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Purrose. To investigate effects of aging on endothelial nitric oxide synthase (eNOS)
expression and signaling in angular aqueous plexus (AAP) (functional equivalent to human
Schlemm’s canal) cells subjected to shear stress.

Mernops. The AAP cells were isolated differentially from porcine outflow tissues using
puromycin selection. Cell aging was induced by culturing cells in hyperoxia condition (40%
oxygen and 5% carbon dioxide) for 14 days. The AAP cells grown in chamber slides were
exposed to a shear stress of 8 dynes/cm? for 24 hours. Expression of eNOS, eNOS-phospho
Thr495, eNOS-phospho Ser1177, and Akt-phospho was tested by Western blot analysis and
immunofluorescence staining. Nitric oxide (NO) levels were measured using the Griess assay.

Resurts. Compared with control, eNOS levels in aged cells were significantly reduced by 60%
(P < 0.05; n = 6). Phosphorylation of eNOS at Ser1177 and Akt at Ser473 was 63% and 80%
lower in aged cells, respectively, whereas phosphorylation of the eNOS inhibition site
(Thr495) increased by 6.1-fold (P < 0.05; n = 6). Shear stress (8 dynes/cm? for 24 hours)
increased eNOS abundance (total protein and at cell borders) and phosphorylation at Ser1177
by 1.7-fold and 1.8fold, respectively (P < 0.05; n = 06), whereas aged cells were
unresponsive. In control cells exposed to shear stress, the NO concentration was 1.8-fold
higher than in the static group (P < 0.05; n = 4); however, aged cells were unresponsive to
shear stress (mean * SD, 4.3 = 1.3 vs. 4.1 = 1.4 pM).

Concrusions. Aged AAP cells appear compromised in their mechanotransduction machinery
involving eNOS, the protein product of the gene, NOS3, polymorphisms of which impart a
risk for the development of glaucoma.
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laucoma comprises a group of complex and heterogeneous

blinding diseases, affecting almost 60 million people
worldwide.! Clinically, glaucoma is characterized by cupping
of the optic nerve head and visual field loss. Elevated IOP is the
primary risk factor for glaucomatous optic nerve damage, and
reducing pressure remains the only treatable end point that
slows or stops disease progression. The risk of developing
POAG also clearly increases with age.?"® Primarily, IOP is
determined by changes in aqueous humor outflow resistance,
which is thought to reside mainly in the juxtacanalicular region,
where the trabecular meshwork (TM) and the inner wall of
Schlemm’s canal (SC) cells interact.®-1° The endothelial cells of
the inner wall of SC are important in regulating outflow

resistance and thus IOP.!112

Nitric oxide (NO) regulation appears to have a role in POAG.
Family association studies'3>~!> show a relationship between
NOS3 gene polymorphisms, which encode for endothelial NO
synthase (eNOS), and POAG. These recent findings are
consistent with previous work showing decreased nicotin-

amide adenine dinucleotide phosphate diaphorase staining,
localizing NOS activity in outflow tissues from POAG patients
compared with age-matched controls.'®"'® Nitric oxide syn-
thases are enzymes that catalyze the conversion of r-arginine to
L-citrulline and NO production. Analysis of the aqueous humor
from POAG patients showed that the production of NO was
also reduced compared with that from control patients.!® The
reduced NO in the plasma of POAG patients suggested that it
might also alter ocular perfusion pressure, impacting retinal
cells, including ganglion cells.?°

Nitric oxide appears to control outflow resistance. In
human eyes, NOS reactivity was enriched in major sites of
outflow resistance, including the TM and SC, as well as in
collecting channels.'® The NO-donating compounds effectively
decrease conventional outflow resistance, leading to a decrease
in IOP and outflow rate in different animal models, including
rabbits,?!-24 pigs,2> dogs,?? and monkeys,?>2° and in perfused
postmortem human eyes.?”2% Our previous study?® further
showed that eNOS/NO is a key regulator of outflow facility and
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IOP in mice. Notably, staining of the mouse eye in cross-section
revealed that eNOS expression appeared limited to SC (Stamer
WD, unpublished data, 2014). This result is interesting because
NO regulates endothelial permeability by assembling and
disassembling intercellular junctions,3%3! suggesting a role
for NO at the level of the inner wall of SC.

