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Abstract

Objective: 20-Hydroxyeicosatetraenoic acid (20-HETE) is a vasoactive eicosanoid exhibiting
effects on vascular smooth muscle cell (VSMC) via G-protein coupled receptor 75 (GPR75) and
include stimulation of contractility, migration, and growth. We examined whether VSMC-targeted
overexpression of CYP4A12, the primary 20-HETE producing enzyme in mice, is sufficient to
promote hypertension.

Methods: Mice with VSM-specific Cyp4alZ2 overexpression (Myhl1-4a12) and their littermate
controls (WT) were generated by crossbreeding Cyp4ai2-floxed with Myh11-Cre mice. The
20-HETE receptor blocker, N-disodium succinate-20-hydroxyeicosa-6(Z),15(Z)-diencarboxamide
(AAA), was administered in the drinking water. Experiments were carried out for 12 days.
Systolic blood pressure was measured by tail cuff. Renal interlobar and mesenteric arteries were
harvested for assessment of gene expression, 20-HETE levels, vascular contractility, vasodilation,
and remodeling.

Results: Vascular and circulatory levels of 20-HETE were several folds higher in Myh11-4a12
mice compared to WT. The Myh11-4a12mice compared to WT were hypertensive (145+2

vs. 127+2 mmHg; p<0.05) and their vasculature displayed a contractile phenotype exemplified
by increased contractility, reduced vasodilatory capacity, and increased media to lumen ratio.
All these features were reversed by the administration of AAA. The mechanism of increased
contractility includes, at least in part, Rho-kinase activation followed by increased myosin light
chain phosphorylation and activation of the contractile apparatus.

Conclusion: VSM-specific Cyp4alZ2 overexpression is sufficient to alter VSM cell phenotype
through changes in contractile markers and enhancement in contractility that promote
hypertension and vascular dysfunction in a 20-HETE-dependent manner. The 20-HETE receptor
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GPR75 may represent a novel target for the treatment of hypertension and associated vascular
conditions.
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INTRODUCTION

20-Hydroxy-5,8,11,14-eicosatetraenoic acid (20-HETE) is the w-hydroxylation product of
arachidonic acid formed by cytochrome P450 enzymes of the 4 family (CYP4A/4F). 20-
HETE is a vasoactive eicosanoid that exerts its actions in conduit and resistant vessels

and contributes to the regulation of blood pressure [1, 2]. Recent studies by Garcia and
colleagues identified the G-protein coupled receptor GPR75 as a 20-HETE receptor (20HR)
demonstrating that 20-HETE binds to and triggers a signaling cascade that culminates with
changes in endothelial and smooth muscle functions [3, 4].

The primary site of 20-HETE synthesis within blood vessels is the vascular smooth muscle
cell (VSMC) [5, 6]. 20-HETE can also be produced in endothelial cells (EC) [7-9] and
circulating factors such as endothelial progenitor cells, platelets, and myeloid cells [7, 10,
11]. Elevated 20-HETE has been shown to increase blood pressure by changing the vessel’s
contractile properties. The actions of 20-HETE within the VSMC are to enhance signaling
mechanisms which result in contraction. It promotes the activation of protein kinase C which
phosphorylates tyrosine residues on the calcium-dependent potassium channel (BKcz2"),
preventing repolarization of the cell [3, 12-14]. 20-HETE has also been shown to increase
Rho-kinase (ROCK) activity and increase phosphorylation of myosin light chain (MLC)

at serine 19 [15] facilitating the sensitization of vessels to constrictor stimuli such as
endothelin and phenylephrine [16, 17]. In addition, 20-HETE has been shown to promote
endothelial dysfunction; it reduces nitric oxide (NO) bioavailability by inhibiting endothelial
nitric oxide synthase (eNOS) activity [18-20] and increasing reactive oxygen species (ROS)
generation that may sequester NO away from the VSMC [21, 22]. Moreover, 20-HETE
induces the expression and activity of the endothelial angiotensin converting enzyme (ACE)
which also contributes to endothelial dysfunction and vascular contractility [23, 24].

In addition to changes in vascular dynamics, elevated 20-HETE has been associated with
remodeling of the vasculature resulting in increased vascular wall thickness [23, 25].
Remodeling of the vessel wall facilitates and exacerbates the increase in blood pressure
by reducing compliance and blood flow. 20-HETE has been shown to increase migration
[26] and proliferation [27-29] of VSMC. Furthermore, 20-HETE has been associated with
increase in elastin degradation by increasing expression of metalloproteases [30].

