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Abstract

Myocardial infarction (MI) is a major cause of death and disability worldwide. In the last decade, mesenchymal stem cells (MSCs) based cell
therapy has emerged as a promising therapeutic strategy. Although great advance have been made using MSCs to treat MI, the low viability of
transplanted MSCs severely limits the efficiency of MSCs therapy. Here, we show evidence that ex vivo pre-treatment with melatonin, an endog-
enous hormone with newly found anti-oxidative activity, could improve survival and function of adipose tissue derived MSCs (ADSCs) in vitro
as well as in vivo. ADSCs with 5 uM melatonin pre-treatment for 24 hrs showed increased expression of the antioxidant enzyme catalase and
Cu/Zn superoxide dismutase (SOD-1), as well as pro-angiogenic and mitogenic factors like insulin-like growth factor 1, basic fibroblast growth
factor, hepatocyte growth factor (HGF), epidermal growth factor. Furthermore, melatonin pre-treatment protected MSCs from reactive oxygen
species (ROS) induced apoptosis both directly by promoting anti-apoptosis kinases like p-Akt as well as blocking caspase cascade, and indi-
rectly by restoring the ROS impaired cell adhesion. Using a rat model of MI, we found that melatonin pre-treatment enhanced the viability of en-
grafted ADSCs, and promoted their therapeutic potency. Hopefully, our results may shed light on the design of more effective therapeutic
strategies treating MI by MSCs in clinic.

Keywords: adipose tissue derived MSCs @ melatonin @ myocardial infarction e reactive oxygen species e
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Introduction

Myocardial infarction (MI), which is defined pathologically as myocar-
dial cell death due to prolonged myocardial ischaemia, may lead to
sudden death or severe haemodynamic deterioration [1]. It is a major
cause of death and disability worldwide. In the United States alone,
MI affects a total of 7.6 million people, and every year the associated
mortality exceeds 125,000 people [2]. Despite the advance of thera-
peutic approaches, traditional therapies do not address the central
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problem, namely the loss of functional myocardium and the blockage
of small blood vessels. In the last decade, mesenchymal stem cells
(MSCs) based cell therapy has emerged as a promising therapeutic
strategy for chronic and degenerative diseases because of their char-
acteristics such as self-renewal, multidirectional differentiation, para-
crine abilities, weak immunogenicity, easy isolation and expansion,
and ethic advantage. Great advance have been gained using MSCs to
treat MI, both in pre-clinical studies [3-6] and in clinical trials [7-10].

However, a severe challenge limits the efficiency of MSCs therapy
for Ml is the low viability of transplanted MSCs. It has been demon-
strated that more than 80-90% of grafted cells died within 72 hrs
[11]. After transplantation, the engrafted MSCs are exposed to an
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extremely harsh, pro-apoptotic micro-environment in the infracted
heart [12]. The high concentration of reactive oxygen species (ROS),
resulting from cell necrosis and inflammation [13], impairs MSCs
function as well as triggers apoptosis [14]. Therefore, it is of great
interest to find a simple approach to protect transplanted MSCs from
the crucial environment.

Melatonin, or N-acetyl-5-methoxytryptamine, which was first dis-
covered in the pineal gland in the 1950s [15], is a widely distributed
molecule involved in a variety of physiological processes, such as
sleep promotion, immune defense and proliferation control [16, 17].
Recently, it has been reported that melatonin showed antioxidant and
anti-inflammatory properties [18]. Wang et al. reported protective
effect of melatonin on bone marrow MSCs (BM-MSCs) against hydro-
gen peroxide induced apoptosis in vitro [19]. In addition, Tang et al.
reported that melatonin pre-treatment could improve the survival and
function of transplanted MSCs after focal cerebral ischemia [20],
while Mias et al. demonstrated that [21] ex vivo pre-treatment with
melatonin could improve the survival, pro-angiogenic/mitogenic activ-
ity, and efficiency of MSCs injected into ischaemic kidney. However,
whether melatonin pre-treatment can protect adipose tissue derived
MSCs (ADSCs) against the harsh environment in the infracted heart,
as well as the underlying mechanism, remain unknown.

In this present study, we examined the effect of melatonin treatment
on rat ADSCs. In vitro studies showed that melatonin treatment
increased the expression of antioxidant enzymes such as catalase and
Cu/Zn superoxide dismutase (SOD-1), as well as mitogenic factors in
MSCs. Furthermore, we found that melatonin significantly protected
MSCs from H,0, triggered apoptosis. The in vivo studies were per-
formed using a rat model of MI. Bioluminescence imaging indicated that
melatonin pre-treatment promoted the retention and survival of trans-
planted MSCs in the heart region. Notably, significantly enhanced thera-
peutic efficiency was achieved using MSCs pre-treated by melatonin.

Materials and methods

All animal experiment procedures in this study were conducted in com-
pliance with the Guide for the Care and Use of Laboratory Animals (NIH
publicationno. 85-23, revised 1996) and were approved by the Institu-
tional Animal Care and Use Committee of Chinese PLA General Hospital.

ADSCs isolation and culture

Mesenchymal stem cells were isolated from the adipose tissues in the
subcutaneous inguinal region of 8-10 weeks old male Sprague-Dawley
(SD) rats (about 250 g), following protocol previously reported [22]. In
general, the adipose tissues were digested with 0.075% type | collage-
nase (Sigma-Aldrich, St Louis, MO, USA) in a 5% CO, incubator at
37°C for 1 hr. The resulting mixture was filtered through a 140 um
nylon mesh, followed by centrifuged at 200 x g for 10 min. at 4°C.
After washing, the pellet was loaded onto a Percoll density gradient
(1.077 g/ml) and finally centrifuged at 100 x g for 20 min. at 4°C. The
resulting interphase was washed and cultured in DMEM-low glucose
(DMEM-LG; Gibco, Grand lIsland, NY, USA) supplemented with 10%
foetal bovine serum (MDgenics, St. Louis, MO, USA) in a 5% CO, incu-
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bator at 37°C. After four to five passages expansion, the MSCs were
characterized by flow cytometry before transplantation.

