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Abstract

Salt-sensitivity is a key risk factor for cardiovascular disease and renal injury. Alterations in renal
nitric oxide may contribute to salt-dependent increases in blood pressure and tissue damage.
Therefore, we assessed the expression of nitric oxide synthase (NOS) isoforms in the kidney, as
well as the effects of nNOS inhibition on renal injury, inflammation and oxidative stress in the
female mRen2.Lewis rat (mRen), a model of salt-sensitive hypertension. We find that a high salt
diet (HS, 4% sodium) significantly reduced endothelial NOS mRNA (2.6 fold) and protein (1.5
fold) but increased nNOS mRNA (2.4 fold) and protein (1.9 fold) in the renal cortex of these
animals. Immunostaining for nNOS also appeared higher in macula densa and cortical tubules of
the HS rats. Circulating nitrate and nitrite levels were reduced, as well as the tissue levels of the
NOS co-factor tetrahydrobiopterin (BH,4). Cortical markers of oxidative stress (4HNE, 8-OH-
deoxyguanosine) and fibrosis were increased; however, mMRNA levels of the NAD(P)H oxidase
components NOX4, p22phox and p47phox were reduced. Chronic treatment with the nNOS
inhibitor L-VVNIO did not influence SBP after 4 weeks but significantly attenuated albuminuria,
renal fibrosis, inflammation and indices of oxidative stress. We conclude that an increase in nNOS
expression in conjunction with reduced levels of cortical BH4 may stimulate oxidative stress and
renal injury in the salt-sensitive female mRen2.Lewis rat.
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Introduction

Salt-sensitivity is a risk factor for cardiovascular disease and renal injury (1). Although the
mechanisms underlying salt-dependent increases in blood pressure and tissue damage
remain equivocal, dysregulation of the nitric oxide (NO) system may be a contributing
element (2). Typically nitric oxide (NO) formation increases in response to high salt intake
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to facilitate sodium excretion and maintain normal blood pressure in the salt resistance state
(3,4). However, both clinical and experimental data reveal that a salt-sensitive increase in
blood pressure is associated with a failure to increase NO that may promote sodium
retention, hypertension and renal damage (5-7). The formation of NO is catalyzed by at least
three NO synthase (NOS) isoforms that include type I (heuronal or nNOS), type 1l
(inducible or iNOS) and type 111 (endothelial or eNOS). All three NOS isoforms have been
detected in the kidney and their expression is influenced by a high salt diet in several salt-
sensitive models, although the expression of iNOS is more variable (8-9). Chronic eNOS
inhibition or eNOS knockout mice express a salt-sensitive phenotype typified by an increase
in blood pressure and renal damage in response to a high salt diet (11). In comparison,
inhibition of renal NNOS enhances the tubuloglomerular feedback response in animals
maintained on a normal salt diet (5,12). The nNOS isoform is reported to exert a tonic
inhibitory influence on renin release from juxatglomerular cells (5,12). In addition to the
regulation of NOS expression, the bioavailability of NO is influenced by endogenous tissue
levels of the NOS inhibitor asymmetric dimethylarginine (ADMA\), posttranslational
modifications of NOS and the availability of the substrate L-arginine, as well as coupling to
the co-factor tetrahydrobiopterin (BH,4) which determines the extent of NO versus
superoxide (SO) production (13).

Our previous studies in the female hypertensive mRen2.Lewis, a model of tissue renin
expression and angiotensin Il (Ang I1)-dependent hypertension, demonstrated differential
expression of eNOS and nNOS isoforms following estrogen depletion (ovariectomy, OVX);
renal expression of iNOS was not detected. In both the kidney and heart, nNOS was
increased in the OV X-mRen2.Lewis and chronic treatment with the selective nNOS
inhibitor N°-(1-Imino-3-butenyl)-L-ornithine (L-VNIO) significantly reduced blood pressure
(14,15). Administration of L-VNIO in the OVX-mRen2.Lewis also improved cardiac
diastolic dysfunction and attenuated oxidative stress within the heart (16). Moreover,
exogenous supplementation with the co-factor BH, yielded similar cardiac effects (17).
Taken together with the reduction in BH,4 levels in the heart, increased nNOS may
contribute to oxidative stress rather than NO via an uncoupling mechanism in estrogen-
depleted mRen2.Lewis rats.

