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Introduction: Ca2+-activated Cl� channel TMEM16A is expressed in endothelial cells, and contributes to
many diseases such as hypertension, blood-brain barrier dysfunction, and pulmonary hypertension. It
remains unclear whether TMEM16A regulates endothelial angiogenesis, which participates in many
physiological and pathological processes. Cholesterol regulates many ion channels including
TMEM16A, and high cholesterol levels contribute to endothelial dysfunction. It remains to be determined
whether cholesterol regulates TMEM16A expression and function in endothelial cells.
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Objective: This study aimed to investigate whether cholesterol regulated TMEM16A expression and func-
tion in endothelial angiogenesis.
Methods: Whole-cell patch clamp techniques were used to record Ca2+-activated Cl� currents in human
aortic endothelial cells (HAECs) and HEK293 cells transfected with TMEM16A-overexpressing plasmids.
Western blot was used to examine the expression of TMEM16A and DNAmethyltransferase 1 (DNMT1) in
HAECs. CCK-8 assay, would healing assay, and tube formation assay were used to test endothelial cell
proliferation, migration and angiogenesis, respectively.
Results: TMEM16A mediates the Ca2+-activated Cl� channel in HAECs. Cholesterol treatment inhibited
TMEM16A expression via upregulation of DNMT1 in HAECs, and the inhibitory effect of cholesterol on
TMEM16A expression was blocked by 5-aza, the DNMT1 inhibitor. In addition, direct application of
cholesterol inhibited TMEM16A currents in heterologous HEK293 cells with an IC50 of 0.1209 lM.
Similarly, cholesterol directly inhibited TMEM16A currents in HAECs. Furthermore, TMEM16A knock-
down increased in vitro tube formation, cell migration and proliferation of HAECs, and TMEM16A over-
expression produced the opposite effect.
Conclusion: This study reveals a novel mechanism of cholesterol-mediated TMEM16A inhibition, by
which cholesterol reduces TMEM16A expression via DNMT1-mediated methylation and directly inhibits
channel activities. TMEM16A channel inhibition promotes endothelial cell angiogenesis.
� 2021 The Authors. Published by Elsevier B.V. on behalf of Cairo University. This is an open access article

under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
Introduction

Vascular endothelial cells play a wide range of physiological func-
tions including maintenance of vascular tone, involvement in blood
coagulation, participation in inflammatory process, regulation of vas-
cular permeability, and angiogenesis [1]. Endothelial dysfunction is
often the initial event to trigger the development of atherosclerosis,
which is a known risk factor for cardiovascular diseases [2]. In addi-
tion, endothelial dysfunction also contributes to the development of
many cardiovascular diseases such as hypertension [3]. Therefore,
maintenance of the normal endothelial cell function may exert pro-
tective effects against cardiovascular diseases.

Ion channels participate in many endothelial cell functions such
as release of vasoactive substances, endocytosis and exocytosis of
macromolecules, and proliferation and angiogenesis of endothelial
cells [4]. Among various ion channels in endothelial cells, Ca2+-
activated Cl� channel is expressed in endothelial cells [4,5], and
is implicated in regulating endothelial functions, including mem-
brane potential control, Ca2+ signaling regulation, and cell prolifer-
ation [4,6]. Since TMEM16A (anoctamin 1) was discovered as a
Ca2+-activated Cl� channel in 2008 [7–9], it has been found in
many endothelial cells [10–13]. TMEM16A contributes to endothe-
lial dysfunction in hypertension by promoting the generation of
reactive oxygen species [10]. In addition, hypoxia induces
TMEM16A expression in cardiac vascular endothelial cells [13],
and TMEM16A overexpression contributes to increased blood–
brain barrier permeability in ischemic stroke [12]. Furthermore,
TMEM16A activation inhibits pulmonary endothelial cell prolifera-
tion by promoting P38-dependent apoptosis [11].