Flow cytometry

For flow cytometry analysis, MSCs were trypsined and washed with phos-
phate buffered solution (pH 7.4), followed by incubation in the dark for
1 hr at room temperature with CD90-FITC, CD29-FITC, CD45-FITC, CD34-
FITC and CD31-FITC (BD Pharmingen, San Diego, CA, USA) antibodies.
The fluorescence of 10,000 cells was analysed on FACScalibur (Becton
Dickinson, Franklin Lakes, NJ, USA) using Cell Quest Pro software.

Melatonin pre-treatment and Immunoblot
analysis

Mesenchymal stem cells were treated with 5 uM melatonin or PBS as
control for 24 hrs and extensively washed with PBS. The 24 hrs incuba-
tion time was selected following previous report showing that expres-
sion of the antioxidant enzyme catalase and the cytokine basic
fibroblast growth factor (b-FGF) increased in a time-dependent manner
after treatment with melatonin, reaching a maximum between 16 and
24 hrs [21]. In some experiments, the non-selective melatonin receptor
antagonist luzindole was added at 10 uM 1 hr prior to the addition of
melatonin. H,0, was used as an exogenous ROS source. The MSCs
were treated by 20 uM H,0, for 1 hr for the adhesion assay and wes-
tern blot assay, or 24 hrs for the apoptosis assay.

For western blot analysis, MSCs were washed twice in cold PBS and
lysed in buffer containing 20 mM Tris (pH 7.5), 150 mM NaCl, 1 mM Na,-
EDTA, 1 mMEGTA, 1% Triton, 2.5 mM sodium pyrophosphate, 1 mM b-
glycerophosphate, 1 mM NazVOQ,4, 1 mg/ml of leupeptin and 1 mM phenyl-
methylsulphonylfluoride. Protein concentrations were determined by Brad-
ford Protein Assay Kit (Bio-Rad, Hercules, CA, USA). Proteins were
separated in a 10% sodiumdodecyl sulphate—polyacrylamide gel and trans-
ferred to a poly-vinylidenedifluoride membrane (Chemicon International
Inc., Temecula, CA, USA). After blocking with Tris-buffered saline (TBS)
based 5% non-fat milk containing 0.1% Tween 20 for 1 hr at room temper-
ature, the membrane was washed twice with TBS-T and incubated with pri-
mary antibody including anti-p Focal Adhesion Kinase (FAK), anti-p Src,
anti-catalase, anti-SOD-1 and anti-cleaved caspase-3, respectively, over-
night at 4°C. After washing, the membrane was incubated for 1 hr at room
temperature with horseradish peroxidase-conjugated secondary antibodies.
Bands were detected by enhanced chemiluminescence reagent (Santa Cruz
Biotechnology, Santa Cruz, CA, USA). Quantifications of band intensities
were made using the Photo-Image System (GE Life Sciences, Pittsburgh,
PA, USA). Actin was used as internal control.

Adhesion assays

Mesenchymal stem cells with different treatment were suspended to a
concentration of 3 x 10* cells and plated to each well of 48-well plates
with or without the presents of 20 uM H,0,. These cells were allowed
to attach for 1 hr at 37°C in 5% CO,. Then plates were carefully
washed three times with PBS, and four random fields were photo-
graphed with a phase-contrast microscope. The adhered cells were
counted blinded. Each experiment was performed in triplicate wells and
repeated at least three times.
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Dihydroethidium staining

Dihydroethidium (DHE) staining was used to investigate the intra-cellu-
lar level of ROS in H,0, treated MSCs following a modified protocol
that reported by Cai et al. [23]. In brief, the similar amounts of MSCs
with or without melatonin treatment were seeded onto glass cover slips
in six-well plates. After adhesion, these cells were cultured for an addi-
tional 6 hrs with 20 uM H,0,. Dihydroethidium was diluted in PBS to a
concentration of 5 uM, and 200 ul DHE-PBS solutions were dropped
onto the cell monolayer and incubate at 37°C in dark for 30 min. Then,
the excess DHE was rinsed off with PBS twice, and the cover slips were
mounted to microscopic slides using mounting media. The cells were
examined under fluorescence microscopes (Olympus, Tokyo, Japan) at
excitation and emission wave-lengths of 520 and 610 nm, respectively.
The intensity of DHE staining was quantified using IPWIN60 software
(Media Cybernetics, Inc., Rockville, MD, USA) expressed as the ratio of
4’ 6-diamidino-2-phenylindole (DAPI) staining. The untreated cells
stained with DHE were used as control and set as 100%.

RT-PCR analysis

The expression levels of VEGF, insulin-like growth factor 1 (IGF-1), b-
FGF, HGF, epidermal growth factor (EGF) and granulocyte-colony stimu-
lating factor (G-CSF) in melatonin or PBS treated MSCs were analysed
by RT-PCR. Total RNA was extracted with Trizol reagent (Invitrogen,
Carlsbad, CA, USA). 2 ng RNA were reverse-transcribed into cDNA by
random primers using Technical Bulletin Reverse Transcription System
(Promega, Madison, WI, USA). Real-time PCR analysis was performed
on Corbett6200 using SYBR Green PCR mix (TOYOBO Co., Osaka,
Japan). Ct values of GAPDH (as internal control) were subtracted from
Ct values of the genes of interest (ACt). ACt values of genes from
MSCs treated with PBS were set as 100%. The primers for VEGF, IGF-
1, b-FGF, HGF, EGF and G-CSF were purchased from Qiagen (Quanti-
Tect Primer Assays, Qiagen Inc., Germantown, MD, USA). The Primers
for GAPDH were synthesized by Invitrogen using the following sequence
(Sense; Antisense): 5-CTCCCAACGTGTCTGTTGTG-3' and 5-TGAGCTT
GACAAAGTGGTCG-3'.

