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Human adult mesenchymal stem cells (MSCs) support the engineering of functional tissue constructs by se-
creting angiogenic and cytoprotective factors, which act in a paracrine fashion to influence cell survival and
vascularization. MSCs have been isolated from many different tissue sources, but little is known about how
paracrine factor secretion varies between different MSC populations. We evaluated paracrine factor expression
patterns in MSCs isolated from adipose tissue (ASCs), bone marrow (BMSCs), and dermal tissues [dermal sheath
cells (DSCs) and dermal papilla cells (DPCs)]. Specifically, mRNA expression analysis identified insulin-like
growth factor-1 (IGF-1), vascular endothelial growth factor-D (VEGF-D), and interleukin-8 (IL-8) to be expressed
at higher levels in ASCs compared with other MSC populations whereas VEGF-A, angiogenin, basic fibroblast
growth factor (bFGF), and nerve growth factor (NGF) were expressed at comparable levels among the MSC
populations examined. Analysis of conditioned media (CM) protein confirmed the comparable level of angio-
genin and VEGEF-A secretion in all MSC populations and showed that DSCs and DPCs produced significantly
higher concentrations of leptin. Functional assays examining in vitro angiogenic paracrine activity showed that
incubation of endothelial cells in ASC™ resulted in increased tubulogenic efficiency compared with that ob-
served in DPC*™. Using neutralizing antibodies we concluded that VEGF-A and VEGF-D were 2 of the major
growth factors secreted by ASCs that supported endothelial tubulogenesis. The variation in paracrine factors of
different MSC populations contributes to different levels of angiogenic activity and ASCs maybe preferred over

other MSC populations for augmenting therapeutic approaches dependent upon angiogenesis.

Introduction

ISSUE ENGINEERING AIMS to develop tissue substitutes

for transplantation, in particular, through specific
combination of immunocompatible cells and scaffolds to
fabricate tissues suitable for repair or replacement of the
diseased organ. With the exception of thin tissues (skin)
and avascular tissues (cartilage), which rely predominantly
on diffusion for supply of oxygen and nutrients, a complex
vasculature is a fundamental requirement for delivering
adequate oxygen and nutrients as well as removal of met-
abolic wastes from tissue constructs. Without proper vas-
cular support, dimensions of viable engineered tissue
constructs will be limited to the maximal diffusion distance
of ~200pm [1]. As a consequence, generation of 3-dimen-
sional tissue engineered constructs in clinically relevant
volumes relies not only on the ability of cells to survive

within the scaffold, but also on the efficiency of vasculari-
zation within the construct.

Among numerous progenitor cell types reported to have
potential in the development of tissue engineering products,
mesenchymal stem cells (MSCs) have been proposed as a
prominent candidate. Human MSCs are self-renewing clonal
precursors of cells derived from the mesoderm germ layer
and exhibit numerous unique characteristics favorable for
their use in tissue engineering, including (i) rapid prolifera-
tion enabling ex vivo expansion to support generation of
large tissue constructs; (ii) wide differentiation capacity in-
cluding differentiation toward adipocytes [2], osteocytes [3],
chondrocytes [4], cardiomyocytes [5], smooth muscle cells
[6], as well as a variety of connective tissues [7]; (iii) im-
munoprivileged nature that limits antigen presenting and
costimulatory capacity, a characteristic likely to increase
immune tolerance of the implanted constructs [8]; and (iv)
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secretion of a broad spectrum of growth factors and cyto-
kines known to be angiogenic and cytoprotective [9-11].
Apart from their clonogenicity and multipotency, MSCs also
play supportive roles in tissue regeneration beyond their
differentiation ability through promotion of angiogenesis
and cell survival in a paracrine manner [12-14].

MSCs have been successfully isolated from bone marrow
[15,16], adipose tissue [2], cord blood [17], and dermis tissue
[18]. However, due to lack of definitive cell surface antigens
for specific classification, MSCs used in various studies in-
evitably represent a heterogeneous population. To determine
whether MSC populations from these different tissues be-
have in a similar manner or reflect variations in the micro-
niche from where they are derived, comparative analysis has
been performed on basic cell characteristics and functional
abilities in MSCs derived specifically from these tissues.
Studies employing microarray-based comparisons of gene
expression of human MSCs derived from adipose tissue
(ASCs), bone marrow (BMSCs), and umbilical cord blood
demonstrated that all 3 MSC populations have elevated ex-
pression of genes implicated in extracellular matrix produc-
tion, morphogenesis, and development compared with
fibroblasts [19]. A comparison of the immunological prop-
erties of BMSCs and ASCs further revealed a similar ex-
pression of immunologically relevant surface markers,
including class I and II major histocompatibility complex and
CD40/CD40L [20]. Both cell types exhibit comparable im-
munomodulatory effects that suppress mixed lymphocyte
reaction and lymphocyte proliferative response to mitogens
[21]. The differentiation capacity of BMSCs was more effi-
ciently directed toward bone and cartilage, while ASCs
preferentially differentiate into adipocytes, most likely due to
a set of signature genes that are regulated differentially be-
tween these cells during maturation or lineage commitment
and possibly influenced by the tissue-specific microenvi-
ronment regulating their biology [22,23]. In terms of angio-
genic growth factors likely to increase angiogenic potential,
murine ASCs are reported to secrete higher amounts of
vascular endothelial growth factor (VEGF) and hepatocyte
growth factor (HGF) than murine BMSCs [24]. In contrast,
human ASCs expressed comparable levels of VEGF mRNA
when compared with human BMSCs [25]. Interestingly, de-
spite similar VEGF-A mRNA levels, human ASCs exhibited
greater proangiogenic activity than human BMSCs, an effect
thought to be mediated by the matrix metalloproteinases
(MMP)-3 and MMP-9 [25]. In addition, ASCs have been
shown to exhibit greater therapeutic potential than BMSCs in
attenuating murine brain ischemic injury [24] and improving
limb perfusion recovery postischemia in a murine hindlimb
ischemia model [25]. Collectively these studies suggest that
variation in paracrine factor secretion profile of different
MSC populations may provide an opportunity to select for a
particular cell type that would benefit specific treatments,
may that be tissue engineered constructs or patient-specific
cell therapy.

To date, the basal paracrine activities of human ASCs in
promoting angiogenesis have not been fully characterized or
directly compared with angiogenic capacity of BMSCs, der-
mal sheath cells (DSCs), and dermal papilla cells (DPCs).
Therefore, the aims of this study were to compare the tran-
scriptional and translational profile of MSC populations de-
rived from adipose tissue, bone marrow, and dermal tissue,
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and to compare their proangiogenic activity in vitro as well
as assess the potential responsible paracrine factors.

Materials and Methods
Collection of human tissue for isolation of MSCs

Human tissues used for MSC isolation, including ab-
dominal subcutaneous adipose tissue and scalp specimens,
were excess normal tissues discarded during surgical pro-
tocols. Tissues were collected with informed consent ac-
cording to the National Health and Medical Research
Council guidelines and with approval from the St. Vincent’s
Health Human Research Ethics Committee. To minimize the
potential variation resulting from experimental artefacts,
such as serum concentration and cell passaging method, all
MSC populations were cultured under identical conditions
in vitro.

Primary culture of human adipose—derived
stem cells

ASCs were isolated from freshly excised human abdomi-
nal subcutaneous adipose tissue (donor age between 35 and
58 years) according to the method described by Zuk et al. [2].
Briefly, adipose tissue (~200mL) was minced into 1mm?’
pieces, washed extensively with equal volumes of phosphate-
buffered saline (PBS), and incubated at 37°C in the shaking
water bath for 60min in 0.075% type I collagenase (Wor-
thington Biochemical, Lakewood, NJ). After tissue digestion,
cells were collected by centrifugation at 300 g for 10 min to
remove adipocytes and the cell pellets were resuspended
in Dulbecco’s modified Eagle’s medium low-glucose me-
dium (DMEM-lg; Invitrogen, Carlsbad, CA) containing 10%
fetal calf serum (FCS) and 1% antibiotic-antimycotic solu-
tion containing penicillin, streptomycin, and amphotericin B
(Invitrogen). Connective tissue debris was removed by fil-
tering resuspended cells through a 100 pm nylon mesh and
centrifuged at 700 g for 5min, after which red blood cells
were lysed by resuspending the cell pellet in 0.16 M NH,CI
and incubated at room temperature for 5 min. Finally the cell
suspension in DMEM-Ig was plated into T75 tissue culture
flasks and incubated overnight at 37°C in a humidified at-
mosphere containing 5% CO,. Following overnight incuba-
tion, the flasks were washed extensively with PBS to remove
nonadherent cells. ASCs between passages 3 to 6 were used
in the experiments.

