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Rationale: Pulmonary hypertension (PH) is a progressive disease
with unclear etiology. The significance of autophagy in PH remains
unknown.
Objectives: To determine the mechanisms by which autophagic
proteins regulate tissue responses during PH.
Methods: Lungs from patients with PH, lungs from mice exposed to
chronic hypoxia, and human pulmonary vascular cells were exam-
ined for autophagy using electron microscopy and Western analysis.
Mice deficient in microtubule-associated protein-1 light chain-3B
(LC3B2/2), or early growth response-1 (Egr-12/2), were evaluated for
vascular morphology and hemodynamics.
Measurements and Main Results: Human PH lungs displayed elevated
lipid-conjugated LC3B, and autophagosomes relative to normal
lungs. These autophagic markers increased in hypoxic mice, and in
human pulmonary vascular cells exposed to hypoxia. Egr-1, which
regulates LC3B expression, was elevated in PH, and increased by
hypoxia in vivo and in vitro. LC3B2/2 or Egr-12/2, but not Beclin 11/2,
mice displayed exaggerated PH during hypoxia. In vitro, LC3B
knockdown increased reactive oxygen species production, hypoxia-
inducible factor-1a stabilization, and hypoxic cell proliferation. LC3B
and Egr-1 localized to caveolae, associated with caveolin-1, and
trafficked to the cytosol during hypoxia.
Conclusions: The results demonstrate elevated LC3B in the lungs of
humans with PH, and of mice with hypoxic PH. The increased
susceptibility of LC3B2/2 and Egr-12/2 mice to hypoxia-induced PH
and increased hypoxic proliferation of LC3B knockdown cells sug-
gest adaptive functions of these proteins during hypoxic vascular
remodeling.Theresults suggest thatautophagicproteinLC3Bexerts
a protective function during the pathogenesis of PH, through the
regulation of hypoxic cell proliferation.
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Pulmonary hypertension (PH) is functionally characterized by
elevations in mean pulmonary pressure and the development of
secondary right ventricular failure. Category I PH, also known as
pulmonary arterial hypertension (PAH), includes idiopathic
(IPAH), familial, and acquired forms resulting from collagen
vascular disease, drugs, HIV infection, portal hypertension, and
pulmonary artery shunts (1–5). Categories II–V of PH include
those forms secondary to left-heart disease; lung disease or

hypoxia; chronic thrombotic or embolic disease; or other dis-
eases rarely associated with PH, such as sarcoid or mediastinitis
(1, 2). The molecular and cellular basis for the vascular changes
associated with PH remains unclear (6). Impaired production of
nitric oxide can result in vasoconstriction and smooth muscle
cell proliferation, suggesting a role for endothelial dysfunction
in PH (7). In addition, variations in the production, expression,
or activity of vascular mediators (i.e., endothelin-1, prostacyclins,
voltage-gated K1-channels), signaling molecules, and growth
factors (e.g., transforming growth factor-b, platelet-derived
growth factor [PDGF]) have been implicated in hypoxic remod-
eling seen in PH (8–10). Pulmonary endothelial, smooth muscle,
and fibroblast cells, and circulating inflammatory and progeni-
tor cells can all potentially contribute to the remodeling process
(10, 11).

Macroautophagy (autophagy) is a cellular homeostatic pro-
cess involving lysosome-dependent turnover of organelles or
proteins (12, 13). Autophagy can be induced in the cardiovascular
system by hypoxia, hemodynamic stress, proatherogenic agents,
and other noxious stimuli, suggesting a role for this process in
vascular adaptation (14, 15). During autophagy, double-mem-
braned autophagic vacuoles or autophagosomes (AV) surround
cytosolic organelles (e.g., endoplasmic reticulum, mitochondria)
or protein, and subsequently fuse with lysosomes where the
engulfed components are enzymatically degraded. By regenerat-
ing metabolites (i.e., amino acids, fatty acids) for anabolic
pathways, autophagy can prolong survival during starvation (12,
13). Genes critical for the regulation of autophagy (Atg) have
been identified in mammals, each with distinct roles in the
regulation of the autophagic pathway (16). The conversion of
microtubule-associated protein-1 light chain 3B (LC3B) from
LC3B-I (free form) to LC3B-II (phosphatidylethanolamine
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Pulmonary hypertension is a progressive disease character-
ized by increased pulmonary arterial pressure, and subse-
quent right ventricular failure. The mechanisms of pulmonary
vascular remodeling, particularly in the idiopathic form of the
disease, remain unclear, but involve endothelial dysfunc-
tion and pulmonary vascular cell proliferation.

What This Study Adds to the Field

We have observed the elevated occurrence of autophagy in
lung tissue from patients with pulmonary hypertension. This
study identifies a role for autophagy as a protective mech-
anism in lung vascular cells and in the chronic hypoxia
mouse model of pulmonary hypertension.
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conjugated form) is a major step in autophagosome formation
(17, 18).

Autophagy has previously been implicated in human cardio-
vascular diseases (i.e., heart failure, atherosclerosis, ischemia–
reperfusion injury) and other pathologies with either protective
or maladaptive roles depending on disease model (14, 15, 19).
Here, we have observed enhanced autophagy in clinical samples
from patients with several forms of PH. We therefore hypothe-
sized that the autophagic protein LC3B, which is up-regulated in
PH tissue and as a response to hypoxia, participates in an adaptive
or defense mechanism. To test this hypothesis, we subjected mice
genetically deficient in LC3B to chronic hypoxia, and measured
indices of PH. We also examined the role of LC3B in the
regulation of vascular cell proliferation, a major contributing
process to the pathologic phenotype of PH. Our studies suggest
that LC3B participates in an adaptive response to hypoxia during
the development of PH, as demonstrated by antihypertensive and
antiproliferative effects of LC3B. Some of the results of these
studies have been previously reported in the form of abstracts
(20, 21).

