:\' frontiers

in Pharmacology

ORIGINAL RESEARCH
published: 20 August 2020
doi: 10.3389/fphar.2020.01283

OPEN ACCESS

Edited by:
Vsevolod V. Gurevich,
Vanderbilt University, United States

Reviewed by:

Gema Navarro,

Independent Researcher,
Barcelona, Spain

Marvin T. Nieman,

Case Western Reserve University,
United States

*Correspondence:
Mohammed Akli Ayoub
mayoub@uaeu.ac.ae

Specialty section:

This article was submitted to
Experimental Pharmacology
and Drug Discovery,

a section of the journal
Frontiers in Pharmacology

Received: 16 May 2020
Accepted: 03 August 2020
Published: 20 August 2020

Citation:

Al Zamel |, Palakkott A, Ashraf A,
Iratni R and Ayoub MA (2020) Interplay
Between Angiotensin Il Type 1
Receptor and Thrombin Receptor
Revealed by Bioluminescence
Resonance Energy Transfer Assay.
Front. Pharmacol. 11:1283.

doi: 10.3389/fphar.2020.01283

Check for
updates

Interplay Between Angiotensin I
Type 1 Receptor and Thrombin
Receptor Revealed by
Bioluminescence Resonance Energy
Transfer Assay

Isra Al Zamel, Abdulrasheed Palakkott, Arshida Ashraf, Rabah Iratni
and Mohammed Akli Ayoub™

Department of Biology, College of Science, The United Arab Emirates University (UAEU), Al Ain, United Arab Emirates

The key hormone of the renin-angiotensin system (RAS), angiotensin Il (Angll), and
thrombin are known to play major roles in the vascular system and its related disorders.
Previous studies reported connections between Angll and thrombin in both physiological
and pathophysiological models. However, the molecular mechanisms controlling such
interplay at the level of their receptors belonging to the family of G protein-coupled
receptors (GPCRs) are not fully understood. In this study, we investigated the functional
interaction between the Angll type 1 receptor (AT1R) and the thrombin receptor [or
protease-activated receptor 1 (PAR1)] in human embryonic kidney 293 (HEK293) cells.
For this, we used various bioluminescence resonance energy transfer (BRET) proximity-
based assays to profile the coupling to the heterotrimeric Gog protein, B-arrestin
recruitment, and receptor internalization and trafficking in intact cells. The overall dose-
response and real-time kinetic BRET data demonstrated the specific molecular proximity
between AT1R and PAR1 resulting in their functional interaction. This was characterized
by thrombin inducing BRET increase within AT1R/Goqg and AT1R/B-arrestin pairs and
synergistic effects observed upon the concomitant activation of both receptors
suggesting a positive allosteric interaction. The BRET data corroborated with the data
on the downstream Gag/inositol phosphate pathway. Moreover, the selective
pharmacological blockade of the receptors revealed the implication of both AT1R and
PAR1 protomers in such a synergistic interaction and the possible transactivation of AT1R
by PAR1. Interestingly, the positive action of PAR1 on AT1R activation was contrasted
with its apparent inhibition of AT1R internalization and its endosomal trafficking. Finally,
BRET saturation and co-immunoprecipitation assays supported the physical AT1-PAR1
interaction in HEK293 cells. Our study reveals for the first time the functional interaction
between AT1R and PAR1 in vitro characterized by a transactivation and positive allosteric
modulation of AT1R and inhibition of its desensitization and internalization. This finding
may constitute the molecular basis of the well-known interplay between RAS and
thrombin. Thus, our data should lead to revising some findings on the implication of
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RAS and thrombin in vascular physiology and pathophysiology revealing the importance
to consider the functional and pharmacological interaction between AT1R and

thrombin receptors.

Keywords: angiotensin I, Angll type 1 receptor, thrombin, protease-activated receptor 1, G protein-coupled
receptors, bioluminescence resonance energy transfer, vascular system, heterodimerization

INTRODUCTION

In physiology, the interplay between different signal molecules
such as hormones, neurotransmitters, and cytokines occurs at
the level of their respective receptors in the different cells and
tissues (Barnes, 2006). This has been extensively documented for
the family of G protein-coupled receptors (GPCRs) for which the
functional and/or the physical interaction, more often referred to
heterodimerization, has been reported in vitro and in vivo
(Prinster et al., 2005; Gomes et al., 2016). At the molecular and
cellular levels, such a phenomenon is characterized by either a
direct or indirect interaction between the different receptors, a
crosstalk, or trans-modulation between them resulting in
changes of receptor pharmacology and signaling with an
implication on their specific cellular and physiological
responses (Prinster et al, 2005; Prezeau et al, 2010; Gomes
et al.,, 2016). Furthermore, the interaction between GPCRs is
intertwined with the concept of allostery and allosteric
modulation between hormones and their receptors (Springael
et al, 2006; Haack and McCarty, 2011). Consequently, GPCR
interplay and interaction have evolved rapidly over the recent
years, bringing more evidence for the importance of the
functional/physical interaction between GPCRs in physiology
and pathophysiology and thus impacting our view on drug
discovery and their targeting in human diseases (Prinster et al.,
2005; Dalrymple et al., 2008).

One of the interesting interplays that has been reported in many
in vitro and in vivo studies is the one involving Angll and the
protease thrombin (Weber, 1994; Polevaya, 1996; Kim and Iwao,
2011; Hasan et al, 2019). Angll and thrombin are two key
regulators in the vascular system by regulating blood flow and
pressure and the coagulation, respectively, with implications in
many vascular disorders including hypertension, atherosclerosis,
and restenosis after balloon angioplasty (Viswanathan et al., 1992;
Ross, 1993; Wilcox et al., 1994; Ishida et al., 1999). At the cellular
levels, both Angll and thrombin are known to activate diverse
signaling pathways controlling the proliferation, hypertrophy, and
the migration of vascular cells (McNamara et al., 1996; Capers et al.,
1997; Griendling et al., 1997).

The AnglI/thrombin interplay has been evidenced in different
physiological (platelet aggregation, vasoconstriction, salt and
water reabsorption, proliferation of vascular muscle cells, and
chemotaxis) and pathophysiological (atherosclerosis, restenosis,
hypertension, and glomerular diseases) models (Weber, 1994;
Polevaya, 1996; Kim and Iwao, 2011; Hasan et al., 2019). Early
studies have suggested the implication of both Angll and
thrombin in platelet aggregation, chemotactic effects,
vasoconstriction, increased permeability of the arterial vessels,

sodium and water retention, proliferation of the vascular smooth
muscle cells (VSMC) and fibroblasts (Whitaker et al., 1973;
Weber, 1994). Other evidence indicated that thrombin has two
opposing vascular effects: endothelium-dependent relaxation
and endothelium-independent vasoconstriction (Walz et al,
1985; Ku and Zaleski, 1993; Polevaya, 1996). Besides, smooth
muscle cell proliferation in response to Angll and thrombin is
involved in the pathology of post-percutaneous trans-luminal
coronary angioplasty (PTCA) restenosis in animal models
(Pawlowski et al., 1997). Recently, the thrombin-mediated
atrial endothelial senescence was reported to be associated
with an overexpression of angiotensin-converting enzyme
(ACE) and AnglI receptor (AT1R) (Hasan et al., 2019). Hence,
targeting thrombin and angiotensin systems has been proposed
as an approach to prevent atrial endothelial senescence. At the
molecular level, one in vivo study using the hypertensive rat
model showed an increase of vascular thrombin receptor mRNA
mediated by AnglI (Capers et al., 1997). Such an increase was
observed especially in the AT1R-rich vascular smooth muscle
layer of rats suggesting the implication of both Angll and
thrombin in atherosclerosis (Capers et al., 1997). Similarly,
AnglI increased the expression of thrombin receptors in
cultured and native VSMC speculating on the possible
synergistic effect between ATIR and thrombin receptors to
potentiate the mitogenic activity of thrombin and the
proliferation of VSMC during vascular injury (Fisslthaler et al.,
1998). Moreover, both thrombin and AnglI have been shown to
activate the mitogenic pathways in NIH3T3 cells via differential
phosphorylation pattern of Raf-1 and Shc (Apostolidis and
Weiss, 1997). In VSMC, Angll and thrombin, respectively via
ATIR and PARI, can also induce the expression of vascular
endothelial growth factor (VEGF) and its receptors promoting
angiogenic responses (Williams et al., 1995; Richard et al., 20005
Richard et al., 2001). Recently, thrombin-mediated atrial
endothelial senescence is associated with an overexpression of
ATIR and this was inhibited by ATIR blocker (Hasan et al,
2019). Together, these observations on the interplay between
Angll and thrombin illustrate the importance of considering the
functional interaction between these two factors at the level of
their specific receptors. All these studies were interpreted in the
context where the putative interaction between Angll and
thrombin at the level of their receptors was not fully
considered. More importantly, the therapeutic strategies
involving RAS are mostly based on Angll receptor blockers
combined with ACE inhibitors (Heyndrickx, 1993; Serruys
et al,, 1995; Pratt Richard and Dzau Victor, 1996; Tsukuda
et al, 2011; Urushihara et al., 2011). Therefore, the objective of
the present study was to investigate the putative functional
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interaction between ATIR and thrombin and its receptor, PARI,
in vitro by assessing the pharmacological and functional effects of
thrombin and PAR1 on ATIR activation and signaling,
internalization, and endosomal trafficking, as well as their
physical interaction, in HEK293 cells using various BRET
proximity-based assays as previously described (Ayoub, 2016).

MATERIALS AND METHODS

Chemical and Reagents

The following human protein-coding plasmids were used for the
transient expression in HEK293 cells: PAR1was purchased from
c¢DNA Resource Center (Bloomsberg, PA, USA), PAR1-Rluc was
used as previously described (Ayoub et al., 2010), HA-ATIR was
kindly provided by Reiter E. (INRA, Nouzilly, France), AT1R-
Rluc was a gift from Laporte, S. (McGill University, Montréal,
Canada), yPET-B-arrestin 2 was kindly provided by Scott, M.
(Cochin Institute, Paris, France), Grb2-Rluc and Grb2-Venus
were kindly given by Prof. Pfleger KD. (Harry Perkins Institute of
Medical Research and UWA, Perth, Australia), and Venus-Gog,
Venus-Kras, and Venus-Rabs that were generously shared by
Lambert, N. (Augusta University, GA, USA). Angll, thrombin,
and irbesartan were from Sigma (St Louis, MO, USA). SCH79797
was from Tocris (Tocris, Ellisville, MO). The IP1 kit was
purchased from Cisbio Bioassays (PerkinElmer, Codelet,
France) and the anti-HA tag antibody (ab9110) was purchased
from abcam (abcam, MA, USA).

