measured by qPCR and expressed as the fold change versus normal mouse pancreatic EVs (n=3). (J and K) Abundances of specific miRNAs in EVs 
showed positive correlations between before and after LPS treatment of PRMs or pancreatic tissue. These data demonstrated that LPS treatment played an important role in 
upregulating EV miRNAs. *P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001.
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from the variously treated PRMs were analyzed by qPCR. The results demonstrated that these miRNAs were dramati-
cally elevated in EVs after LPS treatment, but the opposite trend was observed in normal and IL-4-treated PRMs. 
Moreover, the levels of miRNAs were significantly decreased when melatonin was applied to LPS-treated PRMs 
(Figure 3G). These data prompted us to determine whether melatonin changed the contents of EVs derived from 
PRMs by affecting the phenotype of macrophages. Next, we determined whether EVs from the pancreas of AP mice 
carried specific miRNAs, which revealed significant changes under the various treatments (Figure 3H). The EV miRNA 
level was elevated dramatically in AP mice, but the opposite trend was observed after melatonin treatment in AP mice 
(Figure 3I). Changes in the miRNA levels of EVs from PRMs and pancreatic tissue showed a positive correlation 
between proinflammatory response and melatonin-suppressed inflammatory groups (Figure 3J and K).

Roles of EVs in β Cell Failure and Apoptosis During AP Progression
To further investigate the role of EVs derived from PRMs in β cell failure and apoptosis, we isolated EVs from PRMs 
under the various treatments for incubation with Beta-TC-6 cells (mouse β cells) to analyze their influence. First, EVs 
derived from the variously treated PRMs were labeled with Dil, and Dil was observed in Beta-TC-6 cells after 48 
h (Figure 4A). Meanwhile, to further investigate the role of EVs miRNAs in the failure and apoptosis of Beta-TC-6 cells, 
miRNAs, including miR-146a-5p, miR-24-3p, miR-25-3p, miR-21-5p, and miR-29a-3p, which were markedly changed 
in EVs upon phenotypic conversion of PRMs, were selected and their overexpression vector or inhibitors (miRNA 
sponge for miR-24-3p, miR-25-3p, miR-21-3p and miR-29a-3p, and miR-146-5p inhibitor) combined with the EVs were 
applied to Beta-TC-6 cells. An important functional feature of pancreatic β cell is their ability to repeatedly undergo 
glucose tolerance tests. Therefore, we investigated insulin synthesis and glucose tolerance in Beta-TC-6 cells after 
incubation with EVs derived from the variously treated PRMs. The glucose tolerance test revealed that, when Beta-TC-6 
cells were incubated with EVs derived from M0 PRMs, M2 PRMs, melatonin-treated M1 PRMs, or EVs combined with 
specific miRNAs or inhibitors, they exhibited normal promotion of insulin secretion. However, when the cells were 
incubated with EVs derived from M1 PRMs or EVs combined with miRNAs, we observed decreased insulin secretion 
under treatment with 20 mM glucose (Figure 4B).

