AMP-dependent Kinase Inhibits Oxidative
Stress-induced Caveolin-1 Phosphorylation and
Endocytosis by Suppressing the Dissociation
between c-Abl and Prdx1 Proteins in Endothelial
Cells
Citation
Takeuchi, K., Y. Morizane, C. Kamami-Levy, J. Suzuki, M. Kayama, W. Cai, J. W. Miller, and D. G.
Vavvas. “AMP-Dependent Kinase Inhibits Oxidative Stress-Induced Caveolin-1 Phosphorylation
and Endocytosis by Suppressing the Dissociation Between c-Abl and Prdx1 Proteins in
Endothelial Cells.” Journal of Biological Chemistry 288 (28) (2013): 20581–20591.

Published Version
10.1074/jbc.M113.460832;doi:10.1074/jbc.m113.460832

Permanent link
http://nrs.harvard.edu/urn-3:HUL.InstRepos:34865298

Terms of Use
This article was downloaded from Harvard University’s DASH repository, and is made available
under the terms and conditions applicable to Other Posted Material, as set forth at http://
nrs.harvard.edu/urn-3:HUL.InstRepos:dash.current.terms-of-use#LAA

Share Your Story
The Harvard community has made this article openly available.
Please share how this access benefits you. Submit a story .
Accessibility

Signal Transduction:
AMP-dependent Kinase Inhibits Oxidative
Stress-induced Caveolin-1 Phosphorylation
and Endocytosis by Suppressing the
Dissociation between c-Abl and Prdx1
Proteins in Endothelial Cells
Kimio Takeuchi, Yuki Morizane, Cynthia
Kamami-Levy, Jun Suzuki, Maki Kayama,
Wenyi Cai, Joan W. Miller and Demetrios G.
Vavvas
J. Biol. Chem. 2013, 288:20581-20591.
doi: 10.1074/jbc.M113.460832 originally published online May 30, 2013

Access the most updated version of this article at doi: 10.1074/jbc.M113.460832
Find articles, minireviews, Reflections and Classics on similar topics on the JBC Affinity Sites.
Alerts:
• When this article is cited
• When a correction for this article is posted
Click here to choose from all of JBC's e-mail alerts
This article cites 52 references, 27 of which can be accessed free at
http://www.jbc.org/content/288/28/20581.full.html#ref-list-1

Downloaded from http://www.jbc.org/ at HARVARD UNIVERSITY on July 23, 2013

THE JOURNAL OF BIOLOGICAL CHEMISTRY VOL. 288, NO. 28, pp. 20581–20591, July 12, 2013
© 2013 by The American Society for Biochemistry and Molecular Biology, Inc. Published in the U.S.A.

AMP-dependent Kinase Inhibits Oxidative Stress-induced
Caveolin-1 Phosphorylation and Endocytosis by Suppressing
the Dissociation between c-Abl and Prdx1 Proteins in
Endothelial Cells*
Received for publication, February 10, 2013, and in revised form, May 14, 2013 Published, JBC Papers in Press, May 30, 2013, DOI 10.1074/jbc.M113.460832