METHODS

An expanded METHODS section is available in the online supplement.

Human Subjects

Lung tissue explants from patients with PH or control subjects were
obtained from the University of Pittsburgh Transplant Core Facility.
Normal lungs were obtained from patients with traumatic injury un-
related to the lung. For each donor, demographic and clinical data,
including echocardiographic and pulmonary arterial pressure data, were
obtained (Table 1). Tissue samples (IPAH, n 5 5; other forms of PH
[non-IPAH], n 5 5; or Control, n 5 4) were analyzed for autophagic
markers by Western immunoblot analysis or for autophagosome forma-

tion by electron microscopic analysis as described (see online supple-
ment) (22).

Animals and In Vivo Hypoxia Exposure

All animals were housed in accordance with guidelines from the
American Association for Laboratory Animal Care. The Animal Re-
search Committee of Brigham and Women’s Hospital, Boston, Mas-
sachusetts, approved all protocols. Wild-type C57BL/6 mice were
exposed to hypoxia 10% O2 or normoxia for 3 weeks, and then the
lungs were harvested and analyzed for autophagic markers by West-
ern analysis or for autophagosome formation by electron microscopic
analysis. For functional studies, LC3B2/2 mice (8–12 wk old) (23),
Beclin 11/2 mice (24), or early growth response (Egr-1)2/2 mice
(Taconic, Germantown, NY) and their corresponding respective age-
matched littermates were exposed to 10% O2 (hypoxia group) or room
air (normoxic group) for 4 weeks before functional measurements. For
recovery experiments LC3B2/2 mice and corresponding LC3B1/1

littermates were subjected to 3 weeks of hypoxia followed by 4 weeks
of recovery in room air before functional measurements (see online
supplement).

Vascular Cell Culture

Human pulmonary artery endothelial cells (PAEC) at passages 5–8 were
grown to approximately 80% confluence in endothelial cell growth
medium-2 (EGM-2) (Lonza; Allendale, NJ). Human pulmonary artery
vascular smooth muscle cells (PASMC) at passages 7–10 were grown to
approximately 80% confluence in smooth muscle cell growth medium-2
(Lonza). Cells were subjected to transient transfection with either
siRNA or expression vectors to modulate the cellular expression of
LC3B or Egr-1. For proliferation experiments, transiently transfected
cells at 80% confluence were starved for 2 hours in serum-free EGM-2
media before the addition of PDGF-BB (20 ng ml21) or endothelin-1
(40 nM) in complete growth media, and then placed in hypoxia or
normoxia for an additional 48 hours. For hypoxic exposures, PAEC or
PASMC were incubated in an atmosphere of 1% O2, 5% CO2, and
94% N2 for the indicated intervals. Corresponding normoxic controls
were maintained for equivalent times in humidified incubators in
an atmosphere of 95% air and 5% CO2. Cell proliferation was assessed
for proliferation using a standard MTT assay and cell counting, or for
the expression of specific proteins by Western analysis (see online
supplement).

Statistics

Data are presented as mean 6 SD. Paired analysis was performed with
the Student t test as appropriate. Parametric analyses were performed
by one-way analysis of variance with Tukey method. Correlations
between parameters were expressed with the Pearson correlation co-
efficient (r). Statistical significance was accepted at *P less than 0.05
and #P less than 0.01 (Figures 1 and 3–7).

RESULTS

Increased Autophagy in PAH

Lung tissue sections from normal patients and patients with PH
(Table 1) were analyzed for the expression of LC3B. In human
lung tissue derived from patients with strictly IPAH, the total
expression of LC3B and the relative expression of its activated
(lipidated) form LC3B-II (Figure 1A, upper panel) were mark-
edly increased relative to normal lung tissue. Similar results were
obtained from samples with other forms of PH (Table 1 and
Figure 1A, lower panel). The changes in LC3B expression
corresponded to increased LC3B mRNA in human PH lung
(Figure 1B). Immunohistochemical staining of pulmonary vascu-
lar tissue from normal or PH lung revealed the increased
expression of autophagic markers in PH tissue relative to normal
tissue. The expression of LC3B was markedly increased in the
endothelial cell layer, and in the adventitial and medial regions of
large and small pulmonary resistance vessels from PH lung,
relative to normal vascular tissue (Figure 1C).

TABLE 1. BASELINE CHARACTERISTICS OF PATIENTS*

Pulmonary Hypertension Control Subjects

Etiology Age 36 6 19

IPAH 5 Sex

Sarcoid 1 M 2

EtOH 1 F 2

Rheumatic 1

Congenital 1 Cause of death Head trauma

Drug induced 1

IPAH Non-IPAH

Age 43 6 14 48 6 15

Sex

M 2 1

F 3 4

Echocardiographic, mm Hg

RVSP 130 6 49 95 6 16

LVEF .50% 10–50%

Hemodynamic, mm Hg

PA mean 59 6 17 49 6 10

PCWP 7 6 3 18 6 5

Six-minute walk, ft 1010 6 295 1000 6 95

Therapy

Flolan 2 2

Remodulin 1

Flolan, Bosenan 1 1

Flolan, Sildenafil 1

None 1 1

Definition of abbreviations: EtOH 5 ethanol; IPAH 5 idiopathic pulmonary

arterial hypertension; LVEF 5 left ventricular ejection fraction; PA 5 pulmonary

arterial; PAP 5 pulmonary arterial pressure; PCWP 5 pulmonary capillary wedge

pressure; RVSP 5 right ventricular systolic pressure.