Primary culture of human DSCs and DPCs

Microdissection of hair follicles (HFs) and dermal papilla
was performed as described previously [26,27]. Briefly, un-
der a dissecting microscope, a small scalp specimen (1 cm?)
was separated at the dermis-subcutaneous interface by
scalpel, leaving the mid-to-lower portion of the HF exposed.
Using blunt forceps, the fat tissue around the HF was com-
pressed to partially extrude the upper portion of the HF from
the subcutis, which enabled fine forceps to grip and extract
intact HF for isolation of DPCs and DSCs. For isolation of
DSCs, the whole HF was transferred to a 35mm Petri dish
containing DMEM-lg and cultured at 37°C in a humidified
atmosphere containing 5% CO,. The explants were undis-
turbed for 7 days, during which the DSCs migrated from the
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mesenchymal layer of the HF to the base of the culture dish,
where they proliferated. The HF was then removed on day 7
and the adherent cells continued to proliferate (passage 0) to
establish DSC culture. To isolate DPCs, the HF was gripped
with forceps at the supra-bulbar region and placed on the
base of a Petri dish. A gentle force was applied to the forceps
to compress the bulb. A small transect was made at the base
of the stalk by scalpel blade to release the proximal sheath,
allowing the papilla to emerge freely from the bulb when the
forceps were compressed. This allowed easy aspiration of the
HF papilla, and released it from the HF capsule or epithe-
lium. Up to 12 HF papillae were transferred to a single
35mm Petri dish, and by using a fine needle, a single scratch
through the center of the HF papilla was made to anchor
them to the bottom of culture dish, as well as breaking the
basal lamina to facilitate emigration of cells during the sub-
sequent cell explantation phase. The dermal papilla explant
was cultured in DMEM-Ig and incubated at 37°C in a hu-
midified atmosphere containing 5% CO, for 2-3 weeks, until
the outgrowth cells were confluent. DSCs and DPCs between
passages 4 to 7 were used in the experiments.

Primary culture of human bone marrow—derived
stem cells

Human BMSCs purchased from a commercial supplier
(Lonza, Berkshire, UK) were cultured in DMEM-Ig, with fresh
medium replaced every 2-3 days. A total of 2 founding cul-
tures from different batches of cells were established and
BMSCs between passages 4 to 8 were used in the experiments.

Collection and concentration of MSC-conditioned
medium

ASCs, BMSCs, DSCs, and DPCs were cultured to 80%—
90% confluence in T75 culture flask, then washed extensively
with PBS, and replenished with 12 mL serum-free DMEM-Ig
(for cytokine array) or endothelial basal media-2 (EBM-2,
Lonza; for angiogenesis bioassay) for 72 h prior to harvesting
the media for further experimentation. Collected media
samples were centrifuged at 3,000 rpm for 10 min to remove
cell debris, and filtered through a 0.2 um filter. For cytokine
arrays, media were concentrated by a factor of 50 x using
Amicon® Ultra-15 centrifugal filter devices with 3kDa mo-
lecular weight cut-off (Millipore, Billerica, MA).

Characterization of MSCs

Flow cytometric characterization. For flow cytometric char-
acterization of CD markers on ASCs, DSCs, and DPCs, 5x 10°
cells were resuspended in 50 LL of binding buffer (PBS+2.5%
FCS) and incubated with fluorescent-conjugated antibodies
against CD34 (phycoerythrin, PE), CD45 (allophycocyanin,
APC), CD73 (PE), CD90 (fluorescein isothiocyanate, FITC), and
CD105 (APC) (Becton Dickinson Biosciences, North Ryde,
NSW, Australia) on ice for 30 min protected from light. Control
unstained cells were incubated with the appropriate isotype
control antibody at the same concentration (BD Biosciences,
San Jose, CA). Cells were analyzed using an FACSCalibur flow
cytometer (Becton Dickinson, Franklin Lakes, NJ). APC, FITC,
and PE were detected in the FL-1, FL-2, and FL-4 channels,
respectively. Cells were gated to exclude cell debris and 10,000
events were acquired using CellQuest Pro software (v5.2; BD
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Biosciences) and data were analyzed using FlowJo software
(v8.8.6; FlowJo, Ashland, OR).

Adipogenic, osteogenic, and chondrogenic differentiation of
ASCs.  To demonstrate the differentiation ability of ASCs,
cells were cultured under specific culture condition. For
adipogenesis, confluent cells were cultured in adipogenic
medium that was composed of 0.5mM isobutylmethy-
Ixanthine, 10 uM insulin, 1 uM dexamethasone, and 0.2 mM
indomethacine that were made up in high-glucose DMEM
with 10% FCS and 1% antibiotic/antimycotic. Two weeks
after adipogenic induction, Oil Red O staining was used to
reveal the accumulation of lipid droplets in intracellular
vacuoles, where cells were fixed with 4% paraformaldehyde
(PFA) for 30 min at room temperature and stained with Oil
Red O solution (0.5% Oil Red O solution in 2-propanol di-
luted with distilled water at a ratio of 3:2) for 1 h. Cell nuclei
were counterstained with hematoxylin for 5 min. For osteogenic
differentiation, confluent cells were cultured in osteogenic me-
dium that was composed of 10mM B-glycerophosphate,
100nM dexamethasone, and 200 uM ascorbic acid-2-phosphate
that were made up in high-glucose DMEM with 10% FCS and
1% antibiotic/antimycotic. Four weeks after osteogenic induc-
tion, von Kossa staining was used to assess the level of calcium
precipitate. Cells were fixed in 4% PFA and rinsed with distilled
water before incubation with 5% silver nitrate under ultraviolet
light for 3h. Cells were then treated with 2.5% sodium thio-
sulfate for 5 min before nuclei were counterstained with eosin
for 5min. A 3-dimensional cell culture method (cell spheroids)
was used to induce chondrogenic differentiation, where 2 x 10*
cells were resuspended in chondrogenic medium (StemPro®
chondrogenesis differentiation medium; Gibco Invitrogen,
Carlsbad, CA) containing 20% methylcellulose to form a single
spheroid in nonadherent U-shaped bottom 96-well microplates
(BD Biosciences). Two weeks after chondrogenic induction,
spheroids embedded in OCT compound (Tissue-Tek® Sakura
Finetek, Inc., Torrance, CA) were snap frozen by immersing in a
dry ice—isopentane bath for 1 min. Frozen sections were cut at
10 um thickness and stained for the presence of proteoglycan
with 0.1% toluidine blue solution (pH 3.0) for 15s.

Real-time reverse transcription—polymerase
chain reaction

MSCs derived from adipose tissue, bone marrow, and
dermis grown to 80%-90% confluence were incubated with
serum-free DMEM-Ig for 72h before RNA was isolated.
cDNA was synthesized using the high-capacity cDNA re-
verse transcription kit (Applied Biosystems, Foster City, CA).
Real-time reverse transcription-polymerase chain reaction
was then conducted with Tagman® technology using the
following primers (Applied Biosystems; Assay-On-Demand
primers): stromal-derived factor-1 (SDF-1, Hs00930455_m1),
VEGF-A  (Hs00900054_m1), VEGF-C (Hs00153458_ml),
VEGF-D (Hs01128659_m1), basic fibroblast growth factor
(bFGF, Hs00266645_m1), HGF (Hs00300159_m1), insulin-like
growth factor-1 (IGF-1, Hs01547656_m1), nerve growth fac-
tor (NGF, Hs00171458_m1), angiogenin (ANG, Hs02379000_
s1), and interleukin-8 (IL-8, Hs00174103_m1). Endogenous
eukaryotic 18S ribosomal mRNA (18S, Hs99999901_s1) was
amplified as the house keeping control. Reactions were car-
ried out in 96-well plates with the Applied Biosystems
7900HT Fast Real-Time PCR system, with duplicates for each
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sample, and at least one of nonreverse transcribed control
and no-template control per run. The machine ran at 95°C for
20s to activate the AmpliTaq Gold polymerase and contin-
ued with 50 cycles of 1s at 95°C and 20s at 60°C for primer
dissociation and annealing/elongation, respectively. Relative
expression level of candidate factor in ASCs was normalized
to 1 and all results were expressed as relative fold change in
gene expression of each cell type compared with the ASCs.

Cytokine arrays

Cytokine array (RayBio® Human Cytokine Antibody Array
G Series 3; RayBiotech, Inc., Norcross, GA) was carried out
according to the manufacturer’s instruction. In brief, the glass
chip was air dried and blocked with blocking buffer for 30 min
at room temperature to prevent nonspecific binding. The chip
was then incubated with 100 pL of 50x concentrated condi-
tioned medium (CM) containing equal amounts of protein
(2mg/mL) overnight at 4°C. After extensive washing with
wash buffer to remove unbound materials, the chip was in-
cubated with a cocktail of biotin-conjugated antibodies
against different individual cytokines for 2h at room tem-
perature. The chip was then washed and incubated with
1,500-fold diluted fluorescent dye—conjugated streptavidin for
2h at room temperature in the dark. Unbound reagent was
washed out and excess water was removed by centrifuging
the glass chip at 1,000 rpm for 3min and air dried before the
chip was scanned at an excitation frequency of 532 nm using
GenePix™ 4000B (Axon Instruments, Sunnyvale, CA). Signal
intensity was quantified by densitometry using Image] soft-
ware (U.S. National Institute of Health, Bethesda, MD), where
median signal values of the unknown were subtracted with
median background values and expressed as fold change
compared with the internal positive signal (biotinylated pro-
tein for normalization of streptavidin signal).