Insulin is packaged into secretory granules that initially appear as pale gray cores surrounded by a small electron- 
lucent area or light halo in pancreatic β cells. These condense into granules with dark polygonal crystalline cores 
surrounded by a light halo.13,29,30 Because Beta-TC-6 cells secreted insulin in a physiological manner after various 
treatments, we detected insulin granules by transmission electron microscope and analyzed the amount of insulin 
granules per cell under the various treatment. The amounts of insulin granules in Beta-TC-6 cells treated with EVs 
derived from M1 PRMs, normal PRMs combined with specific miRNAs, or melatonin-treated M1 phenotype PRMs were 
markedly decreased compared with those in normal Beta-TC-6 cells. In contrast, the amounts of insulin granules in Beta- 
TC-6 cells treated with EVs derived from M0 PRMs, M2 PRMs, or M1 PRMs combined with specific miRNA inhibitors 
showed no significant changes. Moreover, these cells packaged and crystallized insulin protein into granules that were 
structurally similar to those in normal Beta-TC-6 cells (Figure 4C). When we analyzed the number of insulin granules in 
Beta-TC-6 cells under transmission electron microscope, we observed nuclear pyknosis, deformation, and apoptotic 
bodies in Beta-TC-6 cells after treatment with EVs from M1 PRMs (Figure S5). These data suggested Beta-TC-6 cells 
underwent apoptosis after incubation with EVs derived from M1 PRMs. And then we detected apoptosis-related genes 
and apoptotic cells by western blotting and TUNEL analysis. We selected and analyzed Bax, Bcl-2, and cleaved caspase- 
3. Proapoptotic protein Bax acts as an apoptotic activator that induces opening of mitochondrial voltage-dependent anion 
channels to release cytochrome C and activate caspase-related proteins. Anti-apoptotic protein Bcl-2 restrains apoptosis 
by binding to Bax. Caspase-3, the main caspase in apoptosis, is activated by proteolytic cleavage and then induces 
apoptosis. Bcl-2, Bax, and cleaved caspase-3 protein in Beta-TC-6 cells were analyzed after incubation with various EVs. 
The expression levels of Bax and cleaved caspase-3 were negatively correlated with the data of insulin granules. When 
cells were incubated with EVs derived from M1 PRMs or normal PRMs combined with specific miRNAs, their protein 
levels were elevated dramatically. However, the opposite trend was observed in Beta-TC-6 cells incubated with EVs 
derived from normal PRMs, M2 PRMs, or M1 PRMs combined with specific miRNA inhibitors (Figure 4D) (Figure S6. 
Whole blot images for Figure 4D) TUNEL is a classical method to detect and analyze DNA damage. To confirm the 
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Figure 4 Cellular functions and apoptosis of β cells after various treatments. To investigate the roles of EVs and their specific miRNAs in insulin secretion and apoptosis of β 
cells, glucose tolerance tests and granule analysis of β cells were performed following various treatments and then relative expression of mitochondrial apoptosis pathway 
genes and the number of apoptotic cells were analyzed. (A) β cells were incubated with various Dil-labeled EVs, and then red EV signals (Dil) were detected by confocal 
microscopy (scale bar=50 μm). (B) glucose-stimulated insulin secretion of β cells following various EVs incubations (n=10). Insulin secretion of all groups of β cells was 
decreased by treatment with 20 mM glucose except when the cells were incubated with EVs from normal PRMs, IL-4-treated PRMs, or EVs combined with miRNA 
inhibitors. (C) Electron microscopy images of granules within sectioned cells highlighting representative crystallized insulin granules (red) and early insulin granules (yellow) 
in β cells before and after various treatments. Left panel shows Representative electron microscopy images of granules from normal β cells (top image) and LPS-EVs-treated 
β cells (bottom image). Other electron microscopy images are shown in Figure S11. Right panel shows a box and whisker plot of the number of insulin granules per cell 
(n=10, Scale bar=1 μm.). (D) Western blot analysis of apoptosis-related proteins in β cells before and after various treatments. Bax and cleaved caspase 3 proteins were 
significantly upregulated after incubation with EVs from M1 phenotype PRMs or EVs combined with miRNAs. (E) Representative images of TUNEL staining in apoptotic β 
cells before and after various treatments. These data were consistent with the protein levels of apoptosis-related genes in β cells before and after various treatments. Scale 
bar=100 μm. Normal β cells, EVs from PRMs (M0-EVs, M0-EVs), EVs from LPS and IFN-γ-treated PRMs (M1-EVs), EVs from IL-4-treated PRMs (M2-EVs), and EVs from 
melatonin and M1 PRMs (M1-Mel-EVs). MiRs: miR-146a-5p, miR-24-3p, miR-25-3p, miR-21-5p, and miR-29a-3p overexpression. Inhibitors: miRNA sponge and miR-146a 
inhibitor. Black superscript, Normal cells vs each group; Tangerine superscript, M0-EVs vs each group; Orange superscript, M1-EVs vs each group; Pink superscript, M2-EVs 
vs each group; Purple superscript, M1-Mel-EVs vs each group; laurel-green superscript, M1-Mel-EVs+miRs vs each group. *P < 0.05, **P < 0.01, ***P < 0.001.
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western blot data, we analyzed TUNEL-positive cells by confocal microscopy. The results were consistent with western 
blot data. A high positive rate of TUNEL was found in Beta-TC-6 cells incubated with EVs derived from M1 PRMs, 
melatonin-treated M1 PRMs, or normal PRMs combined with specific miRNAs (Figure 4E). These data implied that EVs 
from M1 PRMs, which carried specific miRNAs, including miR-146a-5p, miR-24-3p, miR-25-3p, miR-21-5p, and miR- 
29a-3p, promoted β cell failure and then apoptosis through a mitochondrial apoptotic pathway.