* Lung tissue samples were examined from four normal control subjects and

compared with five patients with PAH and five with other forms of PH.
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To determine the role of autophagy in PH, we examined this
process in a mouse model of hypoxia-induced PH. In mice,
3 weeks of hypoxia (10% O2), which induces PH in these animals,
increased total LC3B expression and LC3B-II accumulation in

lung tissue (Figure 1D). Electron microscopic analysis revealed
that immature (AVi) and degradative (AVd) AV (22) were
dramatically increased in hypoxic lung tissues, relative to lung
tissue from air-treated controls (Figure 1E). Quantification of

Figure 1. Autophagy is in-
creased in the lung and lung

vasculature of patients with

human pulmonary hyperten-

sion (PH), and in the lung
and lung vascular tissue of

mice exposed to chronic hyp-

oxia. (A) Western blot analysis

of light chain-3B (LC3B)-I/-II
expression in lung tissue from

normal patients (N) and pa-

tients with idiopathic pulmo-
nary arterial hypertension

(IPAH) or non-IPAH forms of

PH (see Table 1 for demo-

graphics). b-actin served as
the standard (n 5 4 normal,

n 5 5 PAH, and n 5 5 patients

with PH). (B) The level of LC3B

mRNA from normal (n 5 5)
and patients with PH (n 5 10)

was measured by reverse tran-

scriptase polymerase chain re-

action. 18S rRNA served as the standard. Data are mean 6 SD. **P , 0.0001. (C ) Immunohistochemical analysis of LC3B protein in large (left) and
small (right) human pulmonary vessels from normal or PH lung. Blue arrows indicate staining in the vessel intima and adventitia. Scale bars represent

10–100 mm as indicated. (D) Expression of LC3B in lung tissues from mice exposed to chronic hypoxia (10% O2, 3 wk) or normoxia (N). Total LC3B

expression was normalized to b-actin. (E ) Representative electron micrograph of mouse lung tissue from chronic hypoxia–treated mice and

corresponding normoxic controls. Immature autophagic vacuoles (AVi) and degradative autophagic vacuoles (AVd) are detected in an endothelial
cell (EC). AV were scored as described elsewhere (22). A red blood cell (RBC) is observed within the vessel lumen. Scale bar represents 500 nm. Total

AV formation per 100 mm2 is quantitated at right. Data represent mean 6 SD. n 5 15 electron microscope images per condition, #P , 0.01. (F ) The

expression of LC3B is localized in EC and smooth muscle actin (SMA) in mice lung tissue. Sections of vessels isolated from hypoxia-treated mice were
stained for LC3B (rabbit antimouse) using fluorescein isothiocyanate–conjugated secondary antibodies, or stained for a-SMA or platelet endothelial

cell adhesion molecule-1 (PECAM) (rat antimouse) as indicated, using Cy3-conjugated IgG secondary antibodies. LC3B localized to the vessel wall.

Merged images demonstrate colocalization to the endothelial and smooth muscle cells as indicated by a-SMA and PECAM antibodies. All panels are

at 340 magnification. Scale bars 5 20 mm.

Figure 2. Hypoxia increased the expression and activation

of light chain-3B (LC3B) in pulmonary vascular cells in vitro.

(A) pulmonary artery endothelial cells (PAEC) and pulmo-
nary artery vascular smooth muscle cells (PASMC) were

exposed to hypoxia for 0–24 hours and evaluated for

expression of LC3B-I and LC3B-II by Western analysis.

b-actin served as the standard. (B) PAEC were exposed to
hypoxia for 24 hours in the absence or presence of

bafilomycin A1 (100 nM), and evaluated for the expression

of LC3B-I and LC3B-II by Western analysis. b-actin served as

the standard. (C ) PAEC transfected with green fluorescence
protein–LC3 were exposed to hypoxia or normoxia for

24 hours. Cells were visualized by confocal microscopy

and the percentage of cells exhibiting punctuated green
fluorescence protein–LC3 fluorescence was calculated rel-

ative to all green fluorescence protein–positive cells. Data

represent mean 6 SD. #P , 0.01. (D) Electron microscopic

analysis of PAEC and PASMC after 24 hours of hypoxia. Red
arrows indicate the presence of immature (AVi) or degra-

dative (AVd) autophagic vacuoles. AV were scored as

described in reference (22). Scale bar 5 500 nm. Graphs

represent quantification of autophagosomes (AVi 1 AVd)
per cell in PAEC and PASMC exposed to hypoxia or

normoxia. Data represent mean 6 SD. n 5 15 electron

microscope images per cell type and condition, #P , 0.01.
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electron micrographs (n 5 15) revealed that total AV were
significantly increased in hypoxic lung tissue (Figure 1E). The
expression of LC3B in small pulmonary vessels from hypoxia-
treated animals was evaluated using confocal microscopy (Figure
1F). The expression of LC3B in lung vascular tissue was induced
by hypoxia, and colocalized with markers of smooth muscle and
endothelial cells as shown in the merged images.

Hypoxia Increases Autophagy in Primary Pulmonary Vascular

Cells In Vitro

We examined the expression of autophagic markers in primary
human pulmonary vascular cells including human PAEC and
PASMC during hypoxia exposure (1% O2) in vitro. Hypoxia
exposure induced time-dependent increases of LC3B expression
and the accumulation of its active form (LC3B-II) in PAEC
(Figure 2A, upper panel). Similar results of LC3B activation were
observed in PASMC (Figure 2A, lower panel). To determine
whether increases in LC3B activation correlated with increased
autophagic flux during hypoxia treatment, we repeated these
experiments in the absence or presence of bafilomycin-A1, an
inhibitor of autophagosome-lysosome fusion (25). Bafilomycin-
A1 treatment further elevated the expression of LC3B-II in
PAEC under both normoxic and hypoxic exposures, indicative

of autophagic activity under these conditions (Figure 2B). We
also examined the response in primary mouse lung microvascular
endothelial cells. Similar results were obtained with respect to
activation of LC3B-II and enhancement of the response by
bafilomycin-A1 (see Figures E1A and E1B).

