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Abstract

Platelet-derived growth factor is one of the major growth factors found in human and mammalian serum and tissues. Abnormal
activation of platelet-derived growth factor signaling pathway through platelet-derived growth factor receptors may contribute to
the development and progression of pulmonary vascular remodeling and obliterative vascular lesions in patients with pulmonary
arterial hypertension. In this study, we examined the expression of platelet-derived growth factor receptor isoforms in pulmonary
arterial smooth muscle and pulmonary arterial endothelial cells and investigated whether platelet-derived growth factor secreted
from pulmonary arterial smooth muscle cell or pulmonary arterial endothelial cell promotes pulmonary arterial smooth muscle
cell proliferation. Our results showed that the protein expression of platelet-derived growth factor receptor o and platelet-derived
growth factor receptor B in pulmonary arterial smooth muscle cell was upregulated in patients with idiopathic pulmonary arterial
hypertension compared to normal subjects. Platelet-derived growth factor activated platelet-derived growth factor receptor o and
platelet-derived growth factor receptor [ in pulmonary arterial smooth muscle cell, as determined by phosphorylation of platelet-
derived growth factor receptor o and platelet-derived growth factor receptor B. The platelet-derived growth factor-mediated
activation of platelet-derived growth factor receptor o/platelet-derived growth factor receptor B was enhanced in idiopathic
pulmonary arterial hypertension-pulmonary arterial smooth muscle cell compared to normal cells. Expression level of platelet-
derived growth factor-AA and platelet-derived growth factor-BB was greater in the conditioned media collected from idiopathic
pulmonary arterial hypertension-pulmonary arterial endothelial cell than from normal pulmonary arterial endothelial cell.
Furthermore, incubation of idiopathic pulmonary arterial hypertension-pulmonary arterial smooth muscle cell with conditioned
culture media from normal pulmonary arterial endothelial cell induced more platelet-derived growth factor receptor o activation
than in normal pulmonary arterial smooth muscle cell. Accordingly, the conditioned media from idiopathic pulmonary arterial
hypertension-pulmonary arterial endothelial cell resulted in more pulmonary arterial smooth muscle cell proliferation than the
media from normal pulmonary arterial endothelial cell. These data indicate that (a) the expression and activity of platelet-derived
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growth factor receptor are increased in idiopathic pulmonary arterial hypertension-pulmonary arterial smooth muscle cell com-
pared to normal pulmonary arterial smooth muscle cell, and (b) pulmonary arterial endothelial cell from idiopathic pulmonary
arterial hypertension patients secretes higher level of platelet-derived growth factor than pulmonary arterial endothelial cell from
normal subjects. The enhanced secretion (and production) of platelet-derived growth factor from idiopathic pulmonary arterial
hypertension-pulmonary arterial endothelial cell and upregulated platelet-derived growth factor receptor expression (and func-
tion) in idiopathic pulmonary arterial hypertension-pulmonary arterial smooth muscle cell may contribute to enhancing platelet-
derived growth factor/platelet-derived growth factor receptor-associated pulmonary vascular remodeling in pulmonary arterial

hypertension.
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Introduction

Pulmonary vascular remodeling characterized by concentric
pulmonary arterial wall thickening and muscularization of
small pulmonary arteries (PAs) and precapillary arterioles is
a major cause for the elevated pulmonary vascular resistance
and pulmonary arterial pressure in patients with pulmonary
arterial hypertension (PAH)."? Increased proliferation and
migration of pulmonary arterial smooth muscle cells
(PASMCs) have been implicated in the development and
progression of pulmonary vascular remodeling in PAH,**
while the enhanced cytosolic free Ca’" concentration
([Ca”]cyt) is an important stimulus for PASMC prolifer-
ation and migration, contributing to pulmonary vascular
remodeling.>® Regardless of the cause of PAH, the
common denominator of the disease pathogenesis is super-
imposed release of some growth factors, systemic hormones,
cytokines, chemokines, and resultant activation of transcrip-
tion factors.®'° The altered activation of growth factor-
induced pathways drives concentric pulmonary arterial
remodeling, pulmonary arteriole muscularization, and oblit-
erative intimal lesions predominantly resulting in the eleva-
tion of pulmonary vascular resistance.'!

Platelet-derived growth factor (PDGF) plays an essential
role in regulating cell proliferation, differentiation, and
migration.'*'* The increased level of PDGF-AA and
PDGF-BB in serum and PASMC has been demonstrated
in patients with PAH and animals with experimental pul-
monary hypertension (PH).'*'® Inhibitors of tyrosine
kinase receptors (TKRs) of PDGF (i.e. imatinib) in the pul-
monary vasculature have been demonstrated to have a
therapeutic effect on severe PH based on in vivo studies
using animal models of experimental PH and patients with
PAH by attenuating and reversing pulmonary vascular
remodeling.'” %

PDGEF consists of four different polypeptide chains: A, B,
C, and D. The four PDGF chains can assemble into four

homodimers (e.g. PDGF-AA, PDGF-BB, PDGF-CC, or
PDGF-DD) and one heterodimer (e.g. PDGF-AB).
Although the circulating forms of PDGF in humans are,
for the most part, PDGF-BB, PDGF-AA, and PDGF-AB,
among the PDGF isoforms PDGF-BB is a more potent
ligand. PDGF-AA, PDGF-AB, and PDGF-BB are already
activated intracellularly by furin-like proteases while
PDGF-CC and PDGF-DD are secreted as inactive precur-
sor molecules with an N-terminal CUB.'*?' The N-terminal
CUB-domains need to be extracellularly cleaved before it
can bind and activate its receptor. PDGF-BB is a well-
known potent mitogen that stimulates mesenchymal pheno-
type of cells (e.g. smooth muscle cells, myofibroblasts, and
fibroblasts) in the vasculature with high efficiency.? 2
PDGF receptors (PDGFRs), like most of TKRs, are com-
posed of two members: PDGFRa and PDGFR. The
PDGF polypeptide chains bind to the receptors with differ-
ent affinities.”®