The actions of 20-HETE across the vasculature have been extensively demonstrated in
animal models of global overexpression of CYP4A-20-HETE synthases [31-36]. However,
using global models of 20-HETE production cannot isolate 20-HETE actions within specific
cell types that contribute to hypertension. In this report, a mouse model with VSMC-specific
overexpression of Cyp4alZ, the primary 20-HETE producing enzyme in mice [37], was used
to determine if VSMC-specific 20-HETE promotes elevations in blood pressure and vascular
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dysfunction. We hypothesize that specific overexpression of 20-HETE in the VSMC is
capable of increasing blood pressure and impairing vascular function which can be reversed
with administration of a 20-HETE receptor blocker (20HRB).

All experimental protocols were approved by the Institutional Animal Care and Use
Committee in accordance with the National Institutes of Health Guidelines for the

Care and Use of Laboratory Animals. Mice with VSMC-specific overexpression of
Cyp4alZwere generated by crossing mice with cre-recombinase expression driven by

the VSMC-specific myosin heavy chain promoter (My#h11-Cre*) and Cyp4al2-flox

mice (Cyp4a12"™. Myh11-Cret'~ mice were obtained from Jackson Laboratory (stock#:
007742). The Cyp4a12" mice were generously gifted by Dr. Wolf-Hagen Schunck and
Prof. Michael Bader (Max-Delbriick-Centrum, Berlin, Germany). Mice with VSMC-specific
overexpression of Cyp4al2 (Myhl1-4a12: Myh1l-Cre*~Cyp4al2"") and corresponding
wild types (WT: Myh11-Cre™~Cyp4al2-flox™") began experiments at 8-12 weeks of

age. All mice were housed in static cages and fed standard chow. Both male and female
mice were used in this study as they exhibited similar phenotypic changes with respect

to Cyp4alZ overexpression, blood pressure and vascular function and remodeling. A water-
soluble 20-HETE receptor antagonist, N-disodium succinate-20-hydroxyeicosa-6(Z),15(Z)-
diencarboxamide (AAA), was used to assess the contribution of 20-HETE to the phenotype
of these mice [4, 38, 39]. AAA was administered to the mice, via the drinking water
(vehicle), at a dose of 10mg.kgL.day1. This dose was used because it was sufficient to lower
systolic blood pressure in previous reports [39, 40]. Mice were divided into three groups: 1)
WT,; 2) Myh1i-4a1Z, and 3) Myhil1-4a12—- AAA treatment. All groups underwent 12 days
of treatment administration before tissue harvest for ex vivo and molecular studies.

Blood Pressure:

Systolic blood pressure was measured using CODA non-invasive tail-cuff method (Kent
Scientific, Torrington, CT). The CODA tail-cuff system utilizes volume-pressure recording
technology to measure the expansion of the mouse’s tail due to the return of blood flow after
occlusion. A warming plate was set to 32-35° Celsius to maintain body temperature during
the measurement. All mice were allowed 5-7 days to acclimate to the tail-cuff procedure.
The CODA system measures systolic blood pressure within £10% of actual value. Baseline
measurements per mouse were obtained by taking the average on three separate days. Once
a stable blood pressure measurement was obtained, 12-day treatments began. Blood pressure
measurements of mice on AAA or vehicle were measured on days 0, 4, 8, and 12.

20-HETE Measurements:

20-HETE was quantified by LC-MS/MS-based lipidomics. Blood was withdrawn at the

end of the experiment by aspiration from the inferior vena cava into a heparinized syringe.
Urine and plasma samples were mixed with 2 volumes of cold methanol, internal standards
were added and samples kept at —80°C. Renal preglomerular arteries and mesenteric arteries
were microdissected and incubated in Kreb’s bicarbonate buffer, pH 7, 1 mM NADPH
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at 37°C for 1 h. Tissue incubations were terminated with 2 volumes of cold methanol,
internal standards were added, and samples were kept at —80°C. 20-HETE was extracted
and levels quantified by LC-MS/MS on a Shimadzu Triple Quadrupole Mass Spectrometer
LCMS-8050 as previously described. [41, 42]

Reverse Transcription Polymerase Chain Reaction:

Mesenteric arteries and renal interlobar arteries (RIA) were dissected and flash frozen in
liquid nitrogen and stored at —80°C. Messenger RNA was obtained using the miRNeasy
micro kit (Qiagen — cat#: 217084). Equal amounts of RNA were used to generate cDNA
using the Quantitech cDNA synthesis kit (Qiagen — cat#: 205311). Tagman primer/probes
for Cyp4a12(Mm00514494 m1), Myhi1(MmO00443013 _m1), Transgelin/Sm22a, 7agin
(Mm00441661_g1), Acta? (Mm00725412_s1); Collagen 4a4, Col4a4 (Mm00801574 m1l);
Collagen 1al, Co/1al (Mm00801666_g1), and a-tubulin, 7ubala (Mm00846967_gl) were
purchased from Thermo Fisher Scientific. For all reactions, 2 ul cDNA was mixed in 18 pl
of master mix containing: 1 pl of 20X primer/probe, 10 pl 2X Tagman advance fast master
mix (Applied Biosystems — cat#: 4444557) and 7 ul nuclease free water. The thermal profile
for gPCR reaction was: 50°C for 2 minutes, 95°C for 20 seconds and 40 cycles of 95°C for
3 seconds and 60°C for 30 seconds. Relative expression was calculated using the 2(-2AC0)
method with expression being normalized relative to Tubala.

Western blots:

Mesenteric arteries were taken out and carefully dissected in ice-cold MOPS buffer to
remove adventitia. Vessels were flash-frozen in liquid nitrogen and stored at —80°C. Tissues
were lysed by crushing vessels in liquid nitrogen followed by homogenization in RIPA
buffer containing protease and phosphatase inhibitor. Lysates were spun at 10,000 RPM

for 15 minutes at 4°C and supernatant was collected for western blot experiments. Protein
estimation was performed using BCA assay. Equal amounts of protein were loaded onto a
10%-polyacrylamide gel and ran at 125V. Proteins were transferred onto a PVDF membrane
using methanol-glycine-tris-base transfer buffer. After transfer, membranes were blocked in
TBS buffer containing 1% bovine serum albumin for 1 hour. Antibodies against CYP4A
(1:1000 — Santa Cruz — cat#: sc-271983), ROCK1 (1:1000 — Sigma — cat#: HPA007567),
Serine 1177 p-eNOS (1:100 — Cell Signaling Technology — cat#: 9571S), total eNOS (1:100
- BD Bioscience — cat#: 610297), B-Tubulin (1:2000 - Invitrogen - cat#: MA5-16308) and
[B-actin (1:5000 - Cell Signaling Technology — cat#: 4967) were diluted in 1% casein/TBST
solution. Membranes were submerged in the antibody solution overnight on a shaker at 4°C.
Secondary antibodies (Li-Cor Biotechnology) were diluted (1:15,000) in 1% casein/TBST
solution and membranes were allowed to incubate for 2 hours at room temperature on a
shaker. Membranes were visualized on the Li-Cor Odyssey CIx membrane scanner and
quantified using ImageStudio software version 5.2.5. All western blots were represented as a
Fold change compared to wild type.

Phospho-myosin light chain western blot:

The protocol for phospho-myosin light chain western blotting was based on the report of
Ozaki and colleagues (1991) with modifications (29). Vessels were dissected then placed in
5% trichloroacetic acid/acetone solution and immediately placed in a —80°C freezer until
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time to homogenize tissue. On the day of tissue homogenization, vessels were taken out

of the freezer and allowed to thaw at room temperature for 30 minutes. After 30 minutes,
vessels were moved into a 100% acetone solution and sat at room temperature for 30
minutes. Vessels were homogenized in a solution containing: 8M urea, 20mM tris-base,
22mM glycine, 10mM DTT, 5mM EGTA, 5mM Nay,EDTA. Samples were spun at 10,000
RPM for 15 minutes at room temperature. The supernatant was collected, and an equal
volume was mixed with Lamelli sample buffer and loaded onto a 12% PAGE gel. The
PAGE gel was transferred overnight onto a PVDF membrane in a methanol-glycine-tris-base
transfer buffer. The next day, membranes were taken out and blocked in 1% BSA in TBS.
Phospho-myosin light chain (pMLC, Cell Signaling Technology - cat#: 3674S) or total
myosin light chain (MLC, 1:250 - Cell Signaling Technology - cat#: 3672S) was diluted in
1% casein/TBST solution (1:250) and incubated overnight at 4°C. The next day, membranes
were incubated in Li-Cor secondary antibody (1:15,000) in 1% casein/TBST buffer for 2
hours. The visualization of the protein bands and the quantification were done as described
above.

