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Abstract: Background: Besides its well-known functions in hemostasis, thrombin plays a role in
various non-hemostatic biological and pathophysiologic processes. We examined the potential of
thrombin to promote premature atrial endothelial cells (ECs) senescence. Methods and Results:
Primary ECs were isolated from porcine atrial tissue. Endothelial senescence was assessed by
measuring beta-galactosidase (SA-β-gal) activity using flow cytometry, oxidative stress using the
redox-sensitive probe dihydroethidium, protein level by Western blot, and matrix metalloproteinases
(MMPs) activity using zymography. Atrial endothelial senescence was induced by thrombin at
clinically relevant concentrations. Thrombin induced the up-regulation of p53, a key regulator
in cellular senescence and of p21 and p16, two cyclin-dependent kinase inhibitors. Nicotinamide
adenine dinucleotide phosphate NADPH oxidase, cyclooxygenases and the mitochondrial respiration
complex contributed to oxidative stress and senescence. Enhanced expression levels of vascular
cell adhesion molecule (VCAM)-1, tissue factor, transforming growth factor (TGF)-β and MMP-2
and 9 characterized the senescence-associated secretory phenotype of atrial ECs. In addition,
the pro-senescence endothelial response to thrombin was associated with an overexpression of both
angiotensin converting enzyme and AT1 receptors and was inhibited by perindoprilat and losartan.
Conclusions: Thrombin promotes premature ageing and senescence of atrial ECs and may pave the
way to deleterious remodeling of atrial tissue by a local up-regulation of the angiotensin system and
by promoting pro-inflammatory, pro-thrombotic, pro-fibrotic and pro-remodeling responses. Hence,
targeting thrombin and/or angiotensin systems may efficiently prevent atrial endothelial senescence.
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1. Introduction

Atrial fibrillation (AF) is the most common sustained arrhythmia, especially during ageing,
and portends an increased risk of thromboembolism, ischemic stroke and mortality [1]. In AF, the classic
paradigm involves thrombogenesis-associated blood stasis in poorly contractile atria together with a
hypercoagulable state, as witnessed by high circulating levels of fibrinolytic degradation products,
plasminogen activator inhibitor, thrombin–antithrombin complex and procoagulant microparticles
(MPs) levels [1,2]. Detected at high concentrations in AF [3] and in patients with ischemic stroke [4],
MPs provide an additional phospholipidic surface enabling the assembly of tenase and prothrombinase
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complexes, ultimately leading to thrombin generation [5]. Thrombin, a serine protease central to
blood coagulation, converts soluble plasma fibrinogen into insoluble clot-forming fibrin polymers.
Besides its role in thrombus formation, recent findings have highlighted that thrombin conveys
“non-hematological” functions through cell protease activated receptor (PAR). Activation of PAR
modulates key processes involved in AF initiation and maintenance, such as inflammation and atrial
remodeling, but also in altered electrical and mechanical properties of atria [6–9]. Because thrombin is
short-lived in the bloodstream, most of its effects exert locally, especially on surrounding endothelial
cells (ECs) [10]. At the interface between blood and atria tissue, ECs play a determinant role in the tuning
of hemostatic functions even though the underlying mechanisms remain poorly investigated. Recent
advances in the understanding of the purported mechanisms of thrombogenesis in cardiovascular
diseases have suggested a key role for endothelial senescence. Two recent reports have highlighted the
link between senescence and AF occurrence or extent of atrial fibrosis as a marker of tissue remodeling
associated to AF maintenance [11,12]. Beyond fibrotic remodeling, senescence is characterized by the
acquisition of a secretory phenotype. Although the major characteristic of senescence is cell-cycle
arrest, recent studies revealed that cells undergoing either replicative or premature senescence acquire
a senescence-associated secretory phenotype (SASP) which leads to the release of three categories of
factors: inflammatory mediators, growth factors, and modifiers of the extracellular matrix (ECM) [13].
Indeed, endothelial senescent cells secrete matrix metalloproteinases MMPs, plasminogen activator
inhibitor 1, growth factors, proteases, and cytokines such as IL-1, IL-6 and IL-8, all with potential
strong autocrine and paracrine actions [14].

We have recently demonstrated that endothelial senescence favors thrombogenicity through
several mechanisms including tissue factor (TF) up-regulation, pro-coagulant MPs release, endothelial
nitric oxide synthase (eNOS) down-regulation and reduced ECs-mediated nitric oxide (NO)-dependent
inhibition of platelet aggregation [15].

In the present study, taking advantage of an original model of primary atrial ECs culture,
we examine whether thrombin could promote atrial endothelial senescence. In addition, the possibility
that atrial endothelial senescence shifts the cell phenotype towards pro-thrombotic, pro-fibrotic,
pro-inflammatory and pro-remodeling patterns was examined. Finally, since angiotensin II (AngII) via
Nicotinamide adenine dinucleotide phosphate (NADPH) oxidase-derived oxidative stress is a potent
inducer of premature endothelial senescence and ECs express both angiotensin-converting enzyme
(ACE) and angiotensin type 1 receptors (AT1R) [15], the potential role of the local AngII/AT1R in the
noxious impact of thrombin on premature endothelial senescence and dysfunction was determined.

2. Materials and Methods

2.1. Chemicals

Unless indicated, all chemicals and solvents were from Sigma-Aldrich (Sigma-Aldrich, St Quentin
Fallavier, France). Human thrombin was obtained from Etablissement Français du Sang-Alsace,
Strasbourg, France. Losartan was obtained from Merck Research Laboratories (NJ, Boston, MA, U.S.A)
and perindoprilat from Servier (Paris, France).

2.2. Isolation and Culture of Atrial Endothelial Cells

Atrial ECs were isolated from left atria of porcine hearts obtained at the local slaughterhouse
(SOCOPA, Holtzheim, France). Heart-lung blocks were dissected to obtain a complete left atrium.
At the level of mitral valve, the left ventricle was removed, and ligation of pulmonary veins was
done. The luminal surface of the left atrium was extensively flushed with phosphate-buffered
saline (PBS) to discard any remaining blood. Cells were isolated by collagenase treatment (type 1,
Worthington, 1 mg/mL for 40 min at 37 ◦C) and cultured in culture dishes containing MCDB131
medium (Invitrogen) supplemented with penicillin (100 IU/mL), streptomycin (100 IU/mL), fungizone
(250 µg/mL), L-glutamine (2 mM, all from Lonza, St Quentin en Yvelines, France) and 15% fetal
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calf serum and grown for 3–4 days (passage 0). The medium was changed every 48 h. Endothelial
phenotype was validated by von Willebrand factor and Platelet endothelial cell adhesion molecule-1
(PECAM1) staining (Additional Figure S1). Premature atrial ECs senescence was induced at passage
1 by incubating cells with either thrombin (1 or 3 U/mL) coherent with local concentration found in
pro thrombotic conditions [16], or AngII (100 nM) for 24 h in serum-free medium 15 h after seeding.
Pharmacological modulators were preincubated with atrial ECs, 30 min before adding thrombin with
the exception of N-acetyl cysteine (NAC), which was preincubated for 3 h [17].