Cell Culture and Transfection

HEK293 cells were maintained at 37°C, 5% CO2 in complete
medium (Dulbecco’s modified Eagle’s medium (DMEM)
containing 0.3 mg/ml glutamine, 100 IU/ml penicillin, and
100 pg/ml streptomycin) supplemented with 10% fetal calf serum
(GIBCO BRL, Carlsbad, CA). Transient transfections were carried
out using Lipofectamine " 2000 (Invitrogen) as previously described
(Ayoub et al., 2010; Ayoub et al., 2015a; Ayoub et al.,, 2015b). For
BRET and IP1 assays, cells were directly transfected in 96-well white
plates. Briefly, for each 96-well 25 ng of AT1R-Rluc coding plasmid
was mixed with 25 ng of Venus-Goug, yPET-B-arrestin 2, Venus-
Kras, or Venus-Rab5/7 coding plasmid without or with 25 ng of
untagged PARI coding plasmid in 25 pl of serum-free DMEM. In
parallel, 0.5 pl per well of Lipofectamine' ™ 2000 was mixed in 25 pl
of serum-free DMEM. After incubation for 5 min at room
temperature, the plasmid solution was mixed with Lipofectamine
solution and incubated for 20 min at room temperature. Then, the
transfection mix (50 pl) was directly added to the cells (5 x 10* cells
per well) in a final volume of 200 pl of culture medium and seeded in
96-well white plate. For co-immunoprecipitation, 7.5 x 10° cells were
cultured in T-75 flasks and transfected with the total of 10 ug of
plasmids (5 pug of HA-ATIR and 5 ug of AT1R-Rluc, PAR1-Rluc, or
Grb2-Rluc) resuspended in 500 pl of serum-free DMEM using 5 pl
of Lipofectamine previously mixed with 500 pl of serum-free
DMEM. All assays were carried out 48 h posttransfection.

Dose-Response BRET Assay

BRET technology was used as previously described (Ayoub et al.,
20105 Ayoub et al., 2015a; Ayoub et al., 2015b) using 40 pl as the
total reaction volume per well. Cells co-expressing the different
BRET donors and acceptors were first seeded in 96-well white
plates, washed with 50 pl/well of PBS, and treated for 30 min at
37°C with 40 pl of PBS containing or not the indicated doses of
either Angll, thrombin, or both, as indicated. Following
treatment, 10 pl of coelenterazine h (Promega Corporation,
Madison, WI, USA) was added to a final concentration of
2.5 uM and BRET measurements were carried out using the
Tristar 2 multilabel plate reader (Berthold, Germany) that allows
the sequential integration of light emission detected with two
filter settings (480 + 20 nm and 540 + 25 nm).

Real-Time BRET Kinetics

Cells co-expressing the different BRET donors and acceptors
were first seeded in 96-well white plates and washed with 50 pl/
well of PBS. Then, cells were resuspended in 30 pul of PBS
followed by addition 10 pl of coelenterazine h (2.5 pM), and
BRET signals were measured for 5 min before and 55 min after
the addition of 10 pl of either Angll, thrombin, or both,
as indicated.

BRET Assay With Antagonists

Cells co-expressing the different BRET donors and acceptors
were first seeded in 96-well white plates, washed with 50 pl/well
of PBS, and resuspended in 30 ul of PBS containing or not
(control) SCH-79797 (100 uM) or irbesartan (10 uM) and
incubated for 15 min at 37°C. Then, 10 ul of either Angll,
thrombin, or both were added followed by further incubation for
30 min at 37°C and addition 10 ul of coelenterazine h (2.5 uM)
before BRET signals were measured.

BRET Saturation Assay

Cells co-expressing a constant amount of ATIR-Rluc (25 ng)
without or with increasing amount of either PARI-Venus or
Grb2-Venus (10, 20, 40, 60, 80, 100, 120, 140, 160, 175 ng) were
first seeded in 96-well white (for BRET and luminescence
measurements) and black (for fluorescence measurements)
plates, washed with 50 pl/well of PBS, and resuspended in 40
pl of PBS. Then, 10 ul of coelenterazine h (2.5 uM) were added
and BRET signals were measured. In parallel, the specific
luminescence of AT1R-Rluc was measured using a 485 nm
emission filter, and the specific fluorescence of PARI1-Venus
and Grb2-Venus was quantified using the 485 nm excitation
filter and 540 nm emission filter on the Tristar 2 multilabel plate
reader. Then, net BRET signals were correlated and plotted over
the fluorescence/luminescence ratios (Venus/Rluc ratios).

IP1 Assay

Measurement of IP1 accumulation was performed using the IP-
One Tb kit (Cisbio Bioassays, France) according to the
manufacturer’s instructions. For this, cells were first pre-treated
or not (Control) with 30 pl of SCH-79797 (100 uM) or irbesartan

Frontiers in Pharmacology | www.frontiersin.org

August 2020 | Volume 11 | Article 1283


https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

Al Zamel et al.

Functional AT1R/PART Interaction

(10 uM) in the stimulation buffer 1X and incubated for 15 min at
37°C. Then, 10 pl of either AnglI (10 nM), thrombin (1 U/ml), or
both were added followed by further incubation for 30 min at 37°C.
For the dose-response experiments, 40 pl of increasing doses of
Angll or thrombin in the stimulation buffer 1X were used. The cells
were then lysed by adding the supplied assay reagents, and the assay
was incubated for 1 h at room temperature. Fluorescence emission
was measured at 620 nm and 665 nm, 50 ps after excitation at 340
nm using the Tristar 2 multilabel plate reader (Berthold, Germany).

Co-Immunoprecipitation

HEK293 cells coexpressing or not HA-AT1R with either AT1R-
Rluc, PARI-Rluc, or Grb2-Rluc were used for immuno-
precipitation with the anti-HA antibody followed by the
measurements of luciferase (Rluc) luminescence directly on the
immunoprecipitates. The immunoprecipitation was carried out
using the immunoprecipitation (Protein A) assay kit (Roche).
Briefly, cells were solubilized in lysis buffer. An equal amount of
each protein lysate of Rluc-tagged proteins indicated by their
similar luminescence signal (2500000 a.u.) measured at 485 nm
was incubated overnight with protein A agarose only for pre-
clearing. Precleared lysate (1 ml) was then incubated with the anti-
tag HA antibody (3 pg/ml) for 2 h at 4°C, followed by incubation
with 25 pl of protein A agarose beads overnight at 4°C. Beads were
washed as per the manufacturer’s instructions and the final
immunoprecipitates were then resuspended in 50 pl of PBS in
96-well white plate followed by the addition of 10 ul of
coelenterazine h (5 uM) as Rluc substrate. The amount of Rluc
luminescence in each complex was then measured using a 485 nm
emission filter on the Tristar 2 multilabel plate reader.

Data Presentation and Statistical Analysis
The BRET data given as the ratio of light emission at 540 nm
over 480 nm were first converted to “ligand-induced BRET”
signals by subtracting the ratio obtained from vehicle-treated
cells from the same ratio obtained from AnglI/thrombin-treated
cells. Then, the % of responses in the different BRET and IP1
assays were obtained by taking as 100% the maximal Angll/
thrombin-induced responses in the control condition. All kinetic
and the sigmoidal dose-response curves were fitted to
appropriate nonlinear regression equations using GraphPad
Prism software (San Diego, CA, USA). Statistical analyses were
performed with two-way ANOVA and multiple comparisons test
to determine statistical significance between the different
conditions relative. ***p-value < 0.0001, ***p-value < 0.001,
**p-value < 0.01, * p-value < 0.05, and ns p-value > 0.05.

RESULTS

As stated above, our study aimed to investigate the functional
interaction between AT1R and thrombin and its receptor PAR1
in vitro by assessing the putative effects of PARI on the
activation, the internalization, and the endosomal trafficking
of AT1R in HEK293 cells. Thus, we examined the effect of
thrombin treatment and the transient overexpression of PAR1

on i) the functional coupling of ATIR with its cognate
heterotrimeric Goq protein, ii) the recruitment B-arrestin 2,
and iii) ATIR internalization and trafficking. For this, BRET
technology using specific BRET sensors was applied as
previously described (Ayoub et al., 2010; Ayoub et al., 2015a;
Ayoub et al., 2015b) in live HEK293 cells coexpressing AT1R-
Rluc (as BRET donor) and either Venus-Goq, yPET-fB-arrestin
2, Venus-Kras, and Venus/Rabs (as BRET acceptors) in the
absence or presence of thrombin and without or with PAR1
overexpression and co-activation. Also, the Goig/inositol
phosphate pathway was investigated in both HEK293 cells
transiently expressing the receptors as well as in the human
epithelial colorectal adenocarcinoma cells (HT-29) reported
to express endogenous ATIR (Ozeki et al., 2013; Wang et al,,
2013) and PAR1 (Darmoul et al., 2004). Finally, the
possible physical AT1R-PARI interaction was assessed by
BRET saturation and co-immunoprecipitation assays using
differentially-tagged receptors.

Dose-Response Analysis Revealed the
Functional Interaction Between Angll and
Thrombin Through Their Receptors

First, we validated our BRET assays and verified the specificity of
Angll and thrombin towards their respective receptors, AT1R
and PARI. Since both AT1R and PARI are two GPCR members
known for their coupling to the heterotrimeric Goq protein, we
measured BRET signals in HEK293 cells coexpressing Venus-
Goq with either ATIR-Rluc or PAR1-Rluc and treated with
increasing doses of AnglI (Figure 1A) or thrombin (Figure 1B).
As expected, Angll but not thrombin induced a nice dose-
dependent BRET increase between AT1R-Rluc and Venus-Gog
(Figure 1A). Whereas, thrombin but not AngllI specifically
increased BRET signal between PAR1-Rluc and Venus-Goq in
a dose-dependent manner. This demonstrates the specificity of
Angll and thrombin to promote BRET increase reflecting
receptor-Goq coupling with no cross-reactivity between the
ligands and the receptors allowing us to make solid
conclusions on the pharmacological effects of AnglIl and
thrombin on the functional interaction between ATIR and
PARI. Also, these dose curves led to determine the ECs, dose
of AnglII (~10 nM) and the saturating dose of thrombin (1 U/ml)
to be used in the combined treatments in the different dose-
response and real-time kinetic BRET and Gog/inositol
phosphate (IP1) experiments, as indicated below.

Next, we performed the dose-response analysis with AngII in
the absence or presence of thrombin in cells coexpressing AT1R-
Rluc and either Venus-Goq (Figures 1C, D) or yPET-B-arrestin
2 without or with PAR1 overexpression as indicated. Like in
Figure 1A, Angll promoted a nice dose-dependent BRET
increase between AT1R-Rluc/Venus-Goq (Figures 1C, D) and
ATIR-Rluc/yPET-B-arrestin 2 (Figures 1E, F) pairs regardless
PARI1 overexpression. In the absence of PAR1 overexpression,
the stimulation of cells with the saturating dose of thrombin (1
U/ml) did not promote any significant BRET increase as shown
at the baseline (Figures 1C, E). However and interestingly, under
these conditions thrombin significantly left-shifted the dose-
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FIGURE 1 | Dose-response BRET analysis of Angll-induced AT1R/Gaq coupling and AT1R/B-arrestin 2 interaction. HEK293 cells transiently coexpressing AT1R-
Riuc (A-F) or PAR1-Rluc (A, B) with either Venus-Gaq (A-D) or yPET-B-arrestin 2 (E, F) in the absence or presence of PAR1 overexpression as indicated were
used. Cells were then treated 30 min at 37°C with the increasing concentrations of Angll in the absence or presence of a saturating dose of thrombin (1 U/ml) before
BRET signals were measured in live cells. Data are means + SEM of three to four independent experiments performed in triplicate. The statistical analysis indicates
the significance relative to the control curve (the absence of thrombin). ****p-value < 0.0001, ***p-value < 0.001.

response curve of Angll on AT1R/Goq (Figure 1C) and ATIR/
B-arrestin 2 (Figure 1E) pairs. Indeed, for Goq the Log ECs,
values were -7.99 + 0.08 and -8.82 + 0.1 (p-value <0.0001, n=4) in
the absence and presence of thrombin, respectively, whereas for
B-arrestin 2 the Log ECs, values were -8.32 + 0.10 and -9.44 *
0.11 (p-value <0.0001, n=3) in the absence and presence of
thrombin, respectively. This suggests a positive allosteric effect
of thrombin on ATIR that may involve endogenous thrombin
receptors since HEK293 cells were reported to predominantly
express PARI, PAR2, and to less extent PAR4 but only very low
PAR3 (Schmidt et al., 1996; Atwood et al., 2011). To further
investigate the impact of PAR1 on AT1R function, we examined
the effect of PAR1 overexpression on the BRET signals reflecting
ATIR/Goq and AT1R/B-arrestin 2 coupling and interaction.