Apoptosis assay

The MSCs with or without melatonin pre-treatment were treated with
50 uM H,0, for 24 hrs. These cells were stained using AnexinV apopto-
sis kit (Sigma-Aldrich) and examined under fluorescence microscopes
(Olympus). Then, these MSCs were trypsined and analysed on FACScali-
bur (Becton Dickinson) using Cell Quest Pro software.

Rat MI model

Myocardial infarction model rats were established following protocol
previously reported [24]. Briefly, 8-10 week-old SD male rats were an-
aesthetized with sodium pentobarbital (40 mg/kg). The hearts were
exposed by left side limited thoracotomy. Then, the left anterior
descending coronary artery was ligated 3 mm below its origin using a
6-0 silksuture. Ischaemia was confirmed by the blanching of the myo-
cardium and dyskinesis of the ischaemic region, while restoration of
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normal rubor indicated successful reperfusion. These MI model rats
were randomly assigned into four groups for MSCs transplantation.

Labelling of MSCs and transplantation

Mesenchymal stem cells were labelled with luciferase (Fluc) and green
fluorescent protein (GFP) using a commercially available lentivirally
transduction kit (Cyagen Co., Ltd., Guangzhou, China). The efficiency of
transduction and labelling were confirmed under fluorescence micro-
scopes (Olympus) and FACScalibur (Becton Dickinson).

For transplantation, after surgical occlusion of the left anterior
descending coronary artery, 2 x 10° MSCs (with or without melatonin
pre-treatment) in 100 pl PBS, or 100 pl PBS with/without melatonin
were injected intramyocardially at three sites in the border of the infarct
area. The four groups of MI rats with transplantation were as follows:
Group 1 (n = 8): PBS injection, as control; Group 2 (n = 8): Transplan-
tation with MSCs pre-treated by PBS; Group 3 (n = 8): Transplantation
with MSCs pre-treated by melatonin; and Group 4 (n = 8): injection of
melatonin in PBS (5 uM).

Bioluminescence imaging

Bioluminescence imaging was performed using a Xenogen IVIS 100
imaging system (Caliper Life Sciences, Hopkinton, MA, USA) with biolu-
minescence charge-coupled device camera.

For ex vivo imaging, MSCs of different numbers, 1, 2.5, 5, 7.5, 10
and 12.5 x 10* per-well, were seeded onto 96 well plate in 100 ul
DMEM-LG medium with 10% FBS, respectively. Thereafter, 100 ul D-
luciferin (Caliper, Hopkinton, MA, USA) solution (30 pg/ml) were added
at room temperature. The MSCs were then analysed under the camera
using the Living Image 4.0 software (Xenogen).

For in vivo imaging, rats were tracked on days 1 and day 7 after
transplantation. Being anaesthetized with sodium pentobarbital (40 mg/
kg), the rats were injected intraperitoneally with 100 mg/kg D-luciferin
(Caliper). The animals were placed in the imaging chamber and BLI sig-
nals were detected by creation of polygonal regions of interest over the
pericardium. Signals were acquired for 5 min. at a 2-min. interval until
peak signal was observed. Peak signals were estimated using the Living
Image 4.0 software (Xenogen).

Assessments of LV function

4 weeks after MSCs transplantation, the LV functions of MI model rats
were evaluated by echocardiography examination. After being anaesthe-
tized with sodium pentobarbital (40 mg/kg), the rats were examined for
echocardiography by Sequoia512 Color Ultrasound System (Siemens,
Munich, Germany). The LV end-systolic diameter (ESD), LV end-dia-
stolic diameter (EDD) and LV ejection fraction (LVEF) were measured.

Analysis of heart histology

4 weeks after MSCs transplantation, rats from all four groups were sac-
rificed. The hearts were removed and embedded in paraffin. Sections
were made longitudinally from the mid-left ventricle and base. All sec-
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tions were stained with Masson’s Trichrome. The infarcted size and wall
thickness of each image were measured using the Image Pro Plus soft-
ware. All histological data in this study were treated and analysed by
three persons blinded.

In addition, immunohistochemistry was performed to measure capil-
lary density in the infarcted myocardium. The paraffin sections was
stained with rabbit polyclonal anti-von Willebrand antigen (Abcam, Inc.,
Cambridge, MA, USA ). For quantification, capillaries were counted in
five randomly chosen fields at 20x and the mean number of capillaries
per field was used for statistical analysis.

Statistical analysis

All quantified data represent an average of at least triplicate samples. The
error bars represent the standard deviation of the mean. Differences
between groups were calculated for significance by one-way anova with a
Tukey test using GraphPad Prism software version 5 (Graph-
Pad Software, LaJolla, CA, USA). A P < 0.05 was considered significant.

Results

Characterization of ADSCs

Mesenchymal stem cells were isolated from the adipose tissues of
SD rats by standard procedures. These ADSCs, which adhered to
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plastic and showed a fibroblastic appearance, were further character-
ized using flow cytometry for their expression of MSCs markers. As
shown in Figure 1, most of the MSCs we isolated were positive for
CD90 (100%) and CD29 expression (>93%), and negative for hae-
matopoietic markers CD34 (0.2%), CD31 (1.7%) and CD45 (0.3%).