In addition to estrogen sensitivity, the female mRen2.Lewis is characterized as a salt-
sensitive strain and chronic maintenance on a high salt diet markedly exacerbates the
hypertension, increases cardiac fibrosis and promotes diastolic dysfunction, as well as
proteinuria and albuminuria (15,18). In contrast, the male mRen2.Lewis does not exhibit an
increase in systolic blood pressure in response to salt although proteinuria and
angiotensinogen excretion are increased (19,20). Since few studies have addressed the role
of NOS isoforms, particularly nNOS in female salt-sensitive rats, we investigated the
influence of a high salt on the expression of the NOS enzymes in the kidney of the intact
female mRen2.Lewis. In addition, we determined the influence of long-term treatment with
the nNOS inhibitor L-VNIO on blood pressure, renal injury, and oxidative stress within the
kidney of the intact female congenics.

Experimental animals

Hemizygous female mRen2.Lewis rats weighing 90-100 g at the age of 4 weeks were
obtained from the congenic colony of the Hypertension and Vascular Research Center of
Wake Forest School of Medicine. Rats were kept in an AALAC-approved facility with a 12
h light: dark cycle (lights on 6:00 am to 6:00 pm) and were randomly assigned to study
groups with five to seven animals per group. Animals were fed a high salt diet (8% sodium
chloride, Harlan Teklab, Madison, WI) starting at 5 weeks of age. To investigate the role of
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nNOS, high salt fed rats were divided into two groups: untreated or systemically treated with
the selective nNOS inhibitor, N (1-Imino-3-butenyl)-L-ornithine (L-VNIO) to achieve a
target dose of 0.5 mg/kg/day (Alexis Biochemicals, San Diego, CA) (14); the treatment
started at 11 weeks of age and continued for 4 weeks. L-VNIO was diluted in saline and
administered intraperitoneally via an osmotic minipump (28 day, 2.5ul/h; model 2ML4,
ALZA Corp. Palo Alto, CA, USA). The dose of the L-VNIO was chosen based on several
previous in vivo studies that demonstrated functional in vivo effects of the inhibitor (14,21).
Drug delivery was verified by measuring the residual volume of each pump at the end of the
study. L-VNIO is a selective and potent nNOS inhibitor (K; of 100 nM) exhibiting over 100-
fold lower affinity for eNOS and iNOS isoforms (K; of 12 .M and 60 M, respectively)
(22). Urine was collected in metabolic cages over a 24-h period at the end of the study. At
15 weeks of age, rats were decapitated and the trunk blood was collected for serum. Renal
cortical tissue was used to quantify the mRNA and protein of NOS isoforms, biopterin
profile, and the mRNA of NAD(P)H oxidase subunits. For all experiments, right kidney was
used for mRNA and protein detection by reverse transcriptase real-time polymerase chain
reaction (RT real-time PCR) and Western blot hybridization, respectively, while left kidney
was used for immunohistochemical staining. All procedures were approved by the Wake
Forest School of Medicine IACUC for animal care.

Blood pressures

Systolic blood pressure (SBP) was measured weekly in trained rats (mean of 5
determinations per data point) using the automated tail-cuff system (Narco Bio-systems,
Houston, TX, USA) after warming the rats under slight restraint.