The PDGF-AA and PDGEF-BB polypeptide chains are
functionally capable of activating PDGFR in the plasma
membrane and, via various intracellular signaling pathways,
stimulating PASMC proliferation and migration. Upon
activation of PDGFRs, the downstream signaling cascades
include, at least, two main molecular mechanisms: PI3K/
AKT/mTOR and MAPK pathways. The PI3K/AKT/
mTOR cascade contributes to pulmonary vascular remodel-
ing by promoting cell proliferation, survival, and metabolic
changes (Warburg effect) while MAPK signaling tightly
controls cell proliferation, migration, and differenti-
ation.'*?”?®  We have previously demonstrated that
PDGF-BB ligand enhances [CaZ“L]cyt and promotes
PASMC proliferation through AKT/mTOR pathway.’
Moreover, PDGF-BB-mediated activation of AKT/mTOR
pathway and a rise in [Ca”]cyt are also involved in switch of
PASMC from quiescent (contractile) phenotype to a syn-
thetic (proliferative) phenotype.” PASMC phenotype
switch characterized by the increased proliferation and
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migration has been recently linked to pulmonary vascular
remodeling in PH.%

In the pulmonary circulation system, PDGF-AA and
PDGF-BB are mainly synthesized and released from lung
vascular endothelial cells and circulating inflammatory cells
(e.g. macrophages).'®?!'*! It appears that PDGF is consti-
tutively produced in these cells and released to extracellular
or intercellular space or blood to exert mitogenic and migra-
tory effects on cells via paracrine and autocrine mechanisms.
PDGEF released from the endothelial cells probably helps in
attracting PASMC from the media to the intima and/or
fibroblasts from the adventitia to the media/intima to
induce vascular remodeling; however, the direct evidence
that endothelium-derived PDGF stimulates PASMC prolif-
eration is lacking.

In this study, we aimed at investigating whether protein
expression level of PDGFRs in PASMC from patients with
idiopathic PAH (IPAH) was different from that in PASMC
from control subjects, and whether endothelial release of
PDGF was sufficient to activate the PDGF/AKT signaling
in PASMC, an important pathway to stimulate PASMC
proliferation, ultimately contributing to arterial wall
thickening and arteriole muscularization.

Methods and materials

Culture of PASMC and pulmonary arterial endothelial
cell (PAEC)

Human PASMC and PAEC isolated from three normal sub-
jects and five IPAH patients were provided by the
Pulmonary Hypertension Breakthrough Initiative (PHBI,
Philadelphia, PA). PASMCs were cultured in VascuLife
SMC growth medium (Lifeline Cell Technologies,
Frederick, MD) supplemented with 5% fetal bovine serum
(FBS), 5ng/ml human fibroblast growth factor (FGF), 5 g/
ml insulin, 50 pg/ml ascorbic acid, 10 mM L-glutamine, 5ng/
ml human epidermal growth factor (EGF), 30 mg/ml genta-
micin, and 15 pg/ml amphotericin B; this is referred to as
PASMC growth medium. PAECs were cultured in
VascuLife vascular endothelial growth factor (VEGF)
growth medium (Lifeline Cell Technologies, Frederick,
MD) supplemented with 2% FBS, 5Sng/ml human EGF,
Sng/ml human FGF, 50 pg/ml ascorbic acid, 1 pg/ml hydro-
cortisone hemisuccinate, 10mM L-glutamine, 15ng/ml
human insulin-like growth factor (IGF-1), Sng/ml human
VEGF, 0.75 U/ml heparin sulfate, 30 mg/ml gentamicin, and
15 pg/ml amphotericin B; this is referred to as PAEC growth
medium. VascuLife basal medium (Lifeline Cell
Technologies, Frederick, MD) without any supplements,
referred to as the basal medium, was used to prepare 0.3
and 10% FBS medium for both PASMC and PAEC.
The cells were cultured in an incubator under a
humidified atmosphere of 5% CO, and 95% air at 37°C.
The cells of passage 5-8 were used for the experiments. The
demographic information of control subjects and patients

from whom we obtained PASMC and PAEC is shown in
Table 1.

Western blot analysis

Total protein was isolated from human PASMC and PAEC
using RIPA lysis buffer (Pierce RIPA Product, Rockford,
IL) supplemented with protease inhibitor cocktail (Roche;
Manheim, Germany) followed by the incubation on ice for
20 min. Then the lysates were centrifuged at 12,000 rpm for
20min at 4°C. Protein concentration was measured by
bovine serum albumin (BSA) kits (Bio-Rad; Hercules,
CA). Protein samples were mixed and boiled with 6 x pro-
tein loading buffer R (Bio-Rad Laemmli Sample Buffer,
CA). Protein was loaded on an 8-12% odium dodecyl sul-
fate polyacrylamide gel electrophoresis, transferred to
0.45 pm nitrocellulose transfer membranes (Bio-Rad), and
blocked by TBST buffer containing 5% nonfat dry milk
powder for 1h at room temperature (22-24°C). Then the
membranes were immunoblotted in TBST buffer containing
5% BSA with anti-rabbit PDGFRa antibody (Santa Cruz
Biotechnology, CA, USA, 1:1000), anti-rabbit PDGFRf
antibody (Santa Cruz Biotechnology, CA, USA, 1:1000),
anti-rabbit phosphorylated (p) PDGFRa (pPDGFR) anti-
body (Santa Cruz Biotechnology, CA, USA, 1:1000), anti-
rabbit pPDGFRf antibody (Santa Cruz Biotechnology,
CA, USA, 1:1000), anti-rabbit AKT antibody (Cell
Signaling, Danvers, MA, 1:1000), anti-rabbit pAKT (S473)
antibody (Cell Signaling, Danvers, MA, 1:1000), anti-rabbit
pAKT (T308) antibody (Cell Signaling, Danvers, MA,

Table I. Demographic information of human subjects.