Melatonin enhances the antioxidative property of
MSCs

As reported, the ROS environment in the infarcted heart is a major
obstacle to transplanted MSCs’ function and viability. To test whether
melatonin pre-treatment enhanced the antioxidative property of
MSCs, we first examined the effect of melatonin on MSCs’ expression
of antioxidant enzymes such as catalase and Cu/Zn SOD-1. As seen in
Figure 2A, western blot analysis showed an induced expression of
both catalase and SOD-1 by MSCs after treatment with 5 uM melato-
nin for 24 hrs, whereas co-treatment with the melatonin receptor
antagonist luzidole blocked this induction. Next, the MSCs, pre-trea-
ted by melatonin or PBS as the control, were challenged exogenously
with Ho0,. The intro-cellular ROS level of MSCs was analysed by DHE
staining. As shown in Figure 2B, the ROS level in MSCs that pre-trea-
ted with melatonin was significantly decreased. Also, the adhesion
assay was performed as ROS has been reported to impair MSCs’
adhesion. As shown in Figure 2C, H,0, significantly hindered the
adhesion of MSCs, whereas pre-treatment with melatonin rescued
this impairment. Furthermore, the phosphorylation of adhesion asso-
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Fig. 1 Characterization of ADSCs. Flow cytometry analysis of cultured ADSCs. These MSCs were positive for mesenchymal stem cells markers
CD90, CD29 and negative for haematopoietic markers CD45, CD35 and CD31.
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Fig. 2 Melatonin enhances the anti-oxidative property of MSCs. (A) Expression of anti-oxidant enzymes catalase and SOD-1 of MSCs with different
treatment were examined by western blot. The MSCs were treated with PBS, 5 uM melatonin or 5 uM melatonin together with the nonselective mel-
atonin receptor antagonist luzindole (10 pM, added 1 hr prior) for 24 hrs. Actin was used as internal control. (B) DHE stain for intra-cellular level of
ROS in PBS or melatonin pretreated MSCs exposed to 20 uM H,0, for 6 hrs. Representative images and statistics were shown. The DHE staining
intensity of untreated cells was used as control and set as 100%. (C) Adhesion assay of MSCs with or without melatonin pretreatment exposed to
20 uM H,0, for 1 hr. Represented image and statistics were shown. (D and E) Phosphorylation of FAK and Src were analyzed by western blot in
MSCs with indicated treatment. The phosphorylation level of untreated MSCs was set as 100%. **P < 0.01 compared between groups as indicated.

ciated kinases FAK and Src were examined by western blot assays, as
they play crucial roles in cellular focal adhesion by regulating the actin
cytoskeleton. Compared with PBS treated MSCs that exposed to
H,0,, the expression of p-FAK and p-Src were significantly revived in
melatonin pre-treated MSCs, as shown in Figure 2D and E. Together,
these data indicate that melatonin pre-treatment could enhance the
antioxidative property of MSCs.

Melatonin protects MSCs from apoptosis induced
by exogenous ROS

We next examined the effect of melatonin on exogenous ROS induced
apoptosis of MSCs. As shown in Figure 3A-C, H,0, triggered a sig-
nificant increase in apoptosis level in PBS treated MSCs, while MSCs
with melatonin pre-treatment shared a similar apoptotic rate with con-
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trol MSCs. Furthermore, western blot assays for the survival associ-
ated kinase p-Akt and apoptosis associated protein cleaved caspase-3
confirmed this observation (Fig. 3D). All together, the above data
suggest that pre-treatment with melatonin could protect MSCs from
exogenous oxidative stress and increase MSCs survival in vitro.

Melatonin stimulates the secretion of
proangiogenic and mitogenic factors by MSCs

The paracrine of proangiogenic and mitogenic factors by MSCs play
important roles in MSCs based therapy for MI. Therefore, we exam-
ined the mRNA levels of VEGF, IGF-1, b-FGF, HGF, EGF and G-CSF in
MSCs with or without melatonin treatment. Notably, after 6 hrs treat-
ment with 5 uM melatonin, the relative expression of IGF-1, b-FGF,
HGF, EGF were significantly up-regulated, whereas the expression of
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Fig. 3 Melatonin protects MSCs from apoptosis induced by exogenous ROS. (A-C) Apoptosis assay of MSCs with or without melatonin pretreatment
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ined by western blot. The level of p-Akt and cleaved caspase 3 in untreated MSCs were set as 100%, respectively, **P < 0.01.

VEGF and G-CSF were unmodified (Fig. 4). These data suggest that
melatonin could also support MSCs’ function by stimulating their
paracrine of proangiogenic and mitogenic factors.

Melatonin pre-treatment promotes the retention
and survival of transplanted MSCs in a MI rat
model

To examine the effect of melatonin pre-treatment on MSCs survival
in vivo, the MSCs were lentivirally transduced to express firefly lucif-
erase (Fluc) as well as GFP before transplantation into the infract

© 2015 The Authors.

region of MI model rats. As shown in Figure 5A, Ex vivo biolumines-
cence imaging demonstrated that the number of MSCs was linearly
correlated with BLI signals (R? = 0.998), suggesting that the reporter
could be used to quantitatively track MSCs. The same amounts of
MSCs with or without melatonin pre-treatment were injected, and rats
receiving transplantation were imaged longitudinally 1 and 7 days
after transplantation. As shown in Figure 5B and C, the survival rate
of both melatonin pre-treated and untreated MSCs decreased as days
passed by, with remaining MSCs in day 7 only a half number of those
in day 1. However, the intensity of bioluminescence signal in melato-
nin pre-treated MSCs group is significantly higher than that in PBS
pre-treated MSCs group at each time point, especially at day 7, where
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the signal of melatonin pre-treated MSCs group was twofold higher.
These results indicate that the melatonin could promote the retention
and survival of transplanted MSCs in vivo.
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Fig. 4The effect of melatonin pretreatment on MSCs expression of
paracrine factors. The relative expression level of several pro-angiogenic
and mitogenic factors in melatonin (5 uM; 6 hrs) pretreated MSCs were
examined by quantitative RT-PCR. The expression level of each factor in
untreated MSCs was set as 100%. *P < 0.05, **P < 0.01.

Melatonin pre-treatment enhanced MSCs
therapeutic potency in the MI rat model

Four weeks after transplantation, we assessed the LV parameters
using echocardiography examination. As shown in Figure 6, parame-
ters including the LVEF and the LV ESD and EDD indicated a signifi-
cant amelioration after transplantation with MSCs. Notably, a
significantly enhanced therapeutic efficiency was observed in the
group transplanted with melatonin treated MSCs, compared with that
with untreated MSCs. Injection of melatonin in PBS demonstrated
some improvement on LV parameters, but no significant difference
was observed compared with PBS control.