Kimio Takeuchi‡, Yuki Morizane‡§, Cynthia Kamami-Levy‡, Jun Suzuki‡, Maki Kayama‡, Wenyi Cai‡, Joan W. Miller‡,
and Demetrios G. Vavvas‡1
From the ‡Retina Service, Angiogenesis Laboratory, Massachusetts Eye and Ear Infirmary, Department of Ophthalmology, Harvard
Medical School, Boston, Massachusetts 02114 and the §Department of Ophthalmology, Okayama University Graduate School of
Medicine, Dentistry and Pharmaceutical Sciences, Okayama 7008558, Japan
Background: Oxidative stress increases vascular permeability though caveolin-1 phosphorylation. The exact role of AMPK
is unknown.
Results: AMP-dependent kinase (AMPK) inhibits caveolin-1 phosphorylation by stabilizing the interaction between c-Abl and
Prdx-1.
Conclusion: AMPK activation inhibits oxidant induced-vascular permeability.
Significance: The present study shows a novel protective role of AMPK in the vascular homeostasis.
Caveolin-1 is the primary structural component of endothelial caveolae that is essential for transcellular trafficking of albumin and is also a critical scaffolding protein that regulates the
activity of signaling molecules in caveolae. Phosphorylation of
caveolin-1 plays a fundamental role in the mechanism of oxidant-induced vascular hyper permeability. However, the regulatory mechanism of caveolin-1 phosphorylation remains
unclear. Here we identify a previously unexpected role for
AMPK in inhibition of caveolin-1 phosphorylation under oxidative stress. A pharmacological activator of AMPK, 5-amino-4imidazole carboxamide riboside (AICAR), inhibited oxidative
stress-induced phosphorylation of both caveolin-1 and c-Abl,
which is the major kinase of caveolin-1, and endocytosis of albumin in human umbilical vein endothelial cell. These effects were
abolished by treatment with two specific inhibitors of AICAR,
dipyridamole, and 5-iodotubericidin. Consistently, knockdown
of the catalytic AMPK␣ subunit by siRNA abolished the inhibitory effect of AICAR on oxidant-induced phosphorylation of
both caveolin-1 and c-Abl. Pretreatment with specific c-Abl
inhibitor, imatinib mesylate, and knock down of c-Abl significantly decreased the caveolin-1 phosphorylation after H2O2
exposure and abolished the inhibitory effect of AICAR on the
caveolin-1 phosphorylation. Interestingly, knockdown of
Prdx-1, an antioxidant enzyme associated with c-Abl, increased
phosphorylation of both caveolin-1 and c-Abl and abolished the
inhibitory effect of AICAR on the caveolin-1 phosphorylation.
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Furthermore, co-immunoprecipitation experiment showed that
AICAR suppressed the oxidant-induced dissociation between
c-Abl and Prdx1. Overall, our results suggest that activation of
AMPK inhibits oxidative stress-induced caveolin-1 phosphorylation and endocytosis, and this effect is mediated in part by
stabilizing the interaction between c-Abl and Prdx-1.

Vascular endothelial permeability plays a pivotal role in regulating many physiological and pathological processes, including inflammation and angiogenesis and in diseases such as cancer, rheumatoid arthritis, atherosclerosis, and diabetes (1).
There are two pathways regulating vascular permeability; one
paracellular, through inter-endothelial junctions, and the other
transcellular, via caveolae-mediated vesicular transport (2).
Caveolae, fission of plasma membrane macrodomains enriched
with caveolin-1, are particularly abundant in endothelial cells
and essential for transport of albumin, albumin-bound ligands,
and hormones and for control of tissue oncotic pressure in the
normal continuous endothelium (1).
Caveolin-1, an integral membrane protein (20 –22 kDa), is
the primary structural component of endothelial caveolae and
is also a critical scaffolding protein functioning as a “master
regulator” of signaling molecules in caveolae (3). Although
caveolin-1 and caveolin-2 are abundantly expressed in the
endothelium, caveolae formation and transcytosis of albumin
are exclusively regulated by caveolin-1 (4 – 6). Recent studies
indicated that phosphorylation of caveolin-1 at Tyr-14 plays a
fundamental role in the mechanism of oxidant-induced vascular hyperpermeability (7). However, the regulatory mechanisms
of caveolin-1 phosphorylation are obscure.
AMP-activated protein kinase (AMPK) is a serine/threonine
kinase that regulates energy homeostasis and metabolic stress
(8). AMPK acts as a sensor of cellular energy status and maintains the balance between ATP production and consumption.
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In mammals, AMPK exists as a heterotrimer with ␣, ␤, and ␥
subunits, each of which is encoded by two or three genes (␣1,
␣2, ␤1, ␤2, ␥1, ␥2, and ␥3). The ␣ subunit possesses catalytic
activity, whereas the ␤ and ␥ subunits are regulatory and maintain the stability of the heterotrimer complex. The importance
of AMPK␣ is illustrated by the fact that dual deficiency of
AMPK␣1 and AMPK␣2 is embryonic lethal (9).
Recent evidence suggests that AMPK has a much wider range
of functions, including the regulation of cell growth, cell proliferation, cell polarity, and autophagy (10, 11). We have recently
demonstrated that activation of AMPK inhibits retinoblastoma
cell proliferation, tumor growth, angiogenesis, ocular inflammation, and MMP-9 expression (11–15). Because these functions of AMPK are closely linked to the vascular hyper-permeability induced by oxidative stress, we hypothesized that AMPK
has a protective role for vascular permeability. Indeed, recent
studies reported that AMPK protects the paracellular pathway
by supporting the adherens junction proteins of N-cadherin
and VE-cadherin (16). However, the role of AMPK in the transcellular pathway remains unclear. Thus, in the present study
we examined the role of AMPK in the transcellular pathway,
particularly the effect of AMPK activation on the phosphorylation of caveolin-1 under oxidative stress.