The data showed that 1 U/ml of thrombin strongly promoted
BRET increase (~70%-75% of Angll response) in AT1R-Rluc/
Venus-Goq coexpressing cells (Figure 1D) and to less extent
(~25% of AnglI response) in AT1R-Rluc/yPET-B-arrestin 2
coexpressing cells (Figure 1F). Interestingly, such a positive
effect of thrombin was observed even in the absence of AngllI
stimulation as shown by the first point of the red curves in
Figures 1D, F. In the case of BRET between ATIR-Rluc and
Venus-Gog, the curve almost reached its maximal level upon
stimulation with thrombin (Figure 1D). By contrast, in AT1R-
Rluc/yPET-B-arrestin 2 coexpressing cells, the co-stimulation
with thrombin did not seem to affect significantly the AnglI
dose-response with no changes in AngII’s EC5 and E,,, (Figure
1F). These observations demonstrate that thrombin leads to
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increase ATIR/Goq coupling and AT1R/yPET-B-arrestin 2
interaction in PARI1-dependent manner suggesting a
transactivation of ATIR by thrombin and PARI.

To further investigate such a positive interaction between
ATI1R and thrombin and its receptor PAR1, we also performed
the dose-response analysis with thrombin on AT1R/Goq and
ATIR/B-arrestin 2 interactions in the absence and presence of
PARI overexpression and AT1R co-activation (Figure 2). In the
absence of PAR1 overexpression, thrombin-promoted BRET
increase was neither observed in AT1R-Rluc/Venus-Goq
(Figure 2A) nor in AT1R-Rluc/yPET-B-arrestin 2 (Figure 2C)
coexpressing cells whatever thrombin doses used. This
completely ruled out any non-specific action of thrombin on
ATIR in the absence of Angll stimulation as well as in the
absence of PARI1 coexpression. In the absence of PARI
overexpression, the co-treatment with 10 nM of Angll,
corresponding to AngIl’s ECs, dose as shown in Figure 1,
however, resulted in a nice positive effect on thrombin dose
curves. Indeed, AnglI co-stimulation led to a strong potentiation
in the thrombin-induced BRET signal up to 283 + 39% and 304 +
57% (p-value <0.0001, n=4) compared to AngllI response alone
(taken as 100%) in AT1R-Rluc/Venus-Goq (Figure 2A) and
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ATIR-Rluc/yPET-B-arrestin 2 (Figure 2C) coexpressing cells,
respectively. These data are consistent with the data in Figure 1
suggesting a positive interaction between AnglI and thrombin on
ligand-promoted BRET increase between ATI1R-Rluc/Venus-
Gogq and AT1R-Rluc/yPET-B-arrestin 2 pairs.

In the condition of PARI1 overexpression, thrombin alone
(without AnglI cotreatment and ATIR activation) substantially
promoted a dose-dependent BRET increase in both AT1R-Rluc/
Venus-Goq (Epax = 211 + 34%, p-value <0.0001, n=4) (Figure 2B)
and ATIR-Rluc/yPET-B-arrestin 2 (Eq. = 102 £ 25%, p-value
<0.0001, n=3) (Figure 2D) coexpressing cells compared to the
signals induced by 10 nM of AngllI alone (taken as 100%). It is
worth noting that this was not observed in the absence of PAR1
coexpression (Figures 2A, C) indicating the specificity of
thrombin-induced BRET responses. More importantly, under
these conditions the maximal thrombin-dependent responses
were strongly potentiated by the co-stimulation with 10 nM of
Angll in both AT1R-Rluc/Venus-Goq (Epax = 342 £ 33%, p-value
<0.0001, n=4) (Figure 2B) and ATIR-Rluc/yPET-B-arrestin 2
(Emax = 299 £ 43%, p-value <0.0001, n=3) (Figure 2D)
coexpressing cells. Together, these observations further
demonstrate the positive interaction between Angll and
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FIGURE 2 | Dose-response BRET analysis of thrombin-induced AT1R/Goq coupling and AT1R/B-arrestin 2 interaction. HEK293 cells transiently coexpressing AT1R-Rluc
with either Venus-Goq (A, B) or yPET-B-arrestin 2 (C, D) in the absence or presence of PAR1 overexpression as indicated were used. Cells were then treated 30 min at
37°C with the increasing concentrations of thrombin in the absence or presence of a sub-saturating dose of Angll (10 nM) before BRET signals were measured in live cells.
Data are means + SEM of three to four independent experiments performed in triplicate. The statistical analysis indicates the significance relative to the condition in the
absence of thrombin for both curves, the control, and the ones in the presence of 10 nM of Angll. ***p-value < 0.0001, ***p-value < 0.001, **p-value < 0.01, *p-value < 0.05.
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thrombin regarding Goq coupling and B-arrestin 2 recruitment
and this occurred at the level of their respective receptors, AT1R
and PARI.

Real-Time Kinetic Analysis of AT1R-PAR1
Interaction

Next, we performed real-time kinetics on BRET signal increase
in live cells coexpressing ATIR-Rluc with either Venus-Goq
(Figures 3A, B) or yPET-B-arrestin 2 (Figures 3C, D) in the
absence or presence of PARI coexpression and upon stimulation
with either 10 nM of Angll, 1 U/ml of thrombin, or both. In the
absence of PAR1, Angll but not thrombin nicely promoted a
significant time-dependent BRET increase between AT1R-Rluc/
Venus-Goq (Figure 3A) and AT1R-Rluc/yPET-B-arrestin 2
(Figure 3C) pairs. Interestingly, under these conditions of no
PAR1 overexpression, the co-stimulation of cells with both AngII
and thrombin strongly potentiated the BRET increase up to
205 * 3% of Angll response (p-value <0.0001, n=11) in AT1R-
Rluc/Venus-Goq (Figure 3A) and up to 214 + 2% of Angll
response (p-value <0.0001, n=10) in ATIR-Rluc/yPET-B-
arrestin 2 (Figure 3C) coexpressing cells. These observations
suggest a positive allosteric effect of thrombin on Angll and
further demonstrate the positive interaction between thrombin
and Angll concerning ATIR-Goq coupling and [B-arrestin 2
recruitment to ATI1R, which may involve thrombin receptors
endogenously expressed in HEK293 cells.

In the presence of PAR1 overexpression, as expected
thrombin promoted a nice but partial time-dependent BRET
increase between AT1R-Rluc/Venus-Goq (Epax = 79 = 2% of
Angll response, p-value <0.0001, n=11) (Figure 3B) and AT1R-
Rluc/yPET-B-arrestin 2 (Ena.x = 44 + 2% of Angll response,
p-value <0.0001, n=11) (Figure 3D) pairs. Furthermore, the
concomitant stimulation of the cells with AnglI and thrombin
also resulted in a strong potentiation of the BRET signals
between ATIR-Rluc/Venus-Goq (Epax = 207 + 4% of Angll
response, p-value <0.0001, n=11) (Figure 3B) and AT1R-Rluc/
yPET-B-arrestin 2 (Epax = 218 + 4% of AnglI response, p-value
<0.0001, n=10) (Figure 3D) pairs compared to the single
treatments with Angll and thrombin. Such a potentiation was
more than additive suggesting the synergistic interaction
between Angll and thrombin at the level of their receptors.
These observations demonstrated that the combination of AnglI
and thrombin was more efficient to elicit BRET increase within
AT1R-Rluc/Venus-Goq and ATIR-Rluc/yPET-B-arrestin 2
pairs than the individual activation of both ATI1R or PARI.
This further supports the synergistic and positive allosteric
interaction between ATIR and PARI.

Next, we also performed real-time kinetics with the sequential
treatments with vehicle (used as a negative control), AnglI (10
nM), and thrombin (1 U/ml) of live cells coexpressing AT1R-Rluc
with either Venus-Goq (Figures 4A, B) or yPET-B-arrestin 2
(Figures 4C, D) in the absence or presence of PAR1 coexpression.
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FIGURE 3 | Real-time kinetic analysis of BRET for AT1R/Gaq coupling and AT1R/B-arrestin 2 interaction. HEK293 cells transiently coexpressing AT1R-Rluc with
either Venus-Gagq (A, B) or yPET-B-arrestin 2 (C, D) in the absence or presence of PAR1 overexpression as indicated were used. Cells were then treated or not with
either 10 nM of Angll, 1 U/ml of thrombin, or both, before BRET signals were measured in real-time and live cells for 35 min. Data are means + SEM of 10-11
independent experiments performed in single-point measurements. The statistical analysis indicates the significance relative to the kinetic curves in the presence of
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FIGURE 4 | Sequential real-time kinetic analysis of BRET for AT1R/Gaq coupling and AT1R/B-arrestin 2 interaction. HEK293 cells transiently coexpressing AT1R-
Rluc with either Venus-Gaq (A, B) or yPET-B-arrestin 2 (C, D) in the absence or presence of PAR1 overexpression as indicated were used. Cells were then
sequentially treated or not (vehicle) with either 10 nM of Angll, 1 U/ml of thrombin, or both, as indicated. BRET signals were then measured in real-time and live cells
for 60 min. Data are means + SEM of eight to nine independent experiments performed in single-point measurements. The statistical analysis indicates the
significance relative to the baseline as well as to the kinetic curves in the presence of 10 nM of Angll. ***p-value < 0.0001, **p-value < 0.001, **p-value < 0.01,

This aimed to reveal the synergistic and the positive allosteric
interaction between Angll and thrombin at the level of their
receptors. For this, after recording the basal BRET during 5 min
cells were first stimulated with either vehicle or AnglI (treatment 1
or T1), and BRET signals were measured for 15 min to promote
AT1R-Rluc/Venus-Goq and AT1R-Rluc/yPET-B-arrestin 2
interaction as indicated in Figure 4. Then, a second treatment
(treatment 2 or T2) was applied by stimulating cells with either
vehicle or thrombin and BRET signals were measured for up to
40 min. In all the conditions, the treatment of cells with
AnglI triggered a time-dependent BRET increase between AT1R-
Rluc/Venus-Goq and AT1R-Rluc/yPET-B-arrestin 2 (Figure 4).
In the absence of PARI1 coexpression, as expected the
sequential treatment with a vehicle followed by thrombin did
not promote any significant time-dependent BRET increase in
both AT1R-Rluc/Venus-Gogq (Figure 4A) and AT1R-Rluc/yPET-
[B-arrestin 2 (Figure 4C) expressing cells. Moreover, the sequential
treatment with AnglI followed by thrombin showed a weak but
significant effect on Angll-induced response on ATIR activation
(Figures 4A, C) compared to the treatment with AnglI followed

by vehicle. However, upon PAR1 overexpression, while vehicle
treatment had no significant effect on BRET signals the sequential
addition of thrombin elicited a nice time-dependent BRET
increase between ATI1R-Rluc/Venus-Goq (Figure 4B) and
ATI1R-Rluc/yPET-B-arrestin 2 (Figure 4D) pairs with a full
effect on AT1R-Rluc/Venus-Goq coupling (Figure 4B) and a
partial effect (~50% of AnglI response) on ATIR-Rluc/yPET-B-
arrestin 2 interaction (Figure 4D). Interestingly, the sequential
treatment of cells with Angll until reaching the plateau then
followed by thrombin substantially raised the BRET responses
significantly beyond the responses mediated by AnglI or thrombin
applied alone (Figures 4B, D). These observations indicated that
the positive interaction between Angll and thrombin can occur
sequentially. Moreover, the combination of AngII and thrombin
was more efficient to elicit BRET increase within ATIR-Rluc/
Venus-Goq and AT1R-Rluc/yPET-B-arrestin 2 pairs than the
individual activation of both ATIR or PARI. This confirms
again the positive interaction between Angll and thrombin and
further supports the synergistic and positive allosteric interaction
between AT1R and PARI.
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The Positive Functional AT1R-PAR1
Interaction Occurred in Receptor
Expression-Dependent Manner