RNA isolation and RT real-time PCR assay

RNA was isolated from renal cortex tissue and RT real-time PCR was performed as
previously described (14). The primer/probe sets for all genes used in the study were
purchased from Applied Biosystems (Lexington, KY). All reactions were performed in
triplicate and 18S ribosomal RNA, amplified using the TagMan Ribosomal RNA Control
Kit (Applied Biosystems, Lexington, KY) served as an internal control. The results were
quantified as Ct values, where Ct is defined as the threshold cycle of PCR at which
amplified product is first detected, and expressed as the ratio of target to control.

Western blot hybridization

Soluble and membrane fractions of renal cortex (50 g of the total protein) were prepared
for the detection of NOS isoforms by Western blot hybridization as described 14. Purified
mouse nNOS (1:2000), eNOS (1:500), and iNOS (1:2000) antibodies were purchased from
Transduction Laboratories (Lexington, KY). The data were quantified using densitometry
(MCID software); the results were expressed as arbitrary units of intensity, and normalized
to EF1-a protein intensities as described (14). The appropriate positive controls: human
endothelial cells lysates for eNOS, rat cerebrum cell lysate for nNOS, and mouse
macrophage IFNA/LPS lysate for iNOS were used.

Masson's trichrome staining and pathology scoring

Paraffin-embedded kidney sections (5p.m) were stained with Masson's trichrome method for
identifying collagen fibers. The total area of collagen deposition was identified in 12
sections of the digitized images from each kidney (n=3-4 in each group) and measured as the
collagen-to-field ratio using Adobe Photoshop 7.0. The same tissue sections were scored by
a pathologist from the Experimental Pathology Laboratories, Inc. (Charlottesville, VA) blind
to the individual groups (23). The following criteria were used to diagnose renal injury: for
glomerulosclerosis - increased collagen deposition within the glomerular or periglomerular
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area; for vascular smooth muscle cell hyperplasia— changes in the cellularity/organization of
layers observed in arteries; for interstitial fibrosis- an increased amount of collagen between
tubules; greater degrees of fibrosis were graded higher if more parenchyma was involved;
for interstitial inflammation - the increased number of mononuclear cells within interstitium;
for tubular dilation - tubules considerably dilated beyond the normal diameter. Each lesion
was given a grade using a 5-point grading scale: grade 1 = minimal, grade 2 = mild, grade 3
= moderate, grade 4 = marked, grade 5 = severe. The data are reported as injury scores
calculated as a product of a lesion's severity grade and the incidence.

Immunohistochemical methods

Kidney paraffin-embedded 5-pum sections were stained using the Avidin Biotin Complex
(ABC) method. The staining for all proteins required antigen retrieval treatment with sodium
citrate buffer (pH 6.0) at 90-95°C for 30 min. Sections were incubated with the following
primary antibodies: rabbit polyclonal affinity purified nNOS (dilution: 1:400; BD
Biosciences, San Diego, CA); rabbit polyclonal 4-hydroxy-2-nonenal Michael Adducts (4-
HNE; dilution: 1:15,000; Calbiochem, La Jolla, CA); monoclonal CD68 (dilution: 1:100;
Chemicon, Temecula, CA); monoclonal 8-hydroxy-2-deoxy guanosine (8-OHdG; dilution:
1:100; JalCA, Japan); and secondary biotinylated goat anti-rabbit or anti-mouse antibody
(dilution: 1:500; Vector Laboratories, Burlingame, CA). For increased visualization of
nuclei for 8-OHdG immunostaining, DAB nickel enhancement kit was followed by eosin
staining. The stained sections were examined under a light microscope and photographed
with a 1394 FireWare™ Digital camera and SimplePCI (Version 6) software. Images of 4-
HNE staining were analyzed using Adobe Photoshop 7.0 in 12 sections from each kidney
(n=3-4 in each group) and the data are reported as relative intensity units. The CD68- or 8-
OHdG-positive cells were counted using automated counting software (Image Pro 6.3;
MadiaCybernatics, Bethesda, MD, USA) in 7 sections from each kidney (n=4 in each
group). The data for CD68 and 8-OHdG are reported as a number of positive cells per 200x
area.