Despite the relative slow flow rate of aqueous humor in the
eye, the shear stress in SC was calculated to be in the range of 2
to 20 dynes/cm? at elevated IOP, which overlaps that of shear
stress in large arteries (2-25 dynes/cm?).32 The high shear that
SC cells may experience suggests that there could be some
underlying mechanisms that regulate SC vessel tone to
maintain IOP homeostasis. Consistent with this idea, eNOS
expression in vascular endothelia and SC was shown to be
shear sensitive.333% However, the impact of aging on SC cell
responses to shear stress has not been studied to date.

Age is a strong risk factor for glaucoma. The risk of
developing glaucoma positively correlates with age,®35-37 and
it is a disease of early cell senescence.’® The pressure-
dependent outflow resistance increases with age in a linear
fashion and begins at a fairly young age.>® At the cellular level,
we previously showed that aged porcine angular aqueous
plexus (AAP) cells (functional equivalent to human SC
endothelial cells) had decreased cell monolayer permeability
and were less responsive to elevated pressure gradients. i We
used an established model of chronic oxidative stress to model
aging. This is based on one of the most accepted theories of
aging known as stress-induced premature senescence.®! It is
well known that during cell metabolism oxidizing species are
continuously being produced. A buildup of these oxidizing
species may consequently cause molecular damage in fibro-
blast and neuroblastoma cells,¥1-%4 as well as in trabecular/SC
endothelial cells, which led to elevation in outflow resis-
tance.5-47 This is a preferred model because it exposed cells
to a constant increase in reactive oxygen species without
adding chemical or cellular treatments,42-44.48

Endothelial NOS is highly expressed in endothelia, including
SC cells, and these cells are sensitive to changes in shear stress.
Therefore, we examined whether aging would impact eNOS-
related cell mechanotransduction responses to shear stress.

METHODS

Cell Culture

The AAP endothelial cells were isolated, characterized, and
cultured according to an established method reported by our
group.49 For each strain of cells, the conventional outflow tissue
from six porcine eyes (4- to 6-month-old pigs) was pooled to
generate primary mixed cultures. After collagenase I (1 mg/mL;
Sigma-Aldrich Corp., Shanghai, China) digestion, cells were
allowed to multiply for 8 days and then were treated with
puromycin (4 pg/mL; InvivoGen, San Diego, CA, USA) for 2 days.
The cultures were washed free of dead cells and permitted to
recover, with the puromycin-resistant cells left to populate the
flask. For the experiments, control and aged cells were either
cultured in static conditions or exposed to shear stress.

Aging was induced by subjecting cells to normobaric
hyperoxia condition (40% oxygen and 5% carbon dioxide) for
14 days in a triple-gas incubator (Smart Cell, Shanghai, China)
following an established method.*”>° Control cultures were
grown under physiological oxygen conditions (5% oxygen and
5% carbon dioxide) for 14 days in parallel with the
experimental group.

Shear Stress

The AAP cells were seeded at confluence into flow chamber
slides (p-Slide I 0.4, cell culture treated; ibidi GmbH,
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Martinsried, Germany) and cultured until monolayers were
stable (typically 3 days). Shear stress was induced by perfusing
cells in chamber slides using a pump system (ibidi; ibidi
GmbH). Control cells were cultured on the same slides but in
static conditions. For the protein expression experiments,
shear was set at 8 dynes/cm? for 24 hours; for the cell
alignment experiments, a shear stress of 5 dynes/cm? was
applied continuously for 2 days.