In addition, at the end of week 4, the Ml model rats were sacri-
ficed and the hearts were sectioned longitudinally. The infarct size
and wall thickness of hearts were measured after Masson’s Tri-
chrome staining. Compared with PBS control group, transplantation
with either melatonin treated or untreated MSCs reduced the infarct
size and increased the wall thickness, while melatonin treated MSCs
showed an elevated efficiency (Fig. 7A). No significant difference was
observed either between PBS and melatonin injection group. Further-
more, capillary density in the infarcted myocardium was measured by
immunohistochemistry. The mean micro-vessel count per field was
significantly higher in the group transplanted with melatonin pre-trea-
ted MSCs than that with untreated MSCs (Fig. 7B). Taken together,
these data suggest that melatonin pre-treatment could enhance
MSCs’ therapeutic efficiency in the MI rat model.
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Discussion

In the last decade, MSCs based cell therapy for Ml and other degener-
ative diseases has achieved great advance and been considered a
promising strategy [25-27]. However, the low retention and survival
of engrafted MSCs remains a major challenge. In our current study,
we show that melatonin pre-treatment could up-regulate the expres-
sion of antioxidative enzymes as well as mitogenic factors in MSCs,
protecting MSCs from H,0, induced adhesion impairment and apop-
tosis in vitro. Using a rat model of MI, we find that MSCs with melato-
nin pre-treatment have enhanced viability in the MI region, and
significantly reduced the infarct size, increased the wall thickness,
and elevated capillary density in the infarcted myocardium, resulting
in a promotion of the heart function. To our knowledge, this is the
first evidence that melatonin, the natural hormone without major side
effects, could protect ADSCs from ROS and enhance their therapeutic
potency for MI.

In the study, rat models of acute MI were used, that is, cell trans-
plantation was performed immediately after coronary artery ligation.
It was noteworthy that the therapeutic mechanism of acute MI with
MSCs transplantation was different from that of established heart fail-
ure. As for acute MI, the main role of cell transplantation would be
the prevention of LV remodelling. After coronary artery ligation, or
coronary artery occlusion in clinic, cardiac cells in and surrounding
the ischaemic region would be impaired and die gradually, leading to

© 2015 The Authors.

the progressive remodelling and functional deterioration of heart [28].
When stem cells were transplanted immediately or early after coro-
nary artery ligation, they could play important roles in preventing the
pathological progression of LV remodelling via paracrine effects
(inhibiting apoptosis, necrosis and fibrosis, promoting revasculariza-
tion). This has been confirmed to be a main mechanism through
which stem cells repair acute MI [29, 30]. However, the case is differ-
ent in established heart failure (2 weeks after MI). As lots of cardiac
cells have been lost, improvement of the pathological condition in
established heart failure would be mainly depended on the cardiac
regeneration [26]. Therefore, in established heart failure, transplanta-
tion of engineered cardiac tissues should be a more effective option
[31-33].

Accumulating studies are now focusing on elevating the survival
and function of MSCs after engrafting. For example, it has been
reported that hypoxia pre-conditioning could enhance the therapeutic
effect of MSCs [34, 35]. Also, pre-treating MSCs with, or combining
MSCs treatments with growth factors such as VEGF [36, 37], FGF-2
[38] and tumour necrosis factor-o. [38], have been shown to promote
MSCs adhesion, survival and therapeutic potency in MI. Furthermore,
several groups modified MSCs genetically to induce the expression of
anti-apoptotic proteins, such as Akt [39], Bcl-2 [40], or growth fac-
tors such as SDF-1 [41], VEGF [42] and HGF [43]. However, since the
complexity of the micro-environment, increased concentration of cer-
tain growth factors may cause unexpected side effect. In addition,
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Fig. 7 Heart histology of MI model rats after MSCs transplantation. (A) Four weeks after transplantation by MSCs with or without melatonin pre-
treatment, the hearts of Ml model rats were sectioned along long axis and stained with Masson’s Trichrome. The infarcted size and heart wall thick-
ness were measured. Representative images and quantification of infarcted size and heart wall thickness were shown. N = 8 per group. NS: no sig-
nificance, *P < 0.05, **P < 0.01. Arrows indicating infarction area. (B) Capillary density in the infarcted myocardium was analyzed by
immunohistochemistry. von willebrand antigen (VWAg) was used as marker for blood vessels. Representative images and quantification of vessel

density were shown. NS: no significance, **P < 0.01.

safety issues must be considered when introducing genetic modified
stem cells into human body.

Melatonin (N-acetyl-5-methoxytryptamine) is an endogenous hor-
mone secreted from the pineal gland and a variety of other tissues
[44]. Besides regulating various physiological processes, such as cir-
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cadian rhythm, sleep and reproduction, melatonin has been reported
to reduce tissue injury by decreasing oxidative damage, modulate
immune response and stimulate cytokine secretion in BM cells.
Recently, protective effect of melatonin on BM-MSCs has been
reported /n vitro [19], as well as in vivo when treating focal cerebral

© 2015 The Authors.
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ischaemia [20], ischaemic kidney [21], acute lung ischaemia-reperfu-
sion injury [45] and other disease models such as acute interstitial
cystitis [46]. Although the organs and tissues were variant in the
above studies, melatonin protected engrafted MSCs from the inten-
sively oxidative and inflammatory micro-environment resulting from
the ischaemia. In consistent, we here show that melatonin pre-treat-
ment could protect ADSCs from ROS and promote their therapeutic
efficiency treating MI. Because melatonin is currently used as a die-
tary complement in human with no major side effects, pre-treating
MSCs with melatonin might be a promising strategy to enhance MSCs
viability and functions in clinic trials, as little safety issues of melato-
nin should be of concern. Of note, melatonin itself has been reported
to show protective effect against isoproterenol bitartrate-induced
myocardial injury in rat [47]. Also, in the above mentioned studies
[45, 46], injection of melatonin alone was compared with applying
melatonin and MSCs systemically, where melatonin itself did show
certain therapeutic potency. In our study, melatonin alone was also
injected intramyocardially, but no significant improvement on heart
function was observed. We supposed that this may be due to the lim-
ited dose and rapid loss of melatonin through intramyocardial injec-
tion. Continuous infusion through caudal vein may be more effective,
which deserved further investigation in future.