Age
Subjects Gender (yrs) Race Type of cells
Normal sample-I  Male 46 Asian PASMC
Normal sample-2  Female 34 Asian PASMC
Normal sample-3  Female 33 White PASMC
IPAH sample-| Female 56 White PASMC
IPAH sample-2 Female 4l White PASMC
IPAH sample-3 Male 27 White, PASMC
non-Hispanic
IPAH sample-4 Male 56 White, PASMC
non-Hispanic
IPAH sample-5 Female 33 White PASMC
Normal sample-1 ~ Female 50 Non-Hispanic PAEC
Normal sample-2  Female 36 Non-Hispanic PAEC
Normal sample-3  Male 47 White PAEC
IPAH sample-| Female 32 White PAEC
IPAH sample-2 Female 16 White PAEC
IPAH sample-3 Female 27 White, PAEC

non-Hispanic

IPAH: idiopathic PAH; PAEC: pulmonary arterial endothelial cell; PASMC: pul-
monary arterial smooth muscle cell.
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1:1000), and anti-mouse [-actin antibody (Santa Cruz
Biotechnology, CA, USA, 1:1500) overnight at 4°C. At
the next day, membranes were washed 3 times in TBST
buffer for Smin each, followed by incubation with second-
ary antibody in TBST buffer containing 5% milk for 2h at
RT. Signals were detected using enhanced chemilumines-
cence substrate (Pierce, Rockford, IL). The protein levels
were quantified with Image J, normalized to B-actin control.

Immunocytochemistry

The cells grown on 25mm cover slips in the growth
medium were fixed with 4% formaldehyde for 5S5min at
room temperature (22-24°C) followed by the treatment
with 1% Triton X-100 (Sigma-Aldrich) for 10 min at room
temperature. Cells were blocked with 5% BSA in PBS for
1h in a dark humidified chamber. Cells were then stained
with anti-PDGFRa (Santa Cruz Biotechnology, CA, USA,
1:200) or anti-PDGFRP antibodies (Santa Cruz
Biotechnology, CA, USA, 1:200) overnight at 4°C followed
by the incubation with FITC-conjugated secondary anti-
body (Cell Signaling Technology) next day for 1h at room
temperature (22-24°C). DAPI was used for nuclear staining.
Images were captured using a fluorescence microscope
(Olympus, Japan) and were photographed using a digital
camera.

Transfection of small interfering RNA (siRNA)

PASMCs were transiently transfected with control siRNNA
(10uM; Santa Cruz Biotechnology), PDGFRa-siRNA
(10 uM; Santa Cruz Biotechnology), or PDGFR-siRNA
(10 uM; Santa Cruz Biotechnology) using Lipofectamine
RNAIMAX transfection reagent protocol (Invitrogen,
USA). Protein extraction or treatment with PDGF-BB
using siRNA-transfected cells was performed 48h after
transfection.

Measurement of cytosolic free Ca®™ concentration
([Ca®*].,) in PASMC

[Ca”]Cyt in human PASMC was measured using a digital
imaging fluorescent microscopy system (Nikon, Tokyo,
Japan) as described previously.” PASMCs grown on
25mm cover slips were loaded with Fura-2/AM for 1h at
room temperature (22-24°C). The cover slips with Fura-
2-loaded cells were mounted in a closed polycarbonate
chamber and clamped to a heated aluminum platform
(model PH-2, Warner Instruments, Hamden, CT) on the
stage of an inverted microscope (Ellipse Ti-E, Nikon,
Tokyo, Japan). The Fura-2 fluorescence (emitted at
510nm) in cells excited by a xenon lamp (Hamamatsu
Photonics, Hamamatsu, Japan) at 340 and 380 nm wave-
length of illumination, along with the background fluores-
cence, was collected at room temperature (22-24°C) using a
40 x Nikon UV-fluor objective and a Nikon Eclipse Ti

camera. The fluorescence signals emitted from a region of
interest (5 x 5Sum) in a cell was recorded every 2s. [Caz+]cyt
was calculated as the ratio of fluorescence intensity (F340/
F3g0) using the following equation: [Ca2+]cyt(nM) =Kd[F -
Frinl/[Fmax — F1, where Fis the fluorescence ratio (Fs40/F3g0)
in each measured cell; F,,;, and Fy,,, are fluorescence values
in Ca”"-free solution and Ca**-saturated solution, respect-
ively; and Kd (225nM) is the dissociation constant of the
Ca’*-Fura-2 complex at 37°C.

PDGF treatment

To examine PDGF-mediated effect on PASMC, we changed
PASMC growth medium, when cell confluence reached
70-80%, to the basal medium without FBS or growth
factor. Then, the synchronized PASMCs in the Gy/G;
phase (due to 2448 h of incubation in the basal medium)
were treated with the basal medium supplemented with or
without 10 ng/ml PDGF-BB for 30 min, followed by extrac-
tion of total proteins from the cells for various experiments.

Collection of conditioned medium (CM) from PAEC
or PASMC

The initial growth media (with FBS and growth factors) for
PASMC and PAEC were first changed to the basal media
with 0.3% FBS and no growth factors, when cell confluence
reached approximately 80%. Then, the 0.3% FBS basal
media from PASMC or PAEC were collected after incuba-
tion for the indicated period of time. The supernatant was
collected after the basal media were centrifuged at 2000 rpm
for 10 min and used as the CM for experimentation. The
CM were used to culture PASMC for 30 min, followed by
extraction of protein from the cells for various experiments.

Measurement level of PDGF in CM

PASMCs or PAECs were plated in Petri dishes at the dens-
ity of 5x 10 cells/dish and cultured in the growth medium
for 24 h. The growth medium was then replaced by the basal
medium with 0.3% FBS followed by medium collection at
the indicated period of time. The CM samples collected at
different times were immediately frozen at —80°C before
experimentation. The level of PDGF-AA and PDGF-BB
in the collected CM samples was measured by ELISA kit
(Sigma, St Louis, MO).