As a major lipid component in the plasma membrane, cholesterol
is important for maintenance of membrane fluidity and compart-
ment of lipid domains for signaling transduction at physiological
levels, and contributes to normal endothelial cell function [14,15].
It is well known that hypercholesterolemia is a major risk factor
associated with endothelial dysfunction [16]. Cholesterol regulates
a variety of ion channels via direct interaction with cholesterol bind-
ingmotif in many ion channels [15]. Sones et al. reported that choles-
terol inhibited TMEM16A Ca2+-activated Cl� currents in vascular
myocytes [17]. Recently, De Jesus-Perez et al. found that removal
of cholesterol with methyl-b cyclodextrin (MbCD) increased
TMEM16A channel activities with decreased channel rundown [18].
However, it remains unclear whether cholesterol regulates
TMEM16A expression and function in endothelial cells.
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Angiogenesis is a process in which endothelial cells coordinate
proliferation and migration to form new blood vessel. Although the
role of TMEM16A on endothelial angiogenesis has not been studied
in the literature, TMEM16A have been found to regulate proliferation
and migration of cancer cells in a cell type-dependent manner
[19,20]. For example, TMEM16A overexpression promotes cell prolif-
eration and migration in some cancers such as breast cancer [21],
lung cancer [22] and hepatocellular carcinoma [23], whereas
TMEM16A overexpression inhibits cell proliferation or migration in
other cancer cells such as MDA-MB-435S cells [24] and UM-SCC1
cells [25]. In non-tumor cells, TMEM16A appears to inhibit cell pro-
liferation. For example, TMEM16A activation inhibits proliferation in
vascular smooth muscle cells following angiotensin II treatment
[26,27], and inhibits pulmonary endothelial cell proliferation [11].
It appears that TMEM16A exerts a cell-specific effect on cell prolifer-
ation and migration, depending on diverse cellular environments or
different TMEM16A interactomes among different cells [19,20].
Whether TMEM16A regulates endothelial cell proliferation, migra-
tion, and angiogenesis remains to be determined.

This study investigated the effect of cholesterol on TMEM16A in
human aortic endothelial cells (HAECs). Cholesterol treatment
downregulated TMEM16A expression by promoting DNA methyl-
transferase 1 (DNMT1)-mediated methylation of the TMEM16A
gene. In addition, cholesterol also directly inhibited TMEM16A cur-
rents both in heterologous HEK293 cells overexpressing TMEM16A
and in native endothelial cells. Furthermore, TMEM16A knock-
down promoted proliferation, migration and tube formation of
HAECs. Therefore, TMEM16A inhibition by cholesterol may be
important for endothelial angiogenesis.
Materials and methods

Cell culture and drug treatments

HAECs were obtained from ScienCell, USA. HAECs were cultured
in DMEM (Dulbecco’s Modified Eagle Medium, HyClone) supple-
mented with 10% FBS (fetal bovine serum, Biological Industries,
Israel) and 1% penicillin–streptomycin in a humid incubator (37℃,
5% CO2). To examine the effect of cholesterol or MbCD on TMEM16A
expression, HAECs were treated with water-soluble cholesterol (0–
25 lM; Sigma-Aldrich) or MbCD (10 mM; Sigma-Aldrich) for 0–48 h.
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Cell transfection