Next, we profiled the positive functional interaction between
AT1R and PARI and their synergy in BRET assays using various
transient expression ratios between the receptors. For this, BRET
titration assays were performed using three different amounts of
ATIR-Rluc (BRET donor): 10 ng (Figure 5A), 25 ng (Figure
5B), and 50 ng (Figure 5C), without or with increasing amounts
of PARI (5 ng, 10 ng, 25 ng, 50 ng, and 100 ng) and a constant
amount (25 ng) of Venus-Goq (BRET acceptor). All the cells
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FIGURE 5 | BRET titration experiments for AT1R/Goaq coupling. HEK293
cells were transiently transfected with 25 ng of Venus-Goq plasmid (as BRET
acceptor) and different amount of AT1R-Rluc plasmid (as BRET donor): 10 ng
(A), 25 ng (B), and 50 ng (C), in the absence (0 ng) or presence of increasing
amounts of PAR1 plasmid (5, 10, 25, 50, and 100 ng). Cells were then
stimulated or not with either 10 nM of Angll, 1 U/ml of thrombin, or both, for
30 min at 37°C, before BRET signals were measured. Data are means + SEM
of three independent experiments performed in triplicate. The statistical
analysis indicates the significance relative to the response of Angll. ***p-value
< 0.0001, **p-value < 0.001, *p-value < 0.05, and ns p-value > 0.05.

were then treated or not with either AnglI (10 nM), thrombin
(1 U/ml), or both. The overall ligand-induced BRET increase
between AT1R-Rluc and Venus-Goq was tightly correlated with
the expression levels of both ATIR-Rluc and PAR1 showing
better responses with 25 ng (Figure 5B) or 50 ng (Figure 5C)
compared to 10 ng (Figure 5A) of AT1R-Rluc. Moreover, in
the absence of PARI coexpression thrombin alone did not promote
any BRET increase while AnglI nicely did and no significant BRET
potentiation was observed upon co-stimulation with AnglI
and thrombin. However, thrombin-dependent BRET responses
significantly increased with the increase of PAR1 expression until
reaching saturated levels from 25 ng of PAR1 and this regardless of
the amount of AT1R-Rluc used. Importantly, the increase in PAR1
coexpression was also associated with a strong and a saturated
BRET potentiation upon combined treatment of the cells with
Angll and thrombin. Such a correlation was more significant with
25 ng (Figure 5B) and 50 ng (Figure 5C) of AT1R-Rluc but was
also observed even with very low expression (5 to 10 ng) of either
ATIR-Rluc or PARI. Together, these BRET titration experiments
demonstrate that thrombin-induced BRET increase between
ATI1R-Rluc and Venus-Gaq and its potentiation by the
combined Angll/thrombin treatment can be observed at very
low expression levels of the receptors. Moreover, this was nicely
correlated with the amount of PARI coexpressed and saturated at
a certain level of expression indicating the specificity of thrombin/
PARI-mediated BRET within AT1R/Goq pair. Based on
these BRET titration data all our BRET experiments were
carried out by taking 25 ng of AT1R-Rluc, 25 ng of Venus-Goy,
and 25 ng of PAR1 (Figure 5B) as the most appropriate
transfection condition.

Effect of Receptor Blockade on AT1R
Transactivation by PAR1

To characterize further the pharmacological action of thrombin
and its receptor PAR1 on AT1R and their functional interaction,
we examined the effect of receptor blockade on Angll- and
thrombin-induced BRET signals between AT1R-Rluc/Venus-
Goq (Figure 6A) and ATIR-Rluc/yPET-B-arrestin 2 (Figure
6B) pairs in the presence of PAR1 overexpression. For this, we
used irbesartan at 10 pM as ATI1R-selective antagonist and
SCH79797 dihydrochloride at 100 pM as PARI-selective
antagonist. As expected, irbesartan fully blocked AnglI-
mediated responses in both ATI1R-Rluc/Venus-Goq (Figure
6A) and AT1R-Rluc/yPET-B-arrestin 2 (Figure 6B) expressing
cells (p-value <0.0001, n=6). Interestingly, irbesartan also
strongly diminished thrombin-mediated BRET signal in AT1R-
Rluc/Venus-Gaq (p-value <0.0001, n=6) (Figure 6A) but not in
ATIR-Rluc/yPET-B-arrestin 2 (Figure 6B) expressing cells. This
suggests that part of thrombin-promoted AT1R-Rluc/Venus-
Goq coupling involves AT1R activation perhaps via its
transactivation by PARI as suggested above. On the other
hand, PARI1 antagonist (SCH79797) significantly diminished to
different extent thrombin-promoted BRET signals in ATIR-
Rluc/Venus-Gagq (p-value <0.0001, n=4) (Figure 6A)
and ATIR-Rluc/yPET-B-arrestin 2 (p-value <0.0001, n=4)
(Figure 6B) expressing cells. However, in both cases,
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FIGURE 6 | Effect of receptor blockade on AT1R/Gaq coupling and AT1R/B-arrestin 2 interaction assessed by BRET. HEK293 cells transiently coexpressing AT1R-
Rluc with either Venus-Goq (A) or yPET-B-arrestin 2 (B) in the presence of PAR1 overexpression were used. Cells were first pretreated or not (control) with 100 pM
of SCH79797 (PAR1 antagonist) or 10 uM of irbesartan (AT1R antagonist) as indicated, for 15 min at 37°C. Cells were then stimulated or not with either 10 nM of
Angll, 1 U/ml of thrombin, or both, for 30 min at 37°C, before BRET signals were measured in live cells. Data are means + SEM of four to six independent
experiments performed in triplicate. The statistical analysis indicates the significance relative to the response of Angll or thrombin alone as well as to the condition of
the combined treatment in control as indicated. ****p-value < 0.0001, **p-value < 0.001, and ns p-value > 0.05.

SCH79797 did not affect the signals elicited by AnglI treatment
indicating the specificity of the effects. In the condition of the
combined treatment with AnglIl and thrombin, both irbesartan
and SCH79797 drastically decreased the BRET signals and fully
abolished the potentiating effect of the cotreatment for
both ATIR-Rluc/Venus-Goq (Figure 6A) and AT1R-Rluc/
yPET-B-arrestin 2 (Figure 6B) pairs (p-value <0.0001, n=4-6).
This demonstrates the implication of the activation of both,
ATIR and PAR], in the synergistic and positive interaction
between thrombin and AngII.

Effect of AT1R-PAR1 Interaction on the

Gag/Inositol Phosphate Signaling Pathway
To correlate the BRET data observed between AT1R-Rluc and
Venus-Goq with the intracellular downstream signaling
pathway, we examined the effect of AT1IR and PARI1
coexpression and their activation on Goug/inositol phosphate
(IP1) pathway by measuring the accumulation of IP1 in live cells.
First, we performed the dose-response analysis in HEK293
expressing ATIR-Rluc (Figure 7A) or PARI (Figure 7B) to
check whether the concentrations of AnglI (ECs) and thrombin
(saturating) to be used in the IP1 assay could be similar to what
was used before in BRET assays. Indeed, the saturating IP1 dose-

curves with Angll and thrombin on their respective receptors
shown in Figures 7A, B are consistent with those obtained in
BRET assay (Figures 1A, B). They clearly showed that 10 nM
corresponds pretty well to the EC5, of Angll on AT1R-mediated
IP1 production (Figure 7A), whereas 1 U/ml largely constitutes
the saturating dose of thrombin on PAR1-mediated IP1 response
(Figure 7B). Then a full set of experiments was carried out in
HEK293 cells expressing either AT1R-Rluc (Figure 7C), PAR1
(Figure 7D), or AT1R-Rluc and PAR1 (Figure 7E) were first
pretreated or not with SCH79797 (100 uM) or irbesartan (10
uM) before their stimulation with either AngIl (10 nM),
thrombin (1 U/ml), or their combination, as indicated. As
shown in Figure 7C, in AT1R-Rluc expressing cells AnglI, but
not thrombin, induced IP1 production that was fully blocked by
irbesartan but not SCH79797. In these cells, a partial thrombin-
mediated IP1 response was also observed reflecting endogenous
expression of thrombin receptors as stated above. By contrast, in
cells overexpressing PAR1 thrombin but not AnglI induced IP1
production that was blocked by SCH79797 but not irbesartan
(Figure 7D). These data demonstrate the specificity of the
pharmacological blockade of the receptors and are consistent
with our dose-response BRET curves shown in Figures 1A, B
confirming the functional coupling of AT1R and PAR1 to Gog/
inositol phosphate pathway.
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FIGURE 7 | Effect of receptor blockade on IP1 production. HEK293 cells transiently expressing either AT1R-Rluc (A, C), PAR1 (B, D), or both (E), and HT-29 cells
(F) were first pretreated or not (control) with 100 pM of SCH79797 or 10 uM of irbesartan as indicated, for 15 min at 37°C. Cells were then stimulated or not with
either increasing doses of Angll or thrombin (A, B), 10 nM of Angll, 1 U/ml of thrombin, or both (C~F), for 30 min at 37°C, before IP1 production was quantified.
Data are means + SEM of three (for dose-response in HEK293 and antagonist data in HT-29) or four (for antagonist data in HEK293) independent experiments
performed in triplicate. The statistical analysis indicates the significance relative to the response of Angll or thrombin alone as well as to the condition of the combined
treatment in control as indicated. “***p-value < 0.0001, “**p-value < 0.001, **p-value < 0.01, *p-value < 0.05, and ns p-value > 0.05.

In cells coexpressing AT1R-Rluc and PAR]I, in addition to the
IP1 response promoted by the individual treatment with AngllI
or thrombin, we also observed a synergistic effect (~160%) upon
their combined treatment (Figure 7E). This is consistent with
our BRET observations and further demonstrates the synergistic
functional interaction between AT1R and PARI for the Gog/
inositol phosphate pathway. More interestingly, both SCH79797
and irbesartan fully inhibited the potentiating effect (green bars)
of the combined treatment (Figure 7E) further indicating the
implication of the activation of both AT1R and PARI in the
synergistic and positive interaction between thrombin and AngII
at their downstream signaling. Moreover, the data indicate that
the blockade of one receptor did not fully impair the IP1
response which may be due to the symmetrical coupling to
Goq of ATIR and PARI protomers within AT1R-PARI1
complex or to their monomer/homomer receptor populations
coexistent in HEK293 cells.