MTT assay

PASMCs from normal subjects and IPAH patients were
plated in 96-well plates at the density of 5x 10° cells/well
and cultured in the growth media for 24 h. Then, cells were
incubated in (a) the basal medium with 0.3% FBS, (b) the
basal medium with 10% FBS, (c) the normal PAEC-CM,
and (d) the IPAH PAEC-CM. After 48 h of culture in the
media, the cells were incubated in an incubation medium
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containing  0.5mg/ml  3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyl-tetrazolium bromide (MTT). After 4 h, the incuba-
tion medium was removed and the MTT solubilization
solution (including 10% Triton-X 100 in acidic isopropanol)
was used to extract the blue MTT-formazan product.
The absorbance of the formazan solution was measured at
540 nm using a spectrophotometer to assess cell viability.

Drugs and chemicals

Imatinib Mesylate (Selleckchem, Houston, TX) was
dissolved in distilled water to make a stock solution.
Recombinant human PDGF-BB protein (Sigma, St Louis,
MO) was dissolved in dimethyl sulfoxide. The stock
solutions were aliquoted and kept frozen at —20°C until use.

Statistics

Summarized data are shown as means £ standard error
(SE). The statistical significance between two groups was
determined using a standardized unpaired Student’s z-test
or ANOVA and post hoc tests (Student—-Newman—Keuls).
Significant differences were expressed in the results or figures
as p <0.05.

Results

Upregulated expression of PDGFRo. and PDGFRp in
PASMC from patients with IPAH

PDGF induces PASMC proliferation and contributes to the
progression of PAH through binding with their cognate
receptors (PDGFR). We first compared the protein expres-
sion level of PDGFR in PASMC isolated form three normal
subject and five IPAH patients. We found that PDGFRa
and PDGFRP were both upregulated in IPAH-PASMC
in comparison to normal PASMC. The upregulation of
PDGFRa and PDGFRp in IPAH-PASMC was associated
with increased phosphorylation (p) of AKT at S473 (pAKT
(S473)) and T308 (pAKT (T308)) sites (Fig. 1A). Using spe-
cific siRNA for PDGFRa or PDGFRp, we were able to
knockdown the expression of PDGFRa or PDGFRf in
IPAH-PASMC. Interestingly, we found that down-
regulation of PDGFR[ with siRNA resulted in a com-
pensatory increase in the protein level of PDGFRa,
whereas downregulation of PDGFRa with siRNA slightly
decreased PDGFRp in IPAH-PASMC (Fig. 1B). These
results indicate that protein expression of PDGFRa and
PDGFR is upregulated in PASMC from patients with
IPAH.

Furthermore, we found that upregulation of PDGFRa
and PDGFRB only occurred in PASMC from IPAH
patients, but not in PAEC from IPAH patients (Fig. 1C).
In PAEC isolated from normal subjects and patients with
IPAH, both PDGFRa and PDGFRp expression levels
were too low to be detected (ND) in our WB experiments

(Fig. 1C). The immunohistochemical staining of PDGFRa
and PDGFRB in PASMC and PAEC showed similar
results. The expression level of PDGFRa and PDGFRf
was higher in IPAH-PASMC than in normal PASMC
(Fig. 1D, wupper panels), whereas the expression of
PDGFRa and PDGFRp was hardly detected in normal
and IPAH PAEC (Fig. 1D, lower panels). These results
imply that the protein expression pattern is different in
PASMC and PAEC from patients with IPAH. Further stu-
dies are needed to specify the potential different mechanisms
involved in transcriptional and translational regulation of
PDGFRa and PDGFRP in PASMC and PAEC from
normal subjects and IPAH patients.

Increased activation of PDGFRa. and PDGFR in PASMC
from patients with IPAH

PDGFR is a family of receptor tyrosine kinases, which can
be activated by binding to its ligand, PDGF. After ligand
binding, PDGFR is autophosphorylated at tyrosine residue
sites, and then recruits and activates its downstream signal-
ing pathway, for example PI3K/AKT. As the expression of
PDGFR is upregulated in IPAH-PASMC (see Fig. 1A), we
then examined and compared PDGF-mediated phosphoryl-
ation of PDGFR in normal and IPAH PASMC incubated in
serum-free basal medium. In this experiment, we used
PDGF-BB* (10ng/ml for 30 min) as the ligand to induce
phosphorylation of PDGFR and AKT in order to evaluate
PDGF-BB-mediated PDGFR activation, determined by the
levels of phosphorylated PDGFR (pPDGFR) and phos-
phorylated AKT (pAKT). As shown in Fig. 2Aa and b,
PDGF-BB-induced phosphorylation of PDGFRa and
PDGFRp was significantly enhanced in IPAH-PASMC in
comparison to normal PASMC. However, the PDGF-
BB-induced increase in pAKT (at S473 and T308) was not
significantly different in normal and IPAH PASMC due
likely to the significant increase in the basal phosphorylation
level of AKT at S473 and T308 (Fig. 2Ac). PDGF-BB-
mediated increases in pPDGFRa, pPDGFRf, and pAKT
(at S473 and T308) were significantly inhibited in both
normal and IPAH PASMC pre-incubated with a low dose
(0.3-1 uM) of pharmacological blocker of PDGFR, imati-
nib,?>3* a TKR blocker, for 30min (Fig. 2Aa and b); the
imatinib-mediated inhibition of pAKT at S473 seemed to be
greater in IPAH-PASMC than in normal PASMC (Fig.
2Ac, third panel).