2.3. Determination of Senescence Associated-β-Galactosidase (SA-β-Gal) Activity by Flow Cytometry

SA-β-galactosidase (SA-β-gal) activity was determined by flow cytometry using the
fluorogenic substrate C12FDG (5-dodecanoylaminofluorescein Di-β-D-galactopyranoside, Invitrogen,
Life Technology, SAS) [18]. Atrial ECs were pretreated with 300 µM chloroquine for 1 h to induce
lysosomal alkalinization. C12FDG (33 µM) was then added to the incubation medium for 1 h. At the end
of the incubation period, ECs were washed with ice-cold PBS, re-suspended following trypsinization,
and analyzed by flow cytometry (FACScan, BD Bioscience, San José CA, USA). Data were analyzed
using Cellquest software (BD Bioscience). Light scatter parameters were used to eliminate dead cells
and cellular debris. The C12-fluorescein signal was measured on the FL1 detector, and the proportion
of ECs with SA-β-gal activity was estimated using the median fluorescence intensity of the population.
Autofluorescence assessed in parallel in atrial ECs not exposed to C12FDG was negligible.

2.4. Western Blot Analysis

Atrial ECs were washed with PBS and lysed in extraction buffer of the following composition
(in mM): NaCl 150, Tris/HCl 20 (pH 7.5), Na3VO4 1, sodium pyrophosphate 10, NaF 20, okadaic
acid 0.01, protease inhibitor 1X (Roche, Basel, Switzerland) and 1% Triton X-100. Proteins were
separated on denaturing SDS (10%–12%) polyacrylamide gel and transferred onto nitrocellulose
membranes (GE Healthcare Life Sciences, Brumath, France). Blots were blocked with 5% bovine
serum albumin in PBS plus 0.1% Tween 20. Membranes were then incubated with the respective
primary antibody: mouse monoclonal anti-eNOS (BD Bioscience; 610297), rabbit polyclonal anti-p53
(Santa Cruz, Heidelberg, Germany; SC-6243), mouse monoclonal anti-p21 (Santa Cruz; SC-817),
rabbit polyclonal anti-p16 (Delta Biolabs; DB018), mouse monoclonal anti-tissue factor (TF, Sekisui
Diagnostics, Darmstadt, Germany; 4509), rabbit polyclonal anti-VCAM-1 (Abcam, Paris, France;
ab134047), mouse monoclonal anti-transforming growth factor β (TGF-β1, Abcam; ab27969), rabbit
polyclonal anti-cyclooxygenase-1 (COX-1, Abcam; ab109025), rabbit polyclonal anti-COX-2 (Abcam;
ab15191), rabbit polyclonal anti-angiotensin-converting enzyme (ACE, Abbiotec Nanterre, France;
250450), rabbit polyclonal anti-angiotensin type 1 receptor (AT1R, Abcam; ab124505), or mouse
monoclonal anti-β-tubulin (Sigma-Aldrich; T7816) overnight at 4 ◦C. After washing, membranes
were incubated with appropriated peroxidase-labeled secondary antibody (Cell Signaling Technology,
Saint-Cyr-L’École, France; cat. nº #7074, #7076) for 60 min. Immunocomplexes were detected by
chemiluminescence reaction (ECL; Amersham, Les Ulis, France) followed by densitometric analysis
using the software Image J.

2.5. Determination of Oxidative Stress

Atrial ECs were seeded in a Millicell EZ SLIDE 8-well glass slide for 15 h, before exposure to
serum-free MCDB131 (Invitrogen) for 2 h. The redox-sensitive fluorescent dye, dihydroethidium
(DHE), was used to evaluate the formation of reactive oxygen species (ROS) [19]. ECs were incubated
with DHE (5 µM) for 20 min at 37 ◦C in a light-protected manner. To determine the sources of ROS,
cells were untreated or exposed to either N-acetyl cysteine (NAC, an antioxidant, 1 mM), VAS-2870 (VAS,
a NADPH oxidase inhibitor, 1 µM), indomethacin (INDO, a cyclooxygenase inhibitor, 10 µM), SC-560
(a cyclooxygenase-1 inhibitor, 0.3 µM), NS-398 (a cyclooxygenase-2 inhibitor, 3 µM), mitochondrial
inhibitory complex (Rotenone, 1 µM; KCN, 1 µM; Myxothiazol, 0.5 µM) before the addition of thrombin
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(1 U/mL) for 1 h in serum-free medium. In some experiments, ECs were incubated with either losartan
(10 µM) or perindoprilat (10 µM) 30 min before the addition of thrombin (1 U/mL) for 24 h. ECs were
then washed and mounted with fluorescent mounting medium (DAKO, S3023) and examined under
confocal microscope (Leica SP2 UV DM Irbe). Images were analyzed using Image J software.

2.6. Determination of MMP Activity by Zymography

MMP-2 and MMP-9 activities in conditioned medium of cultured atrial ECs were analyzed by
substrate-gel electrophoresis (zymography) with the use of SDS-PAGE (8%) containing 0.1% gelatin,
as described previously [20]. Then, gels were washed in denaturing buffer for 30 min and incubated
in developing buffer for 24 h at 37 ◦C. Thereafter, gels were stained in 30% Coomassie blue for 30
min and then de-stained with de-staining buffer. Gelatinolytic activity appeared as bands with a blue
background. Images were taken and bands were analyzed using Image J software.

2.7. Statistical Analyses

Data are presented as Mean ± standard error of the mean (SEM) of n independent experiments.
Mean values were compared using Student’s paired t-test or an analysis of variance followed by the
post-hoc Bonferroni test to identify significant differences between treatments using GraphPad Prism
(v5.0). The difference was considered to be significant when the P value was less than 0.05.

