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Abstract

Inappropriate Na* reabsorption by thick ascending limbs (THALS) induces hypertension. Nitric
oxide (NO) produced by NO synthase type 3 (NOS3 or eNOS) inhibits NaCl reabsorption by
THALSs. Tumor necrosis factor alpha (TNF-a) decreases NOS3 expression in endothelial cells and
contributes to increases in blood pressure. However, the effects of TNF-a on THAL NOS3 and
the signaling cascade are unknown. TNF-a activates several signaling pathways including Rho/
Rho kinase (ROCK) which is known to reduce NOS3 expression in endothelial cells. Therefore,
we hypothesized that TNF-a decreases NOS3 expression via Rho/ROCK in rat THAL primary
cultures. THAL cells were incubated with either vehicle or 1 nmol/L TNF-a for 24 hrs and NOS3
expression was measured by Western blot. TNF-a decreased NOS3 expression by 51+6%
(0<0.002) and blunted stimulus-induced NO production. A 10-minutes treatment with TNF-a
stimulated RhoA activity by 60+23% (p<0.04). Inhibition of Rho GTPase with 0.05 ug/mL C3
exoenzyme blocked TNF-a-induced reductions in NOS3 expression by 30+8% (p<0.02).
Inhibition of ROCK with 10 pmol/L H-1152 blocked TNF-a-induced decreases in NOS3
expression by 66+15 % (p<0.001). Simultaneous inhibition of Rho and ROCK had no additive
effect. Myosin light chain kinase, NO, protein kinase C, mitogen-activated kinase kinase, c-Jun
amino terminal kinases and Rac-1 were also not involved in TNF-a-induced decreases in NOS3
expression. We conclude that TNF-a decreases NOS3 expression primarily viaRho/ROCK in rat
THALSs. These data suggest that some of the beneficial effects of ROCK inhibitors in hypertension
could be due to the mitigation of TNF-a-induced reduction in NOS3 expression.
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Introduction

Thick ascending limbs (THALS) reabsorb 20 to 30% of the filtered NaCl load and contribute
to the maintenance of the renal corticomedullary osmotic gradient!. Increased NaCl
reabsorption by this nephron segment induces salt-sensitive hypertension?:3. Conversely,
NO produced by NO synthase type 3 (NOS3, endothelial NOS or eNOS) inhibits CI-
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transport by THALs? and thus leads to natriuresis. Activation of NOS3 by physiological
stimulators such as luminal flow®, endothelin-1° and angiotensin 117 is mediated by
phosphatidylinositol triphosphate kinase (PI3K) and phosphatidylinositol 3,4,5-triphosphate
(PIP3). NOS3 activity is also modulated by hormones, cytokines, mechanical stress and
oxygen tension8. Changes in NOS3 activity can be caused by changes in NOS3
expression®9, phosphorylation1? or both!1. Because reduced NOS3 levels results in
enhanced Na* retention by the kidney and elevated blood pressure!?, studying the factors
that decrease NOS3 expression is of physiological relevance.

Tumor necrosis factor alpha (TNF-a) is a pro-inflammatory cytokine elevated in
hypertension3-15 and heart failure!. Angiotensin Il stimulates TNF-a release by THALs’
and TNF-a mediates part of the increase in blood pressure in angiotensin 11-dependent
hypertension1819, TNF-a also plays a role in the elevation of blood pressure caused by
insulin resistance2 and systemic lupus erythematosus?L.

Part of the pro-hypertensive actions of chronic elevations of TNF-a appears to be due to
reductions in NO produced by NOS320. TNF-a decreases NOS3 expression in adipocytes,
myocytes?2 and endothelial cells?324. However, whether TNF-a reduces NOS3 expression
in the THAL has not been studied.