PDGF-BB-mediated activation of PDGFR can also
increase cytosolic free Ca’" concentration ([Ca2+]cyt).
A rise in [Caz“L]Cyl in PASMC is a major trigger for pulmon-
ary vasoconstriction and an important stimulus for PASMC
proliferation and migration contributing to the development
of pulmonary vascular remodeling. We found that the basal
[Ca”]Cyt was higher in [PAH-PASMC than in normal
PASMC; however, the PDGF-BB-mediated increase in
[Caz“L]Cyt was not significantly different in normal and
IPAH PASMC incubated in serum-free basal medium
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Fig. 1. Upregulated protein expression of PDGFRo and PDGFRp in PASMC from patients with IPAH. (A) Representative Western blot images
(a) and summarized data (b, means & SE) showing the protein expression of PDGFRa, PDGFRp, pAKT at S473 (pAKT-S473) and at T308 (pAKT-
T308), and total AKT in PASMC isolated from normal subjects (blue bars, n = 3 subjects) and IPAH patients (red bars, n =5 patients). *p < 0.05,
##¥h < 0.001 versus normal. (B) Representative Western bolt images (a) and summarized data (b, means =+ SE) showing the protein expression of
PDGFRa and PDGFR in IPAH-PASMC transfected with control siRNA (si-Control) and siRNA specifically targeting PDGFRa. (si-PDGFRa) and
PDGFR (si-PDGFR). **p < 0.001 versus si-Control. (C) Representative Western bolt images (a) and summarized data (b, means =+ SE)
showing the protein expression of PDGFRa, PDGFR, pAKT (S473), and total AKT in PASMC and PAEC isolated from normal subjects and IPAH
patients. **p < 0.001 versus normal PASMC. (D) Representative images showing immunofluorescence in PASMC (upper panels) and PAEC (lower
panels) isolated from normal subjects and IPAH patients stained for PDGFRa (a) and PDGFR (b) (green). Nuclei counterstained with DAPI (blue).
AKT: protein kinase B; DAPI: 4',6-diamidino-2-phenylindole; IPAH: idiopathic PAH; PAEC: pulmonary arterial endothelial cell; pAKT: phos-
phorylated AKT; PASMC: pulmonary arterial smooth muscle cell; PDGFRa: platelet-derived growth factor receptor o; PDGFRf: platelet-derived
growth factor receptor 3; siRNA: small interfering RNA.
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Fig. 2. Increased activation of PDGFRa and PDGFR in PASMC from patients with IPAH. (A) Representative Western blot images (a) and
summarized data (b, means £ SE) showing the levels of phosphorylated (p) PDGFRa (pPDGFRa), PDGFRB (pPDGFR), AKT (pAKT-S473 and
pAKT-T308) in normal and IPAH PASMC pre-treated with (0.3 or | uM) or without (0 tM) imatinib for 30 min, followed by the treatment with
vehicle (—, control) or 10 ng/ml PDGF-BB (4, PDGF) for 30 min. *p < 0.05, *p < 0.01 versus control; #p < 0.05, #p < 0.0l versus PDGF;

$p <0.05, $p <0.01, 5%p <0.001 versus normal—control. Summarized data (c, means & SE) showing the PDGF-BB-induced changes in protein
levels of pPDGFRa., pPDGFRf3, pAKT-S473, and pAKT-T308 in normal and IPAH PASMC pre-treated with (PDGF + Imatinib) or without (PDGF)
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structed from the data shown in (b). (B) Representative fluorescent images (a) and summarized data (b, means 4 SE) showing [Ca”]cy( in normal
and IPAH PASMC pre-treated with or without imatinib (1 M) for 30 min, followed by the treatment with vehicle (control) or 10 ng/ml PDGF-BB
(PDGF) for 30 min. *#p < 0.001 versus control; ##p < 0.001 versus PDGF; 3P < 0.001 versus normal control. Summarized data (c, means + SE)
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(F'ii' .2Ba.a%d llv)-l\i’h?rmggolc?gical bllocclfa.de of ,PD,SFR Downregulation of PDGFRo. inhibits PDGF-induced AKT
with imatinib (1 p or 30min) resulted in a significant phosphorylation in PASMC

inhibition on PDGF-BB-mediated increases in [Ca®*]., in
both normal and IPAH PASMC (Fig. 2Bc). These results There are two isoforms of PDGFR, PDGFRa and
indicate that blockade of PDGFR with imatinib exerts effi- PDGFRP, which form hetero- and homodimers and differ
cient inhibitory effect on PDGFR-associated phosphoryl- in their ability to respond to isoforms of PDGF. We used
ation of AKT and increase in [Ca2+]cy[ in PASMC from siRNA to knockdown PDGFRa or PDGFRJ to evaluate
patients with IPAH. the respective effect of PDGFRa and PDGFRf on pAKT.
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When PASMCs were incubated in the serum-free basal
medium, the expression levels of PDGFRa and PDGFRf
were both higher in IPAH PASMC than in normal PASMC,
but the basal level of pAKT was not significantly different
between normal and IPAH PASMC (Fig. 3A and B).
PDGEF-BB treatment (10ng/ml for 30 min) had no effect
on the protein expression levels of PDGFRa and
PDGFRP, but significantly increased phosphorylation of
AKT at S473 (Fig. 3). Downregulation of PDGFRa with
siRNA significantly inhibited the PDGF-BB-induced
increase in pAKT (Fig. 3A), whereas downregulation of
PDGFRp with siRNA had negligible effect on the PDGF-
BB-induced increase in pAKT (at S473), in both normal and
IPAH PASMC (Fig. 3B). Since knockdown of PDGFRf
resulted in compensatory increase in the expression of
PDGFRa (see Fig. 1B), we also used siRNAs for both
PDGFRa and PDGFRp to double knockdown PDGFRa
and PDGFRp in PASMC to see their effects on pAKT. We
found that downregulation of both PDGFRa and PDGFRf
significantly inhibited the PDGF-BB-induced increase in
pAKT in normal and IPAH PASMC; the effect of double
knockdown of PDGFRa and PDGFRf was similar to the
effect of downregulation of PDGFR« alone (Fig. 3C). These
results imply that PDGFRa is a predominant PDGFR that
mediates PDGF-mediated phosphorylation of pAKT in
PASMC.