Indirect NO Measurements

Soluble NO (S-NO) concentration was measured indirectly by
the Griess method using a nitrate/nitrite assay kit (Sigma; Sigma-
Aldrich Corp.) according to the manufacturer’s instructions.
Briefly, cell culture medium was collected and centrifuged
(1000g for 15 minutes), and the supernatant was collected for S-
NO analysis. Eighty microliters of sample solution was added to
a single well in a 96-well plate, followed by the addition of 20 pL
buffer solution and 50 pL Griess reagent A in the kit. After 5
minutes, 50 pL Griess reagent B was added. The mixture was
incubated in the dark for 15 minutes before the nitrite content
was measured photometrically at 540 nm using a multifunction
plate reader (Synergy; BioTek, Beijing, China). The absorbance
of the blank solution was subtracted from the absorbance of
each well. The sample S-NO concentration was calculated from
a standard calibration curve. Six slides were used per cell strain,
and four cell strains were used.

Western Blot

Cell lysates were prepared using ristocetin-induced platelet
agglutination solution; 50 pg protein was loaded into each lane
of gel, and proteins were separated by SDS-PAGE (10% or 12.5%
acrylamide). The resolved proteins were transferred by
electrophoresis to nitrocellulose membranes. The membranes
were blocked with 5% nonfat dry milk in Tris-buffered saline
with 0.05% Tween-20 for 2 hours. Membranes were then
probed with antibodies that specifically recognize eNOS
(1:400; Abcam, Shanghai, China), eNOS-phospho Thr495
(eNOS-P Thr495, 1:1000; Cell Signaling, Shanghai, China),
eNOS-phospho Ser1177 (eNOS-P Ser1177, 1:1000; Cell Signal-
ing), or Akt-phospho Ser1177 (Akt-P Ser 1177, 1:2000; Cell
Signaling), followed by incubation with peroxidase-linked
secondary antibodies. Glyceraldehyde 3-phosphate dehydroge-
nase was used as a loading control. Signals in the linear range
of the x-ray film were captured digitally, and densitometry was
performed using molecular imaging software (Carestream,
Kodak, Shinkawa, Japan).

Immunofluorescence Microscopy

Cells cultured in p-Slides (ibidi GmbH) were fixed with 4%
formaldehyde overnight and then washed three times with
PBS. Nonspecific binding sites on cells were blocked with goat
serum for 1 hour at room temperature and permeabilized with
0.2% Triton X-100 for 5 minutes. Cells were then incubated
with polyclonal antibodies against eNOS generated in rabbits
(1:400; Abcam) overnight at 4°C. After three washes with PBS,
cells were incubated in anti-rabbit secondary antibodies
(AlexaFluor 488, goat anti-rabbit; Invitrogen, Shanghai, China)
and Hoechst 33258 solution (0.5 pg/mL; Sigma-Aldrich Corp.).

Statistical Analysis

Data distribution normality was first tested, and the protein
density ratio (Western blot) and NO concentration data were
analyzed by the Mann-Whitney U test (using SPSS 17 for
Windows; IBM-SPSS, Chicago, IL, USA). In all cases, differences
were considered significant at P < 0.05.
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Western blot analysis of eNOS, eNOS-phospho Ser1177, eNOS-phospho Thr495, and Akt-phospho levels in cultured AAP cells. (A)

Representative Western blots showing a comparison of protein/phosphorylation levels in AAP cell monolayers cultured under normal or hyperoxic
conditions for 2 weeks (aged). (B-D) Densitometric analyses of Western blots for eNOS-phospho Ser1177 (normalized to total eNOS), eNOS-
phospho Thr495 (normalized to total eNOS), or Akt-phospho (normalized to glyceraldehyde 3-phosphate dehydrogenase) from control and aged

cells. *P < 0.05; n = 6. Error bar denotes SD.