When MSCs are transplanted into the infarcted heart, they face
with an extremely harsh micro-environment. The necrosis of cells and
the inflammatory response may increased the concentration of ROS
over threefold in the MI region [13]. Melatonin pre-treatment acti-
vated the expression of anti-oxidant enzymes such as catalase and
SOD-1 in MSCs, resulting in maintaining a relatively low intra-cellular
ROS level when the environment ROS is high, as shown in Figure 2A
and B. This up-regulation of antioxidant enzymes seems to be depen-
dent on melatonin receptors on MSCs, because the melatonin recep-
tor antagonist luzindole reversed this effect. Besides causing
apoptosis directly, ROS could also impair the adhesion ability of
MSCs, leading to a further increase of apoptosis due to inadequate
interactions between cells and the matrix, termed anoikis [24]. Inter-
estingly, we found that melatonin pre-treatment restored the adhesion
ability and the p-FAK and p-Src level in MSCs exposing to H,0s.
Moreover, the autocrine and paracrine of angiogenic and mitogenic
factors are key mechanisms of MSCs function in treating MI. IGF-1,
HGF and EGF are important mitogenic factors promoting proliferation
of multiple types of cells, and b-FGF could contribute to angiogenesis.
Notably, we found that melatonin pre-treatment induced the expres-
sion of these growth factors. However, we did not observe the up-
regulation of VEGF and G-CSF. This may be caused by a different
mechanism of melatonin signalling in MSCs, which awaits further
exploration. In principle, our present study showed that melatonin
treatment protect MSCs from ROS and enhance their function by: (/)
induction of antioxidant enzymes; (/i) Restoration of adhesion and (i)
Promotion of growth factors expression. However, the mechanism of
melatonin’s protection on MSCs still remains unclear. Our further
study will focus on the signalling pathways, as well as the effect of
melatonin on the other factors impairing MSCs survival and function
in the MI environment, such as iNOS, immune cells and cytokines.

Conventionally, BM-MSCs were widely used in MSCs based cell
therapies, because they were the first discovered adult stem cells and

© 2015 The Authors.
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relatively well-studied. Recently, ADSCs have gained much attention
and been used as an alternative because liposuction is less invasive
than BM aspiration and can be easily and reproducibly replicated in a
large-scale. Although there are differences between BM-MSCs and
ADSCs, such as several different cell surface markers and different
tendency of differentiation, no significant difference in their mecha-
nisms and efficiency treating MI has been reported [48]. Up to now,
BM-MSCs have been used in most of the studies focusing on the
strategy to enhance MSCs survival in treating MI, but the evidence on
ADSCs was lacking, in spite of the promising future of ADSCs in cell
therapy. Thus, our results, showing that ADSCs could also be pro-
tected by melatonin pre-treatment and lead to a significant ameliora-
tion of MI, may be helpful in clinic.

Several different methods can be used to track engrafted MSCs
and determine their viability. For example, Tang ef al. reported the
use of Y chromosome-specific quantitative RT-PCR to examine the
survival rate of implanted sex-mismatched allogeneic stem cell trans-
plantation in the recipient heart [49]. Also, the MSCs could be pre-
labelled with fluorescent markers such as GFP, DAPI, Dil, ect., and
cryo-sections of heart are made and examined under fluorescence
microscopy. In this study, we chose to label MSCs by lentivirally
transduction of vectors expressing luciferase and GFP, and biolumi-
nescence imaging was used to determine the viability of MSCs. Unlike
the other methods, the bioluminescence imaging is direct-viewing,
and the animals need not to be killed on different time points. Of note,
in this present study, we chose day 7 as a time-point in which biolu-
minescence imaging was performed to verify the survival rate of en-
grafted MSCs. The bioluminescence imaging data from the 14th day
post-transplantation or later time-points would be useful to further
validate the conclusion. In fact, we have also tried to obtain these data
in imaging experiments. However, as is known, the in vivo biolumi-
nescence signals could be detected only when the number of survived
cells reach a certain threshold. For cells engrafted in rat heart, the
threshold is relative high, as the signals need to pass through the
sternum, thick muscle and skin. Due to the loss of the survived cells
in hearts with transplant time, detectable bioluminescence signals
attenuated with time. At 14th day post-transplantation and later time-
point, we hardly detected visible signals in most animals, including
control MSC group and melatonin-pre-treated MSC group. Mean-
while, the expression level of transfected luciferase gene also attrib-
uted to this issue. Although we obtained stable transfected MSCs by
lentivirally transduction, higher luciferase expression was of demand
for bioluminescence imaging. Better transduction approaches and
vectors are being tested in our ongoing further studies, to improve
the luciferase expression in MSCs for better tracking.

In conclusion, our data showed that melatonin pre-treatment for
24 hrs up-regulated ADSCs’ expression of the antioxidant enzymes
such as catalase and SOD-1, and protected MSCs from ROS induced
apoptosis both directly by promoting anti-apoptosis kinases like p-
Akt as well as blocking caspase cascade, and indirectly by restoring
the ROS impaired cell adhesion. In addition, the expression proangio-
genic and mitogenic factors like IGF-1, HGF, EGF and b-FGF were also
elevated. Using a rat model of MI, we found that melatonin pre-treat-
ment enhanced the viability of engrafted ADSCs, and promoted their
therapeutic potency. Hopefully, our results may shed light on the
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design of more effective therapeutic strategies in clinic treating Ml

and other diseases by MSCs.

Funding

Support Foundation of Chinese PLA General Hospital (2012FC-

TSYS-2004, 2013FC-TSYS-2015) and the Central Health Special
Research Projects (13BJZ26).