To identify whether TMEM16A mediated Ca2+-activated Cl�

currents in HAECs, HAECs were transfected with scrambled
shRNAs (short hairpin RNAs) and TMEM16A-shRNAs in the
pGPU6-EGFP (enhanced green fluorescent protein) vector (Shang-
Fig. 1. TMEM16A mediated Ca2+-activated Cl� currents in HAECs. A. Representative who
currents were elicited with 750-ms voltage steps from –100 mV to + 100 mV in 20 mV in
25 lM Ca2+. n = 4–5 cells. C. Western blot results of TMEM16A expression in HAECs tre
shRNA. D. Representative whole-cell Cl� currents activated by 25 lM Ca2+ in HAECs t
at + 100 mV in D. n = 5–6 cells. *p < 0.05 vs scrambled shRNA. F. H. The time course of
CaCCinh-A01 (20 lM) (F) or T16Ainh-A01 (20 lM) (H). Cells were clamped from ramps
normalized to the peak current before CaCCinh-A01 or T16Ainh-A01 application. Th
Representative current traces before (top) and after (bottom) CaCCinh-A01 (G) or T16Ain
A01 or T16Ainh-A01. The currents were normalized to those before application of these
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hai GenePharma, Shanghai, China). To investigate the effect of
DNTM1 on TMEM16A expression and currents in HAECs, HAECs
were transfected with empty vector or DNMT1-overexpressing
plasmids (Biomedical Technology Laboratory, China). To demon-
strate that cholesterol directly inhibited TMEM16A channels,
HEK293 cells were transfected with control pEGFP-N1 vectors or
le-cell Cl� currents activated by different Ca2+ concentrations (0, 1, and 25 lM). The
crements. B. The current–voltage relationship of Cl� currents activated by 0, 1, and
ated with scrambled shRNAs and TMEM16A-shRNAs. n = 3. *p < 0.05 vs scrambled
reated with scrambled shRNAs and TMEM16A-shRNAs. E. Mean current densities
Cl� currents activated by 25 lM Ca2+ in cells treated with the TMEM16A inhibitors
from � 100 to + 100 mV with a 750-ms duration at 10 s intervals. The current was
e application of CaCCinh-A01 or T16Ainh-A01 is indicated by the arrow. G. I.
h-A01 (I) treatment. J. The normalized currents (Inormalized) before and after CaCCinh-
inhibitors. n = 4–6 cells. *p < 0.05 vs control (before treatment).
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the TMEM16A-containing plasmid in pEGFP-N1 vectors. Lipofec-
tamine 2000 (Invitrogen, USA) was used for transfection. For patch
clamp experiments, transfected cells were identified by green flu-
orescence under a fluorescence microscope.

Adenoviral infection

To test the effect of TMEM16A inhibition on angiogenic activi-
ties, HAECs were infected using adenovirus containing
TMEM16A-shRNAs (Ad-TMEM16A shRNAs). Ad-TMEM16A shRNAs
were constructed by Shanghai GenePharma (Shanghai, China) with
the following sequence: 50-TCACTAACTTGGTCTCCAT-30. Cells were
infected with Ad-TMEM16A shRNAs for 48 h, and cultured in the
DMEM with 1 lg/ml puromycin before experimentation.

Patch clamp recordings

Whole-cell patch clamp technique was performed to record
Ca2+-activated Cl� currents in HAECs. Recording pipettes with
resistances of 2–4 MX were made using a Sutter P97 puller (Sutter
Instruments, USA). Recordings were performed with an Axopatch
200B amplifier via a Digidata 1322A (Molecular Device, USA).
Clampex 10 software was used for data acquisition. Cells were
clamped at a holding potential of 0 mV, and currents were elicited
by voltage steps (20 mV increment, 750-ms duration) from �100
to +100 mV. To record the effect of acute application of the
TMEM16A inhibitors T16Ainh-A01 and CaCCinhh-A01 or choles-
terol on Ca2+-activated Cl� currents, HAECs were clamped from
ramps (750-ms duration, 10 s interval) from �100 to +100 mV.
The external solution contained (in mM): 140 NaCl, 4 KCl, 2 CaCl2,
1 MgCl2, 10 glucose, and 10 HEPES (N-2-hydroxyethil-piperazine-
N’-2-ethanesulfonic acid) (pH 7.3). The ‘‘high” Ca2+ pipette solution
contained (in mM): 146 CsCl, 2 MgCl2, 5 Ca2+-EGTA (ethylene
glycol-bis(2-aminoethyl ether)-N,N,N’,N’-tetraacetic acid) and 8
Fig. 2. Cholesterol treatment inhibited TMEM16A expression in HAECs. A. B.Western blo
25 lM) of cholesterol for 48 h (A) or MbCD (10 mM) for 0–2 h (B). n = 3. *p < 0.05 vs c
treated with or without 25 lM cholesterol for 48 h. D. The inhibitory percentage (inhibiti
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HEPES, pH 7.3, with a free Ca2+ concentration of 25 mM. The ‘‘0”
Ca2+ pipette solution contained 5 mM EGTA instead of Ca2+-
EGTA. Pipette solutions with Ca2+ concentrations between 0 and
25 lMwere made by mixing the ‘‘0” Ca2+ and ‘‘high” Ca2+ solutions
as we previously reported [21,28].
Western blot