EXPERIMENTAL PROCEDURES
Materials—Antibodies for (p-) caveolin-1, (p-) c-Abl, peroxiredoxin I (Prdx1),2 (p-) AMPK, AMPK␣1, AMPK␣2, and VE-cadherin were purchased from Cell Signaling Technologies (Beverly,
MA). Antibodies for ␤-actin and p-caveolin-1 (for immunofluorescence) were obtained from Abcam (Cambridge, MA) and R&D
Systems (Minneapolis, MN), respectively. Secondary antibodies of
Alexa Fluor 488 goat anti-mouse IgG and Alexa Fluor 647 goat
anti-rabbit IgG were purchased from Invitrogen. 5-Amino-4-imidazole carboxamide riboside (AICAR), a pharmacological activator of AMPK, was purchased from Toronto Research Chemicals
(Toronto, ON, Canada). Hydrogen peroxide (H2O2), 5-iodotubericidin (IODO), and dipyridamole (DPY) were purchased from
Sigma. Imatinib mesylate, c-Abl inhibitor, was purchased from
Cayman Chemicals (Ann Arbor, MI). siRNAs targeting c-Abl,
AMPK␣1, AMPK␣2, and Prdx1 and control siRNA were purchased from Thermoscientific (Rockford, IL).
Cell Culture—HUVECs (Lonza, Walkersville, MD) were cultured in endothelial growth medium (Lonza, Walkersville, MD).
For all experiments cells were grown at 37 °C in a humidified
atmosphere of 5% CO2 and 95% air. Experiments were performed
on cells below passage 3–6 grown to 80–90% confluence.
Protein Extraction and Western Blotting—Protein extraction
and Western blotting were carried out as described previously
(15). Densitometric analysis of bands was performed using ImageJ
software. Lane-loading differences were normalized by ␤-actin.
Immunoprecipitation—Immunoprecipitation was performed
with the Universal Magnetic Co-IP Kit (Active Motif North America, Carlsbad, CA) according to the manufacturer’s instruction.

2

The abbreviations used are: Prdx1, peroxiredoxin I; HUVEC, human umbilical
vein endothelial cell(s); AICAR, 5-amino-4-imidazole carboxamide riboside;
IODO, 5-iodotubericidin; DPY, dipyridamole.

siRNA—Cells were transfected with siRNAs using a Nucleofection kit (Amaxa Biosystems, Gaithersburg, MD) following
the manufacturer’s protocol. The medium was changed at 6 h
after transfection. The down-regulation of each protein was
evaluated at 3 days after nucleofection.
Albumin Endocytosis Assay—After serum starvation overnight, HUVECs were pretreated with AICAR (2 mM) for 2 h and
then stimulated with H2O2 (2 mM) for 30 min. We added BSA
conjugated with Alexa 555 (50 g/ml, Invitrogen) in the
medium during the experiment. Cells on coverslips were
washed 3 times with cold TBS and fixed in 100% methanol at
⫺20 °C for 15 min. Cells were then permeabilized in 0.3% Triton X-100, 0.15% BSA in TBS with 0.05% Tween 20 (TBST) for
15 min at room temperature and blocked with 0.5% skim milk
in TBST for 60 min at room temperature. Cells were incubated
in p-caveolin-1 antibody diluted 1:200 and VE-cadherin antibody diluted 1:400 overnight at 4 °C and then incubated for 2 h
in secondary antibody diluted 1:300. Cells were then rinsed
three times in TBST before mounting in Toto3 (Invitrogen).
Images were acquired with a confocal microscope, Leica TCS
SP2 spectral confocal laser scanning microscope (Leica Microsystems, Wetzlar, Germany).
Statistical Analysis—All experiments were repeated a minimum of three times. All data were expressed as the means ⫾
S.D. Statistical differences were analyzed by the unpaired Student’s t test. Differences were considered significant at p ⬍ 0.05.