Conflicts of interest

This work was partly supported by grants from the National

Natural Science Foundation of China (8135002), the Clinical

References

1.

2242

Thygesen K, Alpert JS, White HD, ef al.
Universal definition of myocardial infarction.
Circulation. 2007; 116: 2634-53.

Go AS, Mozaffarian D, Roger VL, ef al.
Heart disease and stroke statistics-2013
update: a report from the american heart
association. Circulation. 2013; 127: e6-245.
Mias C, Lairez 0, Trouche E, ef al. Mesen-
chymal stem cells promote matrix metallo-
proteinase secretion by cardiac fibroblasts
and reduce cardiac ventricular fibrosis after
myocardial infarction. Stem Cells. 2009; 27:
2734-43.

Liu M, Zhang P, Chen M, ef al. Aging might
increase myocardial ischemia / reperfusion-
induced apoptosis in humans and rats. Age.
2012; 34: 621-32.

Liu J, Wang H, Wang Y, ef al. The stem cell
adjuvant with exendin-4 repairs the heart
after myocardial infarction wvia stat3
activation. J Cell Mol Med. 2014; 18: 1381—
91.

Liu J, Wang H, Wang Y, ef al. Exendin-4
pretreated adipose derived stem cells are
resistant to oxidative stress and improve
cardiac performance via enhanced adhesion
in the infarcted heart. PLoS ONE. 2014; 9:
€99756.

Chen SL, Fang WW, Ye F, et al. Effect on
left ventricular function of intracoronary
transplantation of autologous bone marrow
mesenchymal stem cell in patients with
acute myocardial infarction. Am J Cardiol.
2004; 94: 92-5.

Ruan W, Pan CZ, Huang GQ, ef al. Assess-
ment of left ventricular segmental function
after autologous bone marrow stem cells
transplantation in patients with acute myo-
cardial infarction by tissue tracking and
strain imaging. Chin Med J. 2005; 118:
1175-81.

Katritsis DG, Sotiropoulou PA, Karvouni E,
et al. Transcoronary transplantation of
autologous mesenchymal stem cells and
endothelial progenitors into infarcted human
myocardium. Catheter Cardiovasc Interv.
2005; 65: 321-9.

10.

1.

12.

13.

14.

15.

16.

17.

18.

19.

20.

None declared.

Schachinger V, Erbs S, Elsasser A, ef al.
Improved clinical outcome after intracoro-
nary administration of bone-marrow-derived
progenitor cells in acute myocardial infarc-
tion: final 1-year results of the repair-ami
trial. Eur Heart J. 2006; 27: 2775-83.
Tambara K, Sakakibara Y, Sakaguchi G,
et al. Transplanted skeletal myoblasts can
fully replace the infarcted myocardium when
they survive in the host in large numbers.
Circulation. 2003; 108: 11259-63.

Shi Rz, Li QP. Improving outcome of trans-
planted mesenchymal stem cells for ische-
mic heart disease. Biochem Biophys Res
Commun. 2008; 376: 247-50.

Angelos MG, Kutala VK, Torres CA, ef al.
Hypoxic reperfusion of the ischemic heart
and oxygen radical generation. Am J Physiol
Heart Circ Physiol. 2006; 290: H341-7.
Chang W, Song BW, Moon JY, ef al. Anti-
death strategies against oxidative stress in
grafted mesenchymal stem cells. Histol His-
topathol. 2013; 28: 1529-36.

Hass R, Lerner AB, Case JD, et al. Isolation
of melatonin, the pineal gland factor that
lightens melanocytes1. J Am Chem Soc.
1958; 80: 2587.

Reiter RJ, Tan DX, Manchester LC, ef al.
Melatonin and reproduction revisited. Bio/
Reprod. 2009; 81: 445-56.

Hardeland R, Cardinali DP, Srinivasan V,
et al. Melatonin-a pleiotropic, orchestrating
regulator molecule. Prog Neurobiol. 2011;
93: 350-84.

Reiter RJ, Tan DX, Rosales-Corral S, ef al.
The universal nature, unequal distribution
and antioxidant functions of melatonin and
its derivatives. Mini Rev Med Chem. 2013;
13:373-84.

Wang FW, Wang Z, Zhang YM, et al. Pro-
tective effect of melatonin on bone marrow
mesenchymal stem cells against hydrogen
peroxide-induced apoptosis in vitro. J Cell
Biochem. 2013; 114: 2346-55.

Tang Y, Cai B, Yuan F, et al. Melatonin pre-
treatment improves the survival and function
of transplanted mesenchymal stem cells

21.

22.

23.

24,

25.

26.

27.

28.

29.

after focal cerebral ischemia. Cell Transplant.
2014; 23: 1279-91.

Mias C, Trouche E, Seguelas MH, ef al. £x
vivo pretreatment with melatonin improves
survival, proangiogenic/mitogenic activity,
and efficiency of mesenchymal stem cells
injected into ischemic kidney. Stem Cells.
2008; 26: 1749-57.

Carvalho PH, Daibert AP, Monteiro BS,
et al. Differentiation of adipose tissue-
derived mesenchymal stem cells into
cardiomyocytes. Arq Bras Cardiol. 2013;
100: 82-9.

Cai H, Dikalov S, Griendling KK, ef al.
Detection of reactive oxygen species and
nitric oxide in vascular cells and tissues:
comparison of sensitivity and specificity.
Methods Mol Med. 2007; 139: 293-
311.

Song H, Cha MJ, Song BW, ef al. Reactive
oxygen species inhibit adhesion of mesen-
chymal stem cells implanted into ischemic
myocardium via interference of focal adhe-
sion complex. Stem Cells. 2010; 28: 555
63.

Liu Z, Wang H, Wang Y, ef al. The influence
of chitosan hydrogel on stem cell engraft-
ment, survival and homing in the ischemic
myocardial microenvironment. Biomaterials.
2012; 33: 3093-106.