In vitro angiogenesis bioassays

Human microvascular endothelial cells (HMECs; Lonza)
were used to examine the ability of MSC-derived CM to
regulate various aspects of angiogenesis in vitro. HMECs
were cultured and expanded in endothelial growth medium-
2 MV (EGM-2 MV; Lonza) that consisted of EBM-2, 5% FCS,
human bFGF, VEGF, IGF-1, human epidermal growth factor,
hydrocortisone, ascorbic acid, and GA-1000.

HMEC proliferation assay

To examine the effects of CM on HMEC proliferation in
vitro, HMECs were seeded on 12-well plates at a concen-
tration of 1x10* cells/well. After overnight incubation to
allow cell adhesion, the medium was changed to CM ob-
tained from ASCs (ASC“M), BMSCs (BMSC™™), DSCs
(DSCM), or DPCs (DPCM) supplemented with 5% FCS for
3 days. HMECs cultured in EBM-2 with 5% FCS and EGM-2
MYV alone were considered as negative and positive controls,
respectively. Viable cell number was enumerated using try-
pan blue exclusion and a hemocytometer.

Scratch/wound healing assay

Twenty-four-well microplates were assembled with
culture-insert chambers (Ibidi; Biovalley, Marne La Vallee,
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France) containing 2.8 x 10* HMECs in EGM-2 MV media in
each of the 2 compartments per insert. After overnight in-
cubation, the culture-inserts were removed and the medium
was replaced with CM supplemented with 5% FCS, EBM-2
with 5% FCS, or EGM-2 MV. Cell growth over the cleared
area was photographed at 0 and at 24 h incubation time. The
area covered by HMECs at the designated time points was
calculated with Image] and expressed as a percentage com-
pared with 0h time point.

Tube formation assay

Forty-eight-well microplates were coated with 100 pL per
well of Growth Factor Reduced Matrigel (GFR-Matrigel; BD
Biosciences) and incubated for 30 min at 37°C to solidify.
HMECs were resuspended in EGM-2 MV and plated at
3x10* cells/well for 1h at 37°C. Medium was then aspirated
without disrupting the adherent cells and washed with PBS
once before replenished with CM supplemented with 5%
FCS, EBM-2 with 5% FCS, or EGM-2 MV. After 24h, the
formation of tube-like structures was examined microscopi-
cally. Photographs at x40 magnification were taken of each
well, and the number of rings formed, branch points, and
total length of formed tubes were measured using Image]J
software. All experiments were performed in duplicate. To
assess the mechanisms of tube formation regulated by
ASC™ in this assay, HMECs were assigned to 1 of 5 ex-
perimental groups: (i) positive control (EGM-2-MV); (ii)
ASCM+5% FCS; (iii) ASC™M+5% FCS+VEGF-A neutral-
izing antibody (4 pg/mL); (iv) ASC“M+5% FCS+VEGF-D
neutralizing antibody (8pg/mL); and (v) ASC™M 5%
FCS+VEGF-A neutralizing antibody (4 ng/mL)+VEGF-D
neutralizing antibody (8 pg/mL).

Statistical analysis

All experiments were performed at least 3 times and data
were expressed as mean+SEM. Statistical significance was
determined using either one-way or two-way ANOVA, fol-
lowed by a Bonferroni multiple comparison post hoc test
when appropriate using Prism5 software (GraphPad, La
Jolla, CA). A P value of less than 0.05 was considered to be
statistically significant.

Results
Isolation of MSCs from human tissues

ASCs were isolated from the stromal vascular fraction of
human abdominal adipose tissue with 100% successful cell
isolation rate and formed a monolayer after initial plating on
tissue culture plastic. A consistent isolation procedure with
routine yield of 2 to 4x 10° cells per 100 mL of adipose tissue
processed was achieved. Under microscopic examination,
the adherent cells displayed a fibroblast-like spindle-shaped
morphology that was consistent with previous descrip-
tions of ASCs [2] (Fig. 1). To confirm the purity of ASCs from
the stromal vascular fraction, cells between passages 4 to 6
were examined by flow cytometry for expression of CD
markers and most were found to be positive for CD73, CD90,
and CD105 and negative for CD34 and CD45 [5]. Further-
more, ASCs demonstrated in vitro ability to differentiate
into adipogenic, osteogenic, and chondrogenic lineages (see
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Magnification

ASC

BMSC

DSC

DPC

Supplementary Fig. S1; Supplementary Data are available
online at www liebertonline.com/scd). BMSCs sourced from
Lonza also demonstrated a homogeneous morphology with
a typical fibroblast-like cell shape. Isolation of DSCs and
DPCs as originally described in Jahoda et al. [26] was
achieved with successful isolation rate of 100% and 20% of
explant cultures producing cell outgrowth, respectively.
After 10 days in culture, a yield of ~0.5x10° DSCs was
achieved from the initial microdissection of 12 HFs that
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FIG. 1. Phase-contrast pho-
tomicrographs showing mor-
phological characteristics of
human mesenchymal stem
cells from adipose, bone mar-
row, dermal sheath, and der-
mal papilla (ASCs, BMSCs,
DSCs, and DPCs) (magnifica-
tion x40 and x100). All MSC
populations were cultured
under identical conditions to
avoid variations incurred by
methodology differences.

doubled in number after an additional 10 days in culture
(passage 1). The DPCs displayed a slower proliferation rate
than other MSC populations, yielding 0.5 to 1.5x 10° cells per
12 HFs after 5 weeks of culture (passage 2). As shown in Fig.
1, both DSCs and DPCs displayed a relatively heterogeneous
morphology as compared with ASCs, where both elongated
and polygonal cells were observed. However, flow cytome-
try analysis of CD markers showed that DSCs and DPCs
both express the minimal immunophenotypic criteria as
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recommended by the International Society for Cellular
Therapy; they were positive for CD73, CD90, and CD105,
and negative for CD34 and CD45 [28] (see Supplementary
Fig. S2).

Characterization of paracrine factor secretion
by ASCs, BMSCs, DSCs, and DPCs

To determine which proangiogenic factors were secreted
by the MSCs, cells were grown to 80%-90% confluence
and incubated with serum-free medium for 72h prior to
collection of CM. Media were then analyzed using a broad-
spectrum cytokine antibody array that tested for the presence
of 42 different cytokines and growth factors (see Supple-
mentary Table S1 for detail). The level of each protein de-
tected was expressed relative to the internal control of each
sample, allowing direct semiquantitative comparisons be-
tween each sample. Most of the angiogenic factors tested,
including ANG, VEGF, TGF-B1, and PDGF-BB (see Table 1
for complete list of factors), were detected in the CM of all
MSC populations and the level of protein was found to be
comparable between populations. Furthermore, BMSCs
produced significantly lower levels of the chemotactic factor
growth-related oncogene (GRO) as compared with ASCs,
DSCs, and DPCs, while GRO-o was not detected at all. The
secretion pattern of chemotactic factors, such as monocyte
chemotactic protein (MCP), RANTES, stem cell factor (SCF),
and SDF-1, exhibited variations between batches of CM
within each MSC population. Most of the IL family proteins
were not detected in any cell population; however, all cell
populations secreted relatively high levels of IL-6 and pro-
duced detectable amounts of IL-8 that were comparable be-
tween cell types. Interestingly, leptin, a factor that has been
associated with adipocytes, was not detected in ASCM,
while both DSCs and DPCs secreted significant levels of
leptin protein.

Gene expression of selected paracrine factors
in ASCs, BMSCs, DSCs, and DPCs

A multitude of growth factors play vital roles in regulation
of different aspects of the angiogenesis process and a panel
of candidates had been selected based on their ability to
promote endothelial cell proliferation and migration, in-
cluding VEGF-A, bFGF, NGF, ANG, VEGF-C, VEGF-D, SDF-
1, IGF-1, HGF, and IL-8 [29-31]. Consistent with the cytokine
array data, basal expression of the angiogenic factors VEGF-
A, bFGF, NGF, and ANG was detected in the different
populations of MSCs at comparable levels (Fig. 2A). When
the level of expression for each angiogenic factor was ex-
amined using the average ACt value across all 4 MSC pop-
ulations, ANG expression level was less than bFGF, VEGF-A,
and NGF (see Supplementary Table S2). This result con-
tradicted our cytokine array analysis, where accumulation
of ANG in CM was more prominent than VEGF-A in
general.