RESULTS
AICAR Suppresses Oxidative Stress-induced Phosphorylation
of Caveolin-1 and c-Abl—It has already been reported that
caveolin-1 is phosphorylated on tyrosine 14 under hyperosmotic shock and oxidative stress (17, 18) and that c-Abl, which
is an upstream kinase of caveolin-1, is required for oxidative
stress-induced phosphorylation of caveolin-1 (19). To study the
effect of oxidative stress on the phosphorylation of caveolin-1
and c-Abl in HUVEC, we exposed HUVEC to H2O2 and determined the phosphorylation by Western blotting. Incubation
with H2O2 resulted in the phosphorylation of both caveolin-1
and c-Abl dose-dependently (Fig. 1A). To investigate whether
AMPK activation inhibits oxidative stress-induced phosphorylation of caveolin-1 and c-Abl, we pretreated HUVEC with a
pharmacological activator of AMPK, AICAR, before H2O2
exposure. As shown in Fig. 1, A, B, and C), AICAR significantly
suppressed the phosphorylation of both caveolin-1 and c-Abl.
Caveolin-1 is the main component of the caveolae plasma
membranes and is involved in receptor-independent endocytosis (2, 20). To determine the effect of H2O2 and AICAR on the
endocytosis, we evaluated the amount of fluorescein-conjugated albumin endocytosed by HUVEC. Exposure to H2O2
resulted in the elevation of albumin endocytosis together with
caveolin-1 phosphorylation (Fig. 1D). By contrast, pretreatment by AICAR suppressed both endocytosis and caveolin-1
phosphorylation (Fig. 1D).
AICAR Inhibits H2O2-induced Phosphorylation of Caveolin-1
via Activation of AMPK—It has been reported that AICAR has
several effects independent of AMPK pathway (21–24). To determine the effect of AICAR on AMPK phosphorylation in HUVEC,
we investigated phosphorylation of AMPK after AICAR adminis-
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FIGURE 1. AICAR suppresses phosphorylation of caveolin-1 and c-Abl, and albumin endocytosis under oxidative stress. A, cells were cultured in AICAR
(2 mM) containing medium for 2 h and then stimulated with each different concentration (0, 0.5, 1.0, 2.0 mM) of H2O2 for 30 min. The amounts of p-caveolin-1
and p-c-Abl in HUVEC were then examined by Western blotting. B, densitometry of p-caveolin-1 in A is shown. C, densitometry of p-c-Abl in A. D, shown is an
albumin endocytosis assay. a, control (untreated cells). b, H2O2 (2 mM) stimulation for 30 min. c, pretreated with AICAR (2 mM) for 2 h. d, pretreated with AICAR
for 2 h followed by H2O2 (2 mM) stimulation for 30 min. BSA was conjugated with Alexa 555 (red), p-caveolin (green), VE-cadherin (blue). Scale bar ⫽ 50 m. A,
representative blots are shown. *, p ⬍ 0.01.