RESULTS

Using AAP cells exposed to hyperoxia as a model for aging, we
first investigated how eNOS and its signaling partner Akt are
affected (Fig. 1). Western blot analysis showed that eNOS
protein levels were reduced in aged cells by 60% compared
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Ficure 2. Effect of shear stress on eNOS expression by AAP cells. (A)
Representative Western blots for eNOS expression by AAP cells
(control versus aged) exposed to a shear stress of 8 dynes/cm? for 24
hours or remaining in static culture. (B) Densitometric analysis of
combined data from Western blots comparing AAP cells exposed to
shear stress and static culture. *P < 0.05; n = 6. Data are expressed as
the mean * SD.

with normal cells (P < 0.05; n =0). Since this protein could be
regulated by phosphorylation at multiple sites, the most
important sites were analyzed. Results demonstrated that
eNOS phosphorylation at its activation site Serl177 was
downregulated by 63% (P < 0.05; n = 6), whereas the
inhibition site Thr495 was upregulated by 6.1-fold (P < 0.05; n
= 6). We also assessed phosphorylation status of the protein
kinase Akt, which is known to activate eNOS through Ser1177
phosphorylation. Results showed that Akt-phospho Ser473 was
significantly diminished by 80% (P < 0.05; n = 0).

Next, we explored if aging impacts the mechanotransduc-
tion machinery in AAP cell monolayers. We exposed AAP cells
to 8 dynes/cm? for 24 hours and monitored effects on the
protein expression of eNOS (Fig. 2) and phosphorylation at
Ser1177 (Fig. 3). In control cells exposed to shear stress, we
noted significantly increased expression of eNOS by 1.7-fold (P
< 0.05; n =06). In contrast, the level of eNOS in aged cells was
similar in static and shear stress conditions. Likewise, there
was increased phosphorylation at the eNOS activation site
(Ser1177) in cells exposed to shear stress compared with static
cultures by 1.8-fold (P < 0.05; n = 6), a result not reproduced
in aged cells (Fig. 3).

When eNOS expression by AAP cells exposed to shear
stress was examined by immunostaining, results were consis-
tent with Western blots showing more abundant protein in
control cells exposed to shear stress (Figs. 4A, 4B) compared
with static cultures (Figs. 4C, 4D). Upon closer inspection, we
noted stronger staining at the cell periphery of control cells
exposed to shear stress. However, we did not quantify the
magnitude or percentage of cells that showed this stronger
staining. In aging cells, the amount of protein and the
distribution of the protein did not differ markedly between
cells exposed to shear stress and static cultures of cells. When
cells were inspected by phase-contrast microscopy (Leica
DMil; Leica, Shanghai, China), we observed that cell alignment
was evident after a continuous shear stress exposure of 5
dynes/cm? for 2 days in both normal cells and aged cells (Figs.
4E, 4F). We used a lower shear stress here for the cell
alignment study because cells were more prone to detachment
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Ficure 3. Effect of shear stress on phosphorylation status of eNOS in
control and aged AAP cells. (A) Representative Western blot showing
phosphorylation levels of eNOS-phospho Ser1177 in AAP cells (normal
and aged) subjected to shear stress (8 dynes/cm? for 24 hours) or static
condition. (B) Blots were analyzed by densitometry, phosphorylation
levels were normalized to total eNOS protein, and comparisons are
shown in the bar graph. *P < 0.05; n = 6. Data are expressed as the
mean * SD.

with the higher shear stress of 8 dynes/cm? for 48 hours. We
found that 5 dynes/cm? was still able to induce cell alignment
in vitro after 2 days of perfusion.