All cell populations expressed detectable levels of VEGF-C
and VEGF-D, factors that are critical in lymphangiogenesis
through interaction with the VEGF receptor-3 (Fig. 2B).
While expression of VEGF-C was comparable between all
MSC populations, VEGF-D was expressed abundantly only
in ASCs. Expression of the chemotactic factor SDF-1
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TABLE 1. THE RELATIVE LEVEL OF GROWTH FACTORS
AND CYTOKINES SECRETED FROM MESENCHYMAL
STEM CELL POPULATIONS MEASURED
IN A CYTOKINE ANTIBODY ARRAY

ASCs BMSCs DSCs DPCs

n =6 n =6 n =3 n =3

ENA-78 - - - -
GCSF - - - -
GM-CSF - - - -
GRO?
GRO-a + - + +
1-309 - - - -
IL-1a - - - -
IL-1p - - - -
IL-2 - - - -
IL-3 - - - -
IL-4 - - - -
IL-5 - - - -
IL-6
IL-7 - - - -
IL-8 + + + +
IL-10 - - - -
IL-12 p40p70 - - - -
IL-13 - - - -
IL-15 - - - -
IFN-y - - - -
MCP-1
MCP-2
MCP-3
MCSF
MDC
MIG
MIP-18
RANTES
SCF
SDF-1
TARC
TGF-B1
TNEF-o - + - -
TNE-B B - - -
EGF - - - -
IGF-1 - - - -
Angiogenin
Oncostatin M - - B -
Thrombopoietin -
VEGF +
PDGF-BB -
Leptin® -

+
+

I+ +

Lo
I+ + +
I+ + +

I+ 4+ o+
L+
L+ 4+ o+
L+ 4+ o+

+ 1+ |

Conditioned medium collected at the end of a 72-h incubation
period was concentrated 50 times. Human cytokine antibody array G
series 3 was used to measure and compare the amount of growth
factors and cytokines released by ASCs, MSCs, DSCs, and DPCs.
Median intensity of each growth factor or cytokine was expressed as
the relative ratio of median internal positive control. Results from 6
(ASCs and BMSCs) and 3 (DSCs and DPCs) independent cultures are
shown for each cell population.

?P<0.05 one-way ANOVA between cell populations.

—, mean values<0.05;+, 0.05<mean value<0.5;+ +, 0.5<mean
value<1.0;+ + +, mean value>1.0; MSCs, mesenchymal stem cells;
ASCs, MSCs derived from adipose tissue; DSCs, dermal sheath cells;
IGF-1, insulin-like growth factor-1; VEGF, vascular endothelial
growth factor; IL, interleukin; SDF-1, stromal-derived factor-1; GRO,
growth-related oncogene; MCP-1, monocyte chemotactic protein; SCF,
stem cell factor; TNF, tumor necrosis factor; DPCs, dermal papilla
cells; PDGF-BB, platelet-derived growth factor-BB; TGF-B1, transform-
ing growth factor-f1.
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FIG. 2. Gene expression of selected paracrine factors in
MSC populations. Expression of angiogenic factor mRNAs
was comparable between cell populations (A), while ex-
pression of the lymphangiogenic factor vascular endothelial
growth factor-D (VEGEF-D) was significantly higher in ASCs
(B). Stromal-derived factor-1 (SDF-1) expression was com-
parable in all MSC populations while interleukin-8 (IL-8) was
expressed highest in ASCs (C). Expression level of cytopro-
tective factors, hepatocyte growth factor (HGF), tended to be
higher in ASCs and BMSCs, and IGF-1, insulin-like growth
factor-1 (IGF-1), expression level was highest in ASCs (D).
Values are mean+SEM of n=4-6. *P<0.05, *P<0.01, and
***P <0.001 versus ASCs.
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measured at basal conditions was found to be inconsistent
between batches of a cell type, supporting the results ob-
tained in the cytokine arrays (Fig. 2C). ASCs expressed the
highest levels of IL-8 whereas expression was almost unde-
tectable in other cell populations (Fig. 2C). HGF and IGF-1
are known to be both angiogenic and cytoprotective. Inter-
estingly, expression of IGF-1 was significantly higher in
ASCs than the other MSC populations, while expression of
HGF tended to be higher in both ASCs and BMSCs com-
pared with DSCs and DPCs (Fig. 2D).

MSC-CM promotes angiogenesis of HMECs in vitro

To investigate the bioactivity of MSC-derived factors on
HMECs in vitro, CM was generated under serum-free con-
ditions in EBM-2 from each MSC population. In a prolifer-
ation assay, HMECs cultured in ASC*M showed a trend to
increase proliferation rate that was almost comparable with
the positive control group (ASC™ 1.63+0.30 vs. positive
control 2.12+0.45; n=4, P>0.05) while HMECs cultured in
BMSC™M, DSC™™, and DPC™M did not proliferate any more
than the cells in negative control (BMSCCM 1.04+0.45,
DSC™ 0.77+0.48, DPC*™ 0.86+0.42 vs. negative control
0.90+0.02; n=4, P<0.05) (Fig. 3).

To examine the ability of MSC-CM to promote migration
of HMECs in a 2-dimensional culture, a wound-healing as-
say was used. HMECs cultured in EGM-2 MV medium
(positive control) significantly healed to 63.2% +8.4% while
negative control only healed to 12.8%+6.0% of the area (Fig.
4). The CM from each MSC population induced a moderate
effect on repopulating the gap compared with the controls,
and they were comparable between 4 MSC populations
(ASC™M=36.9%+6.7%, DSC™M=35.9%+7.0%, BMSCM=
31.1% *6.0%, and DPC™M 24.3%+6.2%; n=6, P=0.51).

To investigate the paracrine effect of MSCs to induce
formation of vascular networks in a 2-dimensional HMEC
culture, cells seeded on GFR Matrigel®—c0ated wells were
cultured in MSC-CM. Formation of HMEC tubes was then
assessed by counting the complete rings formed, frequency
of branching points with HMECs adjoining from at least 3
directions (branch points), and total length of networks
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O 05+
3
(3]
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FIG. 3. Effect of MSC-conditioned medium (CM) on hu-
man microvascular endothelial cell proliferation. CM derived
from MSC populations showed comparable effects on pro-
liferation of human microvascular endothelial cells (HMECs)
in vitro (P=0.49). Pos ctrl, positive control; Neg ctrl, negative
control.
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FIG. 4. Paracrine activity of various MSC populations showed similar efficacy at promoting migration and proliferation of
HMECs to recover the unpopulated area in the wound-healing assay (P=0.51). HMECs cultured in endothelial growth
medium-2 MV (Pos ctrl) recovered the area at a significantly higher percentage as compared with cells cultured in endothelial
basal media-2 +5% fetal calf serum (Neg ctrl). CM derived from all MSC populations induced an intermediate re-coverage of
the “wound,” ranging from 24% to 36%. Magnification x40. Pos ctrl, positive control; Neg ctrl, negative control.

formed (Fig. 5). HMECs grown in EBM-2 only (negative
control) did not form tubular structures, whereas HMECs
grown in EGM-2 MV (positive control) formed tubules,
branches, and rings. ASC™, BMSC™™, and DSC™ were
able to stimulate the formation of HMEC tubular networks
and sustained the structure for at least 24 h at a comparable
level to that observed in a positive control. However, DPCM

was not as efficient as the CM harvested from other MSC
populations and was assessed to be significantly less efficient
than ASC™™ in supporting the tube-like structures of
HMECs as determined by the number of branch points
(319+14 vs. 12.0£3.5 n=4, P=0.03), rings formed
(16.8+2.6 vs. 4.5+2.4; n=4, P=0.03), and total tube length
(in pixels; 16460 £938 vs. 7151+1827; n=4, P=0.01).
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FIG. 5. CM derived from MSC populations was able to support the formation of tubular structures in HMECs, which was
not evident in the negative control (A). ASC™M exhibited a comparable ability at supporting vascular network formation as

positive control in terms of loops formed (B) and branch points (C) and total length of tubular network (D). AS

CM was also

significantly more efficient than DPC™ at supporting the tube formation of HMECs in vitro (*P<0.05, **P<0.01). Magni-

fication x40. Pos ctrl, positive control.

The proangiogenic effect of ASC°M was abolished
in the presence of VEGF-A and VEGF-D
neutralizing antibodies

To determine whether VEGF-A and VEGF-D were the
responsible paracrine factors contributing to the proangio-
genic effect of ASCM HMECs were cultured in ASCM with
or without neutralizing antibodies against VEGF-A and
VEGE-D. The tube formation assay was employed as ASC™
elicited the strongest response on HMEC tubulogenesis ra-
ther than HMEC proliferation and migration assays. In the
presence of VEGF-A, VEGF-D, or both neutralizing anti-
bodies, the effect of ASC™™ HMEC tube formation was sig-
nificantly reduced (Fig. 6) as evidenced by fewer rings
formed (67.1%+£2.1%, 76.9%+1.0%, and 58.9%*3.6%, re-

spectively; P<0.05 vs. ASC™M, n=23) and reduced total tube
length (87.3%+2.0%, 89.4%+0.9%, and 82.2%*1.9%, re-
spectively; P<0.05 vs. ASC™, n=3). A significant reduction
in number of branch points was only observed when both
neutralizing antibodies were included as compared with
ASC™ group (71.1%+6.8%; P<0.05 vs. ASC™, n=3).