tration by Western blotting. As shown in Fig. 2A, AICAR phosphorylated AMPK dose-dependently. Next, we used two different
inhibitors of AICAR, DPY and IODO, to exclude the possibility
that the inhibitory effect of AICAR on caveolin-1 phosphorylation was caused by mechanisms other than AMPK activation.
DPY blocks adenosine transporters and prevents uptake of
AICAR into the cells (11, 25). IODO inhibits adenosine kinase
in the cell and prevents conversion of AICAR to AICAR monophosphate (ZMP), which activates AMPK (11, 25). Pretreatment with DPY or IODO inhibited AICAR-induced AMPK
phosphorylation dose-dependently (Fig. 2, B and F). Furthermore, pretreatment with DPY or IODO before H2O2 exposure
significantly restored the inhibitory effect of AICAR on phosphorylation of both caveolin-1 and c-Abl (Fig. 2). These results

indicate that ZMP accumulation through both transport and
phosphorylation of AICAR is required for the suppression of
caveolin-1 phosphorylation, suggesting that AMPK activation
is a key process for the inhibitory effect of AICAR.
Both AMPK␣1 and -␣2 Isoforms Are Required for the Inhibition of Caveolin-1 Phosphorylation under Oxidative Stress—
The catalytic subunit of AMPK, AMPK␣, has two isoforms (i.e.
AMPK␣1 and -␣2) that show differential tissue-specific expression (8, 9, 15). To determine the role of both isoforms in the
inhibitory effect of AMPK on caveolin-1 phosphorylation
under oxidative stress, we used RNA interference technology to
knock down AMPK␣1 or -␣2 in HUVEC. Knockdown of either
isoform of AMPK␣ abolished the inhibitory effect of AICAR on
H2O2-induced phosphorylation of caveolin-1 and c-Abl (Fig. 3).
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FIGURE 2. AICAR inhibits H2O2-induced phosphorylation of caveolin-1 via activation of AMPK. A, cells were treated with each concentration of AICAR for
2 h. B, cells were treated with each concentration of DPY for 1 h and then stimulated with 2 mM AICAR for 2 h. C, cells were treated with 8 M DPY for 1 h and
then stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. D, densitometry of p-caveolin-1 in C is shown. E, densitometry of
p-c-Abl in C is shown. F, cells were treated with each concentration of IODO for 1 h and then stimulated with 2 mM AICAR for 2 h. G, cells were treated with 0.4
M IODO for 1 h and then stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. H, densitometry of p-caveolin-1 in G is shown. I,
densitometry of p-c-Abl in G is shown. A[en]E, representative blots are shown. *, p ⬍ 0.01.
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FIGURE 3. Both AMPK␣1 and -␣2 isoforms are required for the inhibition of caveolin-1 phosphorylation under oxidative stress. A and D, the amounts
of p-caveolin-1 and p-c-Abl in HUVEC were examined by Western blotting. Cells were transfected with siRNA against AMPK␣1 (A) or ␣2 (D). Three days after
transfection cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. B, densitometry of p-caveolin-1 in A is shown. C,
densitometry of p-c-Abl in A is shown. E, densitometry of p-caveolin-1 in D is shown. F, densitometry of p-c-Abl in D is shown. A and B, representative blots are
shown. *, p ⬍ 0.01.
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FIGURE 4. AMPK mediates AICAR effects on c-Abl and caveolin1 phosphorylation. A, cells were co-transfected with both AMPK␣1 and -␣2 siRNAs (two
independent oligos) (␣1, (PRKAA1)-CCAUACCCUUGAUGAAUUA; ␣2 (PRKAA2)-CGACUAAGCCCAAAUCUUU). Three days after transfection cells were
stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. The amounts of p-c-Abl and p-caveolin-1 were examined by Western
blotting. B, densitometry of p-c-Abl in A is shown. C, densitometry of p-caveolin-1 in A is shown. D, cells were co-transfected with both AMPK␣1 and -␣2
siRNAs (two independent oligos: ␣1⬘, (PRKAA1)-GCCCAGAGGUAGAUAUAUG, ␣2⬘ (PRKAA2)-GAGCAUGUACCUACGUUAU). Three days after transfection,
cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. The amounts of p-c-Abl and p-caveolin-1 were examined
by Western blotting. E, densitometry of p-c-Abl in D is shown. F, densitometry of p-caveolin-1 in D is shown. A and D, representative blots are shown. *,
p ⬍ 0.01; NS, not significant.