TNF-a activates several intracellular signaling cascades. These include protein kinase C
(PKC)25, myosin light chain kinase (MLCK)Z6, mitogen-activated protein kinase kinase
(MAPKK)?27, c-Jun amino terminal kinases (JNK)28 and Rac-12%. Contrary to the chronic
effects, acute treatment with TNF-a increases NO production39 and enhances the activity of
Rho GTPase and Rho kinase (ROCK)?2. The latter two pathways can reduce NOS3
expression31-34. On one hand we have shown that angiotensin 11 decreases NOS3 expression
in THALs via peroxynitrite3 and thus its inhibition depends on NO. On the other hand,
hypoxia and thrombin reduce NOS3 expression via Rno/ROCK in endothelial cells33:34,
Reductions in NOS3 expression by high glucose were prevented by blocking both
peroxynitrite and ROCK activity in endothelial cells.3> Therefore, we hypothesized that
TNF-a decreases NOS3 expression via Rho/ROCK in THALS.

Primary cultures of medullary THALs (NTHALS)

All protocols involving animals were approved by the Institutional Animal Care and Use
Committee (IACUC) of Henry Ford Hospital. The composition of physiological saline used
was (in mmol/L) 130 NaCl, 2.5 NaH,POy, 4 KClI, 1.2 MgS0Qy,, 6 D/L-alanine, 1 trisodium
citrate, 5.5 glucose, 2 calcium dilactate, and 10 HEPES. The solution was adjusted to 320 +
3 mosmol/kgH,O with mannitol and was pH 7.4 at room temperature. Rat mTHALS primary
culture were generated as previously described3. In the first protocol, forty hours after cells
were seeded they were treated either with vehicle (DMEM/F12 medium) or 1 nmol/L TNF-
a (Sigma) for 24 hrs. In subsequent experiments mTHALS were seeded in 4 wells; 1)
vehicle, 2) TNF-a, 3) inhibitor alone and 4) inhibitor plus TNF-a. Cells were pre-incubated
with the desired inhibitor or vehicle 1 hour before adding vehicle or TNF-a.. When Rho was
inhibited, cells were pre-treated with exoenzyme C3 transferase or vehicle for 12 hours
before stimulating them with TNF-c.

Drugs concentration and source

please see online supplement material at http://hyper.ahajournals.org.
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Western blot analysis

NOS3 expression was measured as previously described3! with some modifications (please
see online supplement material http://hyper.ahajournals.org). One set of samples (i.e.
vehicle, TNF-a, inhibitor, inhibitor plus TNF-a.) were loaded using a single gel so each
experiment had its own control.

RhoA GTPase activation

RhoA GTPase was measured using the colorimetric G-LISA RhoA activation assay
biochemical kit from Cytoskeleton Inc (Denver, CO). Briefly, aliquots of mTHALSs
suspensions were seeded in 24 wells plate (150 pg/well) in DMEM/F12 media. Tubules
were incubated at 37°C and 95/5% 0,/CO,, for 4 hours. Tubules were then treated for O or
10 min with 1 nmol/L TNF-a and RhoA activity was measured as described by the
manufacturer protocol and detailed in online supplement material (please see http://
hyper.ahajournals.org).

Measurement of NO Production by Fluorescence Microscopy

NO was measured before and after treatment with PIP3 in mTHAL cells cultured on glass
coverslips and previously treated with either vehicle of TNF-a for 24 hours (please see
online supplement material at http://hyper.ahajournals.org).

In experiments where the acute effect of TNF-a on NO production was measured, mMTHALS
were isolated from 100 to 150 g male Sprague Dawley rats as previously described36,
Tubules were held between glass pipettes at 4 °C in a chamber designed for live cell
imaging on the stage of an inverted microscope as done routinely in our laboratory3® and
detailed in supplement material (please see http://hyper.ahajournals.org).

Statistical analysis

Results

Results are expressed as percentage of control + standard error. Data was analyzed by the
Biostatistics and Research Epidemiology Department from Henry Ford Hospital. In some
experiments ANOVA was used with post hoc testing. When multiple pair-wise comparisons
were done, a procedure for multiple tests of significance was applied using Hochberg’s
significance limits3”.

To begin testing our hypothesis that TNF-a decreases NOS3 expression in mTHALS we
first treated rat mTHAL primary cultures with either vehicle or 1 nmol/L TNF-a for 24
hours. TNF-a reduced NOS3 expression by 51 + 6% (Figure 1; n=5, p<0.002) compared to
controls. When corrected by p-tubulin, the effect of TNF-a was 51 + 8% (n=5 p<0.003).
These data indicate that TNF-a decreases NOS3 expression in mTHALS.