Discussion

We performed a comparative analysis of paracrine factor
profiles derived from MSCs of various tissue origins. To our
knowledge, this study is the first to directly compare the
basal paracrine factor profile of 4 different human MSC
populations isolated from different sites: adipose tissue, bone
marrow, and different parts of the HF (dermal sheath and
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FIG. 6. ASCM supported the formation of tubular struc-
tures in HMECs as determined by the number of rings
formed (A), branch points (B), and total tube length (C) at
24h. In the presence of vascular endothelial growth factor-A
(VEGF-A), VEGEF-D, or both VEGF-A and VEGF-D neutral-
izing antibodies, the effect of ASC*M on HMECs was abol-
ished with significantly less complete rings and shorter tube
length (*P<0.05 vs. ASC™ only, #P<0.05 vs. ASC™+
neutralizing VEGF-D antibody). Open bar, ASC™ only;
closed bar, ASCCM+neutralizing antibodies.

dermal papilla). To confirm their paracrine activity, MSC-
derived factors were tested and compared for their activities
in angiogenesis bioassays in vitro. We also showed that
VEGF-A and VEGF-D contribute to the proangiogenic
paracrine effect of ASCs. From this data we find that ASCs
may be among the most suitable MSC populations for re-
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generative applications that require angiogenesis, such as
tissue engineering.

Cytokine antibody array was used to screen for potential
factors critical for angiogenesis that were secreted into the
CM. Although not offering absolute quantification of each
growth factor (as compared with other methods such as
enzyme-linked immunosorbent assays), the assay permitted
relative comparison of protein levels between samples using
internal positive control as reference and provides simulta-
neous information on multiple factors. When examining one
of the major players in angiogenesis, VEGF-A, we observed a
protein level in the CM that was similar between all MSC
populations, a result confirmed by mRNA expression. Our
observation is supported by data reported by Kim et al. [25],
but is opposed to the studies from Peng et al. [32] and Ike-
game et al. [24], where higher expression of VEGF-A was
detected in BMSCs than ASCs in the prior study and con-
versely in the latter. Thus individual ASC populations may
need to be assessed before their suitability is ensured. The
discrepancy interpreted from various studies may be due to
different isolation procedures and culturing methods em-
ployed as well as the absence of standardized detection
methods utilized to identify different MSC populations.
ASCs continue to be described as a heterogeneous popula-
tion, varying from other MSCs [28] in that they do express
CD34 [33], and with some cell surface markers also varying
at different passage numbers [33].

Expression of several other growth factors was analyzed
in this study because of their profound effect on angiogen-
esis, including ANG, bFGF, and NGF, which were found to
be comparable between all MSC populations. Taken together
with the VEGF data it was surprising that there was not
comparable angiogenic activity between the MSC popula-
tions, as evidenced by the differences in tube formation assay
between ASCs and DPCs. One explanation for the observed
result may be the presence of other angiogenic factors whose
expression we did not examine, such as angiopoietins, since
the cytokine array employed in this study for the analysis of
the CM could not identify all paracrine factors. Other plau-
sible explanation for the differences observed may be the
relative concentrations of paracrine factors as well as their
multifaceted roles in biological processes apart from angio-
genesis, such as deposition of extracellular matrix, cell ad-
hesion, proliferation, and apoptosis. For example, presence
of VEGF-A is essential for maintenance of cardiac function
[34] whereas bFGF is a critical component of human em-
bryonic stem cell culture medium as it maintains the cells in
an undifferentiated state through mechanisms yet to be de-
fined [35]. Similarly in addition to its angiogenic role, NGF is
capable of activating the phosphatidylinositol-3-kinase [36]
pathway that regulates both angiogenesis and cell survival
[37]. Whether these factors contribute to the beneficial effects
observed through mechanisms other than direct action on
HMECs for promotion of angiogenesis remains to be deter-
mined. Lastly, the paracrine activity of MSCs to support the
vasculature has been described in various studies yet none
could be certain as which were the responsible factors. For
example, overexpression of VEGF-A and HGF in MSCs
demonstrated great potential in repair of the heart post-
infarction [31], but gene delivery of VEGF-A to myocardium
resulted in adverse effects [38]. This may indicate a unique
role of supportive cell therapy using MSCs, where the
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regulated production of various paracrine factors works
synergistically to produce the outcome and its effect cannot
be replaced by single growth factor treatment. Therefore, the
superiority of ASC™ we observed in the tube formation
assay, despite similar expression profile of angiogenic fac-
tors examined, is likely to result from a combination of
factors produced at specific concentrations that act directly
or indirectly on vessel formation in this assay. A complete
quantitative proteomic analysis of CM produced by MSC
populations may offer more comprehensive information
on the paracrine factors present, including factors acting
on vessel stability, maturation, and regression such as
angiopoietin-1/-2 (Agpt-1/-2) and plasminogen activator
inhibitor-1 (PAI-1).

In vitro bioassays revealed similar effects of MSC para-
crine activity from adipose-, bone marrow—, and dermis-
derived MSCs at promoting the proliferation and migration
of HMECs, which maybe explained by similarity in expres-
sion of angiogenic factors VEGF-A, bFGF, ANG, and NGF
between these different MSC populations. However, ASC™
seemed to be more effective than DPC™ at tubulogenesis in
the tube formation assay. This observation suggests differ-
ences in factors that are responsible for vessel stabilization,
such as angiopoietin-1/-2 (Agpt-1/-2) [39] and PAI-1 [40],
whose expression levels were not examined in the current
study. Indeed, it was shown in the work by Ikegame et al.
that ASCs and BMSCs produce comparable levels of Agpt-1
in vitro [24]. Additionally, researchers have demonstrated
that MSCs overexpressing Agpt-1 were able to reduce
pulmonary vascular endothelial permeability in a murine
lipopolysaccharide-induced lung injury [41], as well as im-
proving arteriogenesis in a porcine model of chronic myo-
cardial ischemia [42]. For the current study, expression of
Agpt-1 and PAI-1 among MSC populations and their role in
formation of tube-like structure of HMECs in vitro remains
to be verified and the possibility of other factors beyond
these two also needs to be investigated.

In addition to VEGF, bFGF, ANG, and NGF, the expres-
sion of lymphangiogenic factors VEGF-C and VEGF-D was
also detected in all MSC populations. The role of MSCs in
lymphangiogenesis has been previously examined [43] and
has attracted interest as a source of cells for treatment of
lymphangiogenic disorders as well as attenuation of existing
lymphangiogenic networks. Local administration of BMSCs
on a weekly basis restores the lymphatic drainage in the
mouse tail [43]. Implantation of ASCs in a gelatin hydrogel
containing VEGF-C to the hindlimb footpad also reduced
dermal edema depth in 4 weeks [44]. Furthermore, ASCs
injected in hindlimb footpad differentiated into lymphatic
endothelial cells [44]. In this study we examined the basal
expression level of VEGF-C and VEGEF-D, factors known to
play a role in lymphangiogenesis [45]. VEGF-C was ex-
pressed comparably between different MSC populations, but
the expression of VEGF-D was significantly higher in ASCs.
It is thought that VEGF-C represents the major lym-
phangiogenic factor and VEGF-D is dispensable during
embryonic development of lymphangiogenesis [46]. How-
ever, VEGF-D has also been shown to induce the strongest
angiogenesis and lymphangiogenesis among all VEGFs
when delivered into skeletal muscle via adenovirus [47].
While the implication of higher expression level of VEGF-D
in ASCs compared with other MSC populations, as reported
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here, is unknown, it has previously been demonstrated that
the expression of VEGF-D can be upregulated by hypoxia in
BMSCs [48]. It remains to be determined whether the same
response can be induced in ASCs.

The proangiogenic effect of ASC“™ on in vitro HMEC tube
formation was significantly attenuated in the presence of
VEGF-A and VEGF-D neutralizing antibodies, indicating a
paracrine effect involving both factors. However, no syner-
gistic effect was observed when both neutralizing antibodies
were incorporated in the study. While both factors are
known to be potent angiogenic factors activating the VEGF
receptor-2 (VEGFR-2) [49,50], they induce differential acti-
vation upon binding to the receptor [50]. It was shown that
VEGF-A induces stronger and more effective activation of
phospholipase C-y tyrosine phosphorylation compared with
VEGE-D but the response induced by VEGF-D is more sus-
tained and becomes as effective as VEGF-A after 60 min.
Indeed, addition of VEGF-A or VEGF-D neutralizing anti-
body to ASC™ resulted in comparable inhibition of tube-
like structure formation that was measured at 24 h. Despite
the similar effects observed in vitro, VEGF-D-stimulated
angiogenesis was less effective than VEGF-A in an in vivo
mouse model of angiogenesis with sponge implantation,
emphasizing the influence of multiple biological factors
within the microenvironment [51]. Further investigation on
the VEGF receptor signaling pathway pattern, especially
activation of VEGFR-2, would provide more information on
the signaling cascade induced by the paracrine factors.