Knockdown of both AMPK isoforms with two different siRNA
oligos showed similar results (Fig. 4). These results suggest that
both AMPK␣1 and -␣2 isoforms are required to inhibit caveolin-1 phosphorylation under oxidative stress.
Inhibitory Effect of AMPK on Caveolin-1 Phosphorylation
under Oxidative Stress Is Dependent on c-Abl—Next, to determine the role of c-Abl in the oxidative stress-induced phosphorylation of caveolin-1, we utilized a c-Abl inhibitor, imatinib mesylate (26, 27). As shown in Fig. 5, A, B, and C, imatinib mesylate
inhibited H2O2-induced phosphorylation of both caveolin-1 and

c-Abl dose- and time-dependently, indicating that c-Abl is an
upstream kinase of caveolin-1 in HUVEC. We next investigated
the role of c-Abl in the inhibitory effect of AICAR on canveolin-1
phosphorylation by knockdown c-Abl with siRNA. Deletion of
c-Abl resulted in the significant decrease in caveolin-1 phosphorylation after H2O2 exposure (Fig. 5, D and E). Furthermore, pretreatment with AICAR before H2O2 exposure did not change
caveolin-1 phosphorylation significantly, suggesting that the
inhibitory effect of AICAR on caveolin-1 phosphorylation under
oxidative stress is dependent on c-Abl (Fig. 5, D and E).
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FIGURE 5. Inhibitory effect of AMPK on caveolin-1 phosphorylation under oxidative stress is dependent on c-Abl. A, cells were treated with 10 or 20 M
imatinib mesylate for 24, 48, or 72 h before stimulation with H2O2 (2 mM) for 30 min. B, densitometry of p-caveolin-1 in A is shown. C, densitometry of p-c-Abl
in A is shown. D, cells were transfected with siRNA against c-Abl. Three days after transfection cells were stimulated with 2 mM AICAR for 2 h followed by
stimulation with H2O2 (2 mM) for 30 min. E, densitometry of p-caveolin-1 in B is shown. A and D, representative blots are shown. *, p ⬍ 0.01; NS, not significant.

Prdx1 Is Indispensable for the Inhibitory Effect of AMPK on
the H2O2-induced Phosphorylation of Caveolin-1—Prdx1, one
of the antioxidant enzymes, plays a protective role in cells
against oxidative stress. In cytoplasm, Prdx1 exists as a protein
complex with c-Abl-SH domain (28 –31) and protects c-Abl
from phosphorylation (32). Under oxidative stress, oxidant dissociates the protein-protein interaction and phosphorylates
liberated c-Abl. To investigate the role of Prdx1 in the inhibitory effect of AICAR on canveolin-1 phosphorylation, we
knocked down Prdx1 in HUVEC with siRNA and determined
the level of caveolin-1 phosphorylation by Western blotting. As
shown in Fig. 6, A, B, and C, knockdown of Prdx1 resulted in
increased phosphorylation of both caveolin-1 and c-Abl after
H2O2 exposure. Furthermore, lack of Prdx1 abolished the

inhibitory effect of AICAR on the H2O2-induced phosphorylation of both caveolin-1 and c-Abl. These results indicate that
Prdx1 is indispensable for the inhibitory effect of AMPK on the
H2O2-induced phosphorylation of caveolin-1.
AMPK Inhibits Caveolin-1 Phosphorylation under Oxidative
Stress by Suppressing the Dissociation between Prdx1 and c-Abl—
To investigate the relationship between AMPK and protein
interaction of c-Abl and Prdx1, we performed co-immunoprecipitation experiments. As shown in Fig. 6D, oxidative stress
resulted in the dissociation between Prdx1 and c-Abl. The dissociation was inhibited by treatment with AICAR before H2O2.
In contrast, treatment with IODO before H2O2 and AICAR
restored the dissociation, indicating AICAR inhibits the
H2O2-induced dissociation between c-Abl and Prdx1. To
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confirm this, we further conducted co-immunoprecipitation
for the cell lysates from HUVEC lacking AMPK␣1 or -␣2.
Deletion of either AMPK␣1 or -␣2 isoform decreased the

