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Abstract

Acute ischaemia causes a significant loss of blood vessels leading to deterioration of organ function. Multiple ischaemic conditions are
associated with up-regulation of activin A, but its effect on endothelial cells (EC) in the context of hypoxia is understudied. This study
evaluated the role of activin A in vasculogenesis in hypoxia. An in vitro vasculogenesis model, in which EC were cocultured with adipose
stromal cells (ASC), was used. Incubation of cocultures at 0.5% oxygen led to decrease in EC survival and vessel density. Hypoxia up-
regulated inhibin B, (monomer of activin A) mRNA by 4.5-fold and activin A accumulation in EC-conditioned media by 10-fold, but
down-regulated activin A inhibitor follistatin by twofold. Inhibin B, expression was also increased in human EC injected into ischaemic
mouse muscles. Activin A secretion was positively modulated by hypoxia mimetics dimethyloxalylglycine and desferrioxamine. Silencing
HIF1o or HIF2o expression decreased activin A secretion in EC exposed to hypoxia. Introduction of activin A to cocultures decreased EC
number and vascular density by 40%; conversely, blockade of activin A expression in EC or its activity improved vasculogenesis in
hypoxia. Activin A affected EC survival directly and by modulating ASC paracrine activity leading to diminished ability of the ASC secre-
tome to support EC survival and vasculogenesis. In conclusion, hypoxia up-regulates EC secretion of activin A, which, by affecting both
EC and adjacent mesenchymal cells, creates a micro-environment unfavourable for vasculogenesis. This finding suggests that blockade
of activin A signalling in ischaemic tissue may improve preservation of the affected tissue.
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Introduction

Efficient revascularization of ischaemic tissues is essential for suffi-
cient functional recovery of tissues after acute injuries, including
myocardial infarction, brain and kidney insults and burns. Inadequate
tissue vascularization leads to loss of function, fibrosis and develop-
ment of non-healing wounds seen after radiation therapy and in
patients with diabetes or peripheral artery diseases. Defining the
responses of the vasculature to severe hypoxia is important to under-
stand the natural recovery of affected tissues after blood flow has
been restored. It is also important for understanding the survival of
tissue-engineered grafts following implantation, and following implan-
tation of vasculogenic cell mixtures, composed of both endothelial
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and mesenchymal stromal cells, directly into ischaemic tissues,
immediately after their exposure to hypoxia. Low oxygen tension may
have profound effects on the ability of endogenous as well as
implanted cells to reorganize into functional vasculature.
Up-regulation of activin A expression and secretion has been pre-
viously observed in infarcted myocardium [1-5], ischaemic brain [6,
7] and kidney [8], burns [9], and following mechanically damaged to
the cornea [10]. Most of these disorders are associated with local
hypoxia, accumulation of reactive species and inflammation. In addi-
tion, an increase in serum activin A concentration has been reported
in patients with heart failure [4], where its level correlated with the
stage of disease, as well as in patients with other pathological condi-
tions, including hyperthyroidism, liver cirrhosis and renal failure [11],
and pre-eclampsia, which is associated with an increase in activin A
level in maternal blood [12]. Furthermore, a correlation has been
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described between the degree of foetal hypoxia and activin A level in
cord blood [13].

Currently, most of the data relevant to the effects of activin A on
EC hiology have been obtained from in vitro studies, and in many
cases have been conflicting. Several studies have shown that activin
A has anti-angiogenic activity, including suppression of EC growth
[14, 15] and attenuation of vasculogenesis in Matrigel assays [14].
Other studies have shown that activin A augments the effect of vascu-
lar endothelial growth factor (VEGF) on EC proliferation and tubuloge-
nesis [16, 17]. In parallel, follistatin, natural inhibitor of activin A, is
able to induce angiogenesis [18]. Our recent studies suggest that
activin A plays an important role in communication of two comple-
mentary cell types, endothelial and ASC, engaged in the process of
vasculogenesis. We have shown that activin A is induced in ASC in
response to direct contact with EC and stimulates differentiation of
progenitor mesenchymal cells towards mural cell phenotype [19],
thus promoting formation of multilayered vessels. In parallel, it trans-
forms the ASC secretome from pro-angiogenic towards angiostatic
net bioactivity [19], thus shifting the vasculogenic process from the
initiation to a resolution phase and orchestrating the formation of
mature stable vessels. In these studies, the primary source of activin
A was identified to be the ASC, whereas its expression in EC did not
change during the vasculogenic process.

Interestingly, in studies to date, the induction of activin A has
been reported specifically only in parenchymal cells, such as renal
tubular cells [8], cardiomyocytes [4] and neurons [7, 20], whereas no
data are available with respect to its expression in the vasculature of
the affected tissues. It is not clear if this is due to the relative difficulty
of detecting activin A in EC or indeed absence of its expression in EC
in the ischaemic conditions analysed.

This study was designed to evaluate the effect of activin A on
hypoxia-exposed vasculature and includes testing EC ability to
undergo vasculogenesis in hypoxic environments, assessing the
effects of hypoxia on expression of activin A by EC and ASC and
defining the linkage between these two processes using the in vitro
model of EC cocultivation with ASC which we have previously
described [21].

Materials and methods

Isolation and culture of cells

All procedures for collecting umbilical cord and adipose tissue were
approved by the Indiana University School of Medicine Institutional
Review Board.

Human ASC

Human ASC were isolated from human subcutaneous adipose tissue
samples obtained from liposuction procedures as previously described
[19]. Samples were digested in 1 mg/ml of collagenase type | solution
(Worthington Biochemical, Lakewood, NJ, USA) for one hour at 37°C
and centrifuged at 300 g for 8 min. to separate the stromal cell fraction
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(pellet) from adipocytes. The pellets were filtered through 250 um Nitex
filters (Sefar America Inc., Kansas City, MO, USA) and treated with red
cell lysis buffer (eBiosciences, San Diego, CA, USA). The final pellet
was resuspended and cultured in EGM-2MV (Lonza, Walkersville, MD,
USA). Media were changed after 24 hrs and then every 2-3 days. ASC
were passaged when 60-80% confluent and used at passages 3-5.