When screening for the factors that most significantly
differed in expression between MSC populations, we were
surprised to find leptin to be produced significantly more by
DPCs and DSCs, while BMSCs and ASCs secreted minimal
or undetectable level of leptin, respectively. This finding
supports the hypothesis that MSCs of different origin may
exhibit similar expression of CD markers or differentiation
ability, but they may still possess characteristics that are
unique to their tissue of origin [23]. Leptin is a major dif-
ferentiation marker of preadipocytes that plays a crucial role
in regulation of metabolism and is strongly associated with
adipose tissues [52-54]. Despite its obvious role in adipose
biology, production of leptin was not detectable in ASCM,
and the observation was consistent with the original char-
acterization of ASCs by Zuk et al. [2], where leptin expres-
sion was detected specifically in processed lipoaspirate
postadipogenic-induction. The absence of leptin in ASC™™
suggests that that paracrine activity of ASCs changes once
they become committed in a specific differentiation lineage
as they acquire different patterns of paracrine factor to ac-
commodate the change in cellular biology (unpublished
data). On the contrary, leptin was found in high levels in
both dermal follicular cell populations, which was also ob-
served by Iguchi and colleagues [55]. This result correlated
well with the role of leptin in various aspects of skin biology,
where it has been demonstrated to participate in HF mor-
phogenesis [56,57] and regulation of the hair cycle [58,59].
Furthermore, it plays a fundamental role in normal wound
healing, potentially through its ability to induce neovascu-
larization during tissue repair [60,61]. The observation of
varied leptin expression between different MSC populations
highlighted the potential impact of different paracrine factors
when choosing a specific MSC population for a particular
desired outcome.
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Analysis of factors secreted in the CM from these MSC
populations revealed very low or almost undetectable levels
of inflammatory factors, apart from IL-6 and IL-8 that were
both detected at comparably higher levels. IL-6 acts as an
antiinflammatory cytokine through mediating an inhibitory
effect on tumor necrosis factor (TNF)-o and IL-1 [62]. On the
other hand, IL-8 has been identified as a key parameter in
localized inflammation through regulating neutrophil infil-
tration and activation [63]. During the course of tissue en-
gineering in vivo, which has been suggested as one of many
applications for MSCs [64-68], escalation of inflammatory
responses caused by foreign materials can be detrimental to
the outcome. Inflammatory factors, namely the ILs and TNF,
may initiate the inflammation cascade through autocrine or/
and paracrine mechanisms and generate a hostile environ-
ment within the niche. Therefore an appropriate choice of
cell type for tissue engineering should prevent an excessive
inflammatory response, although recent data have suggested
a link between inflammation and angiogenesis [69]. In cor-
relation with the hypothesized association of angiogenesis
with inflammatory response, IL-8 has demonstrated an an-
giogenic property in the rat cornea model where human
recombinant IL-8-containing hydroxyethyl-methacrylate in-
duced vessel formation [70]. Furthermore, it was found that
myocardial production of IL-8 and GRO was increased in
acute ischemia of rat heart, causing homing of bone marrow
CD34™" angioblasts that lead to myocardial neovasculariza-
tion and functional cardiac recovery [71]. It is difficult to
conclude whether the level of IL-6 and IL-8 detected in the
cytokine array would be pathophysiologically important
in vivo, but if their expression can be managed spatially and
timely in a precise fashion, the presence of these ILs could
contribute greatly to the process of angiogenesis.

Conclusion

While the potential of embryonic or induced pluripotent
stem cells for tissue repair and tissue engineering has gained
much interest in the last decade, the use of adult stem cells
such as MSCs continues to be explored in this context. As the
use of embryonic stem cells creates ethical controversies and
induced pluripotent cells invoke the challenge of balancing
between safety and efficacy because of gene insertion. On the
other hand, MSC populations have been well characterized
with great potential for paracrine-mediated benefits in vari-
ous stem cell therapies, including angiogenesis and cyto-
protection. In this study we compared the paracrine factor
profile of 4 different MSC populations in order to determine
the most suitable population for tissue engineering. We have
demonstrated that MSCs arising from different tissue niches
have unique paracrine factor profiles and such variation may
contribute to different angiogenic activity of their CM. Of all
MSC populations examined, ASCs represent an attractive
cell type for promoting angiogenesis in tissue engineering—
like applications. First, the source of adipose tissues is easily
accessible and the cell population can be isolated successfully
in relatively large quantity and expanded rapidly in vitro as
compared with BMSCs and the dermal MSCs. Second, ASCs
express a broad range of paracrine factors that are known to
be angiogenic and exhibited an ability to promote angio-
genesis in vitro through the secretion of VEGF-A and VEGF-
D. In conclusion, ASCs maybe preferred over other MSC
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populations for specific benefits in terms of vascular support
in various applications.

Acknowledgments

The authors would like to acknowledge support from the
National Health and Medical Research Council for project
grant (No. 509271), scholarship to S.H. (No. 567152) and A.A.
(No. 567168), and fellowship to G.D. (No. 1003113). R.S.
would like to acknowledge the support of Skin & Cancer
Foundation of Victoria. The O’Brien Institute acknowledges
the support of JO and JR Wicking Trust, Cass Foundation
and Victorian State Government’s Department of Innovation,
Industry and Regional Development’s Operational Infra-
structure Support Program. We thank Mr. Keith Mutimer
and Dr. Russel Knudsen for providing specimens. The au-
thors would also like to acknowledge Dr. Keren Abberton for
her critical review of the manuscript.

Author Disclosure Statement

No competing financial interest exists.

References

1. Johnston IA. (1982). Capillarisation, oxygen diffusion dis-
tances and mitochondrial content of carp muscles following
acclimation to summer and winter temperatures. Cell Tissue
Res 222:325-337.

2. Zuk PA, M Zhu, P Ashjian, DA De Ugarte, ]I Huang, H
Mizuno, ZC Alfonso, JK Fraser, P Benhaim and MH He-
drick. (2002). Human adipose tissue is a source of multi-
potent stem cells. Mol Biol Cell 13:4279-4295.

3. Haynesworth SE, ] Goshima, VM Goldberg and Al Caplan.
(1992). Characterization of cells with osteogenic potential
from human marrow. Bone 13:81-88.

4. Yoo JU, TS Barthel, K Nishimura, L Solchaga, AI Caplan,
VM Goldberg and B Johnstone. (1998). The chondrogenic
potential of human bone-marrow-derived mesenchymal
progenitor cells. ] Bone Joint Surg Am 80:1745-1757.

5. Choi YS, GJ Dusting, S Stubbs, S Arunothayaraj, XL Han, P
Collas, WA Morrison and R] Dilley. (2010). Differentiation of
human adipose-derived stem cells into beating cardiomyo-
cytes. ] Cell Mol Med 14:878-889.

6. Narita Y, A Yamawaki, H Kagami, M Ueda and Y Ueda.
(2008). Effects of transforming growth factor-beta 1 and
ascorbic acid on differentiation of human bone-marrow-
derived mesenchymal stem cells into smooth muscle cell
lineage. Cell Tissue Res 333:449-459.

7. Studeny M, FC Marini, JL Dembinski, C Zompetta, M
Cabreira-Hansen, BN Bekele, RE Champlin and M Andreeff.
(2004). Mesenchymal stem cells: potential precursors for
tumor stroma and targeted-delivery vehicles for anticancer
agents. ] Natl Cancer Inst 96:1593-1603.

8. Wang Q, B Sun, D Wang, Y Ji, Q Kong, G Wang, ] Wang, W
Zhao, L Jin and H Li. (2008). Murine bone marrow mesen-
chymal stem cells cause mature dendritic cells to promote T-
cell tolerance. Scand ] Immunol 68:607-615.

9. Kofidis T, JL de Bruin, T Yamane, M Tanaka, DR Lebl, R]
Swijnenburg, IL Weissman and RC Robbins. (2005). Stimu-
lation of paracrine pathways with growth factors enhances
embryonic stem cell engraftment and host-specific differen-
tiation in the heart after ischemic myocardial injury. Circu-
lation 111:2486-2493.



COMPARISON OF MSC PARACRINE PROFILES

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Li L, S Zhang, Y Zhang, B Yu, Y Xu and Z Guan. (2009).
Paracrine action mediate the antifibrotic effect of trans-
planted mesenchymal stem cells in a rat model of global
heart failure. Mol Biol Rep 36:725-731.