3. Results

3.1. Thrombin Induces Atrial Endothelial Cells Senescence

Thrombin, at both 1 and 3 U/mL, induced premature atrial ECs senescence, as depicted by the
increased level of SA-beta-gal activity (Figure 1A). This was corroborated by the up-regulation of the
key regulator in cellular senescence p53, and of p21 and p16, two cyclin-dependent kinase inhibitors
(Figure 1B–D). Similar responses were observed in atrial ECs in response to AngII, a strong inducer of
premature endothelial senescence (Figure 1).

3.2. Thrombin Increases Oxidative Stress within Atrial Endothelial Cells

Since reactive oxygen species (ROS) are strong inducers of senescence [15], experiments were
performed to determine whether oxidative stress could be involved in thrombin-induced premature
senescence using DHE. Indeed, thrombin (1 U/mL) increased the level of ethidium fluorescence in ECs
(Figure 2A). The source of ROS was further characterized using inhibitors of major vascular sources of
ROS including NADPH oxidase (VAS-2870), cyclooxygenases (COXs, indomethacin, INDO), COX-1
(SC-560), COX-2 (NS-398), the mitochondrial respiration complex (MIT INH), and the antioxidant
N-acetylcysteine (NAC). All pharmacological tools blunted the thrombin-induced formation of ROS
(Figure 2A). Similarly, NAC, VAS-2870, INDO and MIT also prevented the thrombin-induced SA-β-gal
activity (Figure 2B). These findings suggest that NADPH oxidase, COXs and the mitochondrial
respiration complex contribute to thrombin-induced oxidative stress and senescence in atrial ECs.
In addition, Western blot analysis indicated that thrombin up-regulated COX-2, but not COX-1, in atrial
ECs (Figure 3). Altogether these data suggest that thrombin induces a pro-inflammatory response in
atrial ECs.
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Figure 1. Thrombin and angiotensin II (AngII) induce senescence in atrial endothelial cells (ECs) at
passage 1 and are associated with an up-regulation of major cell cycle regulatory proteins: p53, p21 and
p16. Atrial ECs were either untreated or exposed to thrombin (1 or 3 U/mL) or AngII (100 nM) for
24 h before determination of senescence by SA-β-galactosidase (SA-β gal) activity (A) and protein
expression level of (B) p53, (C) p21 and (D) p16 by Western blot analysis. Results are presented as
representative immunoblots (upper panels), and corresponding cumulative data (lower panels) and
are shown as mean ± SEM of n = 3–4 different experiments. *P < 0.05 versus respective control.
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Figure 2. Thrombin induces oxidative stress promoting senescence in atrial ECs. (A) Atrial ECs were
either untreated or exposed to N-acetylcysteine (NAC, an antioxidant), VAS-2870 (VAS, NADPH
oxidase inhibitor), indomethacin (INDO, COX inhibitor), SC-560 (COX-1 inhibitor), NS-398 (COX-2
inhibitor) or a mitochondrial inhibitory complex (MIH; rotenone; KCN; myxothiazole) before the
addition of thrombin (1 U/mL, 1 h) and dihydroethidium (DHE) to determine the level of oxidative
stress by confocal microscopy. Upper panels represent ethidium staining and lower panel corresponds
to cumulative data. (B) Atrial ECs were either untreated or exposed to NAC, VAS, INDO or MIH
before the addition of thrombin (1 U/mL, 24 h) and subsequent determination of SA-β-gal activity
using flow cytometry. Results are shown as mean ± SEM of n = 3–4 different experiments. *P < 0.05
versus respective control, #P < 0.05 versus thrombin-treated atrial ECs.
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Figure 3. Thrombin and AngII induce the expression of cyclooxygenase-2 in atrial ECs. Atrial ECs
were either untreated or exposed to thrombin (1 or 3 U/mL) or AngII (100 nM) before determination
of the expression level of (A) COX-1 and (B) COX-2, as assessed by Western blot analysis. Results
are shown as representative immunoblots (upper panels) and corresponding cumulative data (lower
panels) and shown as mean ± SEM, n = 3–4, *P < 0.05 versus respective control.
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3.3. Thrombin Induces Endothelial Dysfunction Associated with Pro-Thrombotic and
Pro-Inflammatory Patterns

Because endothelial senescence is characterized by endothelial dysfunction and a reduced
formation of nitric oxide NO [15], the effect of thrombin on endothelial nitric oxide synthase
(eNOS) protein expression was examined. A decrease in eNOS expression level was evidenced
when ECs were exposed to thrombin (3 U/mL) to the same extent than that induced by AngII
(100 nM, Figure 4A). The expression of vascular cell adhesion molecule (VCAM)-1 and TF was also
examined to evaluate pro-inflammatory and pro-thrombotic patterns associated with ECs senescence.
Concentration-dependent increases in VCAM-1 and TF expression levels were observed in atrial ECs
in response to thrombin and to AngII (Figure 4B,C).
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3.4. Thrombin Increases Pro-Fibrotic and Pro-Remodeling Responses

Since atrial remodeling is a key feature of AF [7], we investigated the link between
thrombin-induced ECs senescence, TGF-β and the metalloproteinases MMP-2 and MMP-9. Previous
studies have emphasized that TGF-β known to be involved in extracellular matrix remodeling is
up-regulated in AF [21]. Thrombin induced a concentration-dependent increase in the expression level
of TGF-β (Figure 5A). In addition, experiments were performed to determine the impact of thrombin
on the expression level of active MMP-2 and 9 [22]. As depicted in Figure 5B,C, thrombin increased the
active MMP-2 and 9 expression levels to a greater extent than AngII in atrial ECs.
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Figure 5. Thrombin- and AngII-induced senescence promotes pro-fibrotic phenotype in atrial ECs.
Atrial ECs were untreated or exposed to either thrombin (1 or 3 U/mL) or AngII (100 nM) before
determination of the expression level of TGF-β (A) as assessed by Western blot analysis, and MMP-2
and 9 activities by zymography (B, C). Results are shown as representative immunoblots or gelatinolytic
activity (upper panels) and corresponding cumulative data (lower panels) and shown as mean ± SEM,
n = 3–4, *P < 0.05 versus respective control.
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3.5. Critical Role of the Local Angiotensin System in Thrombin-Induced Oxidative Stress in Atrial Endothelial
Cells (ECs)