HAECs were lysed in radio immunoprecipitation assay (RIPA)
buffer (Beyotime Biotechnology, China). After proteins were sepa-
rated by sodium dodecyl sulfate polyacrylamide gel electrophore-
sis (SDS-PAGE) and electroblotted onto polyvinylidene fluoride
(PVDF) membranes, the membranes were incubated with
TMEM16A antibodies (1:5000) or DNMT1 (1:1000) overnight at
4℃. Then, membranes were incubated with secondary antibodies
(1:10,000) at room temperature for 1 h. All antibodies were
obtained from Abcam Biotechnology, UK. Bands were visualized
using enhanced chemiluminescence detection agents.
Cell Counting Kit-8 (CCK-8) assay

CCK-8 assay (Biosharp, China) was used to measure cell prolif-
eration. After the indicated treatments, HAECs were cultured on
96-well plates for 48 h. After CCK-8 solution was added and incu-
bated for 2 h, the optical density was measured at 450 nm wave-
length by a microplate reader (Molecular Devices, USA).
Wound healing assay

Wound healing assay was used to measure cell migration.
Briefly, after HAECs were seeded onto a 6-well plate and grew to
reach confluency, cells were gently scratched with a 200 ll pipette
tip, followed by gently washing with culture medium. After differ-
t results of TMEM16A expression in HAECs treated with different concentrations (0–
ontrol. C. Representative TMEM16A Cl� currents activated by 25 lM Ca2+ in HAECs
on%) of cholesterol in TMEM16A currents in HAECs in C. n = 4–5. *p < 0.05 vs control.
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ent drug treatments, images were obtained at 48 h under a light
microscope. The scratch width was recorded for comparison.

Tube formation assay

In vitro angiogenesis was evaluated using tube formation assay.
Briefly, HAECs were placed on the 96-well plate pre-coated with
Matrigel (50 ll/well; Corning), and cultured in DMEM with 10%
FBS for 24 h. Capillary-like tube formation was photographed
under an inverted microscope. Tube length and branching points
were calculated using the NIH ImageJ software.

Statistical analysis

SPSS 13.0 software was used for statistical analysis. Data are
represented as mean ± standard error (SE). One-way analysis of
variance (ANOVA) was used to compare the difference among
groups. P value < 0.05 was considered to be statistically significant.

Results

TMEM16A Ca2+-activated Cl� channel is expressed in endothelial cells

Whole-cell patch clamp recordings were performed to record
Ca2+-activated Cl� currents in HAECs. Whole-cell Cl� currents in
Fig. 3. Cholesterol treatment inhibited TMEM16A expression in HAECs by upregulating
with different concentrations of cholesterol. n = 3. *p < 0.05 vs control. B. Western blot re
overexpressing plasmids (DNMT1 OE). n = 3. *p < 0.05 vs vector. C. Representative whol
DNMT1 OE plasmids. D. Mean current densities at + 100 mV in C. n = 5 cells. *p < 0.05 vs
treated with 25 lM cholesterol in the presence or absence of 5-aza (10 lM). n = 3. *p <
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HAECs were increased with increasing Ca2+ concentrations in the
pipette solution (Fig. 1A), suggesting that HAECs expressed Ca2+-
activated Cl� channels. The Ca2+-activated Cl� currents (CaCCs) in
HAECs exhibited the characteristic feature of TMEM16A currents,
including outward rectification, slow activation with time on depo-
larization, and deactivating tail currents on repolarization (Fig. 1A,
B) [28], suggesting that TMEM16A may mediate the CaCCs in
HAECs. Furthermore, Western blot analysis showed that TMEM16A
expression was reduced by knockdown of TMEM16A by shRNAs
(Fig. 1C), and the CaCCs activated by 25 lM Ca2+ were significantly
reduced by TMEM16A-shRNA treatment (Fig. 1D, E). The
TMEM16A inhibitors T16Ainh-A01 and CaCCinhh-A01 significantly
reduced CaCCs in HAECs (Fig. 1F-J), further confirming that the
CaCCs recorded in HAECs were mediated by TMEM16A channels.
Cholesterol inhibits TMEM16A expression in HAECs via DNMT1-
mediated methylation