To examine the amount of NO produced by cells exposed
to shear versus cells in static culture, the concentration of NO
released was indirectly measured using the Griess assay (Sigma;
Sigma-Aldrich Corp.) (Fig. 5). In control cells, the mean = SD
NO concentrations were 4.8 = 0.8 and 8.7 = 1.9 uM in the
static and shear stress groups, respectively. In contrast, the
mean £ SD NO concentrations in aged cells were 4.0 £ 0.9
and 46 = 1.3 pM in the static and shear stress groups,
respectively. Control cells had a significantly 1.8-fold higher NO
concentration after shear stress than in the static group (P <
0.05; n = 4), while the NO concentration after shear stress was
no more statistically significant than static cultures in aged
cells.

DISCUSSION

In this study, we explored the impact of AAP cell aging on
eNOS and responses to a shear stress of 8 dynes/cm?, which is
within the physiological range. As in human SC cells, we
confirm that AAP cells are mechanosensitive to shear stress.
For the first time to date, we report that eNOS expression and
phosphorylation status at Ser1177 (activation site) and Thr495
(inhibition site) were altered in aged cells. Consistent with
these findings, phosphorylated Akt was also lower in aged
cells. When exposed to shear stress, aged AAP cells did not
upregulate eNOS, eNOS-phospho Ser1177, or NO production
as in control cells but did align with the direction of shear
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Fiure 4. Effects of shear stress on AAP cell alignment plus eNOS
expression and localization. (A-D) Immunofluorescence images taken
of cells (control [A, B] versus aged [C, D)) subjected to static culture or
shear stress (8 dynes/cm? for 24 hours) and then labeled with
antibodies specific for eNOS. Arrows point to labeling at cell
boundaries in control cells; however, this is not apparent in aged
cells. Phase-contrast images of AAP cells (control versus aged) were
exposed to 2 days of 5 dynes/cm? shear stress or remained in static
culture (E, F). An arrow indicates the direction of flow in cells
subjected to shear stress. Shown are representative results from one
experiment using one cell line of four in total.

stress. Together, these results suggest that mechanotransduc-
tion via eNOS signaling is compromised in aging.

Shear stress is one of the most important physiological
stimuli for vascular endothelial cells. It is the frictional force
that a fluid exerts as it flows over a surface per unit area.>!
Shear stress is parallel to the surface, is proportional to the
viscosity and velocity of the fluid, and is inversely proportional
to the radius of the vessel. In normal AAP cells, shear stress
induced eNOS expression, eNOS phosphorylation (Fig. 2), and
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Ficure 5. Effect of aging on nitrite concentration in AAP cells exposed
to shear stress. The NO concentration was measurements by the Griess
assay (Sigma; Sigma-Aldrich Corp.). Shown are combined data from
four experiments (mean *= SD) showing the nitrite content in AAP
cells (control versus aged) exposed to shear stress (10 dynes/cm? for
24 hours) compared with cells in static culture. *P < 0.05.
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NO release (Fig. 5). This is consistent with findings in human
eyes (Stamer WD, unpublished data, 2014). The SC cells from
normal and glaucomatous human donor eyes were subjected
to continuous shear stress (0.1 or 10 dynes/cm?) for 6, 24, or
168 hours, and it was found that found shear stress increased
NO levels in normal SC cells at as early as 6 hours.

In contrast, aging significantly impacted mechanotransduc-
tion through eNOS in AAP cells. Previous investigations using
other endothelial cells showed similar findings that shear stress
upregulated eNOS mRNA and the posttranslational activation
of eNOS.32 However, aged cells did not respond to mechanical
stimulus as young cells do. In our aging model, cells stained
positive for the aging marker P-galactosidase and the DNA
damage marker 8-hydroxy-2’-deoxyguanosine (8-OHdAG) as
shown previously.>> After cells were subcultured once, they
still showed signs of aging (e.g., increased cell size, growth rate
reduction, and cell cycle arrest) after 3 days in normal cell
culture condition. In future studies, longer recovery periods
need to be evaluated. Comparing the sensitivity of human
umbilical vein endothelial cells to apoptosis in young and aged
cells, Hoffman et al.>* showed that shear stress could not
upregulate eNOS in aged human umbilical vein endothelial
cells (HUVEC) cells (14th passage) as it did in controls, nor
could it reverse the decreased S-NO content in aged cells.
Together, these data suggest that aging reduces cellular
mechanosensitivity to shear stress. Although it is difficult to
elucidate the exact relationship between aging and glaucoma,
these data may at least suggest that aging itself could lead to
reduction in eNOS and NO levels as seen in glaucoma.