Since many reports have underscored that endothelial senescence is critically dependent on the
redox activation by the local angiotensin system [15], experiments were performed to examine the
interplay between thrombin and the local angiotensin system. We found that thrombin increased
the expression level of ACE and AT1R in atrial ECs (Figure 6A,B). To determine whether AngII
contributes to thrombin-induced oxidative stress, we evaluated the effect of losartan (AT1R antagonist)
and perindoprilat (ACE inhibitor). Both AT1R blockade and ACE inhibition significantly blunted the
thrombin-dependent induction of oxidative stress and cellular senescence (Figure 6C,D).
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4. Discussion 

Figure 6. Thrombin-induced senescence promotes up-regulation of the local angiotensin system in
atrial ECs. Atrial ECs were either untreated or exposed to losartan (AT1R antagonist) or perindoprilat
(ACE inhibitor) before the addition of thrombin (1 U/mL) or AngII (100 nM) for 24 h, and the subsequent
determination of the expression level of target proteins (A, B) as assessed by Western blot analysis,
(C) oxidative stress by confocal microscopy, and (D) SA-β-gal activity using flow cytometry. Results
are shown as representative immunoblots (upper panels) and corresponding cumulative data (lower
panels) and shown as mean ± SEM, n = 3–4, *P < 0.05 versus respective control, #P < 0.05 versus
thrombin-treated atrial ECs.

4. Discussion

The salient findings of the present study are as follows: (i) thrombin induces oxidative stress and
premature atrial endothelial senescence, (ii) phenotypical changes associated with thrombin-induced
atrial endothelial senescence comprise the acquisition of pro-thrombotic, pro-adhesive, pro-fibrotic and
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pro-remodeling patterns, (iii) pro-senescence response to thrombin is associated with an overexpression
of both ACE and AT1R and is inhibited by perindoprilat and losartan, pointing to the involvement of
the local angiotensin system. Altogether, these findings substantiate the view that thrombin, beyond its
role in coagulation, is responsible for deleterious changes in atrial endothelial cells phenotype, thereby
contributing to further worsen atrial function and paving the way to AF perpetuation.

Recent data have challenged the classical causality of AF by demonstrating that hypercoagulability
per se induces pro-fibrotic and pro-inflammatory responses in adult atrial fibroblasts contributing to
structural remodeling in the atria [6,7,9,23]. At the interface between blood and atrial tissue, the role
of endothelium in response to thrombin activation remains conspicuously unexplored. Up to now,
the understanding of endothelial dysfunction during AF was mainly based on studies performed on
human umbilical vein ECs (HUVECs). To circumvent the possibility that endothelial function may
vary according to the vascular bed, we developed an original model of primary cultures of porcine
atrial ECs in order to test the hypothesis that thrombin could act as an effector of premature atrial
senescence per se. The present findings indicate that thrombin, at concentrations achieved during
vascular injury associated to thrombus formation [24], induced oxidative stress-dependent premature
ageing of atrial ECs and enhanced thrombogenicity. Using a pharmacological approach, we evidenced
that thrombin-induced oxidative stress involved several sources of ROS including NADPH oxidase,
cyclooxygenases, and the mitochondrial respiratory chain. These pro-oxidant sources have also been
involved in replicative senescence in coronary artery ECs [15]. Moreover, both NADPH oxidase and
mitochondria were shown to be involved in endothelial MPs-mediated oxidative stress in mouse aortic
ECs [25]. Interestingly, besides thrombin, activated Factor Xa, another mediator of hypercoagulability,
has recently been reported in other cell lineages (HUVECs) to induce endothelial senescence [26].

Among the putative direct effect of thrombin on ECs, its impact on eNOS expression remains
controversial. Indeed, previous reports have suggested that thrombin activates PAR-1 and stimulates
eNOS with subsequent NO formation and vascular relaxation [27,28]. By contrast, in the setting of
paroxysmal AF, Akar et al. have demonstrated that the acute onset of AF in humans is associated
within minutes with thrombin generation and concomitant platelet aggregation together with a swift
decrease in NO formation as a marker of endothelial dysfunction [29]. Likewise, in rabbits, short-term
paroxysmal AF was evidenced to induce oxidative stress, thrombin generation and concomitant
endothelial dysfunction [30]. Consistent with these findings, we could establish that thrombin
significantly decreased eNOS expression in atrial ECs.

Another characteristic of senescent atrial ECs is the acquisition of a pro-thrombotic pattern,
as evidenced by the enhanced expression of TF. Therefore, it is likely that at the senescent atrial
endothelial surface blunted NO-mediated inhibition of platelet aggregation and enhanced TF expression,
are both contributing to the acquisition of a pro-thrombotic pattern, and ultimately leading to thrombin
generation feeding an amplification loop that further favors endothelial senescence.

The relevance of these findings was, for instance, emphasized by the demonstration that
hypercoagulability promotes the development of AF in transgenic mice and in goats with persistent
AF [9]. Nevertheless, independently of coagulation, recent data have highlighted that PAR-1 activation
could also contribute to perpetuate AF by inducing inflammatory burden, atrial remodeling and, in term,
alteration of electrophysiological characteristics of pulmonary vein and/or left atrium tissue [7–9].
The major importance of this pathway is corroborated by the fact that pro-remodeling effects of thrombin
could be blunted by dabigatran, a direct thrombin inhibitor. In isolated rat atrial fibroblasts, a recent
report by Spronk et al. depicted that thrombin enhanced the phosphorylation of the pro-fibrotic signaling
protein kinase B and Extracellular signal-regulated kinase pathways and increased the expression
of TGF-β and the pro-inflammatory factor monocyte chemo-attractant protein-1 [31]. The present
findings extend these data by demonstrating that atrial ECs, when subjected to pro-senescent stimuli,
constitute an important source of bio-effectors involved in inflammatory cell infiltration, fibrosis and
extracellular matrix proteolysis.
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The close relationship between AF, thrombogenesis and inflammation has been evidenced
especially by increased monocyte-platelets-aggregates in patients presenting with AF [32]. Because
endothelial dysfunction is associated with the expression of various cytoadhesins or selectins together
with the production of proinflammatory chemokines, we investigated the impact of thrombin-induced
endothelial senescence on VCAM-1 expression. VCAM-1 is a sialoglycoprotein expressed by
cytokine-activated vascular endothelium that mediates cell adhesion and transendothelial diapedesis,
which was recently evidenced as a potent marker of post-operative AF [33]. We evidenced here that
thrombin is a potent inducer of VCAM-1 expression by senescent atrial ECs which may promote
inflammatory cells infiltration within atrial tissues. Such an observation corroborates previous findings,
demonstrating that thrombin induces endothelial NF-κB-dependent expression of ICAM-1 and VCAM-1
in SVEC4 mouse ECs [10]. Other data have underlined that both inflammation and oxidative stress are
responsible for electrical and structural changes that promoted increased automaticity and autonomic
dysfunction leading to an increased risk of AF [33,34].