Cord blood derived endothelial cells (CBD-EC)
Cord blood derived endothelial cells were isolated from the umbilical
cord vein blood of healthy newborns (38-40 weeks gestational age) as
previously described [22]. Mononuclear cells were isolated from blood
by gradient centrifugation through Histopaque 1077 (ICN, Costa Mesa,
CA, USA) and cultured in EGM-2/10%FBS (Lonza) in tissue culture
plates pre-coated with 50 pg/ml of rat tail collagen type | (BD Bio-
sciences, San Diego, CA, USA). Culture medium was changed daily for
7 days and then every other day until first passage. Cells were pas-
saged when 90% confluent and used at passages 4-6.

Human umbilical vein EC (HUVEC), human cardiac microvascular EC
(HMVEC), human retinal endothelial cells (HREC) were purchased from
Lonza, expanded in EGM-2MV media and used at passages 5-7.

In vitro models of vasculogenesis

Two-dimensional model

6 x 107 ASC/cm? and 5 x 10° EC/cm? were mixed in EBM-2/5%FBS
and plated on cell culture plastic. To evaluate the effect of hypoxia on
vascular network formation, cocultures were incubated at 21% 0, (stan-
dard conditions) or at 0.5-5% 0, for up to 9 days with media exchange
every third day. To challenge cells with low oxygen tension, plates were
placed into Pro-Ox C21/C-Chamber (BioSpherix, Lacona, NY, USA). To
evaluate the role of activin A in EC vasculogenesis, cocultures were
incubated for the first 3 days of experiments in: (/) control media alone
or supplemented with either 25 ng/ml of activin A or 10 pg/ml activin A
neutralizing 1gG, or isotype control 1gG (R&D Systems, Minneapolis,
MN, USA); (ii) 3.5-fold concentrated media conditioned by EC for 72-hr
in normoxia or hypoxia, either unmodified or pre-treated with 10 pg/mi
activin A neutralizing 1gG or isotype control IgG.

Three-dimensional model

6 x 10° ASC and 6 x 10° DsRed-expressing EC were mixed and
resuspended in fibrinogen at final concentration 2.5 mg/ml, and 60 pl
of cell solution was added to the wells of 96-well plates containing 3 pl
of 10 U/ml thrombin. Polymerized gels were overlaid with EBM-2/5%
FBS and incubated in standard conditions for 48 hrs, followed by divid-
ing plates between incubators with 5% and 21% O, for additional 72-hr
incubation. At day 5, vascular networks were imaged by fluorescent
microscopy. Subsequently, plates, incubated in standard conditions dur-
ing all prior steps, were exposed to 5% 0, for 72 hrs, followed by
image acquisition.

Immunohistochemical culture evaluation

To evaluate vascular network formation, cocultures were fixed in metha-
nol (—20°C for 5 min.) and probed with biotinylated Ulex Europaeus
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Agglutinin | (Vector labs) for 1 hr, followed by incubation with Strepta-
vidin Alexa 488 (Invitrogen) USA for 30 min. The nuclei were counter-
stained with DAPI. Fluorescently stained cultures were imaged using a
Nikon Eclipse Ti microscope. Digital images were acquired using a 4x
objective (9 pictures/cm® = 30% of the well surface). Images of vascu-
lar networks were processed by the MetaMorph software ‘Angiogenesis
Tube Assay’ algorithm (Molecular Devices, Downingtown, PA, USA).

Cell suspension analysis by flow cytometry

EC-ASC cocultures were harvested, cell numbers were determined using
hemocytometer and cell suspensions were incubated with CD140b-PE
(ASC marker) and CD31-APC (EC markers) 1gG (BD, San Diego, CA,
USA) on ice for 20 min. ASC:EC ratios were determined using Calibur
flow cytometer and Cell QuestPro software (BD).

Total RNA and conditioned media (CM)
generation

6 x 10* ASC or EC per cm? or 6 x 10* ASC admixed with 3 x 10* EC
per cm?, were incubated in EBM-2/5%FBS in standard conditions or at
0.5% 0, for 24-72 hrs. Gells were lysed at selected time-points, and total
RNA was isolated using NucleoSpin RNA I kit (Clontech, Mountain View,
CA, USA). In parallel, media conditioned by the cells were collected after
48- and 72-hr incubation. Cells were counted using a hemocytometer at
each media collection time. For subsets of experiments, EC-CM were 10-
fold concentrated using Amicon Ultra-15 Ultracell 3K columns (Milli-
poreTemecula, CA, USA). Another set of CM was generated by incubating
EC in standard conditions in the presence of 1 mM dimethyloxalylglycine
(DMOG), a cell permeable prolyl-4-hydroxylase inhibitor, or 500 uM des-
ferrioxamine (DFO), an iron chelator, or DMSO, a solvent control, for
24 hrs (all from Sigma-Aldrich St. Louis, MO, USA).

To evaluate role of hypoxia inducible factors (HIFs) in modulation of
activin A secretion, EC were transduced with lentiviral constructs encod-
ing shRNA for HIF1o or HIF2a (gift from Mircea lvan) and also express-
ing puromycin resistance gene. Transduced EC, after antibiotic
selection, were expanded and plated for media conditioning in normoxic
or hypoxic conditions.

To assess the role of activin A in ASC bioactivity, ASC were incu-
bated in EBM-2/5%FBS alone or supplemented with 25 ng/ml of activin
A for 48-hrs followed by CM collection and cell lysis for RNA isolation.

CM were evaluated for presence of activin A by ELISA (R&D
Systems).

Analysis of human Inhibin B, expression by EC
in mouse ischaemic muscle

Animals were cared for in accordance with guidelines published by NIH,
and all study procedures were approved by the Indiana University IACUC.
Unilateral hindlimb ischaemia was created in male NOD/SCID/IL2Rg null
mice (Indiana University animal core, 8 months old) as described previ-
ously [23]. The animals were anaesthetized with 2.5% isoflurane after
which an incision was made at the midline of the left hindlimb. The
femoral artery, vein and their branches were ligated, beginning at the
inguinal ligament to the bifurcation of saphenous and popliteal arteries,
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followed by excision of the region between the ligatures. Three hours after
surgery, 2.5 x 10% EC in 10 pl of media were injected into m. tibialis
anterior of both left (ischaemic) and right (intact) limbs. Twenty-four
hours post-cell injection, muscles were harvested, total RNA was isolated
and the level of inhibin B, mRNA expression was evaluated by quantitative
PCR using human-specific primers.

