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Abstract

Ultrasound-targeted microbubble destruction (UTMD) is a promising approach to facilitate the precise
delivery of bone marrow stem cells (BMSCs) to the ischemic myocardium. However, stem cell therapy
for ischemic myocardium is challenging due to the poor survival of transplanted stem cells under severe
ischemic conditions. In this study, we investigated whether myocardium-targeted transplantation of
prolyl hydroxylase domain protein 2 (PHD2) shRNA-modified BMSCs by UTMD increases the viability of
grafted cells, and enhances their cardioprotective effects in acute myocardial infarction.

Methods: BMSCs were transduced with lentiviral PHD2 shRNA, and a novel microbubble formulation
was prepared by a thin-film hydration method. In rats, BMSCs with or without PHD2 shRNA modification
were transplanted by UTMD after inducing acute myocardium infarction. Effects of PHD2 shRNA on
BMSC survival, myocardial apoptosis, angiogenesis, and cardiac function were evaluated. In vitro,
anti-apoptotic effects and its mechanisms of PHD?2 silencing on BMSC and BMSC-conditioned medium on
H9C2 cell were detected.

Results: PHD2 shRNA-modified BMSC transplantation by UTMD resulted in increased BMSC survival,
reduced myocardial apoptosis, reduced infarct size, increased vascular density, and improved cardiac
function compared to the control vector-modified BMSC transplantation by UTMD. PHD?2 silencing
increased BMSC survival through a HIF-1a-dependent mechanism. The decrease in cardiomyocyte
apoptosis by conditioned medium from PHD2 shRNA-treated BMSCs was due to an increase in the
expression of insulin-like growth factor (IGF)-1.

Conclusions: The delivery of PHD2 shRNA-modified BMSCs by UTMD promoted grafted cell homing
and activity, and increased myocardial angiogenesis in the infarcted heart, leading to improved cardiac
function. This combination may provide a promising strategy for enhancing the effectiveness of stem cell
therapy after acute myocardial infarction.
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Introduction

Acute myocardial infarction (AMI), causing loss  reversed, is one of the underlying causes of mortality
of cardiomyocytes and scar formation that cannot be  and morbidity worldwide [1]. Transplantation of
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bone marrow mesenchymal stem cells (BMSC)
represents a feasible method to repair ischemic
myocardium by releasing paracrine factors into the
surrounding  tissue, which reverses cardiac
remodeling, attenuates cardiac fibrosis, and improves
cardiac functions [2, 3]. However, intravenously
injected stem cells reach ischemic myocardial tissues
inefficiently, limiting the effective implementation of
BMSC therapy [4, 5]. Therefore, the improvement of
stem cell homing is a constant challenge in the field of
stem cell transplantation.

It has been shown that ultrasound-mediated
microbubble destruction (UTMD) can create pores in
the capillary walls and alter the local myocardial
microenvironment, which promotes engrafted stem
cell homing from the blood vessels to the ischemic
myocardial tissues [6, 7]. Besides, UTMD combined
with stem cell transplantation could promote stem cell
homing to the infarcted region without negatively
affecting the proliferation and survival of the
transplanted stem cells [8].

However, another limitation of stem cell
therapy to treat ischemic myocardium is the poor
survival of transplanted stem cells in the harsh
ischemic environment. It has been well documented
that the survival of transplanted stem cells is affected
by the local environment (e.g., inflammatory
cytokines originating from hearts with myocardial
infarction) [9, 10]. Addressing this challenge is
important for improving the curative effect of BMSCs
on AMI One strategy is to increase transplanted cell
viability through genetic modification. Hypoxia-
inducible factor-la (HIF-1a) is a vital regulator in
adaptation to hypoxic stress. It regulates the response
of a variety of genes participating in systemic and
cellular responses to hypoxia [11, 12]. However,
oxygen-dependent prolyl hydroxylase-2 (PHD2)
degrades HIF-la under normoxia [13, 14]. Thus,
inhibiting HIF-1a degradation by silencing PHD2 is a
promising strategy to improve the survival of stem
cells.

In this study, we hypothesized that
myocardium-targeted transplantation of PHD2
shRNA-modified BMSCs by UTMD could increase
the therapeutic effect of grafted cells in a rat model
with MI. We investigated whether transplantation of
PHD2 shRNA-modified BMSCs by UTMD improves
cardiac function in myocardial infarction by reversing
the myocardial remodeling and reducing the size of
infarction in rats. This minimally invasive stem cell
transplantation strategy combined with PHD2 shRNA
modification could have significant potential for
clinical application in patients with AMI. The

schematic representation of the UTMD mediated
BMSC therapy strategy is shown in Figure 1.

Methods

In vitro studies

BMSC preparation and identification

BMSCs from Sprague Dawley (SD) rats were
isolated, as described previously [15]. In brief, the
anesthetized SD rats (1% pentobarbital sodium,
40mg/kg) were executed, and bone marrow of femurs
and tibias were cleaned and flushed by PBS. Based on
density gradient centrifugation, mononuclear cells
were separated before being incubated in low-glucose
Dulbecco’s modified Eagle’s medium (DMEM; Gibco,
Grand Island, NY, USA) containing streptomycin
(100g/mL), penicillin (100 U/mL), and 10% fetal
bovine serum (FBS; Gibco). Nonadherent cells were
removed after 48 h. The passaged cells were cultured
in a humidified incubator with 5% CO. at 37 °C. The
cell-culture medium was changed every two days.
Once the BMSCs reached 80% confluence, the primary
cultures were passed to 2 new flasks. The morphology
and typical surface markers were ascertained by flow
cytometry to identify the BMSCs as described in
previous studies [16, 17].

Lentivirus preparation and transduction into BMSCs

Shanghai Genechem Co. Ltd., Shanghai, China,
provided short hairpin RNA (shRNA), lentiviral
transduction particles against PHD2 (LV-shPHD2-
GFP), and control non-target shRNA (LV-GFP). All
lentiviral vectors contained the green fluorescent
protein (GFP) reporter.

Third-generation BMSCs were seeded in 24-well
plates. Cells were grown to 80% confluence and then
split into three experimental groups: Control group
(non-transfected), LV-GFP group (transfected with
LV-GFP), and LV-shPHD2-GFP group (transfected
with LV-shPHD2-GFP). BMSCs were transfected with
lentivirus at a multiplicity of infection (MOI) of 20 in
the presence of 8ng/ml Polybrene following the
manufacturer’s instructions (Santa Cruz Biotechno-
logy, Dallas, TX, USA).

The infection efficiency was ascertained by the
assessment of the GFP expression level by fluores-
cence microscopy. The transfected BMSCs were
sub-cultured for three days in puromycin-containing
growth medium and analyzed for the expression
levels of PHD2 and HIF-1a by Western blotting and
real-time PCR (RT-PCR). The sequence of the primers
and primary antibodies used are presented in Table 1
and Table 2, respectively. All experiments were
performed in triplicate.
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Figure 1. Schematic representation of PHD2 shRNA-modified BMSC transplantation using UTMD for infarcted myocardium repair.