Next, we tested whether TNF-induced decreases in NOS3 expression resulted in impaired
NO production. PIP3 was used to stimulate NOS3°-/. In vehicle treated cells, NO production
increased from 4.83 + 0.56 fluorescence units (FU)/min to 7.01 £ 0.68 FU/min in response
to PIP3 (p<0.02, n=6, Figure 2A). In contrast, in cells treated for 24 hrs with TNF-a., PIP3
did not significantly increase NO production (basal: 5.24 £ 0.75 vsPIP3: 5.69 + 0.86, n=6
Figure 2B). These data indicate that chronic exposure to TNF-a reduces stimulus-induced
NO production by mTHALS.

TNF-a has been shown to activate RhoA GTPase in tubular?’ and endothelial cells 38.
Therefore, we next tested whether TNF-a increased RhoA activity in mTHALSs. Basal RhoA
activity was 0.520 + 0.038 OD, acute treatment with TNF-a (10 min) increased RhoA
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activity to 0.816 + 0.090 OD (A= 60 *+ 23%, n=4 p<0.04, Figure 3). These data indicate that
TNF-a stimulates RhoA GTPase activity in mTHALSs. Therefore, we tested whether TNF-a
decreased NOS3 expression via Rho by incubating cells with 0.05 pg/mL exoenzyme C3
transferase. Figure 4 shows that Rho inhibition blocked TNF-a-induced decreases in NOS3
expression by 30 + 8% (n=7 p<0.02 vs TNF-a) whereas treatment with C3 exoenzyme did
not significantly affect basal NOS3 expression (A= 14 + 15% vsvehicle n=7). These data
suggest that TNF-a reduces NOS3 expression via Rho GTPase.

Active Rho binds and activate ROCK, thus we tested whether ROCK mediated TNF-a.’s
effect on NOS3 expression. Figure 5 shows that TNF-a alone decreased NOS3 expression
by 56 £ 7% (n=6, p<0.001). Inhibition of ROCK with 10 wmol/L H-1152 blocked TNF-a.-
induced reductions in NOS3 expression by 66 £ 15 % (n=6, p<0.01 vs TNF-a alone).
ROCK inhibitor alone did not significantly affect basal NOS3 expression (A=19 + 11% vs
vehicle n=6). Lower and higher concentrations of the inhibitor were tested; however, the
ability to blunt TNF-a-induced inhibition was the same. These data indicate that TNF-a
reduces NOS3 expression in part via activation of ROCK. In addition, concomitant
inhibition of RhoA and ROCK did not have an additive effect, indicating that RhoA and
ROCK are part of the same signaling cascade (please see online supplement material at
http://hyper.ahajournals.org).

NO can decrease NOS3 expression via peroxynitrite formation 3. Therefore, we next tested
whether TNF-a acutely increased NO production by isolated mTHALS. Treatment with
TNF-a increased NO production from -0.153 £+ 0.116 FU/min to 0.408 + 0.071 FU/min
(Figure 6; n=5; p<0.02) whereas vehicle treatment did not significantly affect NO
production (basal NO production: -0.020 + 0.103 FU/min; vehicle treatment 0.065 + 0.040
FU/min; n=4). These data indicate that similar to angiotensin Il, TNF-a acutely stimulates
NO production by mTHALS.

Next, we tested whether the TNF-a-induced reductions in NOS3 expression was mediated
by NO by inhibiting NO production with L-NAME. TNF-a alone decreased NOS3
expression by 48 + 6% (n=4, p<0.001 vsvehicle); however, L-NAME (4 mmol/L) did not
block the effect of TNF-a. on NOS3 expression (A= -43 + 5% vsvehicle, Figure 7). L-
NAME treatment did not affect basal NOS3 expression. Thus, NO, and therefore
peroxynitrite, did not appear to mediate TNF-a-induced reductions in NOS3 expression.

Finally, we tested a number of other signaling cascades. These pathways have been shown
to: 1) be activated by TNF-a; or 2) play a role in NOS3 expression. Inhibition of MLCK,
PKC, MAPKK, JNK, JAK or Rac-1 did not prevent TNF-a from decreasing NOS3
expression (please see online supplement material at http://hyper.ahajournals.org).