Evaluation of EC and ASC antigen expression by
qRT-PCR

cDNA was generated from total RNA using iScript RT kit, and poly-
merase chain reactions (PCR) were performed with iTag SYBR Green
PCR Supermix (Bio-Rad, Hercules, CA, USA). PCR were performed in
25 pl reaction mix containing 5 ng cDNA, 400 nM of each primer. Ther-
mal cycling parameters were as follows: 3 min. at 95°C for polymerase
activation followed by 40 cycles of 10 sec. at 95°C for denaturation and
30 sec. for anneal/extend. Oligonucleotides used as primers are pre-
sented in Table 1. TagMan reactions with primers/probe specific to
human B-actin (Invitrogen) were performed for normalization of total
human EC presence in the mouse muscle tissues.

EC transfection with inhibin B, SiRNA constructs

EC were transfected with a mixture of the two most potent inhibin B,
SiRNA constructs or scrambled siRNA (scRNA) (Origene, Rockville, MD,
USA) using Lipofectamine RNAIMAX reagent (Invitrogen). On the follow-
ing day, cells were harvested and used for coculture experiments. Pre-
liminary tests confirmed 80-95% decrease in expression of activin A
post-transfection.

EC proliferation assay

EC were plated at 5 x 10° cells/cm? in EBM-2/5%FBS. On the following
day, media were exchanged to: () EBM-2/5%FBS alone or with 25 ng/
ml activin A; (i) 50% CM (48-hr) collected from control ASC alone or
with 25 ng/ml activin A; and (i) 50% CM (48-hr) collected from ASC
incubated in the presence of 25 ng/ml activin A. Three days later, cells
were fixed, stained with DAPI and quantitatively evaluated.

Western blotting

EC, plated at 5 x 10* cells’cm? were incubated in EBM-2/5%FBS
media alone or supplemented with either 500 uM DFO or 1 mM DMOG
for 24 hrs Also, EC expressing shRNA either for HIF1a or for HIF2a
were incubated in control media either in normoxia or hypoxia for
40 hrs. After incubation, cells were lysed with 1%SDS/PBS lysis buffer
containing cocktail of protease inhibitors. Proteins were fractionated on
4-20% sodium dodecyl sulphate—polyacrylamide gel by electrophoresis
and transferred onto 0.45 um nitrocellulose membranes. Membranes
were incubation with HIF-1o, HIF-20c (RnD Systems) or B-actin (Sigma-
Aldrich) IgG, followed by incubation with peroxidase-conjugated goat
antimouse IgG (Cell Signaling Danvers, MA, USA). The bands were visu-
alized using Western Lightning Chemiluminescence Reagent Plus (Per-
kin Elmer American Fork, Utah, USA ).
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Table 1 Sequence of primers used for PCR reaction

Antigen Sense strand Antisense strand Ta

Inhibin Ba GGAGAACGGGTATGTGGAGA AATCTCGAAGTGCAGCGTCT 62°C
Follistatin CTTTGCCTCCTGCTGCTG ACTCCTCCTTGCTCAGTTCG 62°C
ALK4 TCAGAAGCTGCGTCCCAACATC CGTTGGCATACCAACACTCTCG 62°C
B-Actin CACCATTGGCAATGAGCGGTTC AGGTCTTTGCGGATGTCCACGT 62°C

Computational and statistical analysis

Fluorescently stained cultures were analysed using a Nikon TE2000
microscope. Digital images were acquired using a 4x objective. Quanti-
tative data are expressed as mean + S.E.M. Statistical analysis of data
including only two experimental groups was performed with an unpaired
t-test. Analysis of the data with at least three groups was performed
with one-way ANOVA with Tukey’s multiple comparisons test. Statistical
analysis was performed with Prism 4 (Graphpad, San Diego, CA, USA).

Results

Effect of hypoxia on vascular network formation
(VNF)

To evaluate the effect of hypoxia on EC vasculogenic activity, EC-ASC
cocultures were incubated in normoxic (21% 0,) or hypoxic (0.5-5%
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0,) conditions. Analysis performed on day 6 revealed that EC derived
from several tissues established dense highly branched vascular net-
works when incubated in normoxia, as we have previously shown
[21] (Fig. 1A). In parallel, cocultures incubated at 5% or 1% 0, devel-
oped similar (5% Q) or slightly less dense (1% 0,) networks
(Fig. 1B). However, remarkably, cocultures exposed to 0.5% O,
formed short EC cords, did not assemble into networks and showed a
65% reduction in density of total tube length compared to normoxic
cocultures (Fig. 1A and B). This decrease in formation of vascular
cords at 0.5% 0, was a consistent finding for each tested EC, includ-
ing those derived from cord blood, umbilical cord vein and retinal and
cardiac microvasculature. (Fig. 1A). Analysis of cellular composition
of EC-ASC cocultures at day 6 revealed that while ASC well tolerated
hypoxia, less than 25% of CBD-EC survived (Fig. 1C). Significant and
similar drops in densities of vascular networks were also observed
when cocultures were exposed for 3 days to 0.5% O, either immedi-
ately after plating or after the initial establishment of EC vascular
cords at 21% 0, (Fig. 2B). However, in both cases, the densities of
vascular networks were 50% higher than in cocultures incubated in

HUVEC

Fig. 1 (A) Representative images of vascu-
lar networks formed by EC from cord
blood (CBD-EC), retinal (HREC) and car-
diac  microvasculature (HMVEC), and
umbilical vein (HUVEC) on ASC mono-
layer. Cocultures were incubated in EBM-
2/5%FBS in normoxia (21%0,) or hypoxia
(0.5%0,). Images were taken at day 6
post-plating. (B) Comparative quantitative
analysis of VNF (density of total tube
length, TTL) by CBD-EC on ASC when cul-
tured in EBM-2/5%FBS and exposed to
normoxia (21%0,) or hypoxia (0.5-5%0,)
for 6 days (n=4-30). (C) Comparative
analysis of GBD-EC and ASC survival in
EC-ASC cocultures after incubation in nor-
moxia or hypoxia. At day 6, cells from
cocultures were liberated with trypsin,
counted and the ratios between EC and
ASC were determined by flow cytometry
analysis (n=3). For all graphs:
*kP < (.01, **#*P < 0.001.