Analysis of angiogenesis factors after PHD2 gene
silencing

Third generation BMSCs were plated in 24-well
culture plates and split into three experimental
groups:  Control  (non-transfected), = LV-GFP,
(transfected with LV-GFP), and LV-shPHD2-GFP
(transfected with LV-shPHD2-GFP). Supernatants
were harvested 72 h after transfection. The concen-
trations of basic fibroblast growth factor (bFGF) and
vascular endothelial growth factor (VEGF) in the
supernatant were determined with a Quantikine

ELISA kit (R&D Systems, Minneapolis, MN, USA).
The experiment was conducted 3 times separately.

Effects of PHD?2 silencing on BMSC resistance to
oxygen-glucose deprivation injury

To examine the cell protective effect of PHD2
silencing in BMSCs, an ex-vivo model of oxygen-
glucose deprivation (OGD) was established. Third
generation BMSCs were plated in 24-well culture
plates and split into four groups: (A) Control-BMSC
(non-transfected), (B) BMSC (non-transfected), (C)
LV-GFP-BMSC (transfected with LV-GFP), and (D)
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LV-shPHD2-GFP-BMSC  (transfected with LV-
shPHD2-GFP with or without LV-shHIF-1a) 24 h after
inoculation. BMSCs in the latter three groups [(B), (C)
and (D)] were cultured in glucose-free DMEM and
then exposed to hypoxic conditions (5% CO2 and 95%
N2) for 6h. Cell apoptosis was demonstrated with
flow cytometry. The effect of PHD2 on expression
levels of activated caspase-3 and total caspase-3 and
downstream genes (HIF-la, EPO) involved in
shPHD2-mediated cell protection against OGD injury
were assessed by Western blotting. The primary
antibodies used are listed in Table 2. The experiments
were performed in triplicate.

Anti-apoptotic effect of BMSC-conditioned medium
(CM) on H9C2 cells

CM from BMSCs in BMSC, LV-GFP-BMSC, and
LV-shPHD2-GFP-BMSC groups was used to treat
HI9C2 cells in 24-well plates. HIC2 cells were split into
five groups and treated with Control (untreated with
OGD), OGD, BMSC-CM, LV-GFP-BMSC-CM, and
LV-shPHD2-GFP-BMSC-CM, respectively. After 24h
of culture at 37°C and 5% CO, H9C2 cells were
subjected to OGD for 6 h. The cell apoptosis was
analyzed by an apoptosis kit (Multi Sciences Biotech
Co., Ltd.) according to the manufacturer’s instructions
(Multi Sciences Biotech Co., Ltd.). Cellular levels of
activated and total caspase-3 were detected by
Western blot analysis. Furthermore, the expression of
the anti-apoptosis gene (IGF-1) in the CM from
LV-shPHD2-GFP-BMSC-mediated myocardial cell
protection against OGD injury was assessed by ELISA
(Abcam, Cambridge, MA, USA). The primary
antibodies used are listed in Table 2. The expression
levels in all experiments were measured in triplicate.

Table 1. Primers used for RT-PCR

Genes Primer Sequence Product size

PHD2  Sense 5" TACAGGATAAACGGCCGAAC-3' 209bp
Antisense 5-TTGGGTTCAATGTCAGCAAA-3’

HIF-1la Sense 5'-CGCAGTGTGGCTAC AAGAAA-3'  205bp

Antisense 5-TAAAT TGAACGGCCCAAAAG-3
SRY Sense 5'-CATCGAAGGGTTAAAGTGCCA-3' 459bp
Antisense 5'-ATAGTGTGTAGGTTGTTGTCC-3'
B-actin  Sense 5-TGACGTGGACATCCGCAAAG-3,
Antisense  5'-CTGGAAGGTGGACAGCGAGG-3

240dp

Table 2. Primary antibodies used for Western blots and
immunohistochemistry

Antibody Dilution Source Catalog #
HIF-1a 1:500 Bioworld BS3514
PHD2 1:100 Santa Cruz sc-271835
EPO 1:500 Abcam 5ab226956
Activated caspase-3  1:500 Abcam ab49822
Total caspase-3 1:100 Abcam ab4051
SDF-1 1:500 Abcam ab25117
a-actin 1:100 Abcam ab137346
CD31 1:50 Santa Cruz sc-71873

Preparation of the microbubbles (MBs)

MBs consisting of a coating of 3-[N-(N'N'-
dimethylaminoethane)-carbamoyl] cholesterol (DC-
CHOL), 1,2-distearoyl-sn-glycerol-3-phosphoethanol-
amine-N-[maleimide (polyethylene glycol)] (DSPE-
PEG2000), and dipalmitoyl phosphatidylcholine
(DPPC) with a octafluoropropane (C3F8) gas core (F2
Chemicals, Preson, UK) were constructed by the
thin-film hydration method as described in our
previous study [18]. The concentration of MBs was
regulated to 1x10° MBs/ml by diluting the MBs
solution with PBS. Subsequently, the MB solution was
disinfected by ®Co-y radiation and kept at 4°C for
subsequent applications.

Characterization of the MBs

The morphology and size distribution of the MBs
were visualized with an optical microscope (model
IX70, Olympus Inc., Melville, NY, USA) and a
transmission electron microscope (TEM, Hitachi
H-7000FA, Japan). The zeta potential, concentration,
and size distribution of the MBs were determined
with the use of a Zetasizer NANO ZS system
(Malvern Instruments Ltd., Malvern, UK). The
concentration and diameter of MBs at various time
points were measured, and the imaging ability of the
MBs at different concentrations was assessed with a
homemade agarose phantom in vitro. Also, the
imaging properties of the MBs for rat hearts were
evaluated in vivo. The images were acquired and
analyzed using a clinical [U22 ultrasound scanner
(Philips Medical Systems, Amsterdam, Netherlands).

In vivo studies

The Animal Breeding and Research Center of
Tongji Medical College, Huazhong University of
Science and  Technology, China  provided
two-month-old adult male Sprague-Dawley (SD) rats
(200~220 g). The Huazhong University of Science
and Technology Animal Care and Use Committee
authorized all animal studies. The animal procedures
conformed to the guidelines from Directive
2010/63/EU of the European Parliament on the
protection of animals used for scientific purposes.

Animal surgery to induce AMI

The MI model was established following the
existing guidelines. Briefly, all rats were treated with
tracheal intubation ventilation by a rodent ventilator
(Shanghai Yuyan Instruments, China) following
intraperitoneal anesthesia using 1% pentobarbital
sodium (40 mg/kg, administered intraperitoneally).
The left coronary artery was ligated 2-3 mm from the
tip of the left auricle with a 6/0 suture to trigger AMI.
Evidence of an AMI was confirmed by the appearance
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of a Q wave and S-T segment elevation on an
electrocardiogram.

SDF-1 expression in the AMI area following UTMD

AMI rats were separated into four groups: (i)
Control, PBS (0.5 mL) infusion; (ii) MB (0.5 mL)
infusion; (iii) Ultrasound, PBS (0.5 mL) infusion; (iv)
UTMD, MB (0.5 mL) infusion. During the ultrasound
irradiation, a micropump was used to infuse 0.5 mL of
MB or PBS at a rate of 15 ml/h.