Beltrami AP, Barlucchi L, Torella D, ef al.
Adult cardiac stem cells are multipotent and
support myocardial regeneration. Cell. 2003;
114: 763-76.

Christman KL, Vardanian AJ, Fang Q, ef al.
Injectable fibrin scaffold improves cell trans-
plant survival, reduces infarct expansion,
and induces neovasculature formation in
ischemic myocardium. J Am Coll Cardiol.
2004; 44: 654-60.

Sutton MG, Sharpe N. Left ventricular
remodeling after myocardial infarction: path-
ophysiology and therapy. Circulation. 2000;
101: 2981-8.

Chimenti I, Smith RR, Li TS, et al. Relative
roles of direct regeneration versus paracrine
effects of human cardiosphere-derived cells

© 2015 The Authors.

Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.



30.

31.

32.

33.

34.

35.

36.

transplanted into infarcted mice. Circ Res.
2010; 106: 971-80.

Valina C, Pinkernell K, Song YH, ef al. In-
tracoronary administration of autologous
adipose tissue-derived stem cells improves
left ventricular function, perfusion, and
remodelling after acute myocardial infarc-
tion. Eur Heart J. 2007; 28: 2667-77.
Simpson D, Liu H, Fan TH, et al. A tissue
engineering approach to progenitor cell
delivery results in significant cell engraft-
ment and improved myocardial remodeling.
Stem Cells. 2007; 25: 2350-7.

Miyahara Y, Nagaya N, Kataoka M, ef al.
Monolayered mesenchymal stem cells repair
scarred myocardium after myocardial infarc-
tion. Nat Med. 2006; 12: 459-65.
Zimmermann WH, Melnychenko I, Wasme-
ier G, ef al. Engineered heart tissue grafts
improve systolic and diastolic function in inf-
arcted rat hearts. Nat Med. 2006; 12: 452-8.
Rosova |, Dao M, Capoccia B, ef al. Hyp-
oxic preconditioning results in increased
motility and improved therapeutic potential
of human mesenchymal stem cells. Stem
Cells. 2008; 26: 2173-82.

Wang JA, Chen TL, Jiang J, ef al. Hypoxic
preconditioning attenuates hypoxia/reoxy-
genation-induced apoptosis in mesenchymal
stem cells. Acta Pharmacol Sin. 2008; 29:
74-82.

Pons J, Huang Y, Arakawa-Hoyt J, ef al.
Vegf improves survival of mesenchymal
stem cells in infarcted hearts. Biochem Bio-
phys Res Commun. 2008; 376: 419-22.

© 2015 The Authors.
Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.

37.

38.

39.

40.

41.

42.

43.

Tavakoli F, Ostad SN, Khori V, et al. Out-
come improvement of cellular cardiomyopl-
asty using triple therapy: mesenchymal stem
cell+erythropoietin+vascular endothelial gro-
wth factor. Eur J Pharmacol. 2013; 714:
456-63.

Hahn JY, Cho HJ, Kang HJ, ef al. Pre-treat-
ment of mesenchymal stem cells with a
combination of growth factors enhances gap
junction formation, cytoprotective effect on
cardiomyocytes, and therapeutic efficacy for
myocardial infarction. J Am Coll Cardiol.
2008; 51: 933-43.

Lim SY, Kim YS, Ahn Y, et al. The effects of
mesenchymal stem cells transduced with
akt in a porcine myocardial infarction model.
Cardiovasc Res. 2006; 70: 530-42.

Li W, Ma N, Ong LL, ef al. Bcl-2 engineered
mscs inhibited apoptosis and improved
heart function. Stem Cells. 2007; 25: 2118
27.

Tang J, Wang J, Guo L, et al. Mesenchymal
stem cells modified with stromal cell-derived
factor 1 alpha improve cardiac remodeling
via paracrine activation of hepatocyte growth
factor in a rat model of myocardial infarc-
tion. Mol Cells. 2010; 29: 9-19.

Tang J, Wang J, Zheng F, et al. Combina-
tion of chemokine and angiogenic factor
genes and mesenchymal stem cells could
enhance angiogenesis and improve cardiac
function after acute myocardial infarction in
rats. Mol Cell Biochem. 2010; 339: 107-18.
Lu F, Zhao X, Wu J, et al. Mscs transfected
with hepatocyte growth factor or vascular

J. Cell. Mol. Med. Vol 19, No 9, 2015

44,

45.

46.

47.

48.

49.

endothelial growth factor improve cardiac
function in the infarcted porcine heart
by increasing angiogenesis and reducing
fibrosis. Int J Cardiol. 2013; 167: 2524—
32.

Tan DX, Zheng X, Kong J, ef al. Fundamen-
tal issues related to the origin of melatonin
and melatonin isomers during evolution:
relation to their biological functions. Int J
Mol Sci. 2014; 15: 15858-90.

Yip HK, Chang YC, Wallace CG, ef al. Mela-
tonin treatment improves adipose-derived
mesenchymal stem cell therapy for acute
lung ischemia-reperfusion injury. J Pineal
Res. 2013; 54: 207-21.

Chen YT, Chiang HJ, Chen CH, ef al. Mela-
tonin treatment further improves adipose-
derived mesenchymal stem cell therapy for
acute interstitial cystitis in rat. J Pineal Res.
2014; 57: 248-61.

Mukherjee D, Roy SG, Bandyopadhyay A,
et al. Melatonin protects against isoprotere-
nol-induced myocardial injury in the rat:
antioxidative mechanisms. J Pineal Res.
2010; 48: 251-62.

Hass R, Kasper C, Bohm §, ef al. Different
populations and sources of human mesen-
chymal stem cells (msc): a comparison of
adult and neonatal tissue-derived msc. Cell
Commun Signal. 2011; 9: 12.

Tang YL, Tang Y, Zhang YC, et al. Improved
graft mesenchymal stem cell survival in
ischemic heart with a hypoxia-regulated
heme oxygenase-1 vector. J Am Coll Cardiol.
2005; 46: 1339-50.

2243