*k

ASC

Cell type
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Fig. 2 (A, B) Representative images (A)
and comparative quantitative analysis (B)
of VNF (density of total tube length, TTL)
of the networks established by CBD-EC on
ASC when cocultures were incubated in
normoxia (N6) or at 0.5%0, (H6) for the
entire length of experiment (6 days) or
when cocultures first were incubated in
normoxia for 3 days followed by incuba-
tion in hypoxia for 3 days (N3H3), or the
other way around (H3dN3d) (n = 15-65).
(C, D), Representative images (C) and
comparative quantitative analysis (D) of
VNF of the networks established by CBD-
EC on ASC when cocultures were incu-
bated in normoxia for 9 days (N9) or
when cocultures first were incubated in
normoxia for 6 days followed by incuba-
tion in hypoxia (0.5%0,) for 3 days
(N6H3) (n=7-8). (E), Representative
images of vascular networks established
by DsRed-labelled CBD-EC when cocul-
tured with ASC in collagen/fibrinogen
matrix under EBM-2/5%FBS either in nor-
moxia for 5 days (N5d) or in normoxia for
2 days followed by incubation in hypoxia
for 3 days (N2dH3d), or in normoxia for
5 days followed by incubation in hypoxia
for 3 days (N5dH3d). For all graphs:
*xxp < (0,001.

hypoxia for the entire duration of experiment (Fig. 2A and B). Inter-
estingly, networks allowed to mature during 6 days of EC-ASC cocul-
ture in normoxia showed clear disassembly when exposed to hypoxia
for a subsequent 3 days (Fig. 2C and D).

Observations made in this two-dimensional model of vasculoge-
nesis were strengthened using a complementary three-dimensional
model. In the latter, mixtures of EC and ASC were embedded into
fibrin gels and incubated in normoxic conditions for 48 hrs to allow
EC and ASC to establish crosstalk in a favourable environment and
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initiate EC re-organization into cords; after that cultures were either
maintained in normoxia or transferred into hypoxia for a final
3 days of incubation. Cells that were incubated only in normoxia
established dense networks, whereas no structures were observed
in gels transferred to hypoxia (Fig. 2E). Similar to what was
observed in two-dimensional culture, after development of vascular
networks in normoxia for 5 days, transfer to hypoxia for three
additional days caused rapid involution of established vascular
cords (Fig. 2E).

177

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



Effect of hypoxia on expression of activin A, its
inhibitor and receptor

Exposure of CBD-EC to 0.5% 0, resulted in 4.5-fold increase in
expression of mRNA for inhibin B, (the monomer of activin A), but
decrease in mRNA expression of activin A inhibitor follistatin by 65%.
The expression level of ALK4 (activin A receptor) mRNA was mini-
mally modulated by hypoxia (Fig. 3A). In parallel, hypoxia led to 1.6-
fold increase in inhibin B, mRNA expression in ASC, but had no effect
on expression of follistatin or ALK4 (Fig. 3B). Hypoxia-induced up-
regulation of inhibin B, mRNA expression in EC translated into 10-
fold increase in activin A accumulation in 48-hr EC-CM generated at
hypoxia compared to the level produced by normoxic EC (Fig. 3C). In
contrast, very low, if any, measurable activin A was observed in media
conditioned by ASC at either oxygen level. In concert with that, very
low levels of activin A were detected in EC-ASC-CM, as ASC repre-
sented the majority of cells in the typical coculture model condition.

Role of Hypoxia Inducible factors in activin A
expression

Time—course analysis of inhibin B, mRNA expressions in EC was per-
formed to test whether inhibin B, behaves as a direct target of
hypoxia inducible factors (HIF). Up-regulation of VEGF, a known HIF-
regulated factor, was observed after 3 hrs of hypoxia exposure; and a
significant increase in inhibin B, expression was detected at the sixth
incubation hour (Fig. 4A). To support the hypothesis that inhibin By
expression in EC is HIF regulated, cells were incubated in media con-
taining DFO or DMOG, factors known to mimic hypoxic environment
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by two complementary mechanisms. EC, exposed to either of these
factors for 24 hrs at 21% 0,, have shown significant intracellular
accumulation of HIF-1o and HIF-2o (Fig. 4B). In parallel, DFO and
DMOG treatment led to 4.5-fold and 2.3-fold increases in activin A
concentrations in the incubation media respectively, compared to its
level in EC-conditioned control media (Fig. 4C). To strengthen this ini-
tial observation, EC stably expressing shRNA for HIF-1o and HIF-2o
were generated. The efficiency of HIFs silencing was confirmed by
exposing EC to hypoxia for 40 hrs followed by analysis of HIFs
expression. In control and scrambled shRNA-transduces, EC hypoxia
induced increase in cellular accumulation of both HIF-1a: and HIF-24,
whereas in EC with silenced HIFs, no detectable levels of correspond-
ing protein were observed (Fig. 4D). As was expected, exposure of
control cells to hypoxia led to profound increase in activin A secre-
tion. In parallel, analysis of the media conditioned in hypoxia by HIF-
10 or HIF-2a-silenced EC, revealed a decrease in activin A levels by
52% and 78% correspondingly, compared to its level in condition
media of scrambled shRNA EC (Fig. 4E).

Expression of human activin A by EC in
ischaemic tissue

To evaluate the effect of in vivo ischaemia on inhibin B, expression
by human GCBD-EG, cells were locally injected into the ischaemic and
corresponding contralateral intact (non-ischaemic) tibialis anterior
muscle 3 hrs after surgically created ischaemia in mouse hindlimbs.
Analysis of human-specific inhibin B expression in the muscles har-
vested twenty-four hours post-injection revealed a nearly sixfold
increase in its level in human EC due to ischaemia exposure within
the skeletal muscle (Fig. 4F).