All AMI rats were executed in each group under
anesthesia with 1% pentobarbital sodium (40 mg/kg,
administered intraperitoneally) after ultrasonic
irradiation. Hearts were perfused with saline solution
and rapidly collected. Some rat hearts were immersed
in 10% paraffin. The sections (5pm) were dewaxed
and stained with the use of an antibody against SDF-1.
Images were captured using an inverted microscope
(model IX70, Olympus Inc. Melville, NY) after
visualization with diaminobenzidine (DAB). Other
rats’” myocardium from the peri-infarct regions were
rapidly frozen in liquid nitrogen. Protein expression
levels were analyzed by Western blotting. The
primary antibodies used are presented in Table 2. The
experiments were performed in triplicate.

Effect of UTMD on BMSC migration

To evaluate the improvement of BMSC engraft-
ment mediated by UTMD, all rats were divided into
four groups: (i) Sham, PBS (250puL); (ii)MI, PBS (250
pL); (iii) MI+SDF-1, (250 pg plasmid DNA solution in
250 pl of PBS); (iv) UTMD, PBS (250puL). BMSCs (1 ml,
10¢/ml) were injected through the caudal vein after
myocardial injection of PBS or plasmid DNA around
the border zone and UTMD treatment. The expression
of SDF-1 in the infarct border area at 1, 3, 4, and 7 days
was evaluated with a Quantikine ELISA kit (R&D
Systems, Minneapolis, MN, USA) according to the
manufacturer's protocol. The number of homing cells
in ischemic myocardium and other organs was tested
by RT-PCR for the Y chromosome-specific Sry gene
24h after stem cell transplantation as described in a
previous study [19], and the ratio of the number of
grafted cells in the heart or in other organs to initially
injected cells as a percentage.

BMSC transplantation for myocardial infarction by
UTMD

Forty rats were split into four groups: (i) sham,
PBS (1 mL) infusion only; (ii) MI, PBS (1 mL) infusion
only; (iii) MI-LV-GFP-BMSC, 1x10¢ LV-GFP infected
cells suspended in 1mL of PBS infusion; (iv) MI-LV-
shPHD2-GFP-BMSC, 1x10¢ LV-shPHD?2 infected cells
suspended in 1mL of PBS infusion.

Rats in the MI-LV-GFP-BMSC and MI-LV-
shPHD2-GFP-BMSC  groups underwent UTMD

followed by BMSC transplantation. A micropump
was used to infuse 0.5 mL of MB at a rate of 15 ml/h
during ultrasound irradiation. Rats were ultra-
sonically treated with a sonoporator at the frequency
of 1 MHz, the power of 2.0 W/cm?, duty cycle 50%, as
well as 1 kHz pulse repetition frequency for two
minutes. The ultrasound probe was fixed on the
canine cardiac papillary muscle short-axis. Following
UTMD, BMSCs (1 mL) were injected through the
caudal vein. Rats in the sham and MI groups received
UTMD prior to receiving 1 mL PBS injection. BMSC
transplantation mediated by UTMD was performed at
2-day intervals between Day 0 and Day 4. A dose of
furosemide (0.4 mg/kg) was injected before BMSC
transplantation by UTMD to prevent congestive heart
failure because of the volume overload.

Analysis of the survival of engrafted BMSCs in vivo

To confirm that PHD2 shRNA modification
could enhance BMSC survival, its grafting efficiency
was analyzed. All rats were killed 48h after cell
transplantation using 1% pentobarbital sodium (40
mg/kg, administered intraperitoneally) and hearts
were obtained quickly. The viability of transplanted
cells was assessed by the number of fluorescent stem
cells in frozen heart sections (5pum). The number of
fluorescent stem cells in each rat from the four groups
was assessed by counting five randomly selected
fields under a fluorescent microscope (model IX70,
Olympus Inc., Melville, NY, USA) and quantitated
using Image-Pro Plus version 6.0 software (Media
Cybernetics, Bethesda, MD) by two observers blinded
to the conditions.

Detection of cardiomyocyte apoptosis

The TUNEL method was employed to detect
levels of cell apoptosis in the infarct border zone
following the manufacturer’'s protocol (Roche
Applied Science, South San Francisco, CA, USA).
Apoptotic cardiomyocytes of each sample were
assessed in 6 randomly selected fields per section and
then quantitated using Image-Pro Plus version 6.0
software (Media Cybernetics, Bethesda, MD) by two
blinded observers. The average number of TUNEL
positive cells per square millimeter (mm?2) was
calculated to assess myocardial apoptosis.

Echocardiographic analysis of the left ventricular
function

Transthoracic echocardiography was performed
to evaluate left ventricular function before the
operation and 4 weeks after stem cell transplantation.
The GE Vivid 7 system outfitting a 10 MHz transducer
was employed by an investigator blinded to group
designation. The left ventricular ejection fraction
(LVEF) and left ventricular fractional shortening
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(LVFS) of rats were obtained by M-Mode echo-
cardiography after intraperitoneal anesthesia with 1%
pentobarbital sodium (40 mg/kg). Dimension data are
presented as the average of measurements of three
cardiac cycles.

Measurement of infarction size

After the 4-week treatment, rats underwent
anesthesia with 1% pentobarbital sodium (40 mg/kg)
and then cardiac perfusion with saline. The hearts
were quickly harvested and stained with
2,3,5-triphenyltetrazolium (TTC) and Masson’s
trichrome staining to quantify the extent of infarct size
in the left ventricle. Infarct size was measured as the
ratio of the average scar circumferences of the
endocardium and epicardium to the average left
ventricular circumferences of the endocardium and
the epicardium, and estimated using Image-Pro Plus
version 6.0 software (Media Cybernetics, Bethesda,
MD) by two observers blinded to the experiment.

Determination of angiogenesis factors and capillary
density in vivo

Four weeks after BMSC transplantation by
UTMD, MI rats were anesthetized with 1%
pentobarbital sodium (40 mg/kg) and killed by
excision of the heart. Some rats’ myocardium from the
peri-infarct regions were immersed in liquid nitrogen.
Western blot analysis was used to detect the
expression level of VEGF and bFGF in ischemic
cardiac tissue. Other rat hearts were embedded in 10%
paraffin. Dewaxed sections (5pum) were treated with
the primary antibody CD31 listed in Table 2. Images
were obtained by an inverted microscope (model
IX70, Olympus Inc. Melville, NY) after visualization
with diaminobenzidine (DAB). Immunoreactivity for
CD31 was calculated using the Image-Pro Plus 6.0
analysis system software (Media Cybernetics, Bethes-
da, MD). Capillaries were defined by positive staining
for CD31. The number of cardiac microvessels was
counted as described in previous studies [16, 18].

Statistical analysis

All results were presented as mean + SD. The
data were analyzed using SPSS 19.0 software.
Statistical analyses were either performed with the
Student’s t-test or by one-way ANOVA. A probability
value < 0.05 was considered to be statistically
significant.

Results

Characterization of cultured BMSCs

The morphological features of the cells were
observed under an inverted microscope, and the
characteristic surface markers were detected by flow

cytometry. Most bone marrow cells were spindle-like
mesenchymal stem cells and turned more uniform
after a few passages (Figure S1A). Flow cytometry
confirmed  their = mesenchymal origin; the
hematopoietic stem cell markers CD34 and CD45
were negative, while mesenchymal stem cell markers
CD29 and CD90 exhibited high expression levels
(Figure S1B). Thus, we confirmed that the major
population of adherent cells was BMSCs.