Next, we also investigated the impact of AT1R-PARI1
functional interaction on the Goug/inositol phosphate pathway
in the human epithelial colorectal adenocarcinoma cells (HT-29)
previously reported to express endogenous ATIR (Ozeki et al.,

2013; Wang et al,, 2013) and PAR1 (Darmoul et al., 2004). As
shown in Figure 7F, the overall IP1 response pattern was similar
to what was obtained in HEK293 cells coexpressing AT1R-Rluc
and PAR1 (Figure 7E). Indeed, both AngIl and thrombin
showed a positive IP1 response that was specifically blocked by
irbesartan and SCH79797, respectively (Figure 7F). Moreover,
the combination of Angll and thrombin elicited a significant
potentiation of the IP1 response which was either drastically or
only partially blocked by irbesartan or SCH79797, respectively
(Figure 7F). Together, these IP1 data in HT-29 confirm the
reality of the positive functional interaction between
endogenously expressed ATIR and PARI receptors and further
demonstrate the implication of their dual activation in the
synergistic and positive interaction between thrombin and
AnglI at their downstream signaling.

Thrombin and PAR1 Activation Negatively
Modulates AT1R Internalization and Its

Endosomal Trafficking
Finally, we investigated the other important aspect of GPCR
function and regulation which is internalization and intracellular
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trafficking. Indeed, the effect of thrombin and PARI
overexpression and activation on ATIR internalization and
endosomal trafficking were examined using specific BRET
sensors, Venus-Kras and Venus-Rabs, respectively, as previously
reported (Lan et al,, 2011; Lan et al., 2012; Ayoub et al., 2015a). For
the internalization, Angll (10 nM) but not thrombin (1 U/ml)
induced ATIR internalization as illustrated by a nice decrease in
the BRET signal in cells coexpressing AT1R-Rluc and Venus-Kras
(Figure 8A). Such Angll-mediated response was not affected by
the co-stimulation of cells with thrombin and even by the simple
coexpression of PAR1 (Figure 8A). However, in cells coexpressing
ATI1R-Rluc, Venus-Kras, and PAR1, the simultaneous activation
with Angll and thrombin significantly diminished ATIR
internalization by ~60% (Eax = -41 % 5%, p-value <0.0001,
n=3) (Figure 8A). Of course, this effect was specific to PAR1
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FIGURE 8 | Internalization and endosomal trafficking of AT1R assessed by
BRET assays. HEK293 cells transiently coexpressing AT1R-Rluc with either
Venus-Kras (A), Venus-Rab5 (B), or Venus-Rab7 (C) in the absence or
presence of PAR1 overexpression were used. Cells were then stimulated or not
with either 10 nM of Angll, 1 U/ml of thrombin, or both, for 30 min at 37°C,
before BRET signals were measured in live cells. Data are means + SEM of
three independent experiments performed in triplicate. The statistical analysis
indicates the significance relative to the condition in the presence of 10 nM of
Angll. “***p-value < 0.0001, **p-value < 0.01, and ns p-value > 0.05.

since it was not observed in its absence as shown in Figure 8A.
Moreover, this observation on ATIR internalization was
supported by those obtained on its intracellular endosomal
trafficking using the small GTPase, Rab5, and Rab7, as specific
markers for the early and late endosomes, respectively. For this,
BRET signals were measured in cells coexpressing ATIR-
Rluc with either Venus-Rab5 (Figure 8B) or Venus-Rab7
(Figure 8C) where Angll nicely increased the BRET signals
between AT1IR-Rluc and Venus-Rab5/7 indicating AT1R
trafficking in the early and then late endosomes following its
internalization. Interestingly, PAR1 overexpression and co-
activation significantly decreased the BRET signals with both
Rab sensors (E., = 45 £ 32% of Angll alone (120 + 20%) for
Rab5, and E,.x = 41 + 23% for Rab7, p-value <0.01, n=3), so
ATIR endosomal trafficking (Figures 8B, C). The significant effect
of the combined treatment with Angll and thrombin observed
with Rab5 (Epax = 59 * 2%, p-value <0.01, n=3) and to less extent
Rab7 (Ejax = 81 * 6%, p-value < 0.1, n=3) in the absence of PAR1
coexpression may due to the endogenous thrombin receptors
expressed in HEK293 as observed in BRET assays with Goq and
[B-arrestin (Figure 1). These observations are consistent with the
BRET data obtained on AT1R internalization (Figure 8A) further
indicating the inhibitory action of thrombin and PARI1
overexpression and activation on Angll-mediated AT1R
internalization and endosomal trafficking.

The Functional AT1R-PAR1 Interaction
Implies Their Physical Interaction in
HEK293 Cells

The overall BRET data with Gaq and B-arrestin indicate a
proximity between ATIR and PARI suggesting their possible
physical interaction when co-expressed in HEK293 cells. To
investigate this aspect we used the classical BRET saturation
assay (Ayoub and Pfleger, 2010; Ayoub, 2016) as well as co-
immunoprecipitation between differentially tagged receptors.
For BRET saturation, a constant amount of PARI1-Rluc (as
BRET donor) was co-expressed with the increasing amount of
either PARI-Venus (BRET acceptor) or the adaptor signaling
protein, Grb2-Venus (as a negative control). As shown in Figure
9A, the net BRET signal plotted over the Venus/Rluc ratio nicely
increased with PAR1-Venus but not Grb2-Venus until reaching
the saturation demonstrating the specificity of the BRET signal
occurred between ATIR-Rluc and PAR1-Venus and suggesting
their existence in proximity. To further support this conclusion,
we also performed co-immunoprecipitation experiments
between HA-tagged ATIR and PARI-Rluc where HA-ATI1R
was immunoprecipitated using the anti-tag HA antibody
followed by measurements of Rluc luminescence specific to
PARI1-Rluc co-immunoprecipitated with HA-ATIR. For this,
HEK293 coexpressing HA-AT1R without or with either PARI-
Rluc, AT1R-Rluc as a positive control for HA-AT1R/AT1R-Rluc
homodimers, or Grb2-Rluc as a negative control, were used
(Figure 9B). As shown in Figure 9B, for a similar input of Rluc-
tagged proteins used from all the samples a strong luminescence
signal was measured in the immunoprecipitate obtained from
HA-ATIR/AT1R-Rluc expressing cells demonstrating their
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FIGURE 9 | Physical interaction between AT1R and PAR1 studied by BRET
saturation in live cells and co-immunoprecipitation. (A). HEK293 cells
transiently coexpressing a constant amount of AT1R-RIluc (BRET donor)
without or with the increasing amount of either PAR1-Venus or Grb2-Venus
(BRET acceptors) were used for BRET saturation in live cells. The
fluorescence of Venus-tagged proteins, the luminescence of AT1R-RIuc, and
the BRET signals were measured in parallel at room temperature. Then, the
net BRET signals were plotted over the fluorescence/luminescence (Venus/
Rluc) ratios. (B). HEK293 cells transiently coexpressing HA-AT1R without or
with either AT1R-Rluc, PAR1-Venus, or Grb2-Venus were used for co-
immunoprecipitation using the anti-tag HA antibody. For this, an equal Rluc
input was used and the final immunoprecipitates were then used for the
quantification of Rluc luminescence of the different Rluc-tagged proteins co-
immunoprecipitated or not with HA-AT1R (co-immunoprecipitated Rluc). The
BRET saturation data are means + SEM of three to four independent
experiments performed in triplicate. The co-immunoprecipitation data are
means + SEM of three independent measurements. ***p-value < 0.0001 and
ns p-value > 0.05.

physical interaction and homodimerization as previously
reported (Hansen et al, 2004; Porrello et al,, 2011; Young
et al., 2017) and validating our assay. Moreover, a weaker but a
significant Rluc signal was also measured in the immunoprecipitate
obtained from HA-AT1R/PARI-Rluc expressing cells (Figure 9B).
Such a signal was observed neither when PARI-Rluc was expressed
alone without HA-ATIR nor in the immunoprecipitate obtained
from HA-ATIR/Grb2-Rluc expressing cells indicating the
specificity of the co-immunoprecipitation (Figure 9B). These data

support the physical interaction between ATIR and PAR1 when
coexpressed in HEK293 cells that may explain their positive and
synergistic functional interaction.

DISCUSSION

In this study, we investigated the functional and pharmacological
effect of thrombin and its receptor PAR1 on ATIR activity,
signaling, and regulation when they are transiently coexpressed
in HEK293 cells using various BRET-based proximity assays.
The rationale behind our in vitro study came from many
previous in vitro and in vitro studies demonstrating the link
between RAS, Angll, and thrombin, in the vascular system
(Weber, 1994; Polevaya, 1996; Kim and Iwao, 2011; Hasan
et al,, 2019). However, the implication of Angll and thrombin
receptors in such interplay was not fully understood. Therefore,
we hypothesized that the interplay between AnglI and thrombin
may occur at the level of their specific receptors in the different
target cells and tissues. To test this, we examined one aspect of
such functional interplay by investigating the pharmacological
action of thrombin and its receptor PAR1 on ATIR function in
HEK293 cells. Our approach was based on various BRET-based
proximity assays inspired by the GPCR-heteromer investigation
technology (GPCR-HIT) previously used to study GPCR and
receptor tyrosine kinase (RTK) heteromers (Johnstone and
Pfleger, 2012; Mustafa et al., 2012; Ayoub et al.,, 2013; Ayoub
etal., 2015b). Moreover, such a functional interplay at the level of
receptors was correlated with the intracellular downstream Goq/
inositol phosphate signaling as well as with the putative physical
interaction between ATIR and PARI.

Our first main finding is that thrombin through PARI1
activation was able to promote BRET increase within AT1R-
Rluc and Venus-Gaq or yPET-B-arrestin 2 pairs reflecting AT1IR
activation. This suggests the transactivation of ATIR by
thrombin and PARI which specifically occurred in a thrombin
dose-dependent manner and cells overexpressing PAR1 in a
receptor expression dependent manner and demonstrated by
both dose-response and real-time kinetic BRET analysis. Indeed,
since thrombin did not directly act on AT1R and due to the
proximity-based feature of the different BRET assays used, our
data support the possible transactivation of AT1R-Rluc by
thrombin and PAR1 and an asymmetrical recruitment of
Venus-Goq and yPET-B-arrestin 2 to AT1R-Rluc as illustrated
in Figure 10B and as reported for other GPCR pairs using
similar approaches (Mustafa et al,, 2012; Ayoub et al., 2013;
Ayoub et al., 2015b). The inhibitory effect of PAR1 antagonist
(SCH79797) on thrombin-promoted BRET signal within AT1R-
Rluc/Venus-Goq and AT1R-Rluc/yPET-B-arrestin 2 pairs
(Figure 6) is consistent with PARI activation being required
for such a transactivation of AT1R by thrombin. The remaining
response may be due to the fraction of PARI not fully inhibited
by SCH79797 or the implication of other thrombin receptors
that might not be sensitive to SCH79797 and endogenously
expressed in HEK293 such as PAR4 (Schmidt et al., 1996;
Atwood et al., 2011).
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Alternatively, thrombin-promoted BRET increase between
ATIR-Rluc and Venus-Goq or yPET-B-arrestin 2 could simply
due to the asymmetrical PAR1/Venus-Goiq coupling and PAR1/
yPET-B-arrestin 2 interaction along with that directly occurred
with AT1R-Rluc (Figure 10B). Such a possibility was supported
by the data using the ATI1R-selective antagonist (irbesartan)
which did block AnglI- but not thrombin-promoted BRET signal
between AT1R-Rluc and yPET-B-arrestin 2 (Figure 6B). This
suggests that thrombin-promoted AT1R/B-arrestin 2 interaction
does not require the active conformation of AT1R and the BRET
increase may reflect the recruitment of yPET-B-arrestin 2 (as
BRET acceptors) directly to PAR1 (untagged) protomer bringing
yPET-B-arrestin 2 in the vicinity of AT1R-Rluc (as BRET donor)
for BRETsignal increase to occur. More interestingly, irbesartan
strongly inhibited thrombin-induced BRET between AT1R-Rluc
and Venus-Goq (Figure 6A) but not between AT1R-Rluc and
yPET-B-arrestin 2 (Figure 6B). This suggests that ATIR
activation was required for thrombin/PARI1-mediated BRET
response which could be consistent with the specific
transactivation of AT1R/Goq coupling but not AT1R/B-
arrestin 2 interaction. However, this was not observed on Goq/
IP1 pathway since irbesartan did not significantly inhibit
thrombin-dependent IP1 responses in HEK293 (Figure 7C) or
HT-29 (Figure 7D) cells. In all cases, transactivation or not, only
the physical proximity (direct or indirect) between AT1R-Rluc
and PARI1 could lead BRET increase to occur between AT1R-
Rluc and Venus-Goq or yPET-B-arrestin 2 that explains
thrombin-induced BRET increase (Figure 10B). Indeed, our
BRET saturation assay in intact cells and in vitro co-
immunoprecipitation data supported the direct physical
interaction between AT1R and PARI in HEK293 cells that
may explain their positive functional interaction. However, this
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FIGURE 10 | Speculative model of AT1R-PAR1 interplay and its effect on AT1R activity and regulation revealed by BRET. (A) Single AT1R activation, (B) Single