ASC
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Fig. 3 (A, B) Effect of hypoxia (0.5%0,)
on mRNA expression of inhibin By, follis-
tatin and ALK4 by EC (A) and ASC (B).
Expression analysis was performed 24-hrs
post-hypoxia exposure (n = 3-10). (C)
Effect of hypoxia (0.5%0,) on activin A
accumulation in the media conditioned by
EC, ASC and their cocultures for 48 hrs
(n=6-7). For all graphs: *P<0.05,
*xPp < (0,01, ***P < 0.001.
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Role of activin A in EC survival and VNF

As we previously reported [24] and as shown in Figures 5A and B,
challenging normoxic EC-ASC cocultures with activin A for the first
3 days of incubation caused a 35% loss of EC and diminished the ulti-
mate density of vascular networks by 40%. Conversely, blocking
expression of activin A in EC by transfecting cells with inhibin B,
SiRNA (97% efficiency of knockdown assessed by ELISA, Fig. 5C) led
to a 47% increase in network density in normoxia (Fig. 5D). Similarly,
activin A neutralizing 1gG, added to incubation media, induced a 25%
increase in vessel density compared to control or isotype control IgG-
containing cultures (Fig. 5E).

More prominent protective effects of activin A 1gG were observed
when EC-ASC cocultures were exposed to hypoxia. While exposure of

© 2017 The Authors.

Intact  Ischemic
Muscle condition

EC-ASC cocultures to hypoxia for the first 3 days of a 6-day incuba-
tion caused a 35% drop in vessel density, the addition of activin A
IgG to the incubation media maintained the VNF at the level of cocul-
tures kept in normoxia throughout the experiment (Fig. 6A). Further-
more, while exposure of cocultures to hypoxia for 6 days caused a
75% decrease in vessel density, the addition of activin A 1gG even
only for the first 3 days of incubation diminished the disruptive effect
of hypoxia by more than 50% (Fig. 6B).

To test whether the decrease in VNF in hypoxia was primarily due
to downstream effects of a change in the EC secretome, EC confluent
monolayers were incubated in standard conditions or at 0.5% 0, for
48-72 hrs for media conditioning. Remarkably, analysis of cell num-
ber at the end of incubation revealed no differences in cell numbers
between two incubation conditions, suggesting that EC, when
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supplemented with 25 ng/ml of activin A for 3 days (n = 18). (B) Comparative analysis of the degree of vascular network formation (density of total
tube length, TTL) by EC-ASC cocultures when cells were incubated in EBM-2/5%FBS media alone (Cntr) or in the presence of 25 ng/ml of activin A
for the first 3 days of 6-day incubation (n = 12-18). (C), Analysis of activin A accumulation in the media conditioned by either unmodified CBD-EC
or CBD-EC transfected with either inhibin B, silencing RNA (siRNA) or with scrambled RNA (scRNA) for twenty-four hours. Media were collected
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with either inhibin B, silencing RNA (siRNA) or with scrambled RNA (scRNA) when in coculture with ASC (n = 7-10). (E) Comparative analysis of
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cultured alone, tolerated hypoxia well (Fig. 7A). Seventy-two hour EC
CMs were collected, concentrated 10-fold, then diluted in ratio 2:3
with EBM-2/5%FBS and applied on EC-ASC cocultures for the first

To evaluate the mechanism through which activin A manifests this
activity, EC, while in hypoxia, were exposed to 5-25 ng/ml of activin
A for 3 days. Analysis revealed that activin A caused up to 16%

3 days of incubation. Exposure of cocultures to media conditioned by
EC in hypoxia (Ey) caused a 24% drop in vascular density, whereas
media from control EC (Ey) had no effect (Fig. 7B). However, when
Ey CM were pre-treated with activin A 19G, a substantial increase in
density of vascular networks (above the level of control cultures) was
observed.

© 2017 The Authors.

decrease in EC numbers as a result of treatment (Fig. 7C). Previously,
we have shown that media conditioned by ASC promote EC survival/
proliferation in standard culture conditions [23-25]. This prior obser-
vation is further supported here with the finding of a similar protective
effect of ASC-CM generated in hypoxic environment on EC incubated
in hypoxia: ASC-CM increased EC numbers by 35% in comparison
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with control cultures (Fig. 7D). However, addition of activin A (10—
25 ng/ml) abolished most of the positive effect of ASC-CM, suggest-
ing that activin A plays a dominant negative role in modulating EC
bioactivity by ASC secretome.

To test whether activin A also modifies ASC secretome, ASC-con-
ditioned media were generated in the presence of 25 ng/ml activin A
for 48 hrs. As expected, control ASC-CM increased the EC number by
46%, whereas media from activin A-treated ASC had no effect
(Fig. 7E). To eliminate the effect of residual recombinant activin A,
conditioned media were pre-treated with activin A neutralizing 19G
prior to applying it on EC (Fig. 7E). Such pre-treatment led to increase
in cell number by only 27% (compared to the effect of media pre-trea-
ted with isotype control 1gG), suggesting that either exogenous or
ASC-derived activin A was responsible only for approximately one-
half of the observed effect, whereas the remainder of the effect is
attributed to additional downstream changes in ASC-CM composition
as a result of ASC exposure to activin A (Fig. 7E). This was further
supported by the finding that media conditioned by ASC after activin
A stimulus withdrawal were also unable to promote EC survival/prolif-
eration (Fig. 7F).

Discussion

Local injection of vasculogenic cell mixtures of endothelial and mes-
enchymal progenitor cells has been proposed as an attractive thera-
peutic approach to promote restoration of blood flow in ischaemic
tissues [26-29]. However, at the site of injection, these cells are
immediately exposed to unfavourable elements of the ischaemic envi-
ronment, including low oxygen level, inflammatory cytokines (TNF-o,
IL-1B, IL-6) and reactive oxidative species, which collectively cause
substantial loss of cells, especially EC. Jointly, these factors diminish
the therapeutic effectiveness of donor cells. Understanding cellular
responses to these challenges will allow to improve prediction of cell
fate after delivery and to suggest potential targets for interference to
improve cell survival and tissue revascularization. While the findings
of this study are particularly relevant to the bioactivity of the cells
used for vascular cell therapies, some outcome may be extrapolated
to the responses of the native tissue vasculature.