Target gene and protein expression in BMSCs
after PHD?2 silencing

No fluorescent protein was expressed in the
control group, but more than 90% of cells expressed
GFP in LV-GFP and LV-shPHD2-GFP groups (Figure
2A). RT-PCR indicated that the relative expression
level of PHD2 mRNA was significantly lower, and the
relative expression level of HIF-la mRNA was
noticeably higher in the LV-shPHD2-GFP group
compared with the LV-GFP and control groups
(Figure 2B-C). Simultaneously, PHD2 protein
expression in the LV-shPHD2-GFP group was
remarkably lower, and downstream HIF-1a protein
expression was significantly higher compared to the
other groups (Figure 2D-F). These results indicated
that LV-shPHD2-GFP could effectively silence the
PHD2 gene and activate pathways associated with
downstream HIF-1a.

Increased secretion of angiogenic factors after
PHD2 silencing

To study whether the secretion of angiogenic
factors was increased after PHD2 silencing, bFGF and
VEGF levels in the CM of BMSCs were tested by
ELISA. The CM from the LV-shPHD2-GFP-treated
cells had noticeably higher levels of VEGF and bFGF
than the control and LV-GFP groups (Figure 2G-H).
Thus, PHD2 silencing was capable of facilitating
VEGF and bFGF secretion in BMSCs, which could
induce revascularization in ischemic myocardium.

PHD?2 silencing incurs cytoprotection

Hypoxic/ischemic stress in the peri-infarct
regions of the post-MI heart is considered the major
reason for the death of transplanted BMSCs and
resident cardiomyocytes. We treated BMSCs with
OGD to simulate hypoxic/ischemic stress in vitro.
Western blot analysis of activated caspase-3 and
FACS with Annexin V staining were used to evaluate
BMSC apoptosis. Treatment with OGD up-regulated
the expression of activated caspase-3 and increased
the number of Annexin V-PE/7-AAD-positive cells in
all groups. However, PHD2 silencing noticeably
decelerated the increase in Annexin V-PE/7-AAD-
positive cells and activated caspase-3 (Figure 3A-D).
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The decrease of BMSC apoptosis is thought to be
triggered by PHD2 knockdown through activating the
HIF-1a signaling pathway. We investigated the
mechanism of PHD2 shRNA-mediated cell protection
against OGD by analyzing the expression of HIF-1a
and its downstream target EPO by Western blotting.
The results in Figure 3E-G revealed that HIF-1a and
EPO protein levels were increased significantly in the
LV-shPHD2-GFP-BMSC group compared with other
groups in the presence of OGD. However, the
anti-apoptotic effect of shPHD2 on BMSCs was lost
once HIF-1la was silenced in BMSCs, as shown in
Figure 3H.

PHD2 shRNA-modified BMSCs could protect
the ischemic myocardium via a paracrine mechanism.
The influence exerted by the CM from BMSCs, with or
without PHD2 shRNA modification, on OGD-
induced H9C2 cell apoptosis was assessed. H9C2 cells
were subjected to OGD for 6 h. Compared with the
OGD group, the number of TUNEL-positive cells
moderately dropped in BMSC-CM and LV-GFP-

GFP DAPI

L
@
%o
| ...

E
£ £
Q [T}
2 0.8 oé- 0.6 *H
B
& 06 5 =
T 504
o
o 0.4 %
o Qo.2
502 =
2 z
o 0.0 z P = 0.0 3 2
09\“’\‘_6? ,10(' oo\‘o of o C?q
5\‘?‘\0 5“
q‘ »q’

BMSC-CM groups, but TUNEL-positive cells
significantly decreased in the LV-shPHD2-GFP-
BMSC-CM group (Figure 4A-B). Treatment of H9C2
cells with OGD caused significant activation of
caspase-3. BMSC-CM and LV-GFP-BMSC-CM
moderately down-regulated the expression of
activated caspase-3, but it was significantly down-
regulated by LV-shPHD2-GFP-BMSC-CM (Figure
4C-D).

The cardioprotective factor secreted from
LV-shPHD2-GFP-BMSCs was determined by the
ELISA method. The decrease of myocardial apoptosis
is hypothesized to be induced by CM from LV-
shPHD2-GFP-BMSCs by activating the IGF-1 receptor
pathway. ELISA analysis demonstrated that IGF-1
was noticeably up-regulated in the LV-shPHD2-GFP-
BMSC-CM group as compared with BMSC-CM and
LV-GFP-BMSC-CM groups (Figure 4E). However, the
anti-apoptotic effect of CM from LV-shPHD2-GFP-
BMSCs was substantially decreased when the IGF-1
was neutralized by the IGF-1 antibody (Figure 4F).
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Figure 3. PHD2 RNA modification reduced BMSCs apoptosis via the HIF-1a-dependent pathway. (A) Flow cytometry analysis of BMSC apoptosis after Annexin
V-PE/7-AAD double staining. BMSCs were transfected with LV-GFP or LV-shPHD2-GFP after the establishment of the oxygen-glucose deprivation (OGD) model in vitro. (B)
Quantitative study of the apoptotic rate of BMSCs. The number of BMSC apoptosis significantly decreased in the LV-shPHD2-GFP group. (C-D) Representative blots and
quantification of Western blotting analysis of activated caspase-3 expression in BMSCs. The expression of activated caspase-3 significantly decreased in the LV-shPHD2-GFP
group. Values are mean #* SD. Significant differences was determined by using one-way ANOVA. N =6/group. * P < 0.0125 vs. Control-BMSC; # P < 0.0125 vs. BMSC; & P <
0.0125 vs. LV-GFP-BMSC. (E-G) Western blotting analysis of HIF-1a and EPO expression in BMSCs and the signal intensities of the blots. HIF-1a and EPO expressions in BMSCs
transfected with LV-shPHD2-GFP was significantly increased. (H) Apoptotic inhibition capability was lost after BMSCs were transfected with LV-shPHD2-GFP/shHIF-1a. The
BMSC apoptosis rate was measured by flow cytometry following annexin V-PE/7-AAD double staining. Values are mean + SD. Significant differences were determined by one-way
ANOVA. N = 6/group. * P < 0.0125 vs. BMSC; # P < 0.0125 vs. LV-GFP-BMSC; & P < 0.0125 vs. LV-shPHD2-GFP-BMSC.

Characterization of the MBs

Figure 5A reveals the size distribution of MBs.
Optical microscope and electron microscope images
showed that the MBs were spherized, well
distributed, and even in size (Figure 5B-C). The
concentration of MBs was 4.12 + 0.29 x10°/ml. The
synthesized MBs had a zeta potential of 27.18 *
3.32mV and had a mean diameter of 1.07 + 0.21pm.