We then examined whether cholesterol regulated TMEM16A
expression in HAECs. Western blot results showed that cholesterol
treatment dose-dependently inhibited TMEM16A expression
(Fig. 2A), whereas the cholesterol chelator MbCD increased
TMEM16A expression in HAECs (Fig. 2B). Furthermore, cholesterol
treatment for 48 h significantly inhibited TMEM16A Cl� currents
DNMT1 expression. A. Western blot results of DNMT1 expression in HAECs treated
sults showed TMEM16A expression in HAECs treated with empty vector or DNMT1-
e-cell Cl� currents activated by 25 lM Ca2+ in HAECs treated with empty vector or
vector. E. Western blot results of TMEM16A expression in control HAECs or HAECs
0.05 vs control; #p < 0.05 vs cholesterol.
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(Fig. 2C, D). These results suggested that cholesterol treatment
inhibited TMEM16A expression in HAECs.
Fig. 4. Cholesterol inhibited TMEM16A currents in HEK293 cells transfected with TMEM1
activated by 200 nM Ca2+ in HEK293 cells before (a) and after (b) cholesterol (20 lM) or v
ms duration at 10 s intervals. The currents were normalized to peak current before appl
after (b) application of cholesterol or vehicle control in A. C. The representative currents
750-ms voltage step from –100 mV to + 100 mV in 20 mV increments. D. Current ratio (I5
the application of cholesterol. I0 indicates the current immediately before cholesterol ap
cholesterol (0.01–100 lM). n = 4–6 cells. F. The inhibitory ratio (inhibition%) is plotted vs
%=(I0-I5min)/I0. The plot was fitted to the Hill equation with an IC50 = 0.1209 lM. G. The tim
and after (b) MbCD (2 mM). The voltage protocol is the same in A. The currents were norm
before (a) and after (b) MbCD application in G. I. The normalized currents (Inormalized) be
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Since cholesterol increases DNMT1 expression in endothelial
cells [29], and promotes DNA methylation of many genes [30],
6A-overexpressing plasmids. A. The time course of TMEM16A currents at + 100 mV
ehicle control. Cells were clamped from ramps from � 100 to + 100 mV with a 750-
ication of cholesterol or vehicle. B. Representative currents recorded before (a) and
before (a) and after (b) cholesterol treatment (20 lM). Currents were elicited with

min/I0) at 5 min after cholesterol application. I5min indicates the current at 5 min after
plication. n = 4 cells. *p < 0.05 vs control. E. I5min/I0 for different concentrations of
the cholesterol concentrations. The inhibition% was calculated as follows: inhibition
e course of TMEM16A currents activated by 200 nM Ca2+ in HEK293 cells before (a)
alized to the current before MbCD application. H. Representative currents recorded
fore and after MbCD application in G. n = 4. *p < 0.05 vs before MbCD application.
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we further investigated whether cholesterol induced TMEM16A
downregulation in HAECs via DNMT1-mediated methylation. Wes-
tern blot results showed that at concentrations > 25 lM, choles-
terol treatment significantly increased DNMT1 expression in
HAECs (Fig. 3A). DNMT1 overexpression inhibited TMEM16A pro-
tein expression and currents in HAECs (Fig. 3B–D). In addition,
DNMT1 inhibition by 10 lM 5-Aza-20-deoxycytidine (5-aza)
blocked cholesterol-induced decrease in TMEM16A expression
(Fig. 3E). These results suggested that cholesterol inhibited
TMEM16A expression via DNMT1-mediated methylation in HAECs.
Cholesterol directly inhibits TMEM16A currents

We then investigated whether cholesterol directly inhibited
TMEM16A currents. In HEK293 cells transfected with TMEM16A-
expressing plasmids, TMEM16A currents activated by 200 nM
Ca2+ remained stable without obvious rundown after application
of vehicle control (Fig. 3A, B). Acute application of cholesterol
(20 lM) resulted in a decrease in TMEM16A currents by approxi-
mately 40% at 5 min after cholesterol application (Fig. 4A–D).
Cholesterol dose-dependently inhibited TMEM16A currents, with
an IC50 of 0.1209 lM (Fig. 4E, F). In addition, acute application of
MbCD (2 mM) significantly increased TMEM16A currents
(Fig. 4G–I). These results suggested that cholesterol directly inhib-
ited TMEM16A currents in heterologous system.