Most prior studies of the effects of hypoxia have assessed
either responses of the cell monocultures to hypoxia, an approach
that does not account for real-time crosstalk between the cells in
the niche, or used coculture models in which cells of different ori-
gins were spatially separated and thus did not account for hetero-
typic juxtacrine and proximate paracrine signalling. The majority of
these studies have shown that hypoxia induces vasculo- and
angiogenic programmes. Pertinent to the current study, hypoxia
boosts mitogenic activity of ASC [30, 31] and up-regulates
expression of multiple cytokines, including VEGF, basic fibroblast
growth factor, interleukin-6, angiopoietin-1, brain-derived neu-
rotrophic factor and stromal cell-derived factor-1 [23, 30-32].
Media conditioned by ASC in hypoxia promote EC survival and
proliferation to a greater degree than media conditioned in nor-
moxia [23, 30] and stimulate EC cord formation on Matrigel [33].
However, EC responses to hypoxia are controversial. While some
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prior studies suggest that hypoxia decreases EC survival, prolifera-
tion and tubulogenesis [34], others have demonstrated an increase
in EC tubulogenesis [35, 36].

To explore these critical effects of hypoxia in a context closer to
that of a physiological niche, we employed here a coculture model of
EC with ASC [19]. ASC, which are progenitors with many phenotypical
and functional characteristics of mural cells (pericytes and smooth
muscle cells) [19, 25, 26], represent an attractive cell source providing
an EC niche in which to study the process of therapeutic vasculogene-
sis. The EC-ASC coculture model was previously established by us to
facilitate dissection of the mechanisms of heterotypic cell-cell interac-
tions leading to vessel formation. While we have documented that ASC
strongly support EC vasculogenesis in normoxia, the response of
these cocultures to low oxygen levels was not previously explored.

Previous studies have explored a wide range of oxygen concentra-
tions (0.5-5%) considered to represent hypoxia. The fact that various
tissues are exposed to widely differing physiological levels of oxygen
tension [37] makes it challenging to define appropriate cell-type-spe-
cific hypoxic conditions. Therefore, we assessed EC survival and
organization into vascular networks at several O, levels. EC cultivated
on ASC were tolerant to decreases in oxygen levels down to 1%, with
neither decrease nor increase in degree of vasculogenesis, while a
detrimental effect was observed at 0.5% 0, (Fig. 1). Similar effects
were observed in three-dimensional vasculogenesis model, where EC
and ASC are initially not in direct contact and exclusively rely on para-
crine rather than direct contact communication (Fig. 2E).

D. Hutton and W. Grayson reported a study, in which they demon-
strated that VNF was already affected at 2% 0, [38]. This discrepancy
in EC responses to hypoxia between the studies could be explained
by different equipment used to establish and control low oxygen con-
ditions. However, a remarkable difference is that in the present study,
the exposure of fully established vascular networks (following 5 or
6 days of incubation at 21% 0,) to 0.5% 0, caused network degrada-
tion (Fig. 2C), whereas in the study by Hutton and Grayson, placing
established networks into 0.2% 0, did not cause degradation [38].
Also, the authors attributed lower vessel density in hypoxic cultures
to decrease in EC proliferation, whereas in our study, the decrease in
vessel density was attributed to net EC loss (Fig. 1C). These discrep-
ancies in findings will need further evaluation.

The key finding of this study is that EC respond to hypoxia by up-
regulating activin A secretion (Fig. 3C), which was further strength-
ened by the results of similar EC response to ischaemic environment
in vivo (Fig. 4F). These findings extend the observations by Manalo
et al., that human pulmonary artery EC up-regulate inhibin B, mRNA
when exposed to 1% O, or transfected with a constitutively active HIF-
10.[39]. The facts that 6 hrs of hypoxia exposure was sufficient to up-
regulate inhibin B, mRNA in EC (Fig. 4A), and its expression is modu-
lated by hypoxia mimetics DFO and DMOG (Fig. 4C) suggest that inhi-
hin B, expression is under control of HIFs. Experiments with targeted
silencing of HIF1a and HIF2o clearly showed that both HIFs are
involved in regulation of activin A secretion (Fig. 4E).

Up-regulation of activin A production has been reported for multi-
ple ischaemic conditions, including acute kidney injury, myocardial
infarction and brain insult [1-8]. In many cases, up-regulation of acti-
vin A concurs with decrease in expression of its inhibitor follistatin [7,
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8]. Activin A activities are organ-specific; while in ischaemic brain, it
has tissue-protective effects [7], in ischaemic kidney, it produces
detrimental effect [8, 40] and in myocardium, its effects are controver-
sial. While some have reported that activin A promotes recovery of
ischaemic myocardium [5], others have claimed that blocking activin
A diminishes ischaemia/reperfusion-induced myocardial infarction
[41]. Serum levels of activin A are elevated in patients with heart fail-
ure, positively correlating with disease severity [4]. Interestingly, the
induction of activin A has been reported only in functional cells, such
as kidney tubular cells [8], cardiomyocytes [4] or neurons [7, 20],
whereas no data are available of its expression in the vasculature of
affected tissues.

We previously reported several critical roles of activin A in EC-
ASC communication, including a primary role in ASC differentiation
from progenitor towards mural (smooth muscle cell) phenotype [19]
as well as in shifting ASC secretome from pro-angiogenic towards
angiostatic [24]. These complementary activin A activities both pro-
mote formation and maintenance of mature stable vascular structures
[21]. It is important to mention that up-regulation of activin A in these
prior studies was observed exclusively in ASC, which was dependent
on EC-ASC juxtacrine communication.

The analyses of EC-ASC communication in hypoxia during this
study suggested another prospective role of activin A in crosstalk
between these partner cells. Previously, we have shown that
blocking activin A secretion by ASC led to denser vascular net-
works [24]. This observation was extended here by demonstration
of a similar effect when secretion of activin A was blocked in EC
(Fig. 5C). As we reported previously, in the model used here, the
secretion of activin A by ASC was induced between days 3 and 4
[19]. Therefore to specifically assess the effects of EC-derived
activin A on EC-ASC vasculogenesis, cocultures were treated with
activin A I1gG only for the first 3 days of incubation while exposed
to 0.5% 0,. While hypoxia induces perturbations in secretion of
multiple factors in both cell types, the fact that blocking activin A
was sufficient to eliminate or lower the undesirable effect of
hypoxia suggests a key role of activin A in observed -effects
(Fig. 6A and B). This is further strengthened by the finding that
exposure of EC-ASC cocultures to EC-CM produced in hypoxia
decreases vascular density by 25% when compared with effect of
EC-CM produced in normoxia (Fig. 7B). Interestingly, pre-treatment
of EC-CM with activin A 1gG unleashed its strong pro-vasculogenic
activity, proving that if it was not for the presence of activin A, EC
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(Fig. 7B).