The MB properties are listed in Table 3. The MBs had
prominent stability in concentration and diameter 6 h
after preparation. Then MB concentration reduced
slightly at 12 h, and significantly at 24h (Figure. 5D).
Besides, the average diameter of the MBs increased
slightly at 12 h and significantly at 24 h (Figure 5E).
According to imaging results in vitro, the signal of
MBs enhanced with the concentration increase
(Figure 5F-G). As shown in Figure. 5H, there were no
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ultrasound imaging signals in the B-mode before  Table 3. Microbubble (MB) characterization
injection of MBs, whereas the ultrasound lmaglng Concentration (x10%/ml) zeta potential(mV) Average diameter (um)

signals were obvious after injection of MBs. MB 412029 27.18 +3.32 1.07 +0.21
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Figure 4. Anti-apoptotic effect of CM from PHD2-modified BMSC on H9C2 myocardial cells subjected to OGD. (A) H9C2 cell apoptosis was detected by
TUNEL assay in the Control, OGD, BMSC-CM, LV-GFP-BMSC-CM, and LV-shPHD2-GFP-BMSC-CM groups. The cell nuclei were stained with DAPI. TUNEL+ nuclei were
labeled with TMR-green. Bar, 100um. (B) Quantitative study of the apoptotic cell ratios by counting the number of positive cells. The fewest number of apoptotic cells in the
LV-shPHD2-GFP-BMSC-CM group at 6 hours after OGD treatment in contrast with other groups. TUNEL positive rate= (TUNEL positive nuclei / DAPI positive nuclei) x 100%.
(C-D) Representative blots and quantification of Western blot analysis of activated caspase-3 of H9C2 cells treated with OGD. The activated caspase-3 of H9C2 subjected to
OGD was significantly decreased by CM from LV-shPHD2-GFP-BMSC. Values are mean % SD. Significant differences were determined by using one-way ANOVA. *p<0.01 vs.
Control; # p<0.01 vs. OGD; & p<0.01 vs. BMSC-CM; 1 p<0.01 vs. LV-GFP-BMSC-CM. (E) Level of IGF-1 protein decreased following treatment with CM from
LV-shPHD2-GFP-BMSC/IGF-1 antibody. (F) Apoptotic inhibition capability was lost after H9C2 cells were treated with CM from LV-shPHD2-GFP-BMSC/IGF-1 antibody. Values
are mean * SD. Statistical significance was determined by using one-way ANOVA. N = é/group. *p<0.0125 vs. BMSC-CM; # p<0.0125 vs. LV-GFP-BMSC-CM; & p<0.0125 vs.
LV-shPHD2-GFP-BMSC-CM.
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Figure 5. Characterization and imaging properties of MBs. (A) Size distribution of MBs (B-C) Morphology of MBs observed by optical microscope and by TEM, showing
that the MBs were spherized, uniform in size and well distributed. (D) Concentration change of MBs at different time points (E) Mean diameter change at various time points (F)
In vitro imaging of MBs at different concentrations (G) Quantitative analysis showed that the contrast signal increased with increasing MB concentration. (H) In vivo imaging of MBs
for the heart. N = 6/group. Values are mean * SD. Significant differences were determined by using Student’s t-test. ¥ P < 0.05 vs. 0 h.

Increased SDF-1 expression and BMSC
migration induced by UTMD

After UTMD treatment, rats were sacrificed to
examine the expression of SDF-1 by immuno-
histochemistry and Western blotting. Both analyses
revealed that UTMD treatment markedly increased
the expression of SDF-1 compared with the control,
MB, and ultrasound groups (Figures 6A-C). Also,
increased expression of SDF-1 in the infarction border
area in MI, MI+SDF-1 and MI+UTMD groups at days
1, 3, and 4 peaking at day 3 was observed by ELISA.
However, the SDF-1 protein level significantly
boosted in the MI+UTMD group compared with MI
and MI+SDF-1 groups (Figure 6D). As shown in
figure 6E, the lungs had the highest percentage of
BMSC homing compared with other organs in all
groups, and UTMD significantly increased the
homing of BMSCs to the infarcted myocardium
compared with other groups.

PHD?2 silencing increases BMSC survival
following transplantation by UTMD

The transplanted GFP+ cells were detected by
fluorescence  microscopy in the  peri-infarct

myocardial tissues 48 h after BMSC transplantation.
As shown in Figure 7A-B, no GFP+ cells were found
in the sham and MI groups, and only a few GFP+ cells
were observed in the MI-LV-GFP-BMSC group.
However, a large number of GFP+ cells were noticed
in the MI-LV-shPHD2-GFP-BMSC group, confirming
that PHD2 silencing enhanced BMSC activity. BMSC
transplantation into myocardial tissue with the use of
the UTMD technique was, therefore, performed.
PHD2-shRNA modification increased the activity of
transplanted stem cells after they migrated into
ischemic myocardial tissue following UTMD.

Effects of PHD2 shRNA-modified BMSCs on
post-MIl myocardial remodeling

Myocardial cell apoptosis in the infarct border
zone was measured by the TUNEL assay to determine
the mechanism underlying the protective effects of
PHD2 shRNA-modified BMSC transplantation.
TUNEL+ cardiomyocyte nuclei were moderately
decreased in MI-LV-GFP-BMSC-treated hearts but
were significantly decreased in MI-LV-shPHD2-GFP-
BMSC-treated hearts at 48 h post-MI (Figure 7C-D).
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Figure 6. Expression of SDF-1 and BMSC migration in the myocardium following UTMD. (A) Immunohistochemistry results displayed that the expression of SDF-1
significantly increased in the UTMD group compared with the ultrasound, MB and control groups. Bar, 100 um. (B) Protein expression of SDF-1 determined by Western blotting
in ischemic myocardium from 4 groups with GAPDH as the internal control. (C) Expression of SDF-1 quantified by densitometric scanning was highest in the UTMD group.
Values are mean + SD. Significant differences were determined by using one-way ANOVA. N = 10/group. *p<0.0125 vs. Control; # p<0.0125 vs. MB; & p<0.0125 vs. Ultrasound.
(D) Protein level of SDF-1 expression in myocardium quantified by ELISA, significantly increased in the MI+UTMD group. (E) Distribution of grafted BMSCs in the myocardium
and other organs. Values are mean * SD. Significant differences were determined by using one-way ANOVA. N = 10/group. *p<0.0125 vs. Sham; # p<0.0125 vs. MI; & p<0.0125

vs.MI+SDF-1.

Increased cardiac function and varied infarct
morphology after transplantation of
PHD2-shRNA-modified BMSCs

To determine whether PHD2 silencing enhanced
therapeutic effect of BMSCs, cardiac function and
infarct size in post-MI rat hearts were evaluated
following BMSC transplantation. Echocardiography
was used to estimate cardiac function. LVFS and
LVEF were similar among all groups before surgery.
In the 4th week after BMSC transplantation by
UTMD, the MI group showed severely impaired LV
contractile function (LVFS and LVEF) compared with
the sham group. Conversely, the highest LVEF and
LVFS were observed in the MI-LV-shPHD2-GFP-
BMSC group (Figure 8A-C), which were significantly
greater than those in the MI-LV-GFP-BMSC group.

Histopathology examination of rat hearts was
performed at the 4th week after BMSC transplantation
by UTMD. In the MI group, considerable scar forma-
tion was observed, and the scar size decreased in the
groups that received BMSC transplantation. As antici-
pated, the myocardial infarction size was smaller in

the MI-LV-shPHD2-GFP-BMSC group than that in the
MI-LV-GFP-BMSC group (Figure 8D-F). Thus, the
UTMD-mediated localized myocardial delivery of
PHD2 shRNA-modified BMSCs protected the heart
from infarction and ameliorated cardiac function.