Our present findings in aged AAP cells fit well with recent
clinical discoveries. Several groups have shown that vitrectomy
and cataract surgery significantly increase IOP and the risk of
developing POAG,>>>° which is due to exposure of the TM and
SC to a higher level of oxygen causing oxidative damage to
these tissues.>”->% We demonstrated in vitro in an aging model
of hyperoxia that it altered eNOS and its phosphorylation
status and resulted in reduced NO production. Together with
our previous data’®%® showing that hyperoxia can cause
increased resistance at the level of SC, these findings suggest
that vitrectomy and phacoemulsification and the related
oxygen concentration elevation could cause increased IOP by
damaging SC.

In most individuals, IOP is maintained in an acceptable
range throughout their lifetime, and a homeostatic mechanism
must exist to keep it this way. Our present results and previous
data“® suggest that SC can sense shear stress and respond to
pressure fluctuation by adjusting the aqueous humor outflow
resistance, restoring IOP to physiological levels. Other groups
have shown that perfused anterior segments and perfused eyes
can sense pressure elevation and respond by adjusting outflow
resistance.’*%° In POAG, IOP homeostasis appears to be
defective, resulting in ocular hypertension. Elevated IOP exerts
preferential stress on the optic nerve head, placing retinal
ganglion cell axons in danger. Defective IOP control could be
due to loss of mechanosensitivity,“® inadequate outflow
adjustment,®! or a disrupted feedback mechanism of sensing
and responding to shear stress at the level of SC.

Previously, we reported that aging of AAP cells led to
increased cell monolayer resistance, which could result in IOP
elevation.>> We hypothesize that on pressure elevation SC
begins to collapse, and shear stress in SC theoretically
increases.'>°2 Increased shear in turn leads to increased NO
production, which acts in an autocrine fashion to increase the
permeability of the inner wall of SC and in a retrograde
paracrine fashion to relax juxtacanalicular/TM cells. Such a
scenario would lead to decreased outflow resistance and
quickly normalize IOP, preventing full collapse of SC and
maintaining IOP homeostasis. However, aging rendered cells
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less able to respond to pressure elevation.“%>3 Based on this
series of data, we suggest that with aging the mechanism for
maintaining IOP homeostasis may be compromised and may
contribute to the development of ocular hypertension.

Recent advances in SC research showed that SC is derived
from sprouting limbal veins in a unique manner.®3-°> Lymph-
angiogenic growth factor VEGF-C and its receptor VEGFR-3 are
essential for SC development.®® The SC endothelial cells were
shown to express vascular marker vascular endothelial
cadherin (VE-cadherin), eNOS, and VEGFR-1 and VEGFR-2 in
vitro®” and lymphatic marker Prospero homeobox protein 1
(Prox-1) ex vivo (but did not express lymphatic vessel
endothelial hyaluronan receptor [LYVE-1]).93-%> We confirmed
that AAP cells expressed VE-cadherin, eNOS, vascular cell
adhesion molecule 2 (VCAM2), and von Willebrand factor in
vitro.4049:53 However, we were unable to test expression of
Prox-1 because the porcine antibody is not yet commercially
available to date.

In summary, our study confirms in a second SC model (after
human SC cells) that shear stress upregulates eNOS expression
and for the first time to date reports that eNOS expression and
phosphorylation status were altered in aged cells. We further
show that aged cells failed to respond to shear stress,
implicating a mechanism by which aging may contribute to
aberrant IOP autoregulation and homeostasis.
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