We then investigated the acute effect of cholesterol on
TMEM16A Ca2+-activated Cl� currents in native HAECs. Acute
application of cholesterol (20 lM) inhibited Ca2+-activated Cl� cur-
rents in HAECs by approximately 40% (Fig. 5), similar to the effect
of cholesterol on TMEM16A currents in HEK293 cells overexpress-
ing TMEM16A-containing plasmids. These results suggested that
cholesterol directly inhibited TMEM16A currents in both HAECs
and in HEK293 cells heterologously expressing TMEM16A.
Fig. 5. Cholesterol inhibited TMEM16A currents in HAECs. A. The time course of TMEM1
cholesterol (20 lM) application. Cells were clamped from ramps from �100 to +100 m
current before cholesterol application. B. Representative currents recorded before (a) and
(b) cholesterol treatment (20 lM). Currents were elicited with 750-ms voltage step from
before and after cholesterol application. n = 4 cells.*p < 0.05 vs before cholesterol applic
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TMEM16A channels inhibit angiogenic activities of HAECs

We examined the effect of TMEM16A channels on the angio-
genic activities of HAECs. Knockdown of TMEM16A by shRNAs sig-
nificantly increased tube formation, whereas TMEM16A
overexpression significantly inhibited tube formation in HAECs
(Fig. 6A–C). TMEM16A-shRNA treatment significantly increased
cell migration, whereas TMEM16A overexpression significantly
inhibited migration of HAECs (Fig. 6D, E). In addition, CCK-8 assays
showed that endothelial cell proliferation was also increased by
TMEM16A-shRNA treatment, and inhibited by TMEM16A oeverex-
pression (Fig. 6F, G). Thus, TMEM16A channels inhibited angio-
genic activities of HAECs.

Discussion

This study found that cholesterol inhibited TMEM16A expres-
sion in HAECs via DNMT1-mediated methylation of the TMEM16A
promoter. Cholesterol also directly inhibited TMEM16A Ca2+-
activated Cl� currents in HAECs. These results suggest that choles-
terol reduced TMEM16A function by downregulating protein
expression and inhibiting channel activities. In addition, TMEM16A
knockdown increased cell proliferation, migration and tube forma-
tion in HAECs, suggesting that TMEM16A inhibition may promote
angiogenic activities of HAECs. Taken together, this study suggests
that TMEM16A channel inhibition by cholesterol may contribute to
increased angiogenic activities of endothelial cells.

Changes in TMEM16A expression have been reported in many
pathological conditions, such as cancer, hypertension, and inflam-
mation [10,20,31,32]. The mechanisms underlying TMEM16A over-
expression in cancers include gene amplification, transcriptional
regulation, and microRNAs [20,21,33,34]. Since many CpG islands
are identified in the TMEM16A promoter [35], DNA methylation
could be an important mechanism for regulation of TMEM16A
6A currents at +100 mV activated by 25 lM Ca2+ in HAECs before (a) and after (b)
V with a 750-ms duration at 10 s intervals. The currents were normalized to peak
after (b) cholesterol application in A. C. Representative currents before (a) and after
–100 mV to +100 mV in 20 mV increments. D. The normalized currents (Inormalized)
ation.