Metabolic urinary parameters

Serum and urinary creatinine was measured by a Quantichrom™ Creatinine Assay Kit
(Bioassay Systems, Hayward, CA). Creatinine clearance was calculated from its urinary
excretion rate divided by serum concentration and the data were expressed as ml per min.
Urinary albumin was determined by an enzyme immunoassay (SPI-BIQO), and expressed as
daily excretion.

Nitrate and nitrite concentrations (NOx)

The levels of NOx were measured in the serum using a Griess assay (Nitrate/nitrite
colorimetric assay kit; Alexis Biomedicals, San Diego, CA).

Tetrahydrobiopterin (BH,) levels

BH, content was determined by HPLC with fluorescence detection in renal cortical tissue
from NS and HS rats as described by Chen and colleagues (24). Dihydrobiopterin (BH») and
oxidized biopterin were subtracted from total biopterins to calculate BH,4 concentration.

Statistical Analysis

All measurements were expressed as the mean =+ standard error of the mean (SE). Changes
between NS and HS groups or HS and HS-L-VNIO were calculated by the unpaired t-test
(GraphPad Prism IV plotting and statistical software, San Diego, CA).
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As reported previously in intact female mRen2.Lewis rats, chronic feeding of a HS diet was
associated with a significant increase in systolic blood pressure [137 £ 3 vs. 203 £ 4 mmHg,
p<0.05] proteinuria [3.5 £ 0.3 vs. 6.4 + 0.7 mg/day, p<0.05] and albuminuria [1.8 £ 0.1 vs.
2.4 £ 0.3 mg/day, p<0.05], but reduced creatinine clearance [0.89 + 0.15 vs. 0.54 + 0.06 ml/
min, p<0.05] (18). The biochemical assessment of this cohort revealed a significant
reduction in cortical eNOS protein expression and eNOS mRNA levels (Figure 1). However,
nNOS protein expression and nNOS mRNA levels were significantly increased in the HS-
fed mRen2.Lewis rats (Figure 2). Immunohistochemical staining for nNOS also appeared
higher in the HS group with staining evident in the macula densa and cortical proximal and
distal tubules (Figure 2). Both mRNA and protein for the iNOS were undetectable in the
cortex of either the NS or HS mRen2.Lewis rats (data not shown). Circulating nitric oxide
metabolites (NOXx) were significantly reduced in the HS rats [NS: 22.8 + 2.9 vs. HS: 8.9 £
1.8; p<0.05, n=5-7].