Wired Myography:

Phenylephrine-induced contraction, as well as acetylcholine and sodium nitroprusside
(SNP) induced relaxation were performed on RIA. Kidneys were taken out of mice and
were carefully dissected in a dish containing Kreb’s buffer. Isolated vessels (2/mouse)

were mounted onto wires in a chamber of a multivessel myograph. Before conducting
experiments, vessels were allowed to sit in a bath containing Kreb’s buffer, maintained

at 37°C, and constantly being bubbled with 95/5% O,/CO, for 30-60 minutes. All

vessels were set to an internal circumference that is 90% of what the circumference

would be at 100mmHg. Isometric tension was measured throughout the experiment.
Cumulative phenylephrine dose-response experiments were performed. Phenylephrine was
administered at half-dose intervals from (1072-10~* M) directly into the tissue bath. Tension
was represented as a percentage of the maximal response to 104 M phenylephrine.
Acetylcholine or SNP relaxation experiments were also performed. Before acetylcholine

or SNP administration, precontraction was achieved by administering phenylephrine (1076
M) to the vessel bath. Acetylcholine (1078-104 M) or SNP (1079-10~5 M) was administered
in a cumulative dose-dependent fashion after phenylephrine induced precontraction. The
percent relaxation was calculated by subtracting the tension after a dose of acetylcholine

or SNP from the tension generated from 1078 M phenylephrine, divided by the difference
between the baseline tension and 1076 M phenylephrine. Percent relaxation % = [(tension at
a dose of acethylcholine or SNP [M] - tension at [10~6 M] phenylephrine)/(tension at [107®
M] phenylephrine - baseline tension)*100].

Pressure Myography:

Renal interlobar arteries were dissected in the same manner as for wired myography
experiments. Living Systems Instrumentations (St. Albans City, VT) pressure myograph was
used to induce pressures within the lumen of the vessel. The distances of the inner and outer
diameters were measured using video edge detection. One end of the RIA was mounted onto
a glass canula and the other side was ligated closed. The vessel was allowed to equilibrate
for one hour at 37°C in Kreb’s buffer bubbled with 95/5% O,/CO». For measurements
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of vascular wall thickness, internal pressures of 100mmHg were induced on normotensive
vessels and 140mmHg on hypertensive vessels. Measurements of outer diameter (OD) and
inner diameter (ID) under passive conditions were used to calculate media thickness [(OD

- ID)/2], media:lumen ratio [(OD - ID)/1D], and medial cross-sectional area [CSA (rt/4) X
(OD2 - ID2)]. For measurements of the myogenic response, only WT vessels were used.
Each vessel underwent 5 consecutive treatments in the following order: 1) vehicle only
(100% ethanol), 2) 20-HETE (10 uM), 3) 20-HETE + AAA (10 uM), 4) 20-HETE + ROCK
inhibitor (Y-27632, 10 uM), and 5) 20-HETE + AAA + Y-27632. Passive stretch of vessels
was also assessed immediately after the treatments by measuring the internal diameter of the
vessel in a calcium-free Kreb’s solution. Vessels were subjected to pressures of 0, 20, 40, 60,
80 and 100 mmHg and ID was measured at each pressure. The absolute and normalized 1D
were determined after experiments were concluded. The normalized ID was represented as a
percentage and calculated as follows: normalized 1D = (absolute ID/passive 1D)*100.

All values are represented as mean + SEM. Statistical analysis was performed on
GraphPad Prism 9 (version 9.2.0). Two-tailed unpaired student t-test was used to determine
significance between two groups. One-way ANOVA with Tukey post-hoc test was used to
compare differences between three or more means. ECsg from phenylephrine cumulative
dose response and Ry« for acetylcholine and SNP cumulative dose response curves were
calculated and were compared using one-way ANOVA with Tukey post-hoc test. p-values
<0.05 considered to be statistically significant.

We did not find significant quantitative or qualitative sex-differences; both male and
female Myh11-4a12 mice displayed the same hypertensive phenotype when compared to
corresponding WT. Therefore, we combined the results for males and females, and the
numbers in the figure legends represent the total number of animals used.

Myh11-4al12 mice display elevated Cyp4al2 expression and 20-HETE levels in blood

vessels.

Cyp4al2 mRNA levels in mesenteric and renal interlobar arteries (RIA) were 5-6-fold
higher in Myh11-4a12 mice as compared to wild type mice (Figure 1A-B). There were

no significant differences in vascular overexpression of Cyp4al2between male and female
Myh11-4a12 mice. Cyp4al2 mRNA levels were also measured in liver and no differences
were observed between the two genotypes (Figure 1C). The vascular expression of the
newly identified 20-HETE receptor, GPR75, was not significantly different between the
two genotypes (Figure 1D). CYP4A Protein expression was also significantly elevated in
mesenteric arteries of Myh11-4a12mice compared to wild type mice (Figure 1E). No
differences in CYP4A protein levels were observed in livers between Myh11-4a12 and wild
type mice (Figure 1F).