We examined morphologic indices of autophagy in hypoxia-
treated pulmonary vascular cells. Hypoxia treatment (1% O2, 24 h)
of green fluorescence protein–LC3-transfected PAEC induced the
formation of green fluorescence protein-LC3 puncta, an indicator
of autophagosome formation (Figure 2C) (25, 26). Hypoxia
treatment resulted in increased formation of AVi and AVd after
24 hours exposure in PAEC and PASMC (Figure 2D).

LC3B2/2 Mice Display Enhanced Indices of PH in the Chronic

Hypoxia Model

We sought to examine the functional role of LC3B during the
development of PH. To test the hypothesis that LC3B2/2 mice
(23) are more susceptible to PH, we measured right ventricular
systolic pressure (RVSP) in LC3B2/2 or LC3B1/1 littermate
mice subjected to hypoxia (10% O2). Under normoxic conditions,
LC3B2/2 mice displayed similar RVSP relative to LC3B1/1 mice
(Figure 3A). In LC3B2/2 mice (n 5 15), 4-week hypoxia
exposure increased RVSP approximately two-fold relative to
baseline, and this value was significantly higher than that of
hypoxia-exposed LC3B1/1 mice (n 5 15). Right ventricular
hypertrophy, as measured by the ratio of right ventricle weight
to body weight (RVW/BW) or by the ratio of RVW to combined
left ventricle and septum weight (RV/LV1S) (Fulton index), was
significantly greater in LC3B2/2 mice (n 5 15) than in LC3B1/1

mice (n 5 15) after 4 weeks of hypoxia (Figures 3B and 3C). Both
LC3B2/2 and LC3B1/1 mice displayed comparable RVW/BW
and RV/LV1S under normoxia (Figures 3B and 3C). Hematox-
ylin and eosin staining revealed enhanced vascular remodeling in
LC3B2/2 mice after hypoxia compared with LC3B1/1 mice
(Figure E2A). LC3B2/2 mice developed exaggerated vascular
remodeling with a significant increase in wall thickness of
pulmonary arterioles (61 6 7.4%) after hypoxia compared
with LC3B1/1 mice (43.7 6 5.6%; P , 0.05) and respective
normoxic controls (Figures 3D and E2A). Consistent with these
findings, a-smooth muscle actin (a-SMA) expression was in-
creased in lung tissue by chronic hypoxia, indicative of active
remodeling processes. The a-SMA expression was considerably
enhanced in LC3B2/2 mice relative to LC3B1/1 mice, in re-
sponse to hypoxia (Figure E2B). The phenotypes of LC3B2/2

and LC3B1/1 mice with respect to lung LC3B expression were
validated (Figure E2B). To further assess the role of LC3B in
susceptibility to hypertension, LC3B2/2 or LC3B1/1 littermate
mice were subjected to hypoxia for 3 weeks and then allowed to
recover in room air for 4 weeks. At the end of the recovery period,
LC3B2/2 mice displayed significantly greater elevation of RVSP
(n 5 6 per group) (Figure E3A) and RV/LV1S (n 5 8 per group)
(Figure E3B), relative to LC3B1/1 mice.

To further evaluate the prospective role of autophagy in these
observations, similar analyses were performed using mice with
heterozygous disruption of another major autophagic regulator
protein, Beclin 1. Beclin 11/2 mice or Beclin 11/1 littermate mice
were subjected to hypoxia (10% O2) for 4 weeks. No significant
changes in the vascular response were noted in Beclin 11/2 mice
relative to Beclin 11/1 mice with respect to RSVP and RV/LV1S
measurements (Figure E4). We also evaluated the effect of the
autophagic inhibitor chloroquine on the development of PH in wild-
type mice. Chloroquine injection did not change the vascular
response in mice subjected to hypoxia or in rats treated with
monocrotaline, an alternative model of PH development (Figure
E5).

Figure 3. Light chain-3B (LC3B2/2) mice display enhanced indices of

pulmonary hypertension after chronic hypoxia. (A) Right ventricular

systolic pressure (RVSP) was measured in LC3B1/1 (open square) and
LC3B2/2 (black square) mice after hypoxia (n 5 15) and normoxia (n 5

15) for 4 weeks. (B) Right ventricle weight (RVW) (milligrams)

normalized for body weight (BW) (grams) in LC3B1/1 (open square)

and LC3B2/2 (black square) mice. (C ) Fulton index of right ventricular
hypertrophy (RVH), measured as ratio of the RVW to that of the left

ventricle plus septum (RV/LV1S). (A–C ) Data represent mean 6 SD

(n 5 5). #P , 0.01; *P , 0.05. (D) Graphic shows quantitation of

percent wall thickness of pulmonary arterioles in the lungs of LC3B1/1

(open square) and LC3B2/2 (black square) mice after normoxia (n 5 10

per group) and hypoxia (n 5 10 per group). Data are expressed as

mean 6 SE (*P , 0.05; #P , 0.01) for hypoxic LC3B2/2 mice versus

hypoxic LC3B1/1 mice and corresponding normoxic controls.
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Role of LC3B in Vascular Cell Proliferation

We next evaluated the role of LC3B in pulmonary vascular cell
proliferation in vitro. Stimulation with endothelin-1 (40 nM) or
PDGF-BB (20 ng � ml21) for 48 hours during hypoxia increased
cell proliferation in PAEC (Figure 4A) and PASMC (Figure 4B),
respectively. Infection with LC3B-specific siRNA further in-
creased hypoxia and mitogen-dependent cell proliferation rela-
tive to control siRNA-infected cells. Conversely, overexpression
of LC3B by transfection with LC3B expression vector decreased
hypoxia and mitogen-dependent cell proliferation in PAEC
(Figure 4C) and PASMC (Figure 4D), relative to control trans-
fected cells. Interestingly, the LC3B-specific siRNA-infected
PAEC (Figure 4E) and PASMC (Figure 4F) also displayed atten-
uated activation of staurosporine-induced apoptosis (caspase-3
cleavage) compared with control siRNA-infected cells.