Shabbir A, D Zisa, H Lin, M Mastri, G Roloff, G Suzuki and
T Lee. (2010). Activation of host tissue trophic factors
through JAK-STAT3 signaling: a mechanism of mesenchy-
mal stem cell-mediated cardiac repair. Am ] Physiol Heart
Circ Physiol 299:H1428- H1438.

Kinnaird T, E Stabile, MS Burnett, CW Lee, S Barr, S Fuchs
and SE Epstein. (2004). Marrow-derived stromal cells ex-
press genes encoding a broad spectrum of arteriogenic cy-
tokines and promote in vitro and in vivo arteriogenesis
through paracrine mechanisms. Circ Res 94:678-685.
Hoffmann J, AJ Glassford, TC Doyle, RC Robbins, S
Schrepfer and MP Pelletier. (2010). Angiogenic effects de-
spite limited cell survival of bone marrow-derived mesen-
chymal stem cells under ischemia. Thorac Cardiovasc Surg
58:136-142.

Nguyen BK, S Maltais, LP Perrault, JF Tanguay, JC Tardif,
LM Stevens, M Borie, F Harel, S Mansour and N Noiseux.
(2010). Improved function and myocardial repair of in-
farcted heart by intracoronary injection of mesenchymal
stem cell-derived growth factors. ] Cardiovasc Transl Res
3:547-558.

Caplan Al (1991). Mesenchymal stem cells. ] Orthop Res
9:641-650.

Pittenger MF, AM Mackay, SC Beck, RK Jaiswal, R Douglas,
JD Mosca, MA Moorman, DW Simonetti, S Craig and DR
Marshak. (1999). Multilineage potential of adult human
mesenchymal stem cells. Science 284:143-147.

Zhang X, M Hirai, S Cantero, R Ciubotariu, L Dobrila, A
Hirsh, K Igura, H Satoh, I Yokomi, et al. (2011). Isolation and
characterization of mesenchymal stem cells from human
umbilical cord blood: reevaluation of critical factors for
successful isolation and high ability to proliferate and dif-
ferentiate to chondrocytes as compared to mesenchymal
stem cells from bone marrow and adipose tissue. ] Cell
Biochem 112:1206-1218.

Jahoda CA and RF Oliver. (1984). Vibrissa dermal papilla
cell aggregative behaviour in vivo and in vitro. ] Embryol
Exp Morphol 79:211-224.

Wagner W, F Wein, A Seckinger, M Frankhauser, U
Wirkner, U Krause, ] Blake, C Schwager, V Eckstein, W
Ansorge and AD Ho. (2005). Comparative characteristics
of mesenchymal stem cells from human bone marrow,
adipose tissue, and umbilical cord blood. Exp Hematol
33:1402-1416.

Niemeyer P, M Kornacker, A Mehlhorn, A Seckinger, |
Vohrer, H Schmal, P Kasten, V Eckstein, NP Sudkamp and
U Krause. (2007). Comparison of immunological properties
of bone marrow stromal cells and adipose tissue-derived
stem cells before and after osteogenic differentiation in vitro.
Tissue Eng 13:111-121.

Puissant B, C Barreau, P Bourin, C Clavel, ] Corre, C Bous-
quet, C Taureau, B Cousin, M Abbal, et al. (2005). Im-
munomodulatory effect of human adipose tissue-derived
adult stem cells: comparison with bone marrow mesenchy-
mal stem cells. Br ] Haematol 129:118-129.

Liu TM, M Martina, DW Hutmacher, JH Hui, EH Lee and B
Lim. (2007). Identification of common pathways mediating
differentiation of bone marrow- and adipose tissue-derived
human mesenchymal stem cells into three mesenchymal
lineages. Stem Cells 25:750-760.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

2201

Niemeyer P, K Fechner, S Milz, W Richter, NP Suedkamp,
AT Mehlhorn, S Pearce and P Kasten. (2010). Comparison of
mesenchymal stem cells from bone marrow and adipose
tissue for bone regeneration in a critical size defect of the
sheep tibia and the influence of platelet-rich plasma. Bio-
materials 31:3572-3579.

Ikegame Y, K Yamashita, SI Hayashi, H Mizuno, M Tawada,
F You, K Yamada, Y Tanaka, Y Egashira, et al. (2011). Com-
parison of mesenchymal stem cells from adipose tissue and
bone marrow for ischemic stroke therapy. Cytotherapy 13:13.
Kim Y, H Kim, H Cho, Y Bae, K Suh and ] Jung. (2007).
Direct comparison of human mesenchymal stem cells de-
rived from adipose tissues and bone marrow in mediating
neovascularization in response to vascular ischemia. Cell
Physiol Biochem 20:867-876.

Jahoda C and RF Oliver. (1981). The growth of vibrissa
dermal papilla cells in vitro. Br ] Dermatol 105:623-627.
Magerl M, S Kauser, R Paus and DJ Tobin. (2002). Simple
and rapid method to isolate and culture follicular papillae
from human scalp hair follicles. Exp Dermatol 11:381-385.
Dominici M, K Le Blanc, I Mueller, I Slaper-Cortenbach, F
Marini, D Krause, R Deans, A Keating, D Prockop and E
Horwitz. (2006). Minimal criteria for defining multipotent
mesenchymal stromal cells. The International Society for
Cellular Therapy position statement. Cytotherapy 8:315-317.
Cheung CY. (1997). Vascular endothelial growth factor:
possible role in fetal development and placental function. J
Soc Gynecol Investig 4:169-177.

Ishizawa K, H Kubo, M Yamada, S Kobayashi, T Suzuki, S
Mizuno, T Nakamura and H Sasaki. (2004). Hepatocyte
growth factor induces angiogenesis in injured lungs through
mobilizing endothelial progenitor cells. Biochem Biophys
Res Commun 324:276-280.

Deuse T, C Peter, PW Fedak, T Doyle, H Reichenspurner,
WH Zimmermann, T Eschenhagen, W Stein, JC Wu, RC
Robbins and S Schrepfer. (2009). Hepatocyte growth factor
or vascular endothelial growth factor gene transfer maxi-
mizes mesenchymal stem cell-based myocardial salvage af-
ter acute myocardial infarction. Circulation 120:5247-5254.
Peng L, Z Jia, X Yin, X Zhang, Y Liu, P Chen, K Ma and C
Zhou. (2008). Comparative analysis of mesenchymal stem
cells from bone marrow, cartilage, and adipose tissue. Stem
Cells Dev 17:761-773.

Maumus M, Peyrafitte J-A, D’Angelo R, Fournier-Wirth C,
Bouloumie A, Casteilla L, Sengene C and Bourin P. (2011).
Native human adipose stromal cells: localization, morphol-
ogy and phenotype. Int ] Obesity 35:1141-1153.

Giordano FJ, HP Gerber, SP Williams, N VanBruggen, S
Bunting, P Ruiz-Lozano, Y Gu, AK Nath, Y Huang, et al.
(2001). A cardiac myocyte vascular endothelial growth fac-
tor paracrine pathway is required to maintain cardiac
function. Proc Natl Acad Sci U S A 98:5780-5785.

LiuY, Z Song, Y Zhao, H Qin, ] Cai, H Zhang, T Yu, S Jiang,
G Wang, M Ding and H Deng. (2006). A novel chemical-
defined medium with bFGF and N2B27 supplements sup-
ports undifferentiated growth in human embryonic stem
cells. Biochem Biophys Res Commun 346:131-139.

Song EJ and YS Yoo. (2011). Nerve growth factor-induced
neurite outgrowth is potentiated by stabilization of TrkA
receptors. BMB Rep 44:182-186.

Freeman RS, RL Burch, RJ Crowder, D] Lomb, MC Schoell,
JA Straub and L Xie. (2004). NGF deprivation-induced gene
expression: after ten years, where do we stand? Prog Brain
Res 146:111-126.



2202

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Lee R], ML Springer, WE Blanco-Bose, R Shaw, PC Ursell
and HM Blau. (2000). VEGF gene delivery to myocardium:
deleterious effects of unregulated expression. Circulation
102:898-901.

Thurston G. (2003). Role of angiopoietins and Tie receptor
tyrosine kinases in angiogenesis and lymphangiogenesis.
Cell Tissue Res 314:61-68.

Preissner KT, ] Grulich-Henn, HJ Ehrlich, P Declerck, C
Justus, D Collen, H Pannekoek and G Muller-Berghaus.
(1990). Structural requirements for the extracellular interac-
tion of plasminogen activator inhibitor 1 with endothelial
cell matrix-associated vitronectin. J Biol Chem 265:18490-
18498.

Xu J, J Qu, L Cao, Y Sai, C Chen, L He and L Yu. (2008).
Mesenchymal stem cell-based angiopoietin-1 gene therapy
for acute lung injury induced by lipopolysaccharide in mice.
J Pathol 214:472-481.