In humans, senescence markers such as SA-β-gal activity and p16 were positively correlated with
the extent of atrial fibrosis [12]. An important determinant of structural changes occurring during AF
is represented by the pro-fibrotic cytokine, TGF-β. Recent data obtained with transgenic goat have
shown that cardiac overexpression of TGF-β1 leads to increased fibrosis within the atria tissue and
favors not only P wave prolongation but also AF vulnerability [35]. Other reports have previously
established that mice overexpressing TGF-β1 developed a pronounced atrial fibrosis and an increased
susceptibility to AF following rapid atrial pacing [36]. However, the impact of thrombin on endothelial
TGF-β expression remains controversial. The significant up-regulation of TGF-β by thrombin in atrial
ECs reported here challenges previous reports by Tang and coworkers describing a down-regulation of
TGF-β signaling on aortic or venous human ECs stimulated by thrombin [37]. By contrast, recent data
by Altieri et al. underlined that sustained stimulation by thrombin induced the synthesis of TGF-β
by human atrial fibroblasts, which was counteracted by dabigatran [6]. Collectively, these novel data
reinforce the view that atrial tissues, including atrial ECs, constitute a potent source of pro-fibrotic
TGF-β when exposed to thrombin.

The MMPs represent other important regulators of structural remodeling associated to AF.
For instance, it was recently established that fibrotic remodeling, as assessed by total collagen in the left
atrium, is positively correlated to pro-fibrotic cytokines but also to MMP-2 and 9 in patients presenting
AF [38,39]. The striking increase of atrium content in MMP-2 and 9 described in AF patients contrasting
with the normal content of MMP-1 and 3 emphasizes the paradigm that MMP-2 and 9 are key effectors
of matrix remodeling during AF [40]. Additionally, the thrombin-dependent up-regulation of active
MMP-2 and 9 reported here is in line with former studies performed on rat cardiac fibroblasts [41].
By contrast, in human atrial fibroblasts, thrombin was found to mediate opposite effects by decreasing
MMP-2 activity [6].

Although species dissimilarities in the nature of atrial tissue response to thrombin appear likely
and hamper general extrapolation, our findings suggest that the senescent atrial ECs may participate
to extracellular remodeling when subjected to thrombin stimulation. Previous data have highlighted
that enhanced fibrosis, as a consequence of TGF-β signaling, paralleled the increase in atrial collagen
deposition and alterations in extracellular matrix remodeling by MMPs. These structural alterations
may pave the way to perpetuation of arrhythmia because fibrosis constitutes a primary mechanism in
the disruption of connectivity between myocytes and impairs normal electrical conduction, thereby
decreasing the wavelength of reentry [32].

Finally, another important determinant of structural changes associated to AF is represented by
the angiotensin system [32]. Epidemiological studies have extensively demonstrated the association
between AF and hypertension or elevated AngII [42]. Because AngII is a potent inducer of senescence
in atrial endothelium and since ECs express high levels of ACE promoting AngII formation, we tested
the hypothesis that the local angiotensin system may be involved in the pro-senescent effect of thrombin.
We could establish that thrombin induced ACE and AT1R expression in atrial ECs. Furthermore,
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involvement of the local angiotensin system was emphasized by the demonstration that losartan, an
AT1R antagonist, and also perindoprilat, an ACE inhibitor, blunted thrombin-induced oxidative stress
and senescence. Altogether, these findings highlight a pivotal role of the local angiotensin system in the
thrombin-mediated induction of premature endothelial senescence via activation of AT1R. Collectively,
our data substantiate a new paradigm linking thrombin and AF to each other, in a vicious amplification
loop where AF favors thrombin generation and thrombin per se, by inducing premature senescence of
the atrial ECs, and shifts their phenotype towards pro-thrombotic, pro-inflammatory, pro-fibrotic and
pro-remodeling patterns, promoting deleterious atrial remodeling and AF maintenance.

In conclusion, the present findings indicate that thrombin promotes premature ageing and
senescence of atrial ECs and may pave the way to structural changes of the underlying atrial tissue
by an up-regulation of the local angiotensin system and by promoting pro-inflammatory, pro-fibrotic
and pro-remodeling responses. They further suggest that targeting the angiotensin system may be of
interest to delay thrombin-induced endothelial atrial senescence.

Supplementary Materials: The following are available online at http://www.mdpi.com/2077-0383/8/10/1570/s1,
Figure S1: Immunofluorescence staining of endothelial makers in atrial endothelial cells.

Author Contributions: H.H. performed most of the experiments, analyzed and discussed data and contributed to
manuscript writing. S.-H.P., C.A., K.M., B.M., A.W.Q. performed experiments and analyzed data. G.K. contributed
to data discussion and manuscript writing. P.O. discussed data and contributed to financial support. V.B.S.-K.,
L.J. and O.M. discussed the data, supervised the study and wrote the manuscript. All authors commented on
the manuscript.

Funding: This project received financial support from “Groupe pour l’Enseignement, la Prévention et la Recherche
Cardiovasculaire en Alsace”. H.H. is supported by a PhD fellowship from the Higher Education Commission
of Pakistan.

Acknowledgments: The authors wish to acknowledge the expert technical assistance of Claudine Ebel from
the Institut de Génétique et de Biologie Moléculaire et Cellulaire, and R. Vauchelles from the Cellular Imaging
Platform of the Faculty of Pharmacy, University of Strasbourg, France.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Watson, T.; Shantsila, E.; Lip, G.Y. Mechanisms of thrombogenesis in atrial fibrillation: Virchow’s triad
revisited. Lancet 2009, 373, 155–166. [CrossRef]

2. Jesel, L.; Abbas, M.; Toti, F.; Cohen, A.; Arentz, T.; Morel, O. Microparticles in atrial fibrillation: A link
between cell activation or apoptosis, tissue remodelling and thrombogenicity. Int. J. Cardiol. 2013, 168,
660–669. [CrossRef] [PubMed]

3. Ederhy, S.; Di Angelantonio, E.; Mallat, Z.; Hugel, B.; Janower, S.; Meuleman, C.; Boccara, F.; Freyssinet, J.-M.;
Tedgui, A.; Cohen, A. Levels of Circulating Procoagulant Microparticles in Nonvalvular Atrial Fibrillation.
Am. J. Cardiol. 2007, 100, 989–994. [CrossRef] [PubMed]