In lieu of the increase in renal NNOS expression, we administered the selective nNOS
inhibitor L-VNIO to a second cohort of HS-fed mRen2.Lewis rats by osmotic minipump for
4 weeks and compared the responses to an untreated HS group of littermates. The time-
course of systolic blood pressure in response to the L-VNIO in the HS group versus an
untreated HS group is shown on Figure 3. At 11 weeks of age there was no difference in
blood pressure between the HS and HS-L-VNIO groups. L-VNIO significantly reduced
blood pressure at week 13 (*p<0.05), but did not alter systolic blood pressure at week 12, 14
or at the end of the study at week 15 [week 15, HS-L-VNIO: 212 + 8 vs. HS: 206 £ 5
mmHg; p>0.05, n=5-7]. L-VNIO significantly reduced the extent of albuminuria [HS-L-
VNIO: 7.9 £ 0.8 vs. HS: 109.4 + 37.6 mg/kg/day; p<0.05, n=6] and normalized creatinine
clearance [HS-L-VNIO: 0.9 £ 0.1 vs. HS: 0.4 = 0.1 ml/min; p<0.05, n=5] by the end of the
study. Circulating NOx did not change following L-VNIO administration [HS-L-VNIO: 5.6
+ 0.8 vs. HS: 8.9 + 1.8 pM; p>0.05, n=5]. The administration of L-VNIO was associated
with a significant improvement in renal injury (Table 1), reduced total collagen area (Figure
4) and lowered the kidney-to-body weight ratio [HS-L-VNIO: 4.4 £ 0.2 vs. HS: 5.3 £ 0.3 g,
p<0.05, n=5]. Associated with the reduction in fibrosis, CD68-positive (monocytes and
macrophages) cell abundance was significantly reduced by L-VNIO in the HS group [HS-L-
VNIO: 7.7 £ 1.8 vs. HS: 36.8 + 5.8; p<0.05] (Figure 5). The nNOS inhibitor markedly
reduced the intensity of the lipid peroxidation product, 4-HNE [HS-L-VNIO: 0.49 + 0.03 vs.
HS: 0.60 + 0.01; p<0.05, n=4] (Figure 6A-C) and the number of cells positive for the
oxidative DNA marker, 8-OHdG [HS-L-VNIO: 432 £ 62 vs. HS: 929 + 135.5; p<0.05, n=4]
(Figure 6D-F) in the renal cortex of HS rats. Since a high salt diet promotes the uncoupling
of NOS and the generation of reactive oxygen species (13), we assessed the NOS co-factor
BHy in the renal cortex of the HS mRen2.Lewis. Total cortical levels [biopterin, BHy, BHy4]
as well as BH,4 alone were significantly reduced in the HS fed mRen2.Lewis rats (Figure 7).
The analysis also reveals that BHy is the predominant form in the cortex and that other
species [biopterin, BH,] were not altered by the salt diet (Figure 7). Finally, we determined
whether components of the NAD(P)H oxidase system were altered following the HS diet as
an alternative source of reactive oxygen species within the kidney. As shown in Figure 8, the
mRNA levels for, p22Phox pa7Phox and NOX4 were significantly lower in the HS
mRen2.Lewis as compared to the NS group.

Discussion

The results of the present study suggest that an increase in nNOS expression in conjunction
with reduced BH,4 content within the kidney may promote oxidative stress in the intact
female mRen2.Lewis rat. Treatment with the nNOS inhibitor L-VNIO was associated with
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reduced glomerular, tubular, and interstitial renal injury in the HS-fed female congenic rats,
as well as attenuated the degree of renal inflammation and oxidative stress independent of
significant changes in systolic blood pressure. Although we cannot discount other direct
actions of L-VNIO such as potential antioxidant effects, these data suggest that the
development of renal injury in the salt-sensitive female mRen2.Lewis may reflect an
uncoupling of nNOS and subsequent production of oxidative stress accompanied by renal
inflammation.

The female mRen2.Lewis rat maintained on a chronic high salt diet exhibit a marked
increase in blood pressure, proteinuria and albuminuria (15,18). The mechanisms of salt-
induced hypertension and renal injury in the female mRen2.Lewis rat are currently
unknown; however, similar to other salt-sensitive models, renal cortical eNOS was
significantly reduced. The downregulation of eNOS may contribute to the decrease in NO
and exacerbation of blood pressure by mechanisms that include reduced vasodilation and
enhanced Ang Il1-dependent vasoconstriction in the kidney (25). Indeed, eNOS null mice are
hypertensive and exhibit salt-sensitive increases in blood pressure (11). Reduced eNOS may
also contribute to renal injury due to its role in tubular survival and response to tubular
injury (26-28). Furthermore, deletion of eNOS in mice results in glomerular abnormalities
and tubular cell death (26).

In contrast to the reduction in eNOS, the high salt diet increased nNOS in the renal cortex.
The increase in NNOS immunostaining was most evident in macula densa and renal cortical
tubules of the kidneys of the female mRen2.Lewis. Our findings differ with previous studies
in which high salt attenuated nNNOS expression in the renal cortex of male normotensive rats
(29). Apart from sex differences, the salt influence on cortical NNOS may reflect the salt-
sensitive phenotype of the mRen2.Lewis strain in conjunction with an activated or
maintained RAS (18). The increase in nNOS in the female mRen2.Lewis does not appear to
be a compensatory response as chronic administration of the nNOS inhibitor for 4 weeks
markedly reduced renal injury and inflammation in the absence of changes in systolic blood
pressure at the end of the study. The attenuated renal inflammation was evident by the
reduction in the number of CD68 positive cells in the renal cortex. The infiltration of
inflammatory cells may not only initiate but also sustain the degree of injury in the kidney,
in part through the stimulation of Ang Il and oxidative stress (30).