Melatonin Prevents Activation of the NF-κB Pathway to Reduce Transcription of 
miRNAs in PRMs
The NF-κB pathway is a prototypical proinflammatory signaling pathway that activates transcription of numerous down-
stream genes with κB-binding sites, most of which are involved in the regulation of inflammation, immune responses, and 
cell survival.31,32 NF-κB is a dimer of members of the Rel family that consists of a group of five proteins. A heterodimer of 
NF-κB (p65) and NF-κB1 (p50) subunits, which was the first described NF-κB molecule, is inhibited by IκBα protein in 
unstimulated cells. p65 and p50 were detected in PRMs after M1 polarization by IF (Figure S7). p50 had almost entered the 
nucleus, while some p65 remained in the cytoplasm. IκBα is the most prominent IκB family member bound to NF-κB, 
which restricts it to the cytoplasm and inhibits its activity. Phosphorylation of IκBα by the IKK complex marks IκBα for 
degradation through an ubiquitin-dependent pathway in the proteasome, which liberates NF-κB to enter the nucleus, bind to 
DNA, and activate transcription.33 Melatonin has been reported as a proteasome inhibitor in many cell types.34,35 Therefore, 
we examined its effect on the levels of polyubiquitinated proteins in PRMs by ubiquitin immunoblot analysis. The results 
showed that, similar to 20S proteasome inhibitor MG132, melatonin treatment of PRMs for 24 h at 100 μM dramatically 
increased the levels of polyubiquitinated proteins in a dose-dependent manner (Figure 5A), stabilized IκBα protein in the 
cytoplasm, and reduced p50 and p65 levels in the nucleus. In contrast, degradative protein IκBα in the cytoplasm and higher 
levels of p50 in the nucleus were observed in M1 PRMs (Figure 5B) (Figure S8. Whole blot images for Figure 5A and B). 
To further examine whether melatonin blocked IκBα degradation and prevented entry of NF-κB to the nucleus, immuno-
fluorescence was used to analyze the distribution of IκBα, proteasomes, and NF-κB (p50) at 12 h after treatment with 100 
μM melatonin or the 20S proteasome inhibitor MG132. Immunofluorescence intensities in the cytoplasm and nuclei were 
quantified and analyzed by ImageJ software. IκBα was hardly observed in LPS-activated M1 PRMs, which was consistent 
with rapid proteasome degradation, but it was readily detectable in the cytoplasm in melatonin or MG132-treated M1 
phenotype PRMs, most of which were colocalized with the proteasome in the cytoplasm. In M1 PRMs, the majority of the 
p50 protein was located in the nucleus. However, the opposite trend was observed in melatonin- and MG132-treated groups. 
p50 protein was significantly increased in the cytoplasm (Figure 5C). Analysis of immunofluorescence intensities revealed 
that the fraction in the cytoplasm was significantly higher in melatonin- and MG132-treated M1 PRMs than in M1 PRMs. 
Similarly, the percentage of the p50 signal intensity in the cytoplasm was also elevated (Figure 5D and E). These data 
implied that melatonin blocked proteasomal degradation of IκBα and consequently prevented the activation of the NF-κB 
pathway in PRMs.