PAECs from patients with IPAH secrete high levels of
PDGF-AA and PDGF-BB

Functional communication or interaction between PAEC
and PASMC via a paracrine mechanism plays an important
role in the development and progression of pulmonary vas-
culopathy in patients with pulmonary vascular disease. In
the next set of experiments, we examined whether PDGF is
produced in PAEC and secreted into the extracellular
medium and compared the expression level of PDGF
(PDGF-AA and PDGF-BB) in PAEC from normal subjects
and TPAH patients. We cultured PAEC in the 0.3% FBS
basal medium and then collected the culture medium
(PAEC-CM) at 6, 12, 24, and 48h (Fig. 4Aa). We then
used ELISA assay to measure the concentration of
PDGF-AA and PDGF-BB in the CM collected at different
times from normal and IPAH PAEC. As shown in Fig. 4Ab
(left panel), the concentration of PDGF-AA was increased
in the PAEC-CM in a time-dependent manner. In compari-
son to the CM from normal PAEC, the PDGF-AA level was
slightly, but with statistical significance, greater in the CM
from IPAH PAEC (Fig. 4Ab, left panel). Although the level
of PDGF-BB in the CM was much less than that of PDGF-
AA, TPAH-PAEC seemed to produce more PDGF-BB to
the medium than normal PAEC after 24 and 48 h of incu-
bation in the 0.3% FBS basal medium (Fig. 4Ab, right panel
and inset). Nevertheless, the negligible amount of PDGEF-
AA or PDGF-BB was determined in the medium used to
incubate or culture normal PASMC (Fig. 4B) or IPAH

PASMC (data not shown). These data imply that (a)
PAEC, but not PASMC, actively produce and secret
PDGF (predominantly PDGF-AA) to the extracellular
medium, and (b) PAEC from IPAH patients produces and
secretes more PDGF-AA and PDGF-BB to the medium
than normal PAEC.

PAEC-CM activates PDGFRo. and PDGFRp in PASMC

We then tested whether PAEC-produced PDGF in the
medium can activate PDGFR in PASMC. We collected
0.3% FBS basal medium from normal PAEC (PAEC-CM)
after 48 h of incubation; we also collected medium from a
cell-free Petri dish (cell-free-CM) as a control (Fig. SA). The
cell-free-CM and PAEC-CM were used to incubate normal
and IPAH PASMC for 30min and then the phosphoryl-
ation of PDGFRa (pPDGFRa) and PDGFRP
(pPDGFRp) was determined using antibodies specifically
against pPDGFRa and pPDGFf. As shown in Fig. 5B
and C, pPDGFRa but not pPDGFRf in PASMC was sig-
nificantly increased by incubating PASMC in the PAEC-
CM for 30min compared with cell-free-CM. The
PDGFRa phosphorylation induced by PAEC-CM was sig-
nificantly greater in IPAH-PASMC than in normal PASMC
(Fig. 5C). Interestingly, the PAEC-CM also induced phos-
phorylation of AKT (pAKT), but the PAEC-CM-mediated
pAKT increase was not significantly different in normal and
IPAH PASMC (Fig. 5C). These results suggest that PDGF,
both PDGF-AA and PDGF-BB, produced and secreted
from PAEC, is able to activate PDGFRa in PASMC and
that PDGF-mediated activation or phosphorylation of
PDGFRu is significantly enhanced in PASMC from IPAH
patients due apparently to the upregulated PDGFRa in
these cells.

PAEC-CM increases PASMC proliferation

Abnormal PASMC proliferation is an important contribu-
tor to the development and progression of concentric pul-
monary vascular remodeling in PAH and other forms of
PH. As PAEC-CM increased phosphorylation of PDGFR
and AKT in PASMC, we then investigated if the PAEC-CM
(or PDGF released from PAEC) can stimulate PASMC pro-
liferation determined by MTT assay. We first collected the
CM used to incubate normal and IPAH PAEC for 24 or
48 h. Then, we cultured normal and IPAH PASMC in the
PAEC-CM for 48 h before cell proliferation was evaluated
by MTT assay (Fig. 6Aa). The normal PAEC-CM collected
at 24 h of incubation had negligible effect on PASMC pro-
liferation, while the normal PAEC-CM collected at 48 h sig-
nificantly increased proliferation of normal and IPAH
PASMC compared with control. The normal PAEC-CM
collected at 48h caused more proliferation in IPAH-
PASMC than in normal PASMC (Fig. 6Ab). The IPAH-
PAEC-CM collected at 24 or 48h of incubation increased
normal and IPAH PASMC proliferation. The IPAH-
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Fig. 3. Knockdown of PDGFRu inhibits PDGF-induced phosphorylation of AKT in PASMC. (A) Representative Western blot images (a) and
summarized data (b, means =+ SE) showing protein expression levels of PDGFRa, pAKT (S473), and total AKT in normal and IPAH PASMC
transfected with control siRNA (siRNA-Control) and siRNA specifically targeting PDGFRa (siRNA-PDGFRa) for 48 h, followed by the treatment
with (4) or without (—) PDGF-BB (PDGF, 10 ng/ml) for 30 min. ** < 0.001 versus siRNA-Control; #p < 0.05, ##p < 0.001 versus siRNA-
Control + PDGF; $p < 0.01 versus normal PASMC. (B) Representative Western blot images (a) and summarized data (b, means = SE) showing
protein expression levels of PDGFR, pAKT (S473) and total AKT in normal and IPAH PASMC transfected with control siRNA (siRNA-Control)
and siRNA specifically targeting PDGFR (siRNA-PDGFRp) for 48 h, followed by the treatment with (4) or without (—) PDGF-BB (PDGF, 10 ng/
ml) for 30 min. *p < 0.01, **p < 0.001 versus siRNA-Control; ##p < 0.001 versus siRNA-Control +PDGF; % < 0.05 versus normal PASMC.
(C) Representative Western blot images (a) and summarized data (b, means =+ SE) showing protein expression levels of PDGFRa, PDGFRf3, pAKT
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normal PASMC. PDGF was applied to cells in the serum-free media. AKT: protein kinase B; IPAH: idiopathic PAH; pAKT: phosphorylated AKT;
PASMC: pulmonary arterial smooth muscle cell; PDGFRa: platelet-derived growth factor receptor o; PDGFR: platelet-derived growth factor
receptor f3; siRNA: small interfering RNA.
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PAEC-CM collected at 48 h resulted in more proliferation of
IPAH PASMC than of normal PASMC (Fig. 6Ab).
Interestingly, the IPAH-PAEC-CM induced higher prolifer-
ation in IPAH-PASMC compared with the normal PAEC-
CM collected at 24 or 48 h. Furthermore, we found that
10% FBS basal medium could significantly increase MTT
activity in PASMC, and 10% FBS basal medium-mediated
cell proliferation in IPAH-PASMC was greater than in
normal PASMC (Fig. 6B). These data suggest that the
normal PAEC-CM due likely to its containing PAEC-
released PDGF (a large amount of PDGF-AA and small
amount of PDGF-BB) can efficiently increase PASMC pro-
liferation; the proliferative effect is much greater in IPAH
PASMC than in normal PASMC because of, potentially,
upregulated PDGFR in IPAH PASMC. Furthermore, the
proliferative effect of the IPAH-PAEC-CM on normal and
IPAH PASMC is greater than of the normal PAEC-CM
because of, potentially, more PDGF is produced and
released from IPAH PAEC than normal PAEC.