PHD2 shRNA-modified BMSCs promote
neovascularization in vivo

We next tested whether PHD2 shRNA-modified
BMSCs could promote neovascularization in vivo.
Immunohistochemical staining for CD31 was
performed to assess the effect of PHD2 shRNA-
modified BMSCs on revascularization in ischemic
myocardium. Blood vessel density at the 4th week
after transplantation was noticeably different between
the MI-LV-shPHD2-GFP-BMSC group and the
MI-LV-GFP-BMSC or MI groups in the peri-infarct
regions. The highest number of blood vessels in the
peri-infarct areas of the MI-LV-shPHD2-GFP-BMSC
group was observed compared with MI-LV-shPHD2-
BMSC and MI groups (Figure 8G-H). Furthermore,
PHD2 shRNA-modified BMSC transplantation by
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UTMD promoted VEGF and bFGF expression in
ischemic myocardium at the 4th week after AMI,
which was significantly higher in MI-LV-shPHD2-
GFP-BMSC group than in other groups (Figure 8I-K).

Discussion

We employed a novel non-invasive application,
targeted-gene-modified BMSC transplantation by
UTMD, to deliver BMSCs with or without PHD2
shRNA modification into ischemic myocardia after
AMI in rats. The underlying mechanism might be
associated with the increased expression of SDF-1 in
myocardial tissue following UTMD. MI-LV-GFP-
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BMSCs reduced cardiomyocyte apoptosis and infarct
size, increased vascular density, and ameliorated
cardiac function. However, MI-LV-shPHD2-GFP-
BMSCs protected heart injury more effectively. Also,
PHD2-shRNA modification induced higher BMSC
survival both in vitro and in vivo, which was adversely
affected by HIF-la. Treatment with OGD increased
cardiomyocyte apoptosis, which was significantly
blunted by CM from shPHD2-GFP-BMSCs due to the
increased secretion of IGF-1. Thus, UTMD combined
with PHD2-shRNA modification could further

enhance the effectiveness of stem cell therapy after
AML

C
*
s
£ 1000
Q
o
£
§ s00
w
9] )
@“@ o“‘%
& &
o o
K% 3%
aY 4
+ &
Ale
é‘\'\,
D
51500 *
0
31000 #
P *#&
& 500
o
[*]
g o
& N G C
o 'e‘; ‘e\g\‘b?‘ R
Peaates
PO L
W e?
v

Figure 7. PHD2-shRNA modification increased BMSC survival and reduced cardiomyocyte apoptosis in the infarct border area after transplantation by
UTMD. (A) There were no fluorescence cells in the infarct border area in the Sham and Ml groups. Several EGFP-positive cells were observed in the MI-LV-GFP-BMSC group.
In contrast, numerous EGFP-positive cells were observed in the MI-shPHD2-GFP-BMSC group. Cardiomyocytes were labeled by immunofluorescent histochemical staining with
anti-0-actin antibody and cell nuclei were stained with DAPI. Bar, 100 um. (B) Quantitative study of the EGFP-positive cells after post-MI transplantation. Values are mean + SD.
Significant statistic difference was determined by Student’s t-test. N = 10/group. * P < 0.05 vs. MI-LV-GFP-BMSC. (C) TUNEL assay was applied to detect cardiomyocyte
apoptosis in the Sham, MI, MI-LV-GFP-BMSC, and MI-LV-shPHD2-GFP-BMSC groups. Cardiomyocytes were labeled with anti-a-actin antibody and cell nuclei with DAPI. Bar, 50
um. (D) Quantitative study of the apoptotic cell ratios by calculating the number of positive cells per square micrometer area in the gene transfected cardiomyocytes. Contrary
to other treatment groups, apoptotic cardiomyocytes significantly decreased in the MI-LV-shPHD2-GFP-BMSC group in the infarct border zone at 48 hours post-MI. Values are
mean * SD. Significant differences were determined by one-way ANOVA. N = 10/group. * P < 0.0125 vs. Sham; # P < 0.0125 vs. Ml; & P < 0.0125 vs. MI-LV-GFP-BMSC.
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Figure 8. Increased cardiac function and reduced infarct size via promoting angiogenesis after PHD2-shRNA-modified BMSC transplantation by UTMD.
(A) Representative M-mode images of hearts with sham surgery or Ml in the 4th week after BMSC transplantation by UTMD. (B-C) Left ventricle ejection fraction (LVFS) and
left ventricle fractional shortening (LVEF) measured at the 4th week were highest in the MI-LV-shPHD2-GFP-BMSC group. (D) TTC staining of myocardial segments in each
group. The survived myocardium is stained red and the infarcted myocardium is stained white. (E) Representative Masson’s trichrome-stained histological sections from Sham,
MI, MI-LV-GFP-BMSC, or MI-LV-shPHD2-GFP-BMSC groups at the 4th week. Bar, 200 um. (F) The infarct size, expressed as a percentage of the total tissue area, was noticeably
down-regulated in the MI-LV-shPHD2-GFP-BMS group in contrast to MI-LV-GFP-BMSC group. (G) Representative photomicrographs showing capillary density in various
experimental groups by CD31 immunostaining on the day 28th after BMSCs transplantation by UTMD. Bar,50 pm. (H) Quantitative study of the numbers of capillary vessels in
different treatment groups. There were significantly more capillary vessels in the MI-LV-shPHD2-EGFP-BMSC group compared to other groups. (I) Protein expression of VEGF
and bFGF determined by Western blotting in ischemic myocardium from four groups, with GAPDH as the internal control. (J-K) Quantitative study of the expression levels of
VEGF and bFGF in various treatment groups. The expression levels of VEGF and bFGF were highest in the MI-LV-shPHD2-EGFP-BMSC group. Values are mean * SD. Significant
differences was determined by using Student’s t-test. N =10/group. * P < 0.0125 vs. Sham; # P < 0.0125 vs. Ml; & P < 0.0125 vs. MI-LV-GFP-BMSC.
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Ultrasound combined with microbubbles for
stem cell therapy is an emerging technique [6, 20]. In
this study, UTMD was effectively used to promote
BMSC delivery into ischemic myocardium. However,
the mechanism of BMSC transplantation mediated by
UTMD remains unclear. According to previous
studies, UTMD produced pores in the capillary wall
and widened the gaps between vascular endothelial
cells, which led to an increase in permeability of
myocardial blood capillary and could help promote
the migration of transplanted BMSCs to the ischemic
region [6, 21]. Furthermore, the cavitation effect
generated by UTMD induced a local inflammatory
response and enhanced the adhesion of transplanted
BMSCs to endothelial cells [21, 22]. In this study, we
found that UTMD significantly induced SDEF-1
secretion and promoted BMSC transplantation in
myocardial tissues (Figure 6), which was consistent
with previous findings [7, 22]. It has been reported
that SDF-1a/CXCR4 axis plays a crucial role in stem
cell mobilization, chemotaxis, homing, and engraft-
ment in the repairment of infarcted myocardium [23,
24]. SDF-1, released by cells within the impaired
myocardium, is an essential chemokine inducing
BMSC migration [25].