EV contents, including RNAs and proteins, are packaged and transported into EVs in cells. Therefore, the levels of 
EV miRNAs are influenced and regulated by transcription factors within cells. The NF-κB pathway was activated by LPS 
and IFN-γ in M1 PRMs. However, melatonin modified activation of the NF-κB pathway through blocking proteasomal 
degradation of IκBα to prevent entry of p50 into the nucleus. Moreover, the levels of EV miRNAs from these cells were 
changed significantly. These data prompt us to examine whether p50 bound to the promoter sequence to activate 
transcription of these miRNA in PRMs. To test this hypothesis, online tools ALGGEN-PROMO (version 8.3)36 and 
JASPAR (version 7.0)37,38 were used to screen for potential p50-binding sites in the promoter regions of these miRNAs. 
Interestingly, we found many putative p50-binding motifs within the promoter regions of miR-146a-5p, miR-24-3p, miR- 
25-3p, miR-21-5p and miR-29a-3p. A schematic diagram of p50-binding sites in promoter regions of miRNAs is shown 
in Figure S9. To investigate the interactions between these miRNA promoters and p50, PCR primers spanning the p50- 
binding sites were used to detect the presence of p50 binding within these sites by ChIP-qPCR. Non-specific IgG was 
used as a negative control and the input sample (whole lysate prior to ChIP) was used as a positive control. The results 
revealed that the quantities of immunoprecipitated chromatin were dramatically elevated in M1 PRMs compared with 
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normal PRMs, but effectively decreased in melatonin-treated in M1 PRMs. The fold changes in occupancy of these 
miRNAs under the various treatments are shown in Figure 5F. Taken together, we demonstrated that melatonin 
ameliorated the glycometabolism in AP mice by preventing M1 phenotype polarization of pancreatic resident 

Figure 5 Melatonin inhibits ubiquitination of IκBα to prevent entry of NF-κB to the nucleus. (A) Western blot using an anti-ubiquitin antibody showing that melatonin 
inhibited ubiquitination in M1 phenotype PRMs in a dose-dependent manner. (B) Ubiquitination, accumulation, and expression of IkBα and entry of NF-κB (p50/p65) into the 
nucleus were confirmed by western blotting. The results demonstrated melatonin, similar to MG132, blocked proteasomal degradation of IκBα and consequently prevented 
activation of the NF-κB pathway in M1 phenotype PRMs. (C) Immunofluorescence analysis of accumulation and expression of IkBα, NF-κB (p50), and the proteasome in 
PRMs before and after various treatments. Scale bar=20 μm. (D and E) Ratio of fluorescence in the cytoplasm versus the nucleus was quantified for IκBα and NF-κB1 (p50). 
*P < 0.05. (F) Amounts of NF-κB1 (p50) enriched within the promoter region of specific miRNAs in variously treated PRMs were quantified by ChIP-coupled real-time PCR. 
The percentages of input were calculated in accordance with the threshold cycle values. Data are presented as the mean ± SEM of three independent experiments.
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macrophages to reduce the abundance of certain miRNAs in their EVs and avert proinflammatory EV-induced apoptosis 
of β cells. However, melatonin is a well-known free radical scavenger and antioxidant, which has an anti-apoptotic 
activity. Therefore, 1×108 particles/mL AP-tissue EVs combined with various doses of melatonin were applied to Beta-tc 
-6 cells to analyze its anti-apoptotic activity. As shown in Figure S10, melatonin effectively reduced apoptosis, but not 
significantly improved insulin secretion with the increase in melatonin concentration. These results implied that 
melatonin not only prevented M1 phenotype polarization and converted macrophages to the M2 phenotype but also 
inhibited apoptosis of pancreatic β cells by removing free radicals as an antioxidant during AP progression.

Discussion
In a number of recent meta-analyses, diabetes mellitus is associated with an increased risk of acute pancreatitis of 37%– 
92% and a statistically significant 2.7-fold increase in diabetes mellitus risk after an AP episode at 5 years.39,40 There is 
also abnormal glucose metabolism in the animal model of acute pancreatitis; however, it has been no report describing 
the molecular mechanisms behind diabetes mellitus after acute pancreatitis. Almost all types of cells naturally secrete 
EVs, including macrophages,41 dendritic cells,42 mast cells,43 platelets,44 and T lymphocytes.45 M1 macrophages 
typically produce proinflammatory cytokines to induce β cell dysfunction and death,46 but no report has investigated 
the role of EVs in this process.