The significant increases in Cyp4al2 mRNA and CYP4A protein levels in arteries from
Myh11-4a12 mice were accompanied by marked increases in 20-HETE levels. As seen in
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Figure 2A-B, 20-HETE levels were 6.1- and 7.7-fold higher in mesenteric and interlobar
arteries, respectively, from Myh11-4a12mice compared to wild type mice. Moreover, 20-
HETE levels were about 2-fold higher in plasma of My#h11-4a12mice compared to wild
type (Figure 2C), while urinary levels were not different between the two groups (Figure
2D).

Myh11-4al12 mice develop hypertension and vascular dysfunction in a 20-HETE-dependent

manner.

Baseline systolic blood pressure was significantly elevated in both male and female
Myh11-4a12 mice compared with corresponding wild type mice (Figure 3A). Acetylcholine-
induced relaxation was assessed in RIA and mice with VSMC-specific overexpression of
Cyp4alZhad less than a 50% response to acetylcholine in contrast to 80% response in wild
type (Figure 3B). Renal interlobar arteries from either genotype had a similar relaxation
response to SNP (Figure 3C) indicating impaired NO bioavailability rather than response
to NO. Indeed, assessment of eNOS activation indicated a 50% reduction of serine 1177
phospho-eNOS expression in Myh11-4a12compared to wild type mice (Figure 3D). These
results substantiate the notion that the impairment in acetylcholine-induced relaxation may
be due to reductions in NO bioavailability. Vascular remodeling was also evident in arteries
from Myhi1-4a12mice. As seen in Figure 3E-G, media-to-lumen ratio, media thickness,
and media cross-sectional area were significantly higher in Myh11-4a12 arteries compared
to wild type. Altogether, Myh11-4a12 mice display impairments in blood pressure and
vascular function at baseline compared to wild type mice.

The recent findings that binding and activation of GPR75 underlies 20-HETE-mediated
hypertension and vascular dysfunction [3] provide tools, e.g., receptor blockers, to assess
the contribution of 20-HETE to the observed phenotype. In this study, the elevation in
blood pressure appeared to be dependent on 20-HETE since administration of the 20HRB,
AAA [4], for 12 days reduced blood pressure in Myh11-4a12 mice to levels seen in wild
type mice (Figure 4A). Significant blood pressure reduction in AAA-treated Myh11-4a12
mice was observed at the 8" and 12t" days of treatment (p<0.0001). Both male and

female Myh11-4a12mice responded to AAA treatment with a similar reduction in blood
pressure (in males:147+4 to 124+2 mmHg; in females:142+3 to 126+2 mmHg). There
was no significant blood pressure reduction in wild type mice treated with AAA. The
changes in vascular reactivity were also dependent on 20-HETE. As seen in Figure 4B,
there was a leftward shift in the phenylephrine dose-response curve and the ECsgq value
was reduced in Myh11-4a12mice compared to wild type mice. Treatment of Myhii-4a12
mice with AAA shifted the dose response curve to the right and the calculated ECsp was
not significantly different from that observed in arteries from wild type mice (Figure 4B).
Similarly, arteries from Myh11-4a12mice on AAA (Figure 4C) had improved response to
acetylcholine compared to Myh11-4a12on vehicle. Measurements of vascular remodeling
were also assessed in RIA after 12 days of AAA treatment. The media to lumen ratio

was the only parameter that was affected by AAA treatment. After 12 days of AAA
administration, there was a significant reduction in the media to lumen ratio in Myh11-4a12
mice. The media thickness and cross-sectional area were unaffected by 12 days of AAA
administration (Figures 4D—-4F). The measurements remained higher than wild type values
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and were not significantly different than Myh11-4a12mice on vehicle. It should be noted
that administration of AAA did not affect plasma levels of 20-HETE in Myh11-4a12 mice
(viz., 298436 vs 297+58 pg/ml in vehicle- vs AAA-treated Myh11-4a12mice; n=10) which
were about 2-fold higher than levels in vehicle-treated WT (15723 pg/ml; p<0.05; n=10)

Vascular smooth muscle cells from Myh11-4a12 mice exhibited a contractile phenotype

Smooth muscle markers (Myh11, Tagin, and Acta2) were measured to determine the
phenotypic state the VSMC were exhibiting. Myh11-4a12RIA expressed almost a 2-fold
increase of Myh11and 7ag/ncompared to wild type mice (Figure 5A & 5B). ActaZ mRNA
expression was about 50% higher compared to wild type mice (Figure 5C). After 12 days of
AAA treatment, all the VSMC markers remained elevated in Myh11-4a12mice compared
to wild type mice and were not different compared to untreated My#h11-4a12 mice (Figure
5A-5C). Collagen expression was also assessed to determine if there were any changes that
can contribute to the remodeling of the extracellular matrix. Levels of Collagen I mRNA

in RIA were significantly lower in Myh11-4a12mice as compared to WT mice, whereas
Collagen IV mRNA levels were not different (Figure 5D&5E).