inhibitory effect of AICAR on the dissociation between
c-Abl and Prdx1 (Fig. 6, F and G). These results indicated
that activation of AMPK inhibits caveolin-1 phosphoryla-
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tion under oxidative stress by suppressing the dissociation
between Prdx1 and c-Abl.
AMPK Is Not Detected in the Prdx1䡠c-Abl Complex—To further investigate the mechanism, we asked if AMPK directly
associates with the c-Abl䡠Prdx1 complex. Co-immunoprecipitation experiments (Fig. 6H) failed to show any direct association. This could be because the association is very weak or
because the effects of AMPK on the Prdx1䡠c-Abl complex are
indirect.

DISCUSSION
In the present study we provide evidence that activation of
AMPK suppresses both caveolin-1 phosphorylation and endocytosis in HUVEC under oxidative stress and stabilizes Prdx1䡠cAbl complex. These results reveal for the first time to the best of
our knowledge the suppressive role of AMPK in oxidation-induced caveolin-1 and c-Abl phosphorylation and in stabilization of the Prdx1䡠c-Abl complex.
Our finding of negative control of AMPK on caveolin-1
phosphorylation complements the work by Levine et al. (33)
where they showed that siRNA-mediated knockdown of caveolin-1 significantly enhanced AMPK phosphorylation, suggesting that AMPK is negatively regulated by caveolin-1. Thus our
work together with the work of Levine et al. (33) suggests a
negative feedback loop between AMPK and caveolin-1. This
loop has not been described before.
The initial observed effects of AICAR were mediated by
AMPK. First, AICAR activated AMPK in HUVEC dose-dependently (Fig. 2A). Second, two different inhibitors of AICAR
entry into the cell and activation of AMP, DPY, and IODO
suppressed phosphorylation of AMPK and restored the inhibitory effect of AICAR on caveolin-1 phosphorylation (Fig. 2).
Finally, knockdown of AMPK␣ by two different oligo siRNA
abolished the inhibitory effect of AICAR on H2O2-induced
phosphorylation of caveolin-1 (Fig. 3). These results reveal for
the first time to our knowledge the suppressive role of AMPK in
the oxidative stress-induced caveolin-1 phosphorylation.
Although the possibility of caveolin-1 phosphorylation as a
therapeutic target for oxidant-mediated vascular diseases has
been indicated, only Wogonin, an O-methylated flavone compound that is found in the plant Scutellaria baicalensis, has been
shown to inhibit caveolin-1 phosphorylation in HUVEC under
oxidative stress (34). Here, we identified AICAR as a novel chemical inhibitor of caveolin-1, thus adding it to the short list of known
inhibitory reagent of caveolin-1 phosphorylation.
Using a specific inhibitor of c-Abl, imatinib mesylate, we
showed that c-Abl is upstream of oxidative stress-induced