4. Simak, J.; Gelderman, M.P.; Yu, H.; Wright, V.; Baird, A.E. Circulating endothelial microparticles in acute
ischemic stroke: a link to severity, lesion volume and outcome. J. Thromb. Haemost. 2006, 4, 1296–1302.
[CrossRef] [PubMed]

5. Morel, O.; Florence, T.; Bénédicte, H.; Babé, B.; Laurence, C.J.; Françoise, D.G.; Freyssinet, J.M. Disrupting the
vascular homeostasis equation? Arterioscler. Thromb. Vasc. Biol. 2006, 26, 2594–2604. [CrossRef] [PubMed]

6. Altieri, P.; Bertolotto, M.; Fabbi, P.; Sportelli, E.; Balbi, M.; Santini, F.; Brunelli, C.; Canepa, M.; Montecucco, F.;
Ameri, P. Thrombin induces protease-activated receptor 1 signaling and activation of human atrial fibroblasts
and dabigatran prevents these effects. Int. J. Cardiol. 2018, 271, 219–227. [CrossRef] [PubMed]

7. Jumeau, C.; Rupin, A.; Chieng-Yane, P.; Mougenot, N.; Zahr, N.; David-Dufilho, M.; Hatem, S.N. Direct
Thrombin Inhibitors Prevent Left Atrial Remodeling Associated with Heart Failure in Rats. JACC: Basic
Transl. Sci. 2016, 1, 328–339.

8. Chang, C.-J.; Chen, Y.-C.; Kao, Y.-H.; Lin, Y.-K.; Chen, S.-A.; Chen, Y.-J. Dabigatran and Thrombin Modulate
Electrophysiological Characteristics of Pulmonary Vein and Left Atrium. Circ. Arrhythmia Electrophysiol.
2012, 5, 1176–1183. [CrossRef] [PubMed]

http://www.mdpi.com/2077-0383/8/10/1570/s1
http://dx.doi.org/10.1016/S0140-6736(09)60040-4
http://dx.doi.org/10.1016/j.ijcard.2013.03.031
http://www.ncbi.nlm.nih.gov/pubmed/23623666
http://dx.doi.org/10.1016/j.amjcard.2007.04.040
http://www.ncbi.nlm.nih.gov/pubmed/17826384
http://dx.doi.org/10.1111/j.1538-7836.2006.01911.x
http://www.ncbi.nlm.nih.gov/pubmed/16706974
http://dx.doi.org/10.1161/01.ATV.0000246775.14471.26
http://www.ncbi.nlm.nih.gov/pubmed/16990554
http://dx.doi.org/10.1016/j.ijcard.2018.05.033
http://www.ncbi.nlm.nih.gov/pubmed/29801760
http://dx.doi.org/10.1161/CIRCEP.112.971556
http://www.ncbi.nlm.nih.gov/pubmed/23118275


J. Clin. Med. 2019, 8, 1570 12 of 13

9. Henri, M.H.S.; Anne, M.D.J.; Sander, V.; Hetty, C.D.B.; Alexander, H.M.; Dennis, H.L.; Michiel, R.; Arne, V.H.;
Marion, K.; Stijn, L.; et al. Hypercoagulability causes atrial fibrosis and promotes atrial fibrillation. Eur. Heart
J. 2017, 38, 38–50.

10. Phillip, C.D.; Ingrid, J.A.; Shufang, G.; Katy, S.; Yoshiyuki, H.; Linda, M.M.; Peter, C.L. Thrombin-dependent
NF-kB activation and monocyte/endothelial adhesion are mediated by the CARMA3.Bcl10. MALT1
signalosome. J. Biol. Chem. 2010, 285, 41432–41442.

11. Carlquist, J.F.; Knight, S.; Cawthon, R.M.; Le, V.T.; Bunch, T.J.; Horne, B.D.; Rollo, J.S.; Huntinghouse, J.A.;
Muhlestein, J.B.; Anderson, J.L. Shortened telomere length is associated with paroxysmal atrial fibrillation
among cardiovascular patients enrolled in the Intermountain Heart Collaborative Study. Hear. Rhythm. 2016,
13, 21–27. [CrossRef] [PubMed]

12. Xie, J.; Chen, Y.; Hu, C.; Pan, Q.; Wang, B.; Li, X.; Geng, J.; Xu, B. Premature senescence of cardiac fibroblasts
and atrial fibrosis in patients with atrial fibrillation. Oncotarget 2017, 8, 57981–57990. [CrossRef] [PubMed]

13. Watanabe, S.; Kawamoto, S.; Ohtani, N.; Hara, E. Impact of senescence-associated secretory phenotype
and its potential as a therapeutic target for senescence-associated diseases. Cancer Sci. 2017, 108, 563–569.
[CrossRef] [PubMed]

14. Yin, H.; Pickering, J.G. Cellular Senescence and Vascular Disease: Novel Routes to Better Understanding and
Therapy. Can. J. Cardiol. 2016, 32, 612–623. [CrossRef] [PubMed]

15. Abbas, M.; Jesel, L.; Auger, C.; Amoura, L.; Messas, N.; Manin, G.; Rumig, C.; León-González, A.J.; Ribeiro, T.P.;
Silva, G.C.; et al. Endothelial Microparticles from Acute Coronary Syndrome Patients Induce Premature
Coronary Artery Endothelial Cell Aging and Thrombogenicity: Role of the Ang II/AT1 Receptor/NADPH
Oxidase-Mediated Activation of MAPKs and PI3-Kinase Pathways. Circulation 2017, 135, 280–296. [CrossRef]
[PubMed]

16. Mann, K.G.; Brummel, K.; Butenas, S. What is all that thrombin for? J. Thromb. Haemost. 2003, 1, 1504–1514.
[CrossRef]

17. Cotgreave, I.; Moldeus, P.; Schuppe, I. The metabolism of N-acetylcysteine by human endothelial cells.
Biochem. Pharmacol. 1991, 42, 13–16. [CrossRef]

18. Kurz, D.J.; Decary, S.; Hong, Y.; Erusalimsky, J.D. Senescence-associated (beta)-galactosidase reflects an
increase in lysosomal mass during replicative ageing of human endothelial cells. J. Cell Sci. 2000, 113 Pt 20,
3613–3622.