Fig. 6. TMEM16A channels inhibited angiogenic activities of HAECs. A. Representative images of tubular networks in Matrigel in HAECs transfected with Ad-TMEM16A-
shRNAs (shRNA) and its scrambled control (Scrambled) or TMEM16A-overexpressing plasmids (TMEM16A OE) or empty vector (vector) control. B. C. Relative tube length (B)
and the number of branching points (C) in A. n = 3. *p < 0.05 vs control. D. Representative images in wound healing assay showing the migration of HAECs transfected with
Ad-TMEM16A-shRNAs (shRNA) and its scrambled control (Scrambled) or TMEM16A-overexpressing plasmids (TMEM16A OE) or empty vector (vector). E. Quantification
results of wound healing assay in D. n = 4. *p < 0.05 vs control. F. CCK-8 assay showing the cell viability of HAECs transfected with Ad-TMEM16A-shRNAs (shRNA) and its
scrambled control (Scrambled) or TMEM16A-overexpressing plasmids (TMEM16A OE) or empty vector (vector). n = 4. *p < 0.05 vs control.
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expression. Shiwarski et al. reported that TMEM16A downregula-
tion via increased promoter methylation promoted HNSCC cells
in a metastatic state [25]. High cholesterol has been found to pro-
mote DNA methylation of a diverse genes involved in atherosclero-
sis such as Kruppel-like factor 2, and lectin-like oxLDL receptor
[30]. In this study, we found that cholesterol-induced TMEM16A
downregulation was mediated by DNMT1-mediated methylation,
since DNMT1 inhibition by 5-aza reduced TMEM16A protein
expression induced by cholesterol. High LDL-cholesterol treatment
30
increases intracellular cholesterol levels and increases DNMT1
expression in endothelial cells [29]. Similarly, we found that
cholesterol treatment increased DNMT1 expression and DNMT1
overexpression inhibited TMEM16A expression in HAECs, further
confirming that cholesterol downregulated TMEM16A expression
via DNMT1-mediated methylation of the TMEM16A promoter.

TMEM16A is localized in cholesterol-rich lipid rafts [17]. Deple-
tion of cholesterol by MbCD increases TMEM16A currents in vascu-
lar myocytes and in HEK293 cells transfected with TMEM16A
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plasmids [17,18]. Here, we found that in TMEM16A-overexpressing
HEK293 cells, direct application of cholesterol inhibited TMEM16A
currents with an IC50 of 0.1209 lM. Similarly, TMEM16A Cl� cur-
rents in endothelial cells were inhibited by directly application of
cholesterol. These results suggest that TMEM16A channel activities
are sensitive to changes in cholesterol concentrations in endothe-
lial cells. Since hypercholesterolemia is associated with endothelial
dysfunction, TMEM16A inhibition by cholesterol may contribute to
endothelial dysfunction induced by hypercholesterolemia, which is
an important event to induce atherosclerosis [2].

Angiogenesis is the process to form new blood vessel involving
endothelial cell proliferation, migration and tube formation, and
contributes to many pathological processes such as cardiovascular
diseases, atherosclerosis and tumor. TMEM16A has been identified
to be the Ca2+-activated Cl� channel in various endothelial cells
including human umbilical vein endothelial cells [10], pulmonary
endothelial cells [11], brain endothelial cells [12], and cardiac vas-
cular endothelial cells [13]. TMEM16A is expressed in the plasma
membrane as well as in the mitochondria [11,36], and TMEM16A
overexpression inhibits cell proliferation by promoting
mitochondria-dependent apoptosis via increased reactive oxygen
species (ROS) in pulmonary endothelial cells [11] and in vascular
smooth muscle cells [36]. In addition, TMEM16A overexpression
promotes ROS generation via Nox2-containing NADPH oxidase in
vascular endothelial cells [10]. We found that TMEM16A channel
inhibition by shRNAs increased cell proliferation in HAECs. How-
ever, to date, the role of TMEM16A channels in endothelial angio-
genesis has not been investigated yet. Here, we showed that
TMEM16A knockdown increased proliferation, migration and tube
formation of HAECs, and TMEM16A overexpression produced the
opposite effects. These findings suggest that TMEM16A channels
are important for inhibiting angiogenesis in endothelial cells, and
TMEM16A channel inhibition (e.g. by cholesterol) may contribute
to pathological angiogenesis.
Conclusions

In summary, this study revealed novel mechanisms underlying
the regulation of TMEM16A by cholesterol, by which cholesterol
reduced TMEM16A expression via DNMT1-mediated promoter
methylation and directly inhibited channel activities. In addition,
TMEM16A inhibition by shRNAs increased endothelial cell prolifer-
ation, migration and tube formation, suggesting TMEM16A chan-
nels are important for endothelial cell angiogenesis. Since it is
known that high cholesterol levels in endothelial cells promote
angiogenesis [37], TMEM16A channel activators may be used to
treat angiogenesis under the pathological condition of high choles-
terol such as atherosclerosis.
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