Myh11-4a12display changes in cellular signaling for VSMC contraction which may be
explained by changes in ROCK activity. Mesenteric arteries were assessed for myosin light
chain phosphorylation to determine the downstream signaling event for smooth muscle cell
contraction. Myh11-4a12vessels had a 60% increase in phosphorylated MLC expression
compared to wild type vessels (Figure 6A). Twelve days of AAA treatment reduced the
expression of phosphorylated MLC to a level similar to wild type vessels (Figure 6A).

The changes in expression of phosphorylated myosin light chain may be due to change in
ROCK expression and/or activity. ROCK1 protein expression was assessed and there was

a 60% increase in Myh11-4a12RIA compared to wild type (Figure 6B), however, ROCK1
expression was not affected by 12 days of AAA treatment (data not shown). Next, ROCK
activity was assessed via pressure myography. Renal interlobar arteries from wild type mice
underwent pressure myography to assess 20-HETE ability to affect the myogenic response.
There was a downward shift in the absolute and normalized internal diameter (ID) curves of
vessels treated with 20-HETE suggesting an increase myogenic response (Figure 6C & 6D).
Comparisons at 100 mmHg were made and there was a significant reduction in the absolute
ID (Figure 6E) and normalized ID (Figure 6F) of 20-HETE treated vessels compared to
vehicle treated vessels. Co-administration of 20-HETE with either AAA or the ROCK
inhibitor Y-27632 increased the absolute and normalized 1D compared to 20-HETE alone
(Figures 6E & 6F). Lastly, when 20-HETE was co-administered with AAA and Y-27632, no
further increases in the absolute or normalized ID were observed (Figures 6E & 6F).

DISCUSSION

Global overexpression of Cyp4ai12and 20-HETE have been documented to promote
hypertension by mechanisms that alter VSMC and endothelial cell functions. The
contribution of the VSMC to 20-HETE-dependent increase in blood pressure is
multifactorial including: 1) inhibition of the Calcium-dependent potassium (BKca2")
channel [3, 13]; 2) increase in Rho-kinase activity [15] and 3) promotion of vascular
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remodeling [23, 25]. On the other hand, the endothelial cell component of the blood pressure
elevation includes: 1) impairment of NO-mediated vasodilation [18], 2) increase endothelial
ACE expression [24, 43] and 3) activation of inflammatory program [44, 45]. The limitation
in using global overexpression models is that the precise mechanism cannot be isolated,
within different cell types, due to the multifactorial actions of 20-HETE. This is the first
report showing the contribution of VSMC-specific overexpression of Cyp4alZto changes in
blood pressure.

The cre/lox system was utilized for site-specific overexpression of Cyp4ai2. Cre-
recombinase was directed to the VSMC by utilizing the myosin heavy chain 11 promoter
[46]. This promoter was used because it is the most specific marker in smooth muscle

cells [47]. The present data show that My#/11-4a12mice have overexpression of Cyp4al?
mRNA and CYP4A protein limited to the vasculature which was accompanied by increases
in 20-HETE within the vessels and plasma, but not in urine, indicating the effectiveness of
this targeted expression.

The Myh11-4a12 mice displayed a mild hypertensive phenotype evidenced by systolic
blood pressure of about 15 mmHg higher than its corresponding wild type mice. The
hypertensive phenotype may be the consequence of increased vascular reactivity and smooth
muscle hypertrophy brought about by increased vascular production of 20-HETE. Blood
vessels from Myhi1-4a12 mice exhibited increased sensitivity to constrictor stimuli such

as phenylephrine suggesting that increased production of 20-HETE within the VSMC acts
as an autocrine mediator to stimulate the contractile apparatus. That this sensitization to
constrictor stimuli was 20-HETE dependent is evident by the ability of its receptor blocker,
AAA, to prevent the increased contraction to phenylephrine. We have shown that 20-HETE-
GPR75 pairing results in a rapid increase in intracellular calcium and that AAA blocks