Vasculogenesis in EC-ASC coculture model depends on multi-
ple factors, secreted by ASC (e.g. VEGF, hepatocyte growth factor,
SDF-1), which are responsible for EC survival, proliferation, migra-
tion and tubulogenesis [42-44]. The central question that arises is
whether activin A affects EC bioactivity directly or indirectly by
modifying activity of ASC. The fact that recombinant activin A
completely blocks the mitogenic effect of ASC-CM on EC prolifera-
tion under hypoxic conditions (Fig. 7C and D) suggests that acti-
vin A has a direct effect on EC. In parallel, we have previously
reported that activin A down-regulates secretion of hepatocyte
growth factor, SDF-1 and angiopoietin-1 in ASC as well as
bioavailability of VEGF in cocultures [24], therefore most likely
reducing the potency of ASC secretome to support EC survival
and proliferation. This hypothesis is supported by finding that
ASC-CM generated under hypoxic conditions during or post-expo-
sure to activin A partially or completely lost the ability to support
EC survival/proliferation (Fig. 7E and F).

In conclusion, the robust production of activin A, by EC in
response to significant decrease in oxygen tension, results in loss of
EC via direct and indirect mechanisms and consequently profound
inhibition of the development of new vessels; this effect can be
blocked by silencing activin A activity. We speculate that selective
interference with activin A signalling will provide a novel practical
strategy to preserve vasculature, compromised by ischaemia and will
improve ischaemic tissue revascularization by locally injected vascu-
logenic cell mixtures, composed of EC and MSC (including ASC).

Acknowledgements

We thank Mircea Ivan (Indiana University) for valuable discussions and for
providing shRNA lentiviral constructs used in the study. We thank Todd Cook
for assistance with the surgical procedures on mice. Research was supported

by: NIH RO1 HL77688-01 and VA Merit Review grants (KLM); AHA SDG
10SDG2720016 (DOT); and the Cryptic Mason’s Medical Research Foundation.

Conflict of interest

The authors confirm that there is no conflict of interests.

susceptibility of heart to ischemic injury. Cir-

Changes in extracellular matrix and in
transforming growth factor beta isoforms
after coronary artery ligation in rats. J
Mol Cell Cardiol. 2001; 33: 1191-
207.

Stefanon I, Valero-Munoz M, Fernandes AA,
et al. Left and right ventricle late remodeling
following myocardial infarction in rats. PLoS
One. 2013; 8: e64986.

© 2017 The Authors.
Journal of Cellular and Molecular Medicine published by John Wiley & Sons Ltd and Foundation for Cellular and Molecular Medicine.

transforming growth factor betal signaling
in the post-ischemic mouse heart. Life Sci.
2013; 92: 547-54.

Yndestad A, Ueland T, Oie E, ef al. Elevated
levels of activin A in heart failure: potential
role in myocardial remodeling. Circulation.
2004; 109: 1379-85.

Oshima Y, Ouchi N, Shimano M, ef al. Acti-
vin A and follistatin-like 3 determine the

culation. 2009; 120: 1606-15.

Ata KA, Lennmyr F, Funa K, etal
Expression of transforming growth factor-
betal, 2, 3 isoforms and type | and Il
receptors in acute focal cerebral ischemia:
an immunohistochemical study in rat after
transient and permanent occlusion of
middle cerebral artery. Acta Neuropathol.
1999; 97: 447-55.

183



184

Wu DD, Lai M, Hughes PE, et al. Expression
of the activin axis and neuronal rescue
effects of recombinant activin A following
hypoxic-ischemic brain injury in the infant
rat. Brain Res. 1999; 835: 369-78.
Maeshima A, Zhang YQ, Nojima Y, ef al.
Involvement of the activin-follistatin system
in tubular regeneration after renal ischemia
in rats. J Am Soc Nephrol. 2001; 12: 1685
95.

Penn JW, Grobbelaar AO, Rolfe KJ. The role
of the TGF-beta family in wound healing,
burns and scarring: a review. Int J Burns
Trauma. 2012; 2: 18-28.

Poulaki V, Mitsiades N, Kruse FE, ef al.
Activin a in the regulation of corneal neovas-
cularization and vascular endothelial growth
factor expression. Am J Pathol. 2004; 164:
1293-302.

Harada K, Shintani Y, Sakamoto Y, ef al.
Serum immunoreactive activin A levels in
normal subjects and patients with various
diseases. J Clin Endocrinol Metab. 1996; 81:
2125-30.

Keelan JA, Taylor R, Schellenberg JC,
ef al. Serum activin A, inhibin A, and follis-
tatin concentrations in preeclampsia or small
for gestational age pregnancies. Obstet
Gynecol. 2002; 99: 267-74.

Florio P, Perrone S, Luisi S, ef al. Activin a
plasma levels at birth: an index of fetal
hypoxia in preterm newborn. Pediatr Res.
2003; 54: 696-700.

Kaneda H, Arao T, Matsumoto K, ef al. Acti-
vin A inhibits vascular endothelial cell
growth and suppresses tumour angiogene-
sis in gastric cancer. Br J Cancer. 2011;
105: 1210-7.

McCarthy SA, Bicknell R. Inhibition of vas-
cular endothelial cell growth by activin-A. J
Biol Chem. 1993; 268: 23066-71.

Endo D, Kogure K, Hasegawa Y, ef al. Acti-
vin A augments vascular endothelial growth
factor activity in promoting branching tubu-
logenesis in hepatic sinusoidal endothelial
cells. J Hepatol. 2004; 40: 399-404.
Maeshima K, Maeshima A, Hayashi Y,
et al. Crucial role of activin a in tubulogene-
sis of endothelial cells induced by vascular
endothelial growth factor. Endocrinology.
2004; 145: 3739-45.