aspect needs an in-depth investigation to demonstrate its reality
and relevance in native tissues and a more integrated system.
Thus, our data reveal for the first time the possible interplay
between ATIR and PARI1 when coexpressed in HEK293 cells.
This comes to extend the list of GPCR members potentially
interacting or interplaying with AT1R (Takezako et al., 2017;
Toth et al., 2018) or PARI1 (Arachiche et al., 2013; Lin and Trejo,
2013) reported in many contexts and models.

The other important observation was obtained from the
combined treatment with AnglIl and thrombin in ATIR/PARI1
coexpressing cells and also in the absence of PAR1 overexpression
(Figures 1C, E and 3A, C). Indeed, such combined treatment led
to a substantially different profile in terms of BRET signals
between ATIR-Rluc/Venus-Goq and AT1R-Rluc/yPET-B-
arrestin 2 pairs compared to the respective individual treatments
with Angll and thrombin. This was observed with a non-
saturating dose of Angll (10 nM) and a saturating dose of
thrombin (1 U/ml). In the dose-response BRET experiments,
the saturating dose of thrombin (1 U/ml) significantly left-
shifted the AnglI dose curve and increased its potency and this
was mainly observed in the absence of PARI overexpression most
likely involving other endogenous thrombin receptors since
HEK293 were reported to predominantly express PAR1, PAR2
and to less extent PAR4 but only very low PAR3 (Schmidt et al.,
1996; Atwood et al,, 2011). By contrast, thrombin combination
had no significant effect on the maximal Angll-induced BRET
signals since the system seems to be fully saturated. Such an effect
of thrombin suggests the putative positive allosteric modulation of
ATIR by thrombin through endogenously expressed receptors in
HEK293 cells. On the other hand, the cotreatment with AngII at
its EC5y (10 nM) positively affected thrombin dose curves by
increasing thrombin efficacy as illustrated by BRET potentiation
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within AT1R-Rluc/Venus-Goq and AT1R-Rluc/yPET-B-arrestin
2 pairs to levels stronger than the maximal signals promoted by
thrombin alone. The positive effects observed in dose-response
experiments were also confirmed by the real-time kinetic analysis
with the combined Angll/thrombin treatment. Indeed, in the
absence of PARI1 overexpression, while thrombin did not affect
the BRET signals, its combination strongly potentiated AngII-
mediated BRET increase (Figures 3A, C) indicating a positive
allosteric action of thrombin probably through its endogenously
expressed receptors (PAR1 and/or PAR4) in HEK293 cells. This is
consistent with the well-established link between the concept of
allostery and the interactions between GPCRs highlighting the
allosteric modulation between various GPCRs (Springael et al.,
2007; Haack and McCarty, 2011; Gomes et al., 2016) such as
GABAD heterodimer as well as heterodimers involving glutamate
receptors (Pin and Bettler, 2016). Moreover, our data revealed that
the activation of both receptors, ATIR and PARI, was more
efficient than their single activation with BRET effects that were
even more than additive. This was observed in BRET within
ATIR-Rluc/Venus-Goq and AT1R-Rluc/yPET-B-arrestin 2 pairs
as well as on Gog/IP1 pathway in both HEK293 cells transiently
coexpressing ATIR and PARI and in the human epithelial
colorectal adenocarcinoma cells (HT-29) reported to express
endogenous ATIR (Ozeki et al,, 2013; Wang et al,, 2013) and
PARI1 (Darmoul et al., 2004). In HT-29 cells the data suggest the
predominant implication of AT1R protomer in the potentiation of
IP1 response since irbesartan almost fully inhibited the response
(Figure 7F). Together, these data demonstrate that the positive
functional interaction between AT1R and PARI1 observed at the
level of receptor activation by BRET was nicely correlated with
their intracellular downstream signaling pathway.

In Figure 10C, we speculated about the potentiating effect of the
combination treatment with Angll and thrombin at the level of
ATIR and PARI being in physical proximity, whether this implies
the transactivation of ATIR by PAR1 or not. In case no
transactivation occurred from PARI to ATIR, the potentiated
BRET signals induced by Angll/thrombin combined treatment
may be explained by symmetrical recruitment and association of
Venus-Goq and yPET-B-arrestin 2 with both ATIR and PARI
protomers (Figure 10C). Accordingly, thrombin induced the
recruitment and the association of Venus-Goq and yPET-f3-
arrestin 2 with PARI independently on ATIR bringing more
BRET acceptors in the vicinity of AT1R-Rluc along with those are
directly interacting with ATIR-Rluc upon its activation by AnglI
(Figure 7C). This can be supported by our data with the selective
blockade of receptors with their antagonists showing no full
inhibition of the BRET signals induced by Angll/thrombin
combined treatment. The remaining BRET signals may be due to
thrombin activating PARI and promoting its interaction with
Venus-Goq and yPET-B-arrestin 2 which leads to BRET with
ATIR-Rluc independently on AT1R-Rluc activation. This can be
supported by the absence of any inhibition of thrombin-promoted
BRET increase between ATIR-Rluc and yPET-B-arrestin by
irbesartan (Figure 6B). Furthermore, our data also suggest the
possibility of ATIR transactivation by thrombin and PARI.
According to this scenario, thrombin/PARI1 transactivate ATIR-

Rluc resulting in a positive allosteric action on Angll-mediated
receptor activation leading to increased AT1R-Rluc/Venus-Gogq
and ATIR-Rluc/yPET-B-arrestin 2 interactions (Porrello et al,
2011; Mustafa et al., 2012). This was supported by two main
observations: i) irbesartan blocking thrombin-promoted BRET
increase between AT1R-Rluc/Venus-Goq (Figure 6A) and ii) the
fact that both irbesartan and SCH79797 fully blocked the
potentiated BRET signals indicating that the active conformation
of both PARI and AT1R was required for such BRET potentiation
to occur upon Angll/thrombin combined treatment. Furthermore,
our IP1 data strongly consolidated the transactivation of AT1R by
thrombin and PAR1 with both antagonists fully inhibiting the
potentiating IP1 response in HEK293 cells (Figure 7C) and
irbesartan drastically inhibited the IP1 response elicited by the
combined Angll/thrombin treatment in HT-29 cells (Figure 7D).

These different scenarios are based on the quantitative aspect
of our BRET data and the stoichiometry of receptor/Goq and
yPET-B-arrestin 2 interactions assuming that BRET potentiation
was related to the amount of Gaiq and yPET-B-arrestin 2 being in
the vicinity of and interacting with the receptors. Alternatively,
our observations can be explained by the possibility of specific
conformational changes induced by Angll/thrombin combined
treatment on the ATIR/PARI1 complex. Accordingly, the co-
activation of AT1R and PARI stabilizes both receptors in distinct
conformations than those induced by the individual treatments
and this confers a more favorable orientation and distance
between AT1R-Rluc and Venus-Goq and yPET-B-arrestin 2
leading to more efficient BRET responses to occur.

Surprisingly, the positive interaction between AngII/AT1R and
thrombin/PAR1 concerning Goq coupling, Gog/inositol pathway,
and PB-arrestin recruitment contrasted well with the inhibitory
effect of thrombin and PAR1 on ATIR internalization and its
endosomal trafficking. Indeed, one would have also expected a
potentiation of AT1R internalization by thrombin and PARI since
GPCR-mediated B-arrestin recruitment and their internalization
are two well-linked processes. Interestingly, such an inhibition of
ATIR internalization and endosomal trafficking was observed
only upon simultaneous co-activation of AT1R and PARI1 while
the simple overexpression of PAR] had no effect. This indicates
the plasma membrane trapping of AT1R by thrombin-activated
PARI. Thus, the potentiation of Goq coupling and B-arrestin
recruitment observed in ATIR and PARI coexpressing cells and
concomitantly treated with Angll and thrombin could be the
consequence of the inhibition of AT1R internalization leading to
more AT1R stacking at the plasma membrane. If this was true, the
combined Angll/thrombin treatment may stabilize the receptors
in a kind of locked active conformation which would not be
followed by ATIR internalization and desensitization leading to
stronger Goiq coupling and signaling and B-arrestin recruitment
(Figure 10C). Such inhibition of ATI1R internalization was
previously reported via its heterodimerization with AngII type 2
receptor (AT2R) (Porrello et al., 2011). Another possible
explanation is based on our data with the antagonists on BRET
between AT1R-Rluc and yPET-B-arrestin 2 (Figure 6B). Indeed,
SCH79797 but not irbesartan strongly inhibited thrombin-
promoted BRET increase indicating that PAR1 but not AT1R
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activation was required for BRET between AT1R-Rluc and yPET-
[-arrestin 2. This may indicate that yPET-B-arrestin 2 is recruited
to PARI protomer only but not AT1R protomer within ATIR-
PARI complex. If this is true, it explains the inhibitory effect
of thrombin and PAR1 on [-arrestin-dependent ATIR
internalization. It would be interesting to investigate more the
impact of this on the intracellular AT1R-mediated signaling and
its physiological relevance.