LC3B Suppresses Reactant Oxygen Species–Dependent

Stabilization of Hypoxia-inducible Factor-1a

We next evaluated the potential role of the hypoxia-inducible
factor (HIF)-1a pathway, a major regulatory of proliferative
responses to hypoxia, in the antiproliferative effects of LC3B.

Increases in cellular reactive oxygen species (ROS) production
are known to promote HIF-1a stabilization (27). PAEC cells
infected with LC3B-specific siRNA displayed a greater accumu-
lation of intracellular ROS production under both normoxic and
hypoxic conditions, relative to control siRNA-transfected cells
(Figures 5A and 5B). Similarly, LC3B knockdown cells displayed
greater HIF-1a levels under normoxic and hypoxic conditions
(Figure 5C).

Egr-1 Regulates LC3B during Hypoxia In Vitro and In Vivo

Genetic analysis of the promoter region of LC3B revealed
consensus binding sites for the Egr-1 transcription factor (28).
We hypothesized that Egr-1 regulates LC3B expression and
autophagy during hypoxia. Chromatin immunoprecipitation as-
says revealed that Egr-1 was rapidly induced to bind the LC3B
promoter after stimulation by hypoxia in PAEC (Figure 6A).
Human PH lung tissue displayed increased Egr-1 protein expres-
sion relative to normal lung tissue (n 5 5 normal, n 5 10 PH)
(Figure 6B). Egr-1 protein expression was also increased in
mouse lung tissue after 4 weeks hypoxia treatment (n 5 3 per
each group) (Figure 6C).

Figure 4. Light chain-3B (LC3B) modulates pulmonary

vascular cell proliferation. (A and B) Pulmonary artery
endothelial cells (PAEC) and pulmonary artery vascular

smooth muscle cells (PASMC) were transfected with

control or LC3B siRNA then endothelin (ET)-1 (40 nM)

or platelet-derived growth factor (PDGF)-BB (20 ng ml21)
were added to PAEC (A) and PASMC (B) for 48 hours,

respectively. Cultures were then exposed to hypoxia or

normoxia for an additional 48 hours. Proliferation was

assessed by MTT assay. Data represent mean 6 SD (n 5

3). *P , 0.05; #P , 0.01. (C and D) PAEC and PASMC

were transfected with control or pCMV-LC3 expression

vector and then ET-1 (40 nM) or PDGF-BB (20 ng ml21)
were added to PAEC (C ) and PASMC (D) for 48 hours,

respectively. Cells were exposed to hypoxia or normoxia

for an additional 48 hours. Proliferation was assessed by

MTT assay. Data represent mean 6 SD (n 5 3). *P , 0.05;
#P , 0.01. (A–D) Western analysis was used to validate

targeted changes in LC3B expression in PAEC and PASMC

with b-actin as the standard (inserts). (E and F ) LC3B

modulates pulmonary vascular cell apoptosis (E ) PAEC
and (F) PASMC were transfected with control or LC3B

siRNA and then exposed to hypoxia or normoxia for 0–48

hours in the presence of staurosporine (1 mM). Cell death

was assessed by crystal violet staining. Data represent
mean 6 SD (n 5 3). *P , 0.05. Western blot analysis was

used to assay caspase-3 cleavage in PASMC with b-actin as

the standard (insert).
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We investigated the influence of Egr-1 expression on LC3B
protein levels in hypoxia-treated cells. Infection of PAEC with
Egr-1–specific siRNA inhibited the expression of LC3B during
24 hours continuous hypoxia (Figure 6D).

Egr-12/2 Mice Display Reduced Autophagy and Enhanced

Indices of PH during Hypoxia

To obtain evidence for the involvement of Egr-1 expression in
hypoxia-induced autophagy in vivo, we examined LC3B expres-
sion in Egr-11/1 or Egr-12/2 mice (n 5 3). Exposure of Egr-11/1

mice to hypoxia caused significant increases in LC3B in the lung.
However, LC3B expression was not detectable in Egr-12/2 lung
tissue (Figure 7A). We hypothesized that Egr-12/2 mice may be
susceptible to hypoxia-induced PH. We measured RSVP in
Egr-12/2 mice and Egr-11/1 littermate mice subjected to chronic
hypoxia. Egr-12/2 mice and Egr-11/1 mice displayed comparable
RVSP in normoxia (Figure 7B). In Egr-12/2 mice (n 5 3), 4-week
hypoxia exposure (10% O2) increased RSVP compared with
baseline, and this value was markedly higher than RSVP in
hypoxic Egr-11/1 mice (n 5 3) (Figure 7B). Right ventricular
hypertrophy, as measured by RVW/BW and RV/LV1S, was also
greater in hypoxia-exposed Egr-12/2 mice, relative to Egr-11/1

mice (Figures 7C and 7D).
Histologic analysis revealed increased pulmonary vascular

remodeling in Egr-12/2 mice exposed to chronic hypoxia, as
evidenced by a-SMA staining (Figure E6). Analysis of autopha-
gic activation (colocalization of LAMP-1 and LC3B) revealed
impaired autophagy in response to hypoxia in cultured lung
fibroblasts from Egr-12/2 mice relative to Egr-11/1 pulmonary
fibroblasts (Figure E7).