The cavitation effect generated by UTMD can
facilitate transplanted BMSC migration to the
ischemic region. However, microbubble destruction
might also cause some tissue injury, including
apoptosis and necrosis of cardiomyocytes [22].
Different frequencies of the ultrasound lead to diverse
degrees of tissue injury and generate varying local
microenvironments [22]. According to a previous
study, ultrasound with a low intensity of 2 W/cm?
and a frequency of 1 MHz did not adversely affect cell
viability [18]; therefore, the identical ultrasonic
parameters were adopted here. The results
demonstrated that ultrasound (2 W/cm? 1MHz), in
combination with MBs, did not noticeably impact
myocardial apoptosis in vivo.

BMSC transplantation has been a promising
avenue for the treatment of damaged myocardium
[26, 27]. However, simple BMSC transplantation by
UTMD has limitations because of the poor survival of
transplanted stem cells. The primary factor leading to
transplanted cell death is considered to be the limited
blood supply in the infarct zone generating hypoxia
and oxidative stress [28, 29]. Accordingly, it is
important to enhance the viability of stem cells
through genetic modification prior to stem cell
transplantation using UTMD technology. A better
option might be to modify the stem cells with HIF-1a
because it regulates >60 genes that control cell
survival and metabolism in the poor conditions [30].
Under normoxia, however, HIF-1a is hydroxylated by

PHD2, ubiquitinated, and eventually degraded [13].
Recently, RNA interference has emerged as a useful
tool for gene silencing. Here, we selected PHD2 as the
knockdown target and designed an shRNA against
PHD2 for stabilizing endogenous levels of HIF-la
protein by inhibiting its degradation. To accomplish
this, a lentiviral vector against PHD2 was successfully
recombined and effectively transfected into BMSCs.
The PHD2 expression was much lower and the
HIF-1a expression was much higher in the BMSCs
modified with PHD2 shRNA than in BMSCs or
BMSCs modified with GFP (Figure 2). Furthermore,
PHD?2 silencing in BMSCs improved BMSC survival
(Figure 3), reduced cardiomyocyte apoptosis (Figures
4 and 7), decreased infarction size, increased micro-
vessel density, and then improved cardiac function in
Ml rats (Figure 8).

We proceeded to evaluate the mechanism
involved in PHD2 shRNA-mediated cell protection.
As shown in Figures 3 and 7, PHD2 silencing signifi-
cantly increased HIF-la abundance, thus increasing
BMSC survival in vivo and in vitro. However, the
cytoprotective effects of PHD2 silencing on BMSCs
were entirely abolished, when HIF-1a was silenced in
BMSCs, which suggested that PHD2 silencing
decreased BMSC death by a HIF-la-dependent
pathway (Figure 3). Besides its role in BMSC survival,
PHD?2 silencing in BMSCs could incur the myocardial
effects by inhibiting cardiomyocyte apoptosis both in
vitro (Figure 4) and in vivo (Figure 7). During in vitro
studies, the CM from PHD2 shRNA-modified BMSCs
exhibited a cytoprotective effect by inhibiting cell
apoptosis of cardiomyocytes when exposed to OGD.
On the contrary, cardiomyocytes cultured in CM from
BMSCs modified with GFP or nonconditioned CM
did not display the same cytoprotective effect (Figure
4). PHD2 shRNA-modified BMSC transplantation
mediated by UTMD also significantly reduced
myocardial apoptosis in vivo (Figure 7). It has
previously been shown that PHD2 silencing in
transplanted cells decreased cardiomyocyte apoptosis
via a protective paracrine mechanism mediated by
facilitating IGF-1 secretion followed by NF-xB
signaling pathway activation [31]. Here, IGF-1, a
protective cytokine for ischemic cardiomyocytes, was
shown to be noticeably upregulated in vitro after
PHD?2 silencing (Figure 4).

As demonstrated by previous studies, stem cells
rarely differentiated into cardiomyocytes [31, 32], and
the paracrine function was considered as the principal
mechanism for the conducive influence exerted by
transplanted BMSCs. In addition to the secretion of
IGF-1, a protective cytokine for ischemic cardiomyo-
cytes, our results also revealed that PHD2 silencing
promoted the secretion of vascular growth factors,
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including VEGF and bFGF, which promoted new
blood vessel network formation and adjusted blood
supply of cardiac muscle (Figure 8). PHD2 gene
silencing has been shown to stimulate the hypoxia
response pathway mediated by HIF-la under the
anoxic condition and to facilitate the secretion of
vascular growth factors [14]. As displayed in Figure 8,
the cell-based delivery of PHD2 shRNA ameliorated
LV contractile function, in addition to attenuation of
cardiac remodeling, e.g., LV wall thinning and
reducing infarcted scar size. The implication of PHD2
silencing in such a recovery process for the post-MI
heart may be realized from the subsequent paracrine
function, which enhanced cell survival through the
release of growth factors.

In conclusion, the present study demonstrated
that UTMD combined with PHD2 shRNA
modification increased the therapeutic effect of
grafted cells via improving BMSC survival, reducing
cardiomyocyte apoptosis, decreasing fibrosis, and
increasing microvessel density in the target area. The
combination of UTMD and PHD2 shRNA modifi-
cation represents an emerging potential approach for
cellular therapy to treat AMI.

Acknowledgements

This work was financed by the National Natural
Science Foundation of China (Grant No. 81701716;
81671705, 81727805, 81530056, 81801715, 81801716, 308
72422) and the National Natural Science Foundation
of Hubei (Grant No. 2018CFB568).

Author Contributions

Mingxing Xie and Li Zhang conceived and
designed the research. Zhenxing Sun, Yuji Xie, and
Rui Wang collected data. Yu Cai and Zhengyang Han
established the myocardial infarction model. Yihan
Chen and Qiaofeng Jin analyzed data. Zhenxing Sun
and Yuman Li drafted the article. Robert J. Lee, Jing
Wang, Yali Yang, and Qing LV critically revised the
article. Mingxing Xie and Li Zhang approved the final
version to be submitted.

Supplementary Material

Supplementary figures and tables.
http:/ /www.thno.org/v10p4967s1.pdf

Competing Interests

The authors have declared that no competing
interest exists.

References

1. YamadaY, Wakao S, Kushida Y, Minatoguchi S, Mikami A, Higashi K, et
al. SIP-S1PR2 Axis Mediates Homing of Muse Cells into Damaged Heart
for Long-Lasting Tissue Repair and Functional Recovery After Acute
Myocardial Infarction. Circ Res. 2018;122(8):1069-83.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22

Gnecchi M, Zhang Z, Ni A, Dzau V]. Paracrine mechanisms in adult stem
cell signaling and therapy. Circ Res. 2008;103(11):1204-19.

Mirotsou M, Jayawardena TM, Schmeckpeper ], Gnecchi M, Dzau V]J.
Paracrine mechanisms of stem cell reparative and regenerative actions in
the heart. ] Mol Cell Cardiol. 2011;50(2):280-9.

Barbash IM, Chouraqui P, Baron ], Feinberg MS, Etzion S, Tessone A, et
al. Systemic delivery of bone marrow-derived mesenchymal stem cells to
the infarcted myocardium: feasibility, cell migration, and body
distribution. Circulation. 2003;108(7):863-8.

van Dijk A, Naaijkens BA, Jurgens WJ, Nalliah K, Sairras S, van der Pijl
RJ, et al. Reduction of infarct size by intravenous injection of uncultured
adipose derived stromal cells in a rat model is dependent on the time
point of application. Stem Cell Res. 2011,;7(3):219-29.