Discussion

PDGF/PDGFR/AKT signaling is an important signaling
cascade for cell migration and proliferation.”’> PAECs
functionally interact with PASMC via multiple mechanisms
to regulate PASMC contraction, migration, and prolifer-
ation. It has been well documented that PAECs produce
and release the endothelium-derived constricting (e.g.
endothelin and thromboxane A,) and relaxing (e.g. nitric

oxide and prostacyclin) factors to regulate PASMC contrac-
tion and relaxation, and, subsequently, pulmonary vasocon-
striction and vasodilation. PAECs may also produce and
release various mitogenic factors and cytokines that regulate
PASMC proliferation via a paracrine mechanism and ultim-
ately contribute to the development and progression of con-
centric pulmonary arterial wall thickening in patients with
PAH and animals with experimental PH.

This study shows that (i) the protein expression and phos-
phorylation of PDGFRa and PDGFRp are significantly
increased in PASMC isolated from IPAH patients com-
pared to PASMC isolated from normal subjects; (ii)
PAECs in culture produce and release PDGF, mainly
PDGF-AA (but also small amount of PDGF-BB), to the
medium, while PAECs from IPAH patients secret more
PDGF-AA and PDGF-BB than PAEC from normal sub-
jects; (iii) the CM (0.3% FBS basal medium) used to incu-
bate normal PAEC for 48h results in significant
phosphorylation of PDGFRa (pPDGFRa) and AKT
(pAKT) in normal PASMC, while the CM from normal
PAEC causes more increase in pPDGFRa and proliferation
in IPAH-PASMC than in normal PASMC; (iv) the CM
from normal or IPAH PAEC causes more proliferation in
IPAH-PASMC compared with normal PASMC while the
proliferation of IPAH-PASMC was higher in IPAH-
PAEC-CM than in normal PAEC-CM. These data suggest
that the paracrine mechanism by which PAEC-released
PDGF (PDGF-AA and PDGF-BB) activates PDGFRa in
PASMC and stimulates PASMC proliferation via the AKT
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signaling cascade is an important mechanism involved, at
least in part, in the development of pulmonary vascular
remodeling in PAH. Inhibition of endothelial production
and secretion of PDGF (PDGF-BB and PDGF-AA)
and blockade of smooth muscle PDGFRa may be an effi-
cient combination therapy for PAH and other forms of
severe PH.

It has been shown that PDGF and PDGFR are upregu-
lated or increased in small remodeled human PAs with
plexiform lesions in patients with PAH and animals with
severe experimental PH with predominant expression in
PASMC.'®% Upregulation of PDGFR is one of the poten-
tial mechanisms for PDGF-mediated pulmonary vascular
remodeling.***” Although PDGFRu is used as a fibroblast
marker,*® its expression has been detected in both normal
and IPAH PASMC.”'%?? It is possible that PDGFRo may
be a marker for fibroblasts under normal conditions because
of its high expression level, but it is likely that PDGFRa is
upregulated in PASMC under pathological conditions.
A recent study provided strong evidence that PDGFRo ™"
and a-SMA™ cells represent two distinct mesenchymal cell

populations involved in the development of lung fibrosis,*
while another group, in contrast, reported that only 45% of
myofibroblasts (a-SMA™ cells) are PDGFRo ™ in an adult
pulmonary fibrosis model. Lineage tracing study on human
and murine specimens revealed that PDGFRa* cells were
expanded, but they were in majority not a-SMA™ within the
normal and remodeled vessel wall in patients with IPAH
and animals with experimental PH.*' Sub-phenotype of
cells** and/or partially reprogrammed cells**** may exist
in the diseased tissues and affected cell population.
Normal PASMC may become more ‘““fibroblast-like SMC”
or myofibroblasts (or SMC-like fibroblasts) in the remo-
deled pulmonary arterioles and/or intimal and plexiform
lesions in patients with IPAH patients. A higher level of
PDGFRa in IPAH-PASMC than in normal PASMC
could also be due to PASMC dedifferentiation from con-
tractile to proliferative phenotype®®****¢ which can contrib-
ute to the population of SMC-like (mesenchymal or
myofibroblasts) cells identified in remodeled vessels, muscu-
larized arterioles, and plexiform lesions in IPAH
patients.*”** Taken together, we speculate that (a)
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phenotypical alterations of PASMC, (b) sub-phenotype of
PASMC, and (c) endothelial-to-mesenchymal transition
may all take place and contribute to the development and
progression of pulmonary vascular remodeling and oblitera-
tive vascular lesions in patients with IPAH and animals with
experimental PH. Further characterization of heterogeneous
SMC (and other cell) population in the remodeled PAs,
muscularized arterioles and capillaries, and obliterative inti-
mal lesions in patients with IPAH would clarify these ques-
tions and specify the subtype of cells that highly express
PDGFRa (and PDGFRp).