As depicted in Figure 9, we speculate that the mechanism for the renoprotective effects of
the nNOS inhibitor may reflect a reduction in oxidative stress. Renal 4-HNE and 8-OHdG
staining were reduced in the renal cortex following nNOS inhibitor treatment. The BHy
content was also markedly reduced in the renal cortex of the female mRen2.Lewis
maintained on the HS diet. VVasquez-Vivar and colleagues report that nNOS generates SO
rather than NO in a process that is tightly regulated by the availability of the co-factor BH,4
(31). In the female mRen2.Lewis, nNOS-induced SO may well contribute to oxidative stress
in the renal cortex. Although there are potentially various sources of ROS within the cell, the
assessment of the NAD(P)H oxidase system within the renal cortex revealed reduced mMRNA
levels of NOX4, p22PhoX and pa7PhoX following HS intake. NOX4 is the major NAD(P)H
isoform in the kidney while p22P"X and p47PhoX are required components for the assembly/
activation of the NAD(P)H oxidase complex to form SO or H,0, (32,33). We cannot
completely exclude the possibility of renal eNOS inhibition by the administration of L-
VNIO, particularly if eNOS is uncoupled as well by high salt. Taylor et al. (13) find that the
depletion of BH4 by high salt may uncouple eNOS in the renal medulla of the male Dahl
salt-sensitive rat. However in our study, eNOS protein expression was reduced with high salt
and its contribution to NO or SO (provided eNOS is uncoupled as well) is likely to be
attenuated. The lack of an effect on blood pressure by L-VNIO may also reflect the selective
inhibition of nNOS and attenuation of oxidative stress-induced ROS formation (Figure 9).
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L-VNIO exhibits a 100-fold lower affinity for eNOS and iNOS in comparison to nNOS (22).
In male Sprague-Dawley rats on a normal salt diet, acute administration of L-VNIO
significantly attenuated NO levels (30-40%) in cortical and medullary regions of the kidney
(34). Sears et al (35) report that the increase in sarcoplasmic reticulum calcium was similar
between L-VNIO-treated cardiomyocytes from wild-type mice and myocytes isolated from
nNOS knockout mice using a dose comparable to the Ki value for nNOS. Altogether, these
findings argue for the specificity of L-VNIO to attenuate nNOS; however, we cannot rule
out the possibility that the inhibitor may exhibit other actions in vivo, albeit these appear to
be renoprotective in this salt-sensitive strain. Furthermore, we did not assess BH4 content
following L-VNIO treatment which, if increased, may contribute to NO production via
coupled eNOS. It is important to emphasize that we did not directly measure NOS-
dependent generation of SO and NO in the kidney of the HS rats or following chronic
administration of the nNOS inhibitor; additional studies are required to validate our
hypothesis on the salt-induced uncoupling of nNOS and ROS generation. Moreover, the use
of other nNOS inhibitors or antioxidants may be warranted to compare their in vivo effects,
although nNOS inhibitors such as 7-nitroindazole and S-methyl-thiocitrulline exhibit less
selectivity than L-VNIO (36).