the binding/pairing and the ensuing signaling cascade [3, 4]. Hence, it is reasonable to
suggest that in these mice the vascular smooth muscle 20-HETE-GPR75 signaling pathway
is amplified leading to increasing intracellular calcium via mechanisms that may include
inhibition of BKc,2* channels and activation of L-type Ca*2 channels and/or activation of
the Rho-kinase (ROCK) leading to increased phosphorylation of MLC [12, 13, 15]. In this
study, we showed that the levels of the phosphorylated MLC at serine 19 is significantly
higher in blood vessels from My#h11-4a12 mice than in corresponding WT mice and that
treatment with AAA reduced its levels to that of the WT. We also showed that activation of
Rho kinase mediates 20-HETE-GPR75-dependent increases in contractions.

The increased contractile phenotype in Myh11-4a12blood vessels is also exemplified by
significant increases in the expression of this phenotype markers across the vasculature,
including Myh11, Tag/nand ActaZalong with decreased expression of collagen [48]. These
results coupled together with the observed increases in media thickness and cross-sectional
area in Myh11-4ai2hlood vessels denote a vascular hypertrophic phenotype which goes
hand in hand with the contractile phenotype. Interestingly, the expression of these contractile
markers was not affected by the 12-day treatment with the 20-HETE receptor blocker.
Likewise, media thickness as well as cross-sectional area were unchanged in response to
AAA suggesting that in this model there is no direct effect of 20-HETE on remodeling

and that hypertrophy may be a consequence of increased levels of contractile proteins.
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Notably, AAA administration reduced media to lumen ratio which was significantly higher
in Myh11-4a12blood vessels. The reason for this may be due to AAA’s ability to promote
expansion of the lumen, through mechanisms affecting vascular contraction, rather than
changing the vascular wall structure. On the other hand, the inability of AAA to reduce
media hypertrophy may be related to the short duration of its administration.

Endothelial dysfunction exemplified by impaired acetylcholine-induced relaxation was

also a feature of the Myh11-4a12vascular phenotype that was dependent on 20-HETE-
GPR75 pairing since it was reversed by AAA treatment. The demonstration of reduced
phosphorylated eNQOS at serine 1177 in Myh11-4a12blood vessels coupled with the fact that
relaxations to NO donor were not different between the genotypes suggested diminished NO
bioavailability. We and others have shown that 20-HETE uncouples eNOS and activate ROS
production [18, 49-52]; both leading to reduction in NO bioavailability. The question here
is how an increase in vascular smooth muscle cell-derived 20-HETE affects the adjacent
endothelial cells. As a small lipid molecule, 20-HETE can easily cross cell membranes

and act as a paracrine mediator. The finding that plasma 20-HETE levels are higher in the
Myh11-4a12 compared to WT mice suggest a directional spillover of 20-HETE from the
smooth muscle through the endothelial cell layer to the circulation. To this end, Jiang et
al.,[53] showed that overproduction of 20-HETE in smooth muscle stimulated endothelial
cells proliferation. In contrast, Cheng et al., [44] showed that endothelial-specific expression
of CYP4F2, a human 20-HETE synthase, impaired acetylcholine-induced relaxation, but did
not affect smooth muscle contractility. However, although we used a specific smooth muscle
promoter to create the My#h11-4a12mice, we cannot exclude the possibility of increased
production of 20-HETE in the endothelial cells or blood cells. Such increases may be the
consequence of changes in blood flow due to increased blood pressure and changes in
vascular morphology. Our attempts to document overexpression of CYP4A12 protein within
the smooth muscle layer failed primarily due to the unavailability of specific antibody and
the difficulties in showing overexpression versus deletion with antibody that is against all
CYPA4A proteins.

In summary, this study demonstrates that smooth muscle-specific overexpression of
Cyp4alZis sufficient to alter VSMC contractility through changes in phenotypic markers
and enhancements in contractility that promote elevations in blood pressure and vascular
remodeling. The use of a 20HRB clearly illustrates the 20HR’s contribution to these changes
and further highlights the 20HR as a therapeutic target for the treatment of hypertension
and associated vascular dysfunction. The clinical significance of this study is exemplified
by the fact that despite having an array of anti-hypertensive drugs, approximately one-third
of the population which fit into the definition of hypertension (>130/80 mmHg) do not see
a successful outcome from using hypertensive medications [54]. Thus, there is a need to
identify new cellular mechanisms to identify novel therapeutic targets and to develop drugs
to combat hypertension. 20-HETE has been associated with elevations in blood pressure in
animal models and in humans [55, 56]. The effects of 20-HETE are multifaceted including
changes in vascular function and changes in sodium and urine handling [57]. The use of
pharmacological antagonists has demonstrated that the actions of 20-HETE can be blocked
to improve blood pressure [23, 34, 58, 59]. The discovery of GPR75 as the 20-HETE
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receptor provides a new and specific target to interfere with 20-HETE’s actions and a novel
strategy in the treatment of hypertension.
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Figure 1:
Cyp4a12 mRNA levels in A) mesenteric arteries (N=14 mice/group), B) RIA (N=6 mice/