We determined the protein expression of PDGFR in
human PASMC but were unable to detect any PDGFR in
both normal or IPAH PAEC probably due to lack or very
low level of expression. However, the expression of
PDGFRa has been identified in microvascular endothelial
cells and liver endothelial cells*->* while PDGFRp is
expressed in mouse capillary endothelial cells.”’ Moreover,
ten Freyhaus et al.*> reported that PDGF-BB failed to acti-
vate PDGFRs in human coronary endothelial cells suggest-
ing that the activated PDGF/PDGFR signaling is likely
unique to PASMC or vascular SMC, myofibroblasts, fibro-
blasts, and pericytes.

Although the exact upstream mechanisms underlying the
increased PDGF/PDGFR in PASMC isolated from IPAH

patients are unclear, published reports indicate that the
promoters of PDGF and PDGFRs contain the binding
consensus for many different transcription factors (e.g.
GATA, p53, Oct4, c-Jun, Mixl1)*>>7 that are implicated
in the development and progression of PAH and PH.
Thus, PDGFRa promoter has unique putative binding
sites for transcription factors GATA, Oct4, and
Mix11°%%337 while TGF-B, p53, and c-Jun were found to
increase the promoter activity of PDGFB gene.”*>°
Furthermore, Yu et al.>® demonstrated that FoxM1 regu-
lates PDGF-A transcription by directly binding to two
sites of the PDGFA promoter. Increased FoxM1 promotes
cell proliferation in PDGF/AKT-dependent manner and
forms a positive feedback loop to maintain the upregulated
FoxM1 level. Our previous study showed that c-Jun, a
transcription factor belonging to the AP-1 family, was
involved in PDGF-mediated Ca®"-dependent upregulation
of TRPC6 channels in PASMC.” PDGF-mediated
increase in c-Jun may contribute to the upregulation of
PDGF and PDGFRs in PASMC by an autocrine mechan-
ism. These observations suggest that transcriptional activa-
tion through the TGF-B/GATA4/5 and spermine/CaSR/
Ca’"/CaM/c-Jun signaling cascades, as well as the
MDM2-associated posttranscriptional modification of p53
protein pathway, may potentially be involved in the
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upregulation of PDGFRa and PDGFp genes in PASMC
from patients with TPAH.

The findings from this study showed that due to the upre-
gulated PDGFRa and PDGFRp in IPAH-PASMC, PDGF-
induced phosphorylation of AKT (at S473 and T308) was
enhanced in IPAH-PASMC compared to normal PASMC.
However, we were not able to demonstrate that PDGF
induces more increases in pAKT at S473 and T308 in
IPAH-PASMC, due likely to the increased basal phosphor-
ylation level of AKT at these two sites. As expected, PDGF
also increased [Ca”].zyt in PASMC, but the PDGF-mediated
rise in [Ca”]cyt was not different between normal and IPAH
PASMC. These data suggest that the expression and phos-
phorylation of PDGFR were both increased in IPAH-
PASMC compared to normal PASMC, which may serve
as an important pathogenic mechanism in the development
and progression of pulmonary vascular remodeling due to
enhanced PASMC proliferation in PAH.

Our data also showed that PDGF-AA concentration was
much higher than PDGF-BB in the CM from normal
PAEC, while PDGF-AA and PDGF-BB were both signifi-
cantly higher in the CM from IPAH PAEC than in normal
PAEC. PDGF could be released as free and bounded iso-
forms or as constituents of extracellular vesicles.® We will
continue our research to clarify the form of PDGF-AA and
PDGF-BB in PAEC-CM. Incubation of PASMC with the
CM collected from IPAH-PAEC resulted in higher prolif-
erative rate probably due to higher concentration of released
PDGF-AA and/or PDGF-BB. It is worth noting that the
highest proliferation was shown in IPAH-PASMC in
response to the CM from IPAH-PAEC. We were able to
detect the negligible amount of PDGF secreted by
PASMC but it was not enough to promote PASMC prolif-
eration (data not shown). These findings led us to conclude
that, in patients with IPAH, the increased level of PAEC-
secreted PDGF-AA and PDGF-BB and the upregulated
PDGFR in PASMC coordinate with each other contribut-
ing to enhance PASMC proliferation and pulmonary vascu-
lar remodeling.

Imatinib, a 2-phenyl amino pyrimidine derivative that
specifically inhibits TKRs like PDGFR and c-Kit, efficiently
inhibited PDGF-induced increases in pAKT and [Caz*[Cyt in
our experiments. Large doses of imatinib also efficiently
inhibit EGFR, ErbB2, insulin receptor, and IGF-I receptor
(with an ICsg >100 pM) as well as Flt-3, cFms/v-Fms, and
vSrc (with an ICso>10puM).>"®" Imatinib has been
approved by the FDA for the treatment of inoperable and
metastatic malignant gastrointestinal stromal tumors. In
recent years, imatinib has also been found to attenuate
experimental PH.'®2%6%6> [n clinical studies, imatinib
could improve exercise capacity and hemodynamics in
patients with advanced PAH.!7-**%> However, it has been
reported that treatment with imatinib is accompanied by
severe adverse effects, including subdural hematomas, as
well as poor tolerability.®® A possible reason for the imati-
nib-associated advert effects (e.g. cardiac toxicity, abnormal

bone, mineral metabolism, and immune function disorder)67
is that it inhibits not only PDGFR, but also other TKRs
important for cell survival.®"*® Taken together, inhibition of
endothelial PDGF synthesis and secretion, and blockade of
smooth muscle PDGFR would be a good therapeutic strat-
egy to inhibit PASMC proliferation and migration, attenu-
ate pulmonary vascular remodeling, and eventually prevent
the development of PH or reverse established PH.

In summary, the pathogenic paracrine interaction of
increased endothelial PDGF and upregulated smooth
muscle PDGFR is enhanced in patients with PAH and ani-
mals with experimental PH. Given the adverse effects of
conventional PDGFR inhibitors (e.g. imatinib), it is valid
and promising to develop specific transcriptional and trans-
lational inhibitors of endothelial PDGF and smooth muscle
PDGEFR as therapeutic approach for PAH and other forms
of severe PH.
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