caveolin-1 phosphorylation in HUVEC. Furthermore, by
knocking down c-Abl by siRNA, we found that AMPK requires
c-Abl for its inhibitory effect on caveolin-1 phosphorylation.
These results indicate that AMPK suppresses caveolin-1 phosphorylation by inhibiting c-Abl activation. Although it has been
shown that caveolin-1 is a substrate for kinases of the c-Abl and
Src families (18, 35–37), the importance of these kinases in
caveolin-1 phosphorylation remains unclear. Using fibroblasts
derived from c-Abl or Src knock-out mice, Sanguinetti and
Mastick (19) showed that c-Abl phosphorylates caveolin-1
independently of Src. In contrast, in pulmonary microvascular
endothelial cells, Sun et al. (2, 20, 38) reported that c-Abl activation and subsequent caveolin-1 phosphorylation is in part
dependent on Src activity. They further mentioned that the
c-Abl pathway becomes more important particularly when
higher concentrations of H2O2 are used to stimulate caveolin-1
phosphorylation. In this study imatinib mesylate, a c-Abl inhibitor, and c-Abl siRNA did inhibit H2O2-induced caveolin-1
phosphorylation but failed to abolish the phosphorylation completely (Fig. 5). These results suggest two possibilities; 1)
involvement of a c-Abl independent pathway such as Src pathway and 2) increase in the contributing rate of c-Abl dependent
pathway on caveolin-1 phosphorylation by a high concentration of H2O2 (2 mM), which we applied to HUVEC in the present study (19, 39, 40).
Recent studies have shown that AMPK plays a protective role
in the oxidative stress-induced vascular endothelial dysfunction. However, the precise mechanism by which AMPK protects the endothelium from oxidative stress remains unclear.
Ceolotto et al. (41) reported that AMPK protects HUVEC
against glucose-induced oxidative stress by suppressing hyperactivity of NAD(P)H oxidase. Deng et al. (42) reported that
AMPK protects human aortic endothelium by increasing NO
production via endothelial NOS phosphorylation. In contrast
to these studies, the present study revealed that AMPK protects
the endothelium by inhibiting the dissociation between c-Abl
and Prdx1. The activity of c-Abl is mostly inactive in cells and is
highly regulated by other proteins, which bind the SH3 domain
of c-Abl. Among a number of known SH3 binding proteins,
Prdx1 is the principal protein that inhibits c-Abl activation
(28 –30). Under oxidative stress, reactive oxygen species dissociate c-Abl from Prdx1 and activates c-Abl. Our results using
siRNA and co-immunoprecipitation of Prdx1 indicate that
AMPK inhibits oxidative stress-induced c-Abl activation by
suppressing the dissociation between c-Abl and Prdx1. To our
knowledge this is the first report showing the protective role of

FIGURE 6. AICAR inhibits caveolin-1 phosphorylation under oxidative stress by suppressing the dissociation between Prdx1 and c-Abl. A, cells were
transfected with siRNA against Prdx1. Three days after transfection cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30
min. The amounts of p-c-Abl, p-caveolin-1 were examined by Western blotting. B, densitometry of p-caveolin-1 in A is shown. C, densitometry of p-c-Abl in A
is shown. D, cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. After total cell lysates of each group were collected,
the interaction between Prdx1 and c-Abl was examined by immunoprecipitation with anti-Prdx1 antibody. Immunoprecipitates were then subjected to
immunoblotting using anti-c-Abl antibody. E, densitometry of p-c-Abl in D is shown. F, cells were transfected with siRNA against AMPK␣1 or -␣2. Three days
after transfection cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. After total cell lysates of each group were
collected, the interaction between c-Abl and Prdx1 was examined by immunoprecipitation (IP) with anti-Prdx1 antibody. Immunoprecipitates were then
subjected to immunoblotting using anti-c-Abl antibody. G, densitometry of c-Abl in F. H, cells were transfected with siRNA against AMPK␣1 or -␣2. Three days
after transfection cells were stimulated with 2 mM AICAR for 2 h followed by H2O2 (2 mM) stimulation for 30 min. After total cell lysates of each group were
collected, the interaction between total AMPK and Prdx1 or c-Abl was examined by immunoprecipitation with anti-total AMPK antibody. Immunoprecipitates
were then subjected to immunoblotting using anti-c-Abl and Prdx1 antibody. A, D, and F, representative blots are shown. *, p ⬍ 0.01; NS, not significant.
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units in the inhibition of caveolin-1 phosphorylation are
needed.
In conclusion, we identified AMPK as a novel negative regulator of caveolin-1 phosphorylation in HUVEC under oxidative
stress by at least partially stabilizing the Prdx1䡠c-Alb complex
(Fig. 7). This finding along with the finding of negative regulation of AMPK by caveolin-1 by Levine et al. (33) suggest the
presence of a negative feedback loop between these two molecules. Because caveolin-1 and AMPK play an important role in
major diseases such as cancer, atherosclerosis, diabetes, and
inflammation (11–15, 50, 51), our findings might provide
insights not only into the regulatory mechanism of caveolin-1
phosphorylation and the function of AMPK but also into therapeutic targets of these diseases.
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