Despite our basic study did not directly address the different
aspects in a more relevant physiological model, we believe that
study paves the way for further investigation to confirm or not
our data in more physiological models and contexts. Moreover,
our data revealed for the first time the functional ATIR-PAR1
interaction that should be considered in the interpretation of the
previous studies on the interaction between AnglI and thrombin
in the vascular system and the clinical approaches targeting RAS
and thrombin. For instance, AT1R blockade has been shown to
have beneficial effects in exercise-induced changes in coagulation
and fibrinolysis in essential hypertension (Gavriilaki et al., 2014).
Indeed, so far the therapeutic targeting of the vascular system
and RAS is mostly based on Angll receptor blockers and ACE
inhibitors but to a very less extent on thrombin and its receptor
inhibitors (Walz et al., 1985; Heyndrickx, 1993; Serruys et al.,
1995; Tsukuda et al., 2011; Urushihara et al., 2011). Moreover, in
human clinical trials, both ACE and thrombin inhibitors have
failed to decrease restenosis and this may be explained by a
redundant signaling by other receptors such as the possibility of
Angll/thrombin interaction at the level of their receptors as
revealed by our study (Pratt Richard and Dzau Victor, 1996).
Finally, the pivotal role of AngII/AT1R and thrombin/PAR1 in
vasoconstriction and coagulation, respectively, and the tight link
between these two processes in both physiological and
pathophysiological situations further give credit to our in vitro

REFERENCES

Apostolidis, A., and Weiss, R. H. (1997). Divergence in the G-protein-coupled
receptor mitogenic signalling pathway at the level of Raf kinase. Cell Signal. 9,
439-445. doi: 10.1016/S0898-6568(97)00034-X

Arachiche, A., Mumaw, M. M., de la Fuente, M., and Nieman, M. T. (2013).
Protease activated receptor 1 (PAR1) and PAR4 heterodimers are required for
PARI enhanced cleavage of PAR4 by alpha-thrombin. J. Biol. Chem. 288 (45),
32553-32562. doi: 10.1074/jbc.M113.472373

Atwood, B. K., Lopez, J., Wager-Miller, J., Mackie, K., and Straiker, A. (2011).
Expression of G protein-coupled receptors and related proteins in HEK293,
AtT20, BV2, and N18 cell lines as revealed by microarray analysis. BMC
Genomics 12 (1), 14. doi: 10.1186/1471-2164-12-14

Ayoub, M. A., and Pfleger, K. D. (2010). Recent advances in bioluminescence
resonance energy transfer technologies to study GPCR heteromerization. Curr.
Opin. Pharmacol. 10, 44-52. doi: 10.1016/j.coph.2009.09.012

Ayoub, M. A, Trinquet, E., Pfleger, K. D., and Pin, J. P. (2010). Differential
association modes of the thrombin receptor PARI with Galphail,
Galphal2, and beta-arrestin 1. FASEB ]. 24, 3522-3535. doi: 10.1096/
fj.10-154997

Ayoub, M. A, See, H. B., Seeber, R. M., Armstrong, S. P., and Pfleger, K. D. (2013).
Profiling epidermal growth factor receptor and heregulin receptor 3
heteromerization using receptor tyrosine kinase heteromer investigation
technology. PLoS One 8, e64672. doi: 10.1371/journal.pone.0064672

investigation of the functional ATIR-PARI interaction with
potential implication in the vascular system.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

AUTHOR CONTRIBUTIONS

IA performed research and analyzed data. AP, AA, and RI
performed research. MAA conceived the project, analyzed the
data, wrote the manuscript, and managed the project and
its funding.

FUNDING

This work was supported by the SURE Plus grant 2018-2019 (N°
G00002745) and the Startup grant 2018-2020 (N°31S305) from
the United Arab Emirates University.

ACKNOWLEDGMENTS

The authors would like to thank Reiter, E. (INRA), Laporte, S.
(McGill University), Scott, M. (Cochin Institute), Pfleger, KD.
(UWA), and Lambert, N. (Augusta University) for the plasmids.
Special thanks to Al-Manhali, A. (UAEU) for helping us with the
Anti-HA antibody.

Ayoub, M. A, Landomiel, F,, Gallay, N., Jegot, G., Poupon, A., Crépieux, P., et al.
(2015a). Assessing Gonadotropin Receptor Function By Resonance Energy
Transfer-Based Assays. Front. Endocrinol. 6, 130. doi: 10.3389/fendo.2015.00130

Ayoub, M. A, Zhang, Y., Kelly, R. S., See, H. B., Johnstone, E. K., McCall, E. A,,
et al. (2015b). Functional Interaction between Angiotensin II Receptor Type 1
and Chemokine (C-C Motif) Receptor 2 with Implications for Chronic Kidney
Disease. PloS One 10, e0119803. doi: 10.1371/journal.pone.0119803

Ayoub, M. A. (2016). Resonance Energy Transfer-Based Approaches to Study
GPCRs. Methods Cell Biol. 132, 255-292. doi: 10.1016/bs.mcb.2015.10.008

Barnes, P. J. (2006). Receptor heterodimerization: a new level of cross-talk. J. Clin.
Invest 116, 1210-1212. doi: 10.1172/JCI28535

Capers, Q. T. H., Laursen, J. B., Fukui, T., Rajagopalan, S., Mori, 1., Lou, P., et al.
(1997). Vascular thrombin receptor regulation in hypertensive rats. Circ. Res.
80, 838-844. doi: 10.1161/01.RES.80.6.838

Dalrymple, M. B., Pfleger, K. D., and Eidne, K. A. (2008). G protein-coupled
receptor dimers: Functional consequences, disease states and drug targets.
Pharmacol. Ther. 118, 359-371. doi: 10.1016/j.pharmthera.2008.03.004

Darmoul, D., Gratio, V., Devaud, H., Peiretti, F., and Laburthe, M. (2004).
Activation of proteinase-activated receptor 1 promotes human colon cancer
cell proliferation through epidermal growth factor receptor transactivation.
Mol. Cancer Res. 2 (9), 514-522.

Fisslthaler, B., Schini-Kerth, V. B., Fleming, I, and Busse, R. (1998). Thrombin receptor
expression is increased by angiotensin II in cultured and native vascular smooth
muscle cells. Cardiovasc. Res. 38, 263-271. doi: 10.1016/S0008-6363(97)00296-4

Frontiers in Pharmacology | www.frontiersin.org

August 2020 | Volume 11 | Article 1283


https://doi.org/10.1016/S0898-6568(97)00034-X
https://doi.org/10.1074/jbc.M113.472373
https://doi.org/10.1186/1471-2164-12-14
https://doi.org/10.1016/j.coph.2009.09.012
https://doi.org/10.1096/fj.10-154997
https://doi.org/10.1096/fj.10-154997
https://doi.org/10.1371/journal.pone.0064672
https://doi.org/10.3389/fendo.2015.00130
https://doi.org/10.1371/journal.pone.0119803
https://doi.org/10.1016/bs.mcb.2015.10.008
https://doi.org/10.1172/JCI28535
https://doi.org/10.1161/01.RES.80.6.838
https://doi.org/10.1016/j.pharmthera.2008.03.004
https://doi.org/10.1016/S0008-6363(97)00296-4
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

Al Zamel et al.

Functional AT1R/PART Interaction

Gavriilaki, E., Gkaliagkousi, E., Nikolaidou, B., Triantafyllou, G., Chatzopoulou, F.,
and Douma, S. (2014). Increased thrombotic and impaired fibrinolytic
response to acute exercise in patients with essential hypertension: the effect
of treatment with an angiotensin II receptor blocker. J. Hum. Hypertens. 28
(10), 606-609. doi: 10.1038/jhh.2014.18

Gomes, L., Ayoub, M. A,, Fujita, W, Jaeger, W. C,, Pfleger, K. D., and Devi, L. A.
(2016). G Protein-Coupled Receptor Heteromers. Annu. Rev. Pharmacol.
Toxicol. 56, 403-425. doi: 10.1146/annurev-pharmtox-011613-135952

Griendling, K. K., Ushio-Fukai, M., Lasségue, B., and Alexander, R. W. (1997).
Angiotensin II signaling in vascular smooth muscle. New concepts.
Hypertension 29 (1 Pt 2), 366-373. doi: 10.1161/01.HYP.29.1.366

Haack, K. V. V., and McCarty, N. A. (2011). Functional Consequences of GPCR
Heterodimerization: GPCRs as Allosteric Modulators. Pharmaceuticals 4, 509—
523. doi: 10.3390/ph4030509

Hansen, J. L., Theilade, J., Haunse, S., and Sheikh, S. P. (2004). Oligomerization of
wild type and nonfunctional mutant angiotensin II type I receptors inhibits
galphaq protein signaling but not ERK activation. J. Biol. Chem. 279 (23),
24108-24115. doi: 10.1074/jbc.M400092200

Hasan, H., Park, S.-H., Auger, C., Belcastro, E., Matsushita, K., Marchandot, B.,
et al. (2019). Thrombin Induces Angiotensin II-Mediated Senescence in Atrial
Endothelial Cells: Impact on Pro-Remodeling Patterns. J. Clin. Med. 8 (10),
1570. doi: 10.3390/jcm8101570

Heyndrickx, G. R. (1993). Angiotensin-converting enzyme inhibitor in a human
model of restenosis. MERCATOR (“Multicenter European Research Trial with
Cilazapril after Angioplasty to Prevent Transluminal Coronary Obstruction
and Restenosis”) Study Group. Basic Res. Cardiol. 88 (Suppl 1), 169-182. doi:
10.1007/978-3-642-72497-8_12

Ishida, T, Ishida, M., Suero, J., Takahashi, M., and Berk, B. C. (1999). Agonist-
stimulated cytoskeletal reorganization and signal transduction at focal
adhesions in vascular smooth muscle cells require c-Src. J. Clin. Invest 103
(6), 789-797. doi: 10.1172/JCI4189

Johnstone, E. K., and Pfleger, K. D. (2012). Receptor-Heteromer Investigation
Technology and its application using BRET. Front. Endocrinol. (Lausanne)
3, 101. doi: 10.3389/fend0.2012.00101

Kim, S., and Iwao, H. (2011). Molecular and Cellular Mechanisms of Angiotensin
II-Mediated Cardiovascular and Renal Diseases. Pharmacol. Rev. 52, 11-34.

Ku, D. D., and Zaleski, J. K. (1993). Receptor mechanism of thrombin-induced
endothelium-dependent and endothelium-independent coronary vascular
effects in dogs. J. Cardiovasc. Pharmacol. 22, 609-616. doi: 10.1097/
00005344-199310000-00015

Lan, T. H., Kuravi, S., and Lambert, N. A. (2011). Internalization dissociates beta2-
adrenergic receptors. PloS One 6 (2), e17361. doi: 10.1371/journal.pone.
0017361

Lan, T. H., Liu, Q., Li, C., Wu, G., and Lambert, N. A. (2012). Sensitive and
high resolution localization and tracking of membrane proteins in live
cells with BRET. Traffic 13, 1450-1456. doi: 10.1111/j.1600-0854.2012.
01401.x

Lin, H., and Trejo, J. (2013). Transactivation of the PAR1-PAR2 heterodimer by
thrombin elicits beta-arrestin-mediated endosomal signaling. J. Biol. Chem.
288, 11203-11215. doi: 10.1074/jbc.M112.439950

McNamara, C. A., Sarembock, I. J., Bachhuber, B. G, Stouffer, G. A., Ragosta, M.,
Barry, W., et al. (1996). Thrombin and vascular smooth muscle cell
proliferation: implications for atherosclerosis and restenosis. Semin. Thromb.
Hemost. 22 (2), 139-144. doi: 10.1055/5-2007-999001

Mustafa, S., See, H. B., Seeber, R. M., Armstrong, S. P., White, C. W., Ventura, S.,
et al. (2012). Identification and profiling of novel alphal A-adrenoceptor-CXC
chemokine receptor 2 heteromer. J. Biol. Chem. 287, 12952-12965. doi:
10.1074/jbc.M111.322834

Ozeki, K., Tanida, S., Morimoto, C., Inoue, Y., Mizoshita, T., Tsukamoto, H., et al.
(2013). Telmisartan Inhibits Cell Proliferation by Blocking Nuclear
Translocation of ProHB-EGF C-Terminal Fragment in Colon Cancer Cells.
PloS One 8 (2), €56770. doi: 10.1371/journal.pone.0056770

Pawlowski, J. E., Taylor, D. S., Valentine, M., Hail, M. E,, Ferrer, P., Kowala, M. C,,
et al. (1997). Stimulation of activin A expression in rat aortic smooth muscle
cells by thrombin and angiotensin II correlates with neointimal formation in
vivo. J. Clin. Invest 100, 639-648. doi: 10.1172/JCI119575