Kozian DH, Ziche M, Augustin HG. The acti-
vin-binding protein follistatin regulates auto-
crine endothelial cell activity and induces
angiogenesis. Lab Invest. 1997; 76: 267-76.
Merfeld-Clauss S, Lupov IP, Lu H, et al.
Adipose stromal cells differentiate along a
smooth muscle lineage pathway upon
endothelial cell contact via induction of acti-
vin A. Circ Res. 2014; 115: 800-9.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

Tretter YP, Munz B, Hubner G, ef al. Strong
induction of activin expression after hip-
pocampal lesion. MNeuroreport. 1996; 7:
1819-23.

Merfeld-Clauss S, Gollahalli N, March KL,
et al. Adipose tissue progenitor cells directly
interact with endothelial cells to induce vas-
cular network formation. Tissue Eng Part A.
2010; 16: 2953-66.

Ingram DA, Mead LE, Tanaka H, et al. [den-
tification of a novel hierarchy of endothelial
progenitor cells using human peripheral and
umbilical cord blood. Blood. 2004; 104:
2752-60.

Rehman J, Traktuev D, Li J, et al. Secretion
of angiogenic and antiapoptotic factors by
human adipose stromal cells. Circulation.
2004; 109: 1292-8.

Merfeld-Clauss S, Lupov IP, Lu H, et al.
Adipose stromal cell contact with endothelial
cells results in loss of complementary vas-
culogenic activity mediated by induction of
activin A. Stem Cells. 2015; 33: 3039-51.
Traktuev DO, Merfeld-Clauss S, Li J, et al. A
population of multipotent CD34-positive adi-
pose stromal cells share pericyte and mes-
enchymal surface markers, reside in a
periendothelial location, and stabilize endothe-
lial networks. Circ Res. 2008; 102: 77-85.
Traktuev DO, Prater DN, Merfeld-Clauss S,
ef al. Robust functional vascular network
formation in vivo by cooperation of adipose
progenitor and endothelial cells. Circ Res.
2009; 104: 1410-20.

Choi M, Lee HS, Naidansaren P, ef al.
Proangiogenic features of Wharton’s jelly-
derived mesenchymal stromal/stem cells
and their ability to form functional vessels.
Int J Biochem Cell Biol. 2013; 45: 560-70.
Melero-Martin JM, De Obaldia ME, Kang
SY, et al. Engineering robust and functional
vascular networks in vivo with human adult
and cord blood-derived progenitor cells. Circ
Res. 2008; 103: 194-202.

Au P, Tam J, Fukumura D, ef al. Bone
marrow-derived mesenchymal stem cells
facilitate engineering of long-lasting func-
tional vasculature. Blood. 2008; 111:
4551-8.

Kakudo N, Morimoto N, Ogawa T, ef al.
Hypoxia  enhances  proliferation  of
human adipose-derived stem cells via
HIF-1a activation. PLoS One. 2015; 10:
€0139890.

Lee EY, Xia Y, Kim WS, ef al. Hypoxia-
enhanced wound-healing function of adi-
pose-derived stem cells: increase in stem
cell proliferation and up-regulation of VEGF
and bFGF. Wound Repair Regen. 2009; 17:
540-7.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44

Wang X, Liu C, Li S, ef al. Hypoxia precon-
dition promotes adipose-derived mesenchy-
mal stem cells based repair of diabetic
erectile dysfunction via augmenting angio-
genesis and neuroprotection. PLoS One.
2015; 10: e0118951.

Hung SC, Pochampally RR, Chen SC, ef al.
Angiogenic effects of human multipotent
stromal cell conditioned medium activate the
PI3K-Akt pathway in hypoxic endothelial
cells to inhibit apoptosis, increase survival,
and stimulate angiogenesis. Stem Cells.
2007; 25: 2363-70.

Ben-Yosef Y, Miller A, Shapiro S, ef al.
Hypoxia of endothelial cells leads to MMP-2-
dependent survival and death. Am J Physiol
Cell Physiol. 2005; 289: C1321-31.
Yamakawa M, Liu LX, Date T, et al. Hypox-
ia-inducible factor-1 mediates activation of
cultured vascular endothelial cells by induc-
ing multiple angiogenic factors. Circ Res.
2003; 93: 664-73.

Calvani M, Rapisarda A, Uranchimeg B,
et al. Hypoxic induction of an HIF-1alpha-
dependent bFGF autocrine loop drives angio-
genesis in human endothelial cells. Blood.
2006; 107: 2705-12.

Welford SM, Giaccia AJ. Hypoxia and
senescence: the impact of oxygenation on
tumor suppression. Mol Cancer Res. 2011;
9:538-44.

Hutton DL, Grayson WL. Hypoxia Inhibits De
novo vascular assembly of adipose-derived
stromal/stem cell populations, but promotes
growth of preformed vessels. Tissue Eng
Part A. 2016; 22: 161-9.

Manalo DJ, Rowan A, Lavoie T, ef al. Tran-
scriptional regulation of vascular endothelial
cell responses to hypoxia by HIF-1. Blood.
2005; 105: 659-69.

Yamashita S, Maeshima A, Kojima |, ef al.
Activin A is a potent activator of renal inter-
stitial fibroblasts. J Am Soc Nephrol. 2004;
15:91-101.

Chen Y, Rothnie C, Spring D, et al. Regula-
tion and actions of activin A and follistatin in
myocardial ischaemia-reperfusion injury.
Cytokine. 2014; 69: 255-62.

Newey SE, Tsaknakis G, Khoo CP, ef al.
The hematopoietic chemokine CXCL12 pro-
motes integration of human endothe-
lial colony forming cell-derived cells into
immature vessel networks. Stem Cells Dev.
2014; 23: 2730-43.

Bussolino F, Di Renzo MF, Ziche M, et al.
Hepatocyte growth factor is a potent angiogenic
factor which stimulates endothelial cell motility
and growth. J Cell Biol. 1992; 119: 629-41.
Carmeliet P. Mechanisms of angiogenesis
and arteriogenesis. Nat Med. 2000; 6: 389-95.

© 2017 The Authors.

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