Therefore, we isolated naïve macrophages from the pancreas to polarize to M1 or M2 phenotypes with LPS and IFN-γ 
or IL-4, respectively, and analyzed changes in the profile of EV miRNAs. Some specific miRNAs, including miR-146a, 
miR-24-3p, miR-25-3p, miR-21-5p, and miR-29a-3p, which cause pancreatic β cell failure and apoptosis through 
a mitochondrial pathway, showed significantly changes after phenotypic conversion. Moreover, the miRNA levels in 
EVs of pancreatic tissue from normal and AP mice were similar to those in EVs of PRMs. Therefore, our current data 
revealed molecular mechanisms underlying the occurrence of pancreatitis-related diabetes mellitus.

Melatonin is a small neurohormone that has many important physiological functions, including anti-aging, oncostatic, 
antioxidant, and immunomodulatory functions. Previous reports have shown that melatonin ameliorates intraplaque 
inflammation by suppressing the differentiation of macrophages toward the proinflammatory M1 phenotype through 
regulating the AMPKα-STAT pathway in a circadian nuclear receptor retinoid acid receptor-related orphan receptor-α- 
dependent manner. The NF-κB pathway has been considered as a prototypical proinflammatory signaling pathway that 
participates in various inflammatory diseases. Melatonin reduces activation of the NF-κB pathway in several cell types 
and organs, such as T cells, macrophages, neurons, the liver, kidneys, lungs, and heart.47 A previous study demonstrated 
that melatonin blocks the NF-κB pathway through inhibition of the nuclear translocation and DNA-binding activity of 
p50 and suppresses STAT1 signaling in LPS-activated RAW 264.7 cells.48 However, there is no report on how to block 
nuclear translocation and suppress the DNA-binding activity of p50 in macrophages. Melatonin inhibits degradation of 
IκBα and blocks the translocation of p65/RelA into the nuclei.49 Our data revealed that melatonin blocked proteasomal 
degradation of IκBα to prevent entry of p50 to the nucleus. IκBα is the most prominent IκB family member bound to NF- 
κB, which restricts it to the cytoplasm and inhibits its activity. Phosphorylation of IκBα by the IKK complex marks IκBα 
for degradation through an ubiquitin-dependent pathway in the proteasome, which liberates NF-κB to enter the nucleus 
and activates the NF-κB pathway. Activation of the NF-κB pathway is involved in polarization of the macrophage M1 
phenotype, which plays an important role in production of proinflammatory factors. However, no study has reported how 
inhibition of the NF-κB pathway influences the change in the macrophage phenotype. In our study, altered macrophage 
phenotypes were found after melatonin treatment, and other underlying molecular mechanisms need to be further 
explored in the future. Similar to 20S proteasome inhibitor MG132, melatonin inhibited the NF-κB pathway, and 
stabilized the proteasome to prevent degradation of IκBα through the ubiquitylation pathway to suppress transcription 
factors of the NF-κB pathway to the cytoplasm, which downregulated the expression levels of downstream genes. 
Therefore, melatonin relieved the symptoms of hyperglycemia in AP mice by preventing activation of the NF-κB 
pathway to inhibit transcription of specific miRNAs in macrophages and then reduce their transportation into EVs.

In conclusion, we examined the pathogenesis of abnormal glucose metabolism in AP mouse model. Our data revealed 
that macrophages were recruited, polarized to the M1 phenotype, infiltrated into islets, and secreted the inflammatory 
EVs containing specific miRNAs to induce β cells failure and apoptosis through a mitochondrial pathway. Similar to 20S 
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proteasome inhibitor MG132, melatonin, prevented the degradation of IκBα through the ubiquitylation pathway to 
restrict p50 subunits to the cytoplasm in macrophages, inhibited activation of the NF-κB pathway to downregulate 
transcription of specific miRNAs, and reduced transport of these miRNAs into EVs.
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