Ghanem A, Steingen C, Brenig F, Funcke F, Bai ZY, Hall C, et al. Focused
ultrasound-induced stimulation of microbubbles augments site-targeted
engraftment of mesenchymal stem cells after acute myocardial
infarction. ] Mol Cell Cardiol. 2009;47(3):411-8.

Zhong S, Shu S, Wang Z, Luo ], Zhong W, Ran H, et al. Enhanced
homing of mesenchymal stem cells to the ischemic myocardium by
ultrasound-targeted microbubble destruction. Ultrasonics.
2012;52(2):281-6.

Tong J, Ding J, Shen X, Chen L, Bian Y, Ma G, et al. Mesenchymal stem
cell transplantation enhancement in myocardial infarction rat model
under ultrasound combined with nitric oxide microbubbles. PLoS One.
2013;8(11): 80186.

Song SW, Chang W, Song BW, Song H, Lim S, Kim HJ, et al
Integrin-linked kinase is required in hypoxic mesenchymal stem cells for
strengthening cell adhesion to ischemic myocardium. Stem Cells.
2009;27(6):1358-65.

TuY, Qiu Y, Liu L, Huang T, Tang H, Liu Y, et al. miR -15a/15b Cluster
Modulates Survival of Mesenchymal Stem Cells to Improve Its
Therapeutic Efficacy of Myocardial Infarction. ] Am Heart Assoc.
2019;8(1): e010157.

Holscher M, Silter M, Krull S, von Ahlen M, Hesse A, Schwartz P, et al.
Cardiomyocyte-specific prolyl-4-hydroxylase domain 2 knock out
protects from acute myocardial ischemic injury. ] Biol Chem.
2011;286(13):11185-11194.

Wenger RH. Cellular adaptation to hypoxia: O2-sensing protein
hydroxylases, hypoxia-inducible transcription factors, and O2-regulated
gene expression.FASEB J. 2002;16(10):1151-1162.

Lee JW, Bae SH, Jeong JW, Kim SH, Kim KW. Hypoxia-inducible factor
(HIF-1)alpha: its protein stability and biological functions. Exp Mol Med.
2004;36(1):1-12.

Mei Huang, Denise Chan, Fangjun Jia, Xiaoyan Xie, Zongjin Li, Grant
Hoyt, et al. Short hairpin RNA interference therapy for ischemic heart
disease. Circulation.2008;118(14 Suppl): 5226-33.

Pittenger MF, Mackay AM, Beck SC, Jaiswal RK, Douglas R, Mosca JD, et
al. Multilineage potential of adult human mesenchymal stem cells.
Science. 1999;284(5411):143-7.

Xie X, Shen Y, Chen ], Huang Z, Ge ]. Mineralocorticoid receptor
deficiency improves the therapeutic effects of mesenchymal stem cells
for myocardial infarction via enhanced cell survival. ] Cell Mol Med.
2019;23(2):1246-56.

Harting M, Jimenez F, Pati S, Baumgartner J, Cox C Jr.
Immunophenotype characterization of rat mesenchymal stromal cells.
Cytotherapy.2008;10(3):243-53.

Zhang L, Sun Z, Ren P, You M, Zhang ], Fang L, et al. Localized Delivery
of shRNA against PHD2 Protects the Heart from Acute Myocardial
Infarction  through  Ultrasound-Targeted = Cationic Microbubble
Destruction. Theranostics. 2017;7(1):51-66.

Miiller-Ehmsen J, Whittaker P, Kloner RA, Dow ]S, Sakoda T, Long TI, et
al. Survival and development of neonatal rat cardiomyocytes
transplanted into adult myocardium. ] Mol Cell Cardiol.
2002;34(2):107-116.

Imada T, Tatsumi T, Mori Y, Nishiue T, Yoshida M, Masaki H, et al.
Targeted delivery of bone marrow mononuclear cells by ultrasound
destruction of microbubbles induces both angiogenesis and
arteriogenesis  response.  Arterioscler =~ Thromb  Vasc  Biol.
2005;25(10):2128-34.

Xu YL, Gao YH, Liu Z, Tan KB, Hua X, Fang ZQ, et al
Myocardium-targeted transplantation of mesenchymal stem cells by
diagnostic ultrasound-mediated microbubble destruction improves
cardiac function in myocardial infarction of New Zealand rabbits. Int J
Cardiol. 2010;138(2):182-95.

Ling ZY, Shu SY, Zhong SG, Luo J, Su L, Liu ZZ, et al. Ultrasound
targeted microbubble destruction promotes angiogenesis and heart
function by inducing myocardial microenvironment change. Ultrasound
Med Biol. 2013;39(11):2001-10.

http://lwww.thno.org



Theranostics 2020, Vol. 10, Issue 11

4982

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

Son BR, Marquez-Curtis LA, Kucia M, Wysoczynski M, Turner AR,
Ratajczak J, et al. Migration of bone marrow and cord blood
mesenchymal stem cells in vitro is regulated by stromal-derived
factor-1-CXCR4 and hepatocyte growth factor-c-met axes and involves
matrix metalloproteinases. Stem Cells. 2006;24(5):1254-64.

Steingen C, Brenig F, Baumgartner L, Schmidt J, Schmidt A, Bloch W.
Characterization of key mechanisms in transmigration and invasion of
mesenchymal stem cells. ] Mol Cell Cardiol. 2008;44(6):1072-84.

Lau TT, Wang DA. Stromal cell-derived factor-1 (SDF-1): homing factor
for engineered regenerative medicine. Expert Opin Biol
Ther.2011;11(2):189-97.

Wollert KC, Meyer GP, Lotz ], Ringes-Lichtenberg S, Lippolt P,
Breidenbach C, et al. Intracoronary autologous bone-marrow cell
transfer after myocardial infarction: the BOOST randomised controlled
clinical trial. Lancet.2004;364(9429):141-8.

Wollert KC, Drexler H. Clinical applications of stem cells for the heart.
Circ Res;2005, 96(2):151-63.

Penn MS, Mangi AA. Genetic enhancement of stem cell engraftment,
survival, and efficacy. Circ Res. 2008;102(12):1471-82.

Tang YL, Tang Y, Zhang YC, Qian K, Shen L, Phillips MI. Improved graft
mesenchymal stem cell survival in ischemic heart with a
hypoxia-regulated heme oxygenase-1 vector. ] Am Coll Cardiol.
2005;46(7):1339-50.

Yla-Herttuala S, Alitalo K. Gene transfer as a tool to induce therapeutic
vascular growth. Nat Med. 2003;9(6):694-701.

Wang WE, Yang D, Li L, Wang W, Peng Y, Chen C, et al. Prolyl
hydroxylase domain protein 2 silencing enhances the survival and
paracrine function of transplanted adipose-derived stem cells in
infarcted myocardium. Circ Res. 2013;113(3):288-300.

Soonpaa MH, Lafontant PJ], Reuter S, Scherschel JA, Srour EF, Zaruba
MM, et al. Absence of Cardiomyocyte Differentiation Following
Transplantation of Adult Cardiac-Resident Sca-1+ Cells into Infarcted
Mouse Hearts. Circulation. 2018;138(25):2963-2966.

http://lwww.thno.org