LC3B and Egr-1 Localize to Caveolae and Interact

with Caveolin-1

We isolated caveolae fractions from PAEC subjected to nor-
moxia or hypoxia in vitro. Caveolin-1, which is constitutively
expressed in caveolae (29), localized in fractions (3–5) (Figure
E8A). Lipid raft isolation was confirmed using GM-1, an in-
dependent marker of plasma membrane lipid rafts, which also
localized to fractions (3–5). LC3B localized to the GM1- and
caveolin-1–containing fractions under normoxia in PAEC and
PASMC (Figure 8A). However, hypoxia diminished LC3B
abundance in the caveolae in PAEC and PASMC (Figure 8A).
Similarly, we observed the caveolae localization of Egr-1 in
PAEC and PASMC under normoxia, and the loss of Egr-1 from
caveolae under hypoxia (Figure 7A). We further evaluated the
localization of caveolin-1 and LC3B in PAEC under normoxia
and hypoxia using confocal microscopy. Caveolin-1 and LC3B

Figure 5. Light chain-3B (LC3B) knockdown increases intracellular
reactive oxygen species production and stabilizes hypoxia-inducible

factor (HIF)-1a. Pulmonary artery endothelial cells (PAEC) were infected

with LC3B-siRNA or control siRNA. Infected PAECs were treated with

hypoxia (1%) exposure for 30 minutes and incubated with 10 mM
H2DCF-DA for another 30 minutes at 378C. After the excess probe was

removed, cells were incubated for an additional 20 minutes before

fluorescence confocal microscopy. (A) Representative fluorescence

images are shown. (B) The relative fluorescence in the treatment
groups is quantitated (n 5 10). *P , 0.5. (C ) Cell lysates were analyzed

for HIF-1a stabilization by Western immunoblot analysis. b-actin was

used as the standard.

Figure 6. Early growth response (Egr)-1 regulates hypoxia-

induced light chain-3B (LC3B) expression in vitro and

in vivo, and protects against pulmonary hypertension

during chronic hypoxia. (A) Pulmonary artery vascular
smooth muscle cells (PASMC) were treated with hypoxia

(1% O2) for 8 hours. Chromatin samples were immuno-

precipitated with anti–Egr-1 and evaluated for factor bind-

ing to the LC3B promoter region. (B) Egr-1 expression
relative to b-actin was evaluated in lung homogenate from

normal patients (N) and patients with pulmonary hyper-

tension (PH) by quantification of Western blots. Data
represent mean 6 SD (n 5 5 normal, n 5 10 PH). #P ,

0.01. (C ) The protein levels of Egr-1 in mouse lung tissues

harvested from animals exposed to hypoxia and normoxia

were evaluated by Western analysis. Data represent mean 6

SD (n 5 6). #P , 0.01. (D) Pulmonary artery endothelial

cells (PAEC) were infected with Egr-1–specific siRNA

or control siRNA, then treated with hypoxia (1% O2) for

0–24 hours. Expression of LC3B and Egr-1 was determined
by immunoblotting with b-actin as the standard.
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localized to the plasma membrane, with diffuse cytoplasmic
staining under normoxia (Figure E8B). Hypoxia induced the
translocation of both caveolin-1 and LC3B from the membrane to
the cytoplasm in PAEC by 24 hours (Figure E8B). Importantly,
hypoxia exposure did not affect the abundance or distribution of
GM1, confirming the specificity of the response (Figure E8A). To
examine if caveolin-1 is involved in hypoxia-induced autophagy
and trafficking of LC3B, PAEC were exposed with hypoxia for
8 hours and caveolae fractions (Figures 8B and 8C) were isolated.
In normoxic PAEC, an interaction between LC3B and caveolin-1
was detected in caveolae fractions by coimmunoprecipitation,
indicating the localization of LC3B to caveolae in association
with caveolin-1. Treatment of these cells with hypoxia caused the
time-dependent disruption of this complex (Figure 8B). An
interaction of Egr-1 with caveolin-1 was also detected in caveolae
fractions from PAEC under normoxia, with time-dependent
dissociation of this complex under hypoxia (Figure 8C). Similar
results were observed in PASMC (Figures 8D and 8E).

DISCUSSION

We demonstrate here for the first time the elevated occurrence of
autophagy, as exemplified by increases in morphologic and bio-
chemical markers of this process, in human clinical samples from

patients with PH. Although autophagy has been investigated in
several preclinical models of human disease (19), including cancer
(30, 31), neurodegenerative diseases (32), heart disease (15),
inflammatory bowel disease (33), and chronic lung disease (28),
few studies have examined this process in human tissue samples.

The regulation and function of autophagy in human disease is
currently not well understood. Because of its basic role in
lysosomal degradation and recycling of metabolic precursors,
autophagy is generally considered a cell survival pathway (12, 13).
However, excessive activation of autophagy has also been
associated with cell death (i.e., caspase-independent or autopha-
gic cell death) (34, 35).

In the current study, we have also demonstrated increased
autophagy in the lung vasculature of mice in the chronic hypoxia
mouse model of PH, and in cultured human pulmonary vascular
cells exposed to hypoxia. We have shown that chronic hypoxia, in
the context of an animal model of hypoxia-induced PH, induces
autophagosome formation, and the synthesis and activation of
LC3B in mouse lung vascular tissue. These initial observations
demonstrate activation of LC3B and implicate the process of
autophagy as a general response to hypoxic stress in the pulmo-
nary vasculature. Furthermore, in addition to the studies shown in
the current article using the hypoxia model of PH, we have
observed activation of the major autophagic protein LC3B in
three additional animal models of PH. LC3B activation was
observed in rat lungs 3 weeks after a single injection of mono-
crotaline (60 mg/kg subcutaneously), an established model of rat
PH relative to vehicle controls (Smith and Choi unpublished
data). In two independent mouse models that develop spontane-
ous PH, including transgenic mice overexpressing IL-6 Tg (36)
and mice genetically deleted for vasoactive intestinal peptide (37)
(Lee, Smith, and Choi, unpublished data), we also have observed
elevated activation of LC3B in the lungs of mice from both of
these models. Detailed characterization of these additional models
of PH is beyond the scope of the current manuscript, but will be the
focus of future studies. The combined observations of the elevated
occurrence of autophagy in human tissue with PH of various
etiologies including PAH, and the elevated occurrence of autoph-
agy in several animal models of stress-induced or genetically
induced PH, lend credence to the proposed hypothesis that
autophagic proteins, such as LC3B, could have important func-
tional roles in the development or progression of PH.