Our data support evidence that the extent of tissue or renal injury at the end of the study may
be independent from changes in blood pressure. Tinel (37) reported that losartan reduced
blood pressure but not renal hypertrophy, TGF-B, or collagen expression in the kidneys of
the Dahl salt-sensitive rat. Nishiyama et al. (38) found that reduction in cortical collagen
content following candesartan treatment was not associated with lower blood pressure in the
male Dahl salt-sensitive rats. Reckelhoff and colleagues also note significant male-female
differences on the contribution of oxidative stress to an increase in blood pressure in various
hypertensive strains (39). However, the slight reduction in systolic blood pressure at week
13 may contribute to the overall reduction in albuminuria and renal injury following
administration of L-VNIO in female mRen2.Lewis. Additional studies using /n vivo
telemetry assessment of 24 hour blood pressure are necessary to distinguish potential
changes in pressure and renal injury. Finally, the present studies with the nNOS inhibitor in
the salt-sensitive mRen2.Lewis rat were performed only in intact females and the response
in the male congenics is not known. There are marked sex differences in this hypertensive
strain, particularly regarding the salt-dependent exacerbation of blood pressure and the
extent of renal injury (18, 20). Additional studies are required to establish whether the male
mRen2.Lewis exhibit similar renoprotective effects to the nNOS inhibitor.

Conclusions

The present findings demonstrate that chronic treatment with the nNOS inhibitor L-VNIO
conveys renoprotection independent of changes in blood pressure in the salt-sensitive female
mRen2.Lewis strain. In this model, salt-sensitivity is associated with the differential
expression of NOS isoforms within the kidney, as well as reduced tissue levels of BH,. The
increase in cortical NNOS coupled with lower BH,4 content may lead to increased oxidative
stress and inflammation within the kidney. The demonstration of the renal protective effects
of the nNOS inhibitor may provide an additional treatment regimen in salt-dependent tissue
damage. We conclude that the development and maintenance of high salt-induced renal
injury is likely a multi-factorial event that may not be amenable to a single therapeutic
regimen. In the high salt fed female mRen2.Lewis rat, the regulatory mechanisms involved
in the exacerbation of hypertension and renal injury appear distinct. However, renal
inflammation and tubulointerstitial injury may reflect a significant contribution of NNOS and
formation of ROS within the kidney.
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Figurel1. The effect of high salt (HS) on renal cortical eNOSin the female mRen2.Lewisrat

The mRNA data were expressed as the ratio of the target gene to 18 S rRNA. Data are mean
+ SE; *p<0.05 compared to NS group; n=6-7. Western blot analysis data are expressed as
the ratio of protein to EF-1a. Data are mean * SE; *p<0.05 compared to normal salt (NS)
group; n=6-7.
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Figure 2. The effect of high salt (HS) on renal cortical NNOSin the female mRen2.Lewisrat
Left panel. The mRNA data were expressed as the ratio of the target gene to 18 S rRNA.
Data are mean + SE; *p<0.05 compared to NS group; n=6-7. Western blot analysis data are
expressed as the ratio of protein to EF-1a. Data are mean = SE; *p<0.05 compared to NS
group; n=3-4. Right panel Immunohistochemical distribution of nNOS in the renal cortex
from the normal salt (NS) and the high salt (HS) fed groups. The nNOS immunoreactivity
was localized to macula densa (MD) in the NS group and to MD (black arrow) and cortical
tubules in the HS group. Magnification: 400x%.
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Figure 3. The effect of the nNOS inhibitor L-VNIO on systolic blood pressurein the high salt
(HS) female mRen2.Lewisrats

L-VNIO was given via intraperitoneal osmotic mini-pumps for 4 weeks starting at 11 week
of age. The systolic blood pressure (SBP) data are shown as mean + SE; *p<0.05 compared
to HS group; n=6 in each group.
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Figure 4. Collagen deposition in the renal cortex of the female mRen2.Lewisrat

Collagen shown in light blue color was evident primarily in the periglomerular, glomerular,
perivascular as well as interstitial areas of the renal cortex of the high salt (HS) female
mRen2.Lewis rat (panel A) in comparison to L-VNIO (panel B). Magnification: 400x. Panel
C: The analysis of total collagen deposition in the renal cortex. Data are mean = SE; n=4 in
each group; *p<0.05 vs. high salt (HS) group.
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Figure 5. ThenNOS inhibitor L-VNIO reduces CD68-positive cellsin therenal cortex of the high
salt (HS) female mRen2.Lewisrat