19. Sonia, K.B.; Noureddine, I.K.; Thais, P.R.; Grazielle, C.S.; Malak, A.; Marouane, K.; Jung, L.; Florence, T.;
Cyril, A.; Valérie, B.; et al. The Redox-sensitive Induction of the Local Angiotensin System Promotes Both
Premature and Replicative Endothelial Senescence: Preventive Effect of a Standardized Crataegus Extract.
J. Gerontol. Ser. A Biomed. Sci. Med. Sci. 2016, 71, 1581–1590.

20. Hu, X.; Beeton, C. Detection of functional matrix metalloproteinases by zymography. J. Vis. Exp. 2010.
[CrossRef]

21. Polyakova, V.; Miyagawa, S.; Szalay, Z.; Risteli, J.; Kostin, S. Atrial extracellular matrix remodelling in
patients with atrial fibrillation. J. Cell. Mol. Med. 2008, 12, 189–208. [CrossRef] [PubMed]

22. Anné, W.; Willems, R.; Roskams, T.; Sergeant, P.; Herijgers, P.; Holemans, P.; Ector, H.; Heidbüchel, H.
Matrix metalloproteinases and atrial remodeling in patients with mitral valve disease and atrial fibrillation.
Cardiovasc. Res. 2005, 67, 655–666. [CrossRef]

23. Bukowska, A.; Zacharias, I.; Weinert, S.; Skopp, K.; Hartmann, C.; Huth, C.; Goette, A. Coagulation factor
Xa induces an inflammatory signalling by activation of protease-activated receptors in human atrial tissue.
Eur. J. Pharmacol. 2013, 718, 114–123. [CrossRef] [PubMed]

24. Park, T.H.; McHowat, J.; A Wolf, R.; Corr, P.B. Increased lysophosphatidylcholine content induced by
thrombin receptor stimulation in adult rabbit cardiac ventricular myocytes. Cardiovasc. Res. 1994, 28,
1263–1268. [CrossRef] [PubMed]

25. Burger, D.; Turner, M.; Munkonda, M.N.; Touyz, R.M. Endothelial Microparticle-Derived Reactive Oxygen
Species: Role in Endothelial Signaling and Vascular Function. Oxidative Med. Cell. Longev. 2016, 2016, 1–10.
[CrossRef]

26. Sanada, F.; Taniyama, Y.; Muratsu, J.; Otsu, R.; Iwabayashi, M.; Carracedo, M.; Rakugi, H.; Morishita, R.
Activated Factor X Induces Endothelial Cell Senescence Through IGFBP-5. Sci. Rep. 2016, 6, 35580. [CrossRef]

http://dx.doi.org/10.1016/j.hrthm.2015.07.032
http://www.ncbi.nlm.nih.gov/pubmed/26231419
http://dx.doi.org/10.18632/oncotarget.19853
http://www.ncbi.nlm.nih.gov/pubmed/28938531
http://dx.doi.org/10.1111/cas.13184
http://www.ncbi.nlm.nih.gov/pubmed/28165648
http://dx.doi.org/10.1016/j.cjca.2016.02.051
http://www.ncbi.nlm.nih.gov/pubmed/27040096
http://dx.doi.org/10.1161/CIRCULATIONAHA.116.017513
http://www.ncbi.nlm.nih.gov/pubmed/27821539
http://dx.doi.org/10.1046/j.1538-7836.2003.00298.x
http://dx.doi.org/10.1016/0006-2952(91)90674-T
http://dx.doi.org/10.3791/2445
http://dx.doi.org/10.1111/j.1582-4934.2008.00219.x
http://www.ncbi.nlm.nih.gov/pubmed/18194448
http://dx.doi.org/10.1016/j.cardiores.2005.04.016
http://dx.doi.org/10.1016/j.ejphar.2013.09.006
http://www.ncbi.nlm.nih.gov/pubmed/24041930
http://dx.doi.org/10.1093/cvr/28.8.1263
http://www.ncbi.nlm.nih.gov/pubmed/7954631
http://dx.doi.org/10.1155/2016/5047954
http://dx.doi.org/10.1038/srep35580


J. Clin. Med. 2019, 8, 1570 13 of 13

27. Yang, Z.; Arnet, U.; Bauer, E.; Von Segesser, L.; Siebenmann, R.; Turina, M.; Luscher, T.F. Thrombin-induced
endothelium-dependent inhibition and direct activation of platelet-vessel wall interaction. Role of
prostacyclin, nitric oxide, and thromboxane A2. Circ. 1994, 89, 2266–2272. [CrossRef] [PubMed]

28. Kang, K.W.; Choi, S.Y.; Cho, M.K.; Lee, C.H.; Kim, S.G. Thrombin Induces Nitric-oxide Synthase via Galpha
12/13-coupled Protein Kinase C-dependent I-kappa Balpha Phosphorylation and JNK-mediated I-kappa
Balpha Degradation. J. Boil. Chem. 2003, 278, 17368–17378. [CrossRef] [PubMed]

29. Akar, J.G.; Jeske, W.; Wilber, D.J. Acute onset human atrial fibrillation is associated with local cardiac platelet
activation and endothelial dysfunction. J. Am. Coll. Cardiol. 2008, 51, 1790–1793. [CrossRef] [PubMed]

30. Li, Y.; Chen, F.; Deng, L.; Lin, K.; Shi, X.; Zhaoliang, S.; Wang, Y. Febuxostat attenuates paroxysmal atrial
fibrillation-induced regional endothelial dysfunction. Thromb. Res. 2017, 149, 17–24. [CrossRef] [PubMed]

31. Spronk, H.M.; De Jong, A.M.; Crijns, H.J.; Schotten, U.; Van Gelder, I.C.; Cate, H.T. Pleiotropic effects of factor
Xa and thrombin: what to expect from novel anticoagulants. Cardiovasc. Res. 2014, 101, 344–351. [CrossRef]
[PubMed]

32. Jansen, H.J.; Mackasey, M.; Moghtadaei, M.; Belke, D.D.; Egom, E.E.; Tuomi, J.M.; Rafferty, S.A.; Kirkby, A.W.;
Rose, R.A. Distinct patterns of atrial electrical and structural remodeling in angiotensin II mediated atrial
fibrillation. J. Mol. Cell. Cardiol. 2018, 124, 12–25. [CrossRef] [PubMed]

33. Harling, L.; Lambert, J.; Ashrafian, H.; Darzi, A.; Gooderham, N.J.; Athanasiou, T. Pre-operative serum
VCAM-1 as a biomarker of atrial fibrillation after coronary artery bypass grafting. J. Cardiothorac. Surg. 2017,
12, 70. [CrossRef] [PubMed]