Chen SL, CC Zhu, YQ Liu, L] Tang, L Yi, B] Yu and DJ
Wang. (2009). Mesenchymal stem cells genetically modified
with the angiopoietin-1 gene enhanced arteriogenesis in a
porcine model of chronic myocardial ischaemia. | Int Med
Res 37:68-78.

Conrad C, H Niess, R Huss, S Huber, I von Luettichau, PJ
Nelson, HC Ott, KW Jauch and CJ Bruns. (2009). Multipotent
mesenchymal stem cells acquire a lymphendothelial phe-
notype and enhance lymphatic regeneration in vivo. Circu-
lation 119:281-289.

Hwang JH, IG Kim, JY Lee, S Piao, DS Lee, TS Lee and JC
Ra. (2011). Therapeutic lymphangiogenesis using stem cell
and VEGF-C hydrogel. Biomaterials 32:4415-4423.
Veikkola T, L Jussila, T Makinen, T Karpanen, M Jeltsch, TV
Petrova, H Kubo, G Thurston, DM McDonald, et al. (2001).
Signalling via vascular endothelial growth factor receptor-3
is sufficient for lymphangiogenesis in transgenic mice.
EMBO ] 20:1223-1231.

Baldwin ME, MM Halford, S Roufail, RA Williams, ML
Hibbs, D Grail, H Kubo, SA Stacker and MG Achen. (2005).
Vascular endothelial growth factor D is dispensable for de-
velopment of the lymphatic system. Mol Cell Biol 25:2441—
2449.

Rissanen TT, JE Markkanen, M Gruchala, T Heikura, A
Puranen, MI Kettunen, I Kholova, RA Kauppinen, MG
Achen, et al. (2003). VEGF-D is the strongest angiogenic
and lymphangiogenic effector among VEGFs delivered
into skeletal muscle via adenoviruses. Circ Res 92:1098—
1106.

Ohnishi S, T Yasuda, S Kitamura and N Nagaya. (2007).
Effect of hypoxia on gene expression of bone marrow-
derived mesenchymal stem cells and mononuclear cells.
Stem Cells 25:1166-1177.

Ferrara N, K Carver-Moore, H Chen, M Dowd, L Lu, KS
O’Shea, L Powell-Braxton, KJ Hillan and MW Moore. (1996).
Heterozygous embryonic lethality induced by targeted in-
activation of the VEGF gene. Nature 380:439—-442.

Achen MG, M Jeltsch, E Kukk, T Makinen, A Vitali, AF
Wilks, K Alitalo and SA Stacker. (1998). Vascular endothelial
growth factor D (VEGF-D) is a ligand for the tyrosine ki-
nases VEGF receptor 2 (Flk1) and VEGF receptor 3 (Flt4).
Proc Natl Acad Sci U S A 95:548-553.

Jia H, A Bagherzadeh, R Bicknell, MR Duchen, D Liu and I
Zachary. (2004). Vascular endothelial growth factor (VEGF)-
D and VEGF-A differentially regulate KDR-mediated sig-
naling and biological function in vascular endothelial cells. ]
Biol Chem 279:36148-36157.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

HSIAO ET AL.

Vicennati V, A Vottero, C Friedman and DA Papanicolaou.
(2002). Hormonal regulation of interleukin-6 production in
human adipocytes. Int ] Obes Relat Metab Disord 26:905-
911.

Qian H, G] Hausman, MM Compton, M] Azain, DL Hartzell
and CA Baile. (1998). Leptin regulation of peroxisome pro-
liferator-activated receptor-gamma, tumor necrosis factor,
and uncoupling protein-2 expression in adipose tissues.
Biochem Biophys Res Commun 246:660-667.

Mitchell SE, WD Rees, L] Hardie, N Hoggard, M Tadayyon,
JR Arch and P Trayhurn. (1997). ob gene expression and
secretion of leptin following differentiation of rat pre-
adipocytes to adipocytes in primary culture. Biochem Bio-
phys Res Commun 230:360-364.

Iguchi M, S Aiba, Y Yoshino and H Tagami. (2001). Human
follicular papilla cells carry out nonadipose tissue produc-
tion of leptin. J Invest Dermatol 117:1349-1356.

Hoggard N, L Hunter, JS Duncan, LM Williams, P Trayhurn
and JG Mercer. (1997). Leptin and leptin receptor mRNA
and protein expression in the murine fetus and placenta.
Proc Natl Acad Sci U S A 94:11073-11078.

Chen SC, J] Cunningham and R] Smeyne. (2000). Expression
of OB receptor splice variants during prenatal development
of the mouse. ] Recept Signal Transduct Res 20:87-103.
Sumikawa Y, T Nakajima, S Inui and S Itami. (2008). Leptin
is a paracrine regulator of hair cycle. J Invest Dermatol
128:5146-5876.

Poeggeler B, C Schulz, MA Pappolla, E Bodo, S Tiede, H
Lehnert and R Paus. (2010). Leptin and the skin: a new
frontier. Exp Dermatol 19:12-18.

Larcher F, M Del Rio, F Serrano, JC Segovia, A Ramirez, A
Meana, A Page, JL Abad, et al. (2001). A cutaneous gene
therapy approach to human leptin deficiencies: correction of
the murine ob/ob phenotype using leptin-targeted kerati-
nocyte grafts. FASEB ] 15:1529-1538.

Murad A, AK Nath, ST Cha, E Demir, ] Flores-Riveros and
MR Sierra-Honigmann. (2003). Leptin is an autocrine/
paracrine regulator of wound healing. FASEB ] 17:1895-
1897.

Schindler R, ] Mancilla, S Endres, R Ghorbani, SC Clark and
CA Dinarello. (1990). Correlations and interactions in the
production of interleukin-6 (IL-6), IL-1, and tumor necrosis
factor (TNF) in human blood mononuclear cells: IL-6 sup-
presses IL-1 and TNF. Blood 75:40—47.

Mukaida N. (2000). Interleukin-8: an expanding universe
beyond neutrophil chemotaxis and activation. Int ] Hematol
72:391-398.

Zhu Y, T Liu, H Ye, K Song, X Ma and Z Cui. (2010). En-
hancement of adipose-derived stem cell differentiation in
scaffolds with IGF-I gene impregnation under dynamic mi-
croenvironment. Stem Cells Dev 19:1547-1556.

Wei HJ, CH Chen, WY Lee, I Chiu, SM Hwang, WW Lin, CC
Huang, YC Yeh, Y Chang and HW Sung. (2008). Bioengi-
neered cardiac patch constructed from multilayered mes-
enchymal stem cells for myocardial repair. Biomaterials
29:3547-3556.

Vidal MA, GE Kilroy, MJ Lopez, JR Johnson, RM Moore and
JM Gimble. (2007). Characterization of equine adipose tis-
sue-derived stromal cells: adipogenic and osteogenic ca-
pacity and comparison with bone marrow-derived
mesenchymal stromal cells. Vet Surg 36:613-622.

Moretti P, T Hatlapatka, D Marten, A Lavrentieva, I Majore,
R Hass and C Kasper. (2010). Mesenchymal stromal cells
derived from human umbilical cord tissues: primitive cells



COMPARISON OF MSC PARACRINE PROFILES

68.

69.

70.

71.

with potential for clinical and tissue engineering applica-
tions. Adv Biochem Eng Biotechnol 123:29-54.

Choi YS, K Matsuda, GJ Dusting, WA Morrison and RJ
Dilley. (2010). Engineering cardiac tissue in vivo from hu-
man adipose-derived stem cells. Biomaterials 31:2236-2242.
Puxeddu I, D Ribatti, E Crivellato and F Levi-Schaffer.
(2005). Mast cells and eosinophils: a novel link between in-
flammation and angiogenesis in allergic diseases. ] Allergy
Clin Immunol 116:531-536.

Koch AE, PJ Polverini, SL. Kunkel, LA Harlow, LA DiPietro,
VM Elner, SG Elner and RM Strieter. (1992). Interleukin-8 as
a macrophage-derived mediator of angiogenesis. Science
258:1798-1801.

Kocher AA, MD Schuster, N Bonaros, K Lietz, G Xiang, TP
Martens, PA Kurlansky, H Sondermeijer, P Witkowski, et al.
(2006). Myocardial homing and neovascularization by hu-

2203

man bone marrow angioblasts is regulated by IL-8/Gro
CXC chemokines. ] Mol Cell Cardiol 40:455-464.

Address correspondence to:

Dr. Rodney James Dilley

School of Surgery, M507

University of Western Australia

2nd Floor M-Block, Sir Charles Gairdner Hospital
Nedlands WA 6009

Australia

E-mail: rodney.dilley@earscience.org.au

Received for publication December 5, 2011
Accepted after revision December 20, 2011
Prepublished on Liebert Instant Online December 21, 2011