The CD68-positive cells were localized predominantly to the tubulointerstitial space of the
renal cortex. The cell abundance was determined by counting the number of positively
stained cells per 200x area using an automated software analysis (Image Pro 6.3;
MadiaCybernatics, Bethesda, MD, USA) (Panel C). Data are mean = SE; *p<0.05 vs. HS
group; n=4 per group. Pictures shown as magnification 400x.
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Figure 6. The nNOS inhibitor L-VNIO reduces oxidative stress markerswithin therenal cortex
of the high salt (HS) female mRen2.L ewisrat

Panel markers: 4-hydroxy-2-nonenal Michael adducts (4-HNE) (panels A, B, and C) and 8-
hydroxy-2-deoxy guanosine (8-OHdG) (panel D, E, and F) in the renal cortex of the female
mRen2.Lewis rat. The intensity of 4-HNE staining was quantified by Adobe Photoshop.
Data are mean + SE; *p<0.05 vs. HS; n=3-4. The number of 8-OHdG-positive nuclei in the
renal cortex was counted with the automated counting software (Image Pro 6.3;
MadiaCybernatics, Bethesda, MD, USA). Data are mean + SE; *p<0.05 vs. HS group; n=4

per group.
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Figure 7. Renal cortical levels of tetrahydrobiopterin (BH4) arereduced in the high salt (HS) fed

femalemRen2.Lewisrat

Top panel: total biopterin levels [Biopterin, BH,, BH,4]. Middle panel B: BH,4 content.
Bottom panel: Biopterin, BH,. Data are mean * SE; *p<0.05 compared to normal salt (NS)

group; n=5 in each group.

J Cardjovasc Pharmacol. Author manuscript; available in PMC 2013 June 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Yamaleyeva et al.

45-

w
T

—
a
1

[per 200x area]

*

CD68 positive cells

o
1

HS  HS-L-VNIO

Page 18

Figure 8. Gene expression of NAD(P)H oxidase componentsarereduced in the high salt (HS) fed

femalemRen2.Lewisrat

The mRNA for p22PhoX (top panel), p47Pho% (middle panel) and NOX4 (bottom panel) in the
renal cortex are expressed as the ratio of the target gene to 18S ribosomal RNA (rRNA).

Data are mean + SE; *p<0.05 vs. normal salt (NS) group; n=5-7.
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Figure 9. Putative scheme for theinfluence of high salt on nNOS and oxidative stresswithin the
renal cortex of themRen2.Lewisrat

High salt may induce oxidative stress in the renal cortex by increasing nNOS expression but
reducing the cofactor BH, which may uncouple nNOS and increase superoxide production
(0O27). High salt also reduces eNOS expression which may contribute to lower levels of nitric
oxide (NO) and salt-dependent hypertension. The nNOS inhibitor L-VNIO may attenuate
the nNOS-dependent formation of O," to reduce renal fibrosis, inflammation, albuminuria,
and renal hypertrophy without altering blood pressure.
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Table 1
ThenNOS Inhibitor L-VNIO Reduces Renal Injury Scores of the High Salt Female
mRen2.L ewis Rats

Renal Indices High Salt | High Salt + L-VNIO
Interstitial fibrosis 150 + 28 56 + 19*
Glomerulosclerosis 150 + 28 6.3+6.3*
Tubular dilation 125+ 25 6.3+6.3*
VSMC hyperplasia 25+ 14 25+ 14
Interstitial Inflammation | 150 + 28 56 + 19*

Lesions were given a graded by a 5-point scale: grade 1 = minimal, grade 2 = mild, grade 3 = moderate, grade 4 = marked, grade 5 = severe. The
data are reported as injury scores calculated as a product of a lesion's severity grade and the incidence;
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#p<0.05 vs. HS group.
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