group) and C) liver (N=6-7 mice/group). D) Levels of Gpr75 mRNA in RIA (N=6 mice/
group). CYP4A protein levels in E) mesenteric arteries (N=4 mice/group) and F) liver
(N=8 mice/group). Results are means + SE; *p<0.05, ***p<0.001, ****p<0.0001 vs. WT
(unpaired t-test).
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Figure 2:

20-Hydroxyeicosatetraenoic acid (20-HETE) levels in A) mesenteric arteries (N=5-6 mice/
group), B) RIA (N=3 mice/group), C) plasma (N=14-15 mice/group), and D) urine (N=5
mice/group). Results are means + SE; *p<0.05, **p<0.01 vs. WT (unpaired t-test).
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Figure 3:
A) Baseline systolic blood pressure in male and female mice (WT, M/F= 13/9; Myh11-4a12,

M/F=15/12). Results are means + SE; **p<0.01; ****p<0.0001 (2-way ANOVA). B)
Baseline acetylcholine-induced relaxation in RIA (N=13 WT; N=15 Myh11-4a12). Results
are means + SE, ***p<0.001 (2-way ANOVA). C) Sodium nitroprusside (SNP)-induced
relaxation in RIA (N=3 WT; N=4 Myhl11-4a12). Results are means + SE. D) Representative
Western blot and densitometry analysis for Serine 1177 phospho-eNOS expression (N=6-7/
group). Results are means + SE; *p<0.05 (unpaired t-test). E) Media-to-lumen ratio, F)
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media thickness and G) media cross-sectional area (CSA) (N=12-13/group) Results are
means + SE **p<0.01, ***p<0.001, ****p<0.0001 (unpaired t-test)
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Figure 4:

A) Systolic blood pressure during 12 days of AAA treatment of WT and My#h11-4a12mice.
Number of mice in each group is in parenthesis. Results are means = SE, ****p<0.0001 vs
vehicle-treated Myh11-4a12 (2-way ANOVA repeated measures). B) Phenylephrine-induced
contraction dose-response (N=7, WT; N=9, Myhl1-4a12, N=6, Myhli-4a12+ AAA).
Results are means + SE, ***p<0.001 vs WT; #p<0.01 vs Myh11-4a12 (one-way ANOVA).
C) Acetylcholine-induced relaxation dose-response (N=7 mice/group). Results are means

+ SE, ***p<0.001 vs WT; ##p<0.001 vs vehicle-treated Myh11-4a12 mice (one-way
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ANOVA). D) Media to lumen ratio, E) media thickness, and F) media cross-sectional area
(N=6-9/group). Results are means + SE; *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001
(one-way ANOVA).
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Figureb5:

Levels of mRNA in RIA arteries from wild type (WT), and vehicle- and AAA-treated
Myh11-4a12 mice: A) Myh11 (N=6-7 mice/group), B) 7ag/n (N=6-8 mice/group), C) Acta?
(N=6-8 mice/group). Results are means + SE, *p<0.05 vs WT (one-way ANOVA). Levels
of MRNA in mesenteric arteries: D) Col/ /and E) Coll IV in mesenteric arteries (N=7-11/
group). Results are means + SE, *p<0.05, (unpaired t-test).
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Figure6:

A) Representative Western blots and densitometry analysis of phosphorylated myosin light
chain phosphorylation (MLC) at serin 19 in mesenteric arteries. N=6-7/group). Results are
means + SE, *p<0.05 (one-way ANOVA). B) Representative Western blots and densitometry
analysis of ROCK1 protein expression in RIA (N=7-8/group). Results are means + SE,
*p<0.05 (unpaired t-test). Myogenic response curve of RIA in response to 20-HETE (10
uM) with and without AAA (10 uM) and/or the ROCK inhibitor Y-27632 (10 uM) depicted
as C) absolute internal diameter (ID) and D) normalized ID. Myogenic tone at 100 mmHg
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depicted as E) Absolute ID and F) normalized ID (N=4-6/group). Results are means + SE,
*p<0.05, **p<0.01, ***p<0.001 (one-way ANOVA).
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