The elevated occurrence of autophagy in patients with severe
PH could suggest an insufficient repair response. However, our
functional experiments using the mouse model of hypoxia-
induced PH demonstrated that a major autophagic protein,
LC3B, can play a role in limiting the progression of PH.

Our results in animal models indicate a protective role for LC3B
in responses of the pulmonary circulation to hypoxia. This conclu-
sion arises from observations of aggravated indices of PH (i.e.,
RSVP, Fulton index); increased vascular wall thickness; and en-
hanced a-SMA expression in animals genetically deleted for the
autophagic regulator protein LC3B in the chronic hypoxia model.
Furthermore, knockdown of LC3B enhanced the proliferation of
hypoxic PAEC and PASMC. Conversely, overexpression of LC3B
inhibited the hypoxic proliferation of these vascular cell lines. These
experiments suggest that active LC3B in vascular cells may partially
inhibit the proliferative processes that drive hypoxic remodeling.

A similar paradigm for autophagic protein activation as a pro-
tective but insufficient response to stress has recently been shown
in the work of Nakai and coworkers (38). In this study an increase
in the expression of the autophagic protein Atg5 was demon-
strated in the failing mouse heart after severe hemodynamic
stress when compared with the nondiseased state. However,
cardiac-specific deficiency in the autophagic regulator protein
Atg5 resulted in more rapid development of heart failure under

Figure 7. Early growth response (Egr-1)2/2 mice display enhanced
indices of pulmonary hypertension after chronic hypoxia. (A) Egr-11/1

and Egr-12/2 were exposed to chronic hypoxia. Lung tissue was

analyzed for light chain-3B (LC3B) by Western blotting. b-actin served

as the standard. *P , 0.05; #P , 0.01. (B) Right ventricular systolic
pressure (RVSP) was measured in Egr-11/1 (open square) and Egr-12/2

(black square) mice after exposure to hypoxia and normoxia for

4 weeks. Data represent mean 6 SD (n 5 3). (C ) Right ventricular

weight (RVW, milligrams) normalized for body weight (BW, grams) in
Egr-11/1 (open square) and Egr-12/2 (black square) mice. (D) Fulton

index of right ventricle hypertrophy measured as ratio of the weight of

the RV to that of the left ventricle (LV) plus septum (RV/LV1S). (C and
D) Data represent mean 6 SD (n 5 3) *P , 0.05; #P , 0.01.
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hemodynamic stress, suggesting a cardioprotective role (38).
Increased autophagy has also been observed as a general stress
response to nutrient starvation. Mice genetically deleted in Atg5
(Atg52/2), which display impaired autophagy in response to
starvation, were more susceptible to cardiac dysfunction after
starvation (39). Elevated autophagy was also detected as a stress
response during cardiac ischemia–reperfusion injury in the
mouse. In this model Beclin 1 hemizygous mice displayed re-
duced autophagy during ischemia–reperfusion and were resistant
to ischemia–reperfusion induced cardiac injury (40). Thus, auto-
phagic proteins have been implicated in both protective and
maladaptive roles depending on the stress model.

Previously, enhanced tumorigenesis in Beclin 11/2 mice has been
attributed to genomic instability resulting from increased metabolic
stress and impaired autophagy (41). In our current studies, however,
the functional differences in the hypoxic response of the lung
vasculature that were observed in LC3B2/2 mice were not repli-
cated in Beclin 11/2 mice. We therefore conclude that the protection
from the development of PH is more specifically dependent on the
function of LC3B protein, and is insensitive to disruption of Beclin 1.
We cannot exclude the possibility that phenotypic observations in
LC3B2/2 mice with respect to vascular function are caused by
genomic instability resulting from impaired homoeostasis and in-
creased metabolic stress in these animals. The testing of this
hypothesis is beyond the scope of the current manuscript.

Because the HIF-1 represents a major regulator of the
mammalian hypoxic response (42), and has recently been impli-
cated in the regulation of autophagy (43), we therefore hypoth-

esized that LC3B may regulate vascular proliferation through
modulation of the HIF-1 signaling pathway. HIF-1 regulates
several target genes in response to hypoxia, which have been
proposed to play a role in cell proliferation and the pathogenesis
of PH (i.e., endothelin-1, PDGF, angiotensin-converting enzyme,
vascular endothelin growth factor, and so forth) (42). Recent
studies implicate HIF-1 in the regulation of hypoxia-induced
autophagy, through activation of the HIF1 target gene bnip3 (43),
although the role of this pathway has not been examined in PH. In
our current studies, we show that LC3B knockdown alone
increases the formation of intracellular ROS in vascular cells,
and increases the stabilization of HIF-1a under both normoxic
and hypoxic conditions. These results suggested that LC3B may
act as an inhibitor of hypoxic signaling through the HIF-1a

pathway. These observations may account for the enhanced
vascular proliferation observed in LC3B knockdown cells.