Pin, J.-P., and Bettler, B. (2016). Organization and functions of mGlu and GABAB
receptor complexes. Nature 540 (7631), 60-68. doi: 10.1038/nature20566

Polevaya, L. K. (1996). Molecular basis of angiotensin- and thrombin-induced
endothelium-independent vasoconstriction and proliferation. Lett. Pept. Sci. 3
(4), 252-256. doi: 10.1007/BF00128116

Porrello, E. R, Pfleger, K. D., Seeber, R. M., Qian, H., Oro, C., Abogadie, F., et al.
(2011). Heteromerization of angiotensin receptors changes trafficking and arrestin
recruitment profiles. Cell Signal. 23, 1767-1776. doi: 10.1016/j.cellsig.2011.06.011

Pratt Richard, E., and Dzau Victor, J. (1996). Pharmacological Strategies to
Prevent Restenosis. Circulation 93 (5), 848-852. doi: 10.1161/01.¢ir.93.5.848

Prezeau, L., Rives, M. L., Comps-Agrar, L., Maurel, D., Kniazeff, J., and Pin, J. P.
(2010). Functional crosstalk between GPCRs: with or without oligomerization.
Curr. Opin. Pharmacol. 10, 6-13. doi: 10.1016/j.coph.2009.10.009

Prinster, S. C., Hague, C., and Hall, R. A. (2005). Heterodimerization of G protein-
coupled receptors: specificity and functional significance. Pharmacol. Rev. 57,
289-298. doi: 10.1124/pr.57.3.1

Richard, D. E., Berra, E., and Pouyssegur, J. (2000). Nonhypoxic pathway mediates
the induction of hypoxia-inducible factor lalpha in vascular smooth muscle
cells. J. Biol. Chem. 275 (35), 26765-26771. doi: 10.1074/jbc.M003325200

Richard, D. E., Vouret-Craviari, V., and Pouyssegur, J. (2001). Angiogenesis and
G-protein-coupled receptors: signals that bridge the gap. Oncogene 20, 1556
1562. doi: 10.1038/sj.onc.1204193

Ross, R. (1993). The pathogenesis of atherosclerosis: a perspective for the 1990s.
Nature 362 (6423), 801-809. doi: 10.1038/362801a0

Schmidt, M., Nehls, C., Riimenapp, U., and Jakobs, K. H. (1996). m3 Muscarinic
receptor-induced and Gi-mediated heterologous potentiation of phospholipase C
stimulation: role of phosphoinositide synthesis. Mol. Pharmacol. 50 (4), 1038-1046.

Serruys, P. W., Herrman, J. P., Simon, R., Rutsch, W., Bode, C., Laarman, G. J.,
et al. (1995). A comparison of hirudin with heparin in the prevention of
restenosis after coronary angioplasty. Helvetica Investigators. N. Engl. J. Med.
333, 757-763. doi: 10.1056/NEJM199509213331203

Springael, J. Y., Le Minh, P. N., Urizar, E., Costagliola, S., Vassart, G., and
Parmentier, M. (2006). Allosteric Modulation of Binding Properties between
Units of Chemokine Receptor Homo- and Hetero-Oligomers. Mol. Pharmacol.
69, 1652-1661. doi: 10.1124/mol.105.019414

Springael, J. Y., Urizar, E., Costagliola, S., Vassart, G., and Parmentier, M. (2007).
Allosteric properties of G protein-coupled receptor oligomers. Pharmacol.
Ther. 115, 410-418. doi: 10.1016/j.pharmthera.2007.06.004

Takezako, T., Unal, H,, Karnik, S. S., and Node, K. (2017). Current topics in angiotensin
1I type 1 receptor research: Focus on inverse agonism, receptor dimerization and
biased agonism. Pharmacol. Res. 123, 40-50. doi: 10.1016/j.phrs.2017.06.013

Toth, A. D., Turu, G., Hunyady, L., and Balla, A. (2018). Novel mechanisms of
G-protein-coupled receptors functions: AT1 angiotensin receptor acts as a
signaling hub and focal point of receptor cross-talk. Best Pract. Res. Clin.
Endocrinol. Metab. 32 (2), 69-82. doi: 10.1016/j.beem.2018.02.003

Tsukuda, K., Mogi, M., Iwanami, J., Min, L. J,, Jing, F., Oshima, K., et al. (2011).
Irbesartan attenuates ischemic brain damage by inhibition of MCP-1/CCR2
signaling pathway beyond AT receptor blockade. Biochem. Biophys. Res.
Commun. 409, 275-279. doi: 10.1016/j.bbrc.2011.04.142

Urushihara, M., Ohashi, N., Miyata, K., Satou, R., Acres, O. W., and Kobori, H.
(2011). Addition of angiotensin II type 1 receptor blocker to CCR2 antagonist
markedly attenuates crescentic glomerulonephritis. Hypertension 57, 586-593.
doi: 10.1161/HYPERTENSIONAHA.110.165704

Viswanathan, M., Stromberg, C., Seltzer, A., and Saavedra, J. M. (1992). Balloon
angioplasty enhances the expression of angiotensin II AT1 receptors in
neointima of rat aorta. J. Clin. Invest 90 (5), 1707-1712. doi: 10.1172/
JCI116043

Walz, D. A,, Anderson, G. F., Ciaglowski, R. E., Aiken, M., and Fenton, J. W.
(1985). Thrombin-elicited contractile responses of aortic smooth muscle. Proc.
Soc. Exp. Biol. Med. 180, 518-526. doi: 10.3181/00379727-180-42211

Wang, W., Sun, L., Xiao, W., and Yang, H. (2013). Essential role of angiotensin
receptors in the modulation of intestinal epithelial cell apoptosis. J. Pediatr.
Gastroenterol. Nutr. 57 (5), 562-569. doi: 10.1097/MPG.0b013e31829f1336

Weber, K. T. (1994). Hormones and fibrosis : A case for lost reciprocal regulation.
News Physiol. Sci. 9, 123. doi: 10.1152/physiologyonline.1994.9.3.123

Whitaker, A. N., Bunce, L, Nicoll, P., and Dowling, S. V. (1973). Interaction of
Angiotensin with Disseminated Intravascular Coagulation. Am. J. Pathol. 72,
1-10.

Wilcox, J. N., Rodriguez, J., Subramanian, R., Ollerenshaw, J., Zhong, C., Hayzer,
D. ], et al. (1994). Characterization of thrombin receptor expression during

Frontiers in Pharmacology | www.frontiersin.org

August 2020 | Volume 11 | Article 1283


https://doi.org/10.1038/jhh.2014.18
https://doi.org/10.1146/annurev-pharmtox-011613-135952
https://doi.org/10.1161/01.HYP.29.1.366
https://doi.org/10.3390/ph4030509
https://doi.org/10.1074/jbc.M400092200
https://doi.org/10.3390/jcm8101570
https://doi.org/10.1007/978-3-642-72497-8_12
https://doi.org/10.1172/JCI4189
https://doi.org/10.3389/fendo.2012.00101
https://doi.org/10.1097/00005344-199310000-00015
https://doi.org/10.1097/00005344-199310000-00015
https://doi.org/10.1371/journal.pone.0017361
https://doi.org/10.1371/journal.pone.0017361
https://doi.org/10.1111/j.1600-0854.2012.01401.x
https://doi.org/10.1111/j.1600-0854.2012.01401.x
https://doi.org/10.1074/jbc.M112.439950
https://doi.org/10.1055/s-2007-999001
https://doi.org/10.1074/jbc.M111.322834
https://doi.org/10.1371/journal.pone.0056770
https://doi.org/10.1172/JCI119575
https://doi.org/10.1038/nature20566
https://doi.org/10.1007/BF00128116
https://doi.org/10.1016/j.cellsig.2011.06.011
https://doi.org/10.1161/01.cir.93.5.848
https://doi.org/10.1016/j.coph.2009.10.009
https://doi.org/10.1124/pr.57.3.1
https://doi.org/10.1074/jbc.M003325200
https://doi.org/10.1038/sj.onc.1204193
https://doi.org/10.1038/362801a0
https://doi.org/10.1056/NEJM199509213331203
https://doi.org/10.1124/mol.105.019414
https://doi.org/10.1016/j.pharmthera.2007.06.004
https://doi.org/10.1016/j.phrs.2017.06.013
https://doi.org/10.1016/j.beem.2018.02.003
https://doi.org/10.1016/j.bbrc.2011.04.142
https://doi.org/10.1161/HYPERTENSIONAHA.110.165704
https://doi.org/10.1172/JCI116043
https://doi.org/10.1172/JCI116043
https://doi.org/10.3181/00379727-180-42211
https://doi.org/10.1097/MPG.0b013e31829f1336
https://doi.org/10.1152/physiologyonline.1994.9.3.123
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

Al Zamel et al.

Functional AT1R/PART Interaction

vascular lesion formation. Circ. Res. 75 (6), 1029-1038. doi: 10.1161/
01.RES.75.6.1029

Williams, B., Baker, A. Q., Gallacher, B., and Lodwick, D. (1995). Angiotensin
II increases vascular permeability factor gene expression by human
vascular smooth muscle cells. Hypertension 25, 913-917. doi: 10.1161/
01.HYP.25.5.913

Young, B. M., Nguyen, E., Chedrawe, M. A. J., Rainey, J. K., and Dupre,
D.J. (2017). Differential Contribution of Transmembrane Domains IV,
V, VI, and VII to Human Angiotensin II Type 1 Receptor Homomer
Formation. J. Biol. Chem. 292 (8), 3341-3350. doi: 10.1074/jbc.M116.
750380

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Zamel, Palakkott, Ashraf, Iratni and Ayoub. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that
the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does
not comply with these terms.

Frontiers in Pharmacology | www.frontiersin.org

August 2020 | Volume 11 | Article 1283


https://doi.org/10.1161/01.RES.75.6.1029
https://doi.org/10.1161/01.RES.75.6.1029
https://doi.org/10.1161/01.HYP.25.5.913
https://doi.org/10.1161/01.HYP.25.5.913
https://doi.org/10.1074/jbc.M116.750380
https://doi.org/10.1074/jbc.M116.750380
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

	Interplay Between Angiotensin II Type 1 Receptor and Thrombin Receptor Revealed by Bioluminescence Resonance Energy Transfer Assay
	Introduction
	Materials and Methods
	Chemical and Reagents
	Cell Culture and Transfection
	Dose-Response BRET Assay
	Real-Time BRET Kinetics
	BRET Assay With Antagonists
	BRET Saturation Assay
	IP1 Assay
	Co-Immunoprecipitation
	Data Presentation and Statistical Analysis

	Results
	Dose-Response Analysis Revealed the Functional Interaction Between AngII and Thrombin Through Their Receptors
	Real-Time Kinetic Analysis of AT1R-PAR1 Interaction
	The Positive Functional AT1R-PAR1 Interaction Occurred in Receptor Expression-Dependent Manner
	Effect of Receptor Blockade on AT1R Transactivation by PAR1
	Effect of AT1R-PAR1 Interaction on the Gαq/Inositol Phosphate Signaling Pathway
	Thrombin and PAR1 Activation Negatively Modulates AT1R Internalization and Its Endosomal Trafficking
	The Functional AT1R-PAR1 Interaction Implies Their Physical Interaction in HEK293 Cells

	Discussion
	Data Availability Statement
	Author Contributions 
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