34. Verdejo, H.; Roldán, J.; Garcia, L.; Del Campo, A.; Becerra, E.; Chiong, M.; Mellado, R.; Garcia, A.; Zalaquett, R.;
Braun, S.; et al. Systemic vascular cell adhesion molecule-1 predicts the occurrence of post-operative atrial
fibrillation. Int. J. Cardiol. 2011, 150, 270–276. [CrossRef] [PubMed]

35. Polejaeva, I.A.; Ranjan, R.; Davies, C.J.; Regouski, M.; Hall, J.; Olsen, A.L.; Meng, Q.; Rutigliano, H.M.1;
Dosdall, D.J.; Angel, N.A.; et al. Increased Susceptibility to Atrial Fibrillation Secondary to Atrial Fibrosis
in Transgenic Goats Expressing Transforming Growth Factor-beta1. J. Cardiovasc. Electrophysiol. 2016, 27,
1220–1229. [CrossRef]

36. Verheule, S.; Sato, T.; Everett, T.; Engle, S.K.; Otten, D.; Der Lohe, M.R.-V.; Nakajima, H.O.; Nakajima, H.;
Field, L.J.; Olgin, J.E. Increased vulnerability to atrial fibrillation in transgenic mice with selective atrial
fibrosis caused by overexpression of TGF-beta1. Circ. Res. 2004, 94, 1458–1465. [CrossRef] [PubMed]

37. Tang, H.; Low, B.; Rutherford, S.A.; Hao, Q. Thrombin induces endocytosis of endoglin and type-II TGF-beta
receptor and down-regulation of TGF-beta signaling in endothelial cells. Blood 2005, 105, 1977–1985.
[CrossRef] [PubMed]

38. Abe, I.; Teshima, Y.; Kondo, H.; Kaku, H.; Kira, S.; Ikebe, Y.; Saito, S.; Fukui, A.; Shinohara, T.; Yufu, K.; et al.
Association of fibrotic remodeling and cytokines/chemokines content in epicardial adipose tissue with atrial
myocardial fibrosis in patients with atrial fibrillation. Hear. Rhythm. 2018, 15, 1717–1727. [CrossRef]

39. Kaireviciute, D.; Lip, G.Y.H.; Balakrishnan, B.; Uzdavinys, G.; Norkunas, G.; Kalinauskas, G.;
Sirvydis, V.; Aidietis, A.; Zanetto, U.; Sihota, H.; et al. Intracardiac expression of markers of
endothelial damage/dysfunction, inflammation, thrombosis, and tissue remodeling, and the development of
postoperative atrial fibrillation. J. Thromb. Haemost. 2011, 9, 2345–2352. [CrossRef]

40. Xu, J.; Cui, G.; Esmailian, F.; Plunkett, M.; Marelli, D.; Ardehali, A.; Odim, J.; Laks, H.; Sen, L. Atrial
Extracellular Matrix Remodeling and the Maintenance of Atrial Fibrillation. Circ. 2004, 109, 363–368.
[CrossRef] [PubMed]

41. Sonin, D.L.; Wakatsuki, T.; Routhu, K.V.; Harmann, L.M.; Petersen, M.; Meyer, J.; Strande, J.L.
Protease-activated receptor 1 inhibition by SCH79797 attenuates left ventricular remodeling and profibrotic
activities of cardiac fibroblasts. J. Cardiovasc. Pharmacol. Ther. 2013, 18, 460–475. [CrossRef] [PubMed]

42. Watson, T.; Karthikeyan, V.J.; Lip, G.Y.; Beevers, D.G. Atrial fibrillation in primary aldosteronism.
J. Renin-Angiotensin-Aldosterone Syst. 2009, 10, 190–194. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1161/01.CIR.89.5.2266
http://www.ncbi.nlm.nih.gov/pubmed/8181152
http://dx.doi.org/10.1074/jbc.M300471200
http://www.ncbi.nlm.nih.gov/pubmed/12606553
http://dx.doi.org/10.1016/j.jacc.2007.11.083
http://www.ncbi.nlm.nih.gov/pubmed/18452786
http://dx.doi.org/10.1016/j.thromres.2016.11.011
http://www.ncbi.nlm.nih.gov/pubmed/27865966
http://dx.doi.org/10.1093/cvr/cvt343
http://www.ncbi.nlm.nih.gov/pubmed/24385341
http://dx.doi.org/10.1016/j.yjmcc.2018.09.011
http://www.ncbi.nlm.nih.gov/pubmed/30273558
http://dx.doi.org/10.1186/s13019-017-0632-2
http://www.ncbi.nlm.nih.gov/pubmed/28821262
http://dx.doi.org/10.1016/j.ijcard.2010.04.033
http://www.ncbi.nlm.nih.gov/pubmed/20447702
http://dx.doi.org/10.1111/jce.13049
http://dx.doi.org/10.1161/01.RES.0000129579.59664.9d
http://www.ncbi.nlm.nih.gov/pubmed/15117823
http://dx.doi.org/10.1182/blood-2004-08-3308
http://www.ncbi.nlm.nih.gov/pubmed/15522964
http://dx.doi.org/10.1016/j.hrthm.2018.06.025
http://dx.doi.org/10.1111/j.1538-7836.2011.04523.x
http://dx.doi.org/10.1161/01.CIR.0000109495.02213.52
http://www.ncbi.nlm.nih.gov/pubmed/14732752
http://dx.doi.org/10.1177/1074248413485434
http://www.ncbi.nlm.nih.gov/pubmed/23598708
http://dx.doi.org/10.1177/1470320309342734
http://www.ncbi.nlm.nih.gov/pubmed/19617274
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Chemicals 
	Isolation and Culture of Atrial Endothelial Cells 
	Determination of Senescence Associated–Galactosidase (SA–Gal) Activity by Flow Cytometry 
	Western Blot Analysis 
	Determination of Oxidative Stress 
	Determination of MMP Activity by Zymography 
	Statistical Analyses 

	Results 
	Thrombin Induces Atrial Endothelial Cells Senescence 
	Thrombin Increases Oxidative Stress within Atrial Endothelial Cells 
	Thrombin Induces Endothelial Dysfunction Associated with Pro-Thrombotic and Pro-Inflammatory Patterns 
	Thrombin Increases Pro-Fibrotic and Pro-Remodeling Responses 
	Critical Role of the Local Angiotensin System in Thrombin-Induced Oxidative Stress in Atrial Endothelial Cells (ECs) 

	Discussion 
	References