Previous studies have described several additional alternative
functions of LC3B in addition to its role in the autophagic
pathway. LC3B acts as a positive regulator of fibronectin (Fn1)
mRNA translation, through direct binding to an AU-rich region
of the Fn1 39-UTR (44, 45). LC3B-dependent fibronectin expres-
sion and downstream increases in connective tissue growth factor
expression were associated with tumor cell proliferation, adhe-
sion, and invasiveness in fibrosarcoma cells (46). Additionally,
LC3B acts as a regulator of microtubule assembly (47) and
microtubule-dependent mRNA transport (48). Although we
did not examine these pathways, we cannot exclude the possibility
that these mechanisms contribute to the phenotypic observations

Figure 8. Light chain-3B (LC3B) and early growth re-

sponse (Egr)-1 localize to the lipid rafts and form com-

plexes with caveolin (Cav)-1, which are displaced by
hypoxia. (A) Human pulmonary artery endothelial cells

(PAEC) and pulmonary artery vascular smooth muscle

cells (PASMC) were exposed to hypoxia or normoxia for
24 hours. Cell lysates were subjected to sucrose density

gradient ultracentrifugation, to isolate 12 fractions (see

Figure E5A). Fractions (3–5) corresponding to lipid rafts

were immunoblotted for Egr-1, LC3B, or Cav-1. PAEC (B
and C ) or PASMC (D and E ) were exposed to hypoxia for

0–8 hours. Cell lysates were subjected to sucrose density

gradient fractionation. Fractions (3–5) were subjected to

immunoprecipitation with anti–Cav-1 followed by immu-
noblotting with anti-LC3B (B and D) or anti–Egr-1 (C and

E ). Reciprocal co-IP was performed for each experiment.

IgG served as the standard.
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in LC3B2/2 mice. The testing of this hypothesis is beyond the
scope of the current manuscript.

It should be noted that LC3B2/2 mice display no impairment
of basal autophagy or survival, and no neurodegenerative phe-
notype. Thus, LC3B function is likely compensated by other
endogenous proteins, with respect to developmental and basal
homeostatic processes (23). We cannot exclude the possibility
that nonautophagic functions of LC3B, secondary to the activa-
tion of autophagy during hypoxia, are responsible for the vascular
effects in this model.

The demonstration of altered autophagic flux in in vivo
models, as it may relate to disease mechanism, represents
a current challenge in the field. Advances in this area using
the in vivo application of chemical inhibitors are currently the
subject of intensive development in our laboratory, and in the
laboratories of experts in the autophagy community. A recent
review has identified this as a major challenge to the field and an
important area requiring further development (25). In our
current studies, the functional differences in the hypoxic re-
sponse of the lung vasculature that were observed in LC3B2/2

mice were not replicated in mice treated with the autophagic
inhibitor chloroquine. Chloroquine injection also failed to modu-
late the vascular response to monocrotaline, an alternative model
of PH generation, in rats (Figure E5). Chloroquine has been
previously evaluated for use as an inhibitor of autophagic flux
in vivo (49). The further implementation of inhibitors of autopha-
gic flux in vivo in our model systems is an area of active devel-
opment in our laboratory that will be the basis of future studies.

In addition to HIF-1, recent studies suggest that other major
transcription factors, including C/EBPa and Egr-1, induced by
hypoxia may also play a role in hypoxic vascular regulation (50).
Egr-1 can regulate apoptotic, inflammatory, and coagulant cascades
(51). We report here an essential role for Egr-1 in the regulation of
hypoxia-induced autophagy in vivo and in vivo. Our studies show that
Egr-1 plays a major role in the hypoxic activation of LC3B in vitro,
primarily at a transcriptional level. Hypoxic activation of the auto-
phagic process, as indicated by LC3B and LAMP1 co-localization,
and total lung LC3B expression is greatly diminished in Egr-12/2

mice. We have observed aggravated indices of PH in animals ge-
netically deleted for Egr-1 in the chronic hypoxia model. These results
are consistent with a regulatory role for Egr-1 in LC3B expression.

Our recent studies have explored the role of caveolae in the
regulation of membrane-dependent signaling processes (52).
Caveolin-1, a resident protein of caveolae, regulates several signal
transduction proteins, including Gi protein, Src family kinase,
Ha-Ras, cyclooxygenase-2, and endothelial nitric oxide synthase
(53–55). The importance of caveolin-1 in vascular processes has
been demonstrated in studies of cav-12/2 mice, which display
cardiac and lung abnormalities and PH (56–58). Chronic hypoxia
treatment causes a delocalization of both caveolin-1 and endothe-
lial nitric oxide synthase from the lipid raft leading to the
cytoplasmic sequestration of these factors (59). We demonstrate
the caveolae localization of autophagic protein LC3B and of
transcription factor Egr-1, reported here to regulate LC3B tran-
scription. The occurrence of these factors in caveolae and their
associations with caveolin-1 under basal states imply a negative
regulatory role of caveolin-1 in the activation of autophagy. Our
observations that hypoxia mobilizes these factors from caveolae to
cytoplasm in association with autophagic activation suggest that
these translocations represent early events in hypoxic activation of
autophagy. Our data indicate that the time-dependent dissociation
of LC3B or Egr-1 from caveolin-1 can be detected in caveolae in
response to hypoxia. These results suggest an upstream regulatory
switch for activation of autophagy in vascular cells.

In conclusion, our identification of enhanced autophagic protein
LC3B in clinical samples of human PH lung and lung vasculature,

and in corresponding in vivo models of hypoxia-induced PH,
warrants further investigation in the role of autophagic process in
PH. Our results describe novel mechanisms for the activation of
autophagic protein LC3B in response to noxious environmental
stimuli, which include the release of this protein and its transcrip-
tional regulators from a basal subcellular compartmentalization in
plasma membrane caveolae. The identification of caveolin-1 and
Egr-1 as novel regulators of autophagic protein LC3B suggests new
targets for therapeutic manipulation of this homeostatic process.

Our functional experiments using LC3B2/2 mice, and corre-
sponding in vitro experiments in cultured vascular cells, demon-
strate a specific antiproliferative and antihypertensive role for the
autophagic protein LC3B in the development of hypoxia-induced
PH. We conclude that these regulatory effects of LC3B depend
on the modulation of the hypoxic proliferative response through
the HIF-1a pathway.
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