Discussion

We hypothesized that TNF-a decreases NOS3 expression via RhoA GTPase and its
associated ROCK in mTHALSs. We found that: 1) chronically, TNF-a decreases NOS3
expression and NO production in rat mTHAL cells; 2) acutely, TNF-a activates RhoA
GTPase; 3) two thirds of the TNF-a-induced decrease in NOS3 expression was mediated by
the Rho/ROCK pathway; and 4) none of the several other signaling molecules we tested
could account for the remaining third including, NO, MLCK, PKC, MAPKK, JAK, JNK and
Rac-1.

We used primary cultures of mTHALS to avoid the systemic effects of TNF-a that could
confound our interpretation of the data. The concentration of TNF-a in the interstitium of
the outer medulla under physiological and pathophysiological conditions is unknown. Thus,
we used 1 nmol/L TNF-a., which is approximately the concentration produced by THALS
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stimulated with angiotensin 11 in vitro’. All the experiments using inhibitors had their own
paired controls to account for anticipated variability in the effect of TNF-a on NOS3
expression in primary cultures generated from different rats at different times.

The effect of TNF-a on NOS3 expression in mTHAL cells is similar to those shown by
other investigators studying different tissues. Valerio et al.22 reported that obesity caused a
reduction in NOS3 expression in white and brown fat tissue as well as in skeletal muscle due
to TNF-a.. Agnoletti et al.16 demonstrated that serum from patients with severe heart failure
had elevated levels of TNF-a compared to controls. Incubation of endothelial cells with
serum from those heart failure patients decreased NOS3 expression. This effect was reversed
by a TNF-a neutralizing antibody confirming the role of TNF-a. Finally, addition of TNF-a
to the media of cultured endothelial cells reduces NOS3 expression.23:24, However, to our
knowledge, the effect of TNF-a on NOS3 expression in renal epithelial cells had not been
previously reported.

MTHALS express all three NOS isoforms: NOS1, 2 and 339. NOS2 is constitutively active
and thus its activity is mainly dependent on its expression level4?. TNF-a has been shown to
increase NOS2 expression and thus activity in human umbilical vein endothelial cells 41.
However, we found that basal NO production was not elevated in mTHAL cells treated with
TNF-a for 24 hrs, indicating that NOS2 was not likely to be elevated. On the other hand,
NOS1 and NOS3 activity can be regulated independently of their expression40. In
mMTHALS, increases in NO production by luminal flow, endothelin-1 and angiotensin Il are
mediated by NOS3 and depend upon PI3K, PIP3 and Akt>. In line with the reduced NOS3
expression, PIP3-induced increases in NO production were blunted in mTHAL cells treated
with TNF-a for 24 hrs. These data indicate that chronic exposure to elevated levels of TNF-
a decreases NOS3 expression and blunts the ability of physiological stimuli to increase NO
production. These results are in agreement with those found by Valerio?2 and Goodwin 42 in
which TNF-a decreased NOS3 expression and NO production in fat, muscle and endothelial
cells.

Although the effect of TNF-a on NOS3 expression in non-renal cells has been widely
tested, data addressing the signaling pathway by which TNF-a impairs NOS3 expression are
scarce. Here we show for the first time that Rho/ROCK mediates most of the inhibitory
effect of TNF-a. on NOS3 expression in mTHALS. This conclusion was supported by four
lines of evidence. First, TNF-a increased RhoA GTPase activity, as shown by the increase
in GTP-bound RhoA levels. Second, exoenzyme C3 transferase, an inhibitor of Rho, blunted
the inhibitory effect of TNF-a.. Third, a ROCK inhibitor reduced the effect of TNF-a by
almost 70%. Finally concomitant inhibition of RhoA and ROCK had no additive effect.

Our finding that ROCK mediates the effects of TNF-a on NOS3 expression is unique.
Although ROCK mediates the decrease in NOS3 expression induced by high glucose 3°
hypoxia33 and thrombin34 in endothelial cells, there have been no other reports of this kinase
mediating TNF-a-induced reductions in NOS3 expression. Thus, our data suggest that TNF-
a, high glucose, hypoxia and thrombin utilize ROCK as a common pathway to decrease
NOS3 expression.

The fact that ROCK inhibition only accounted for 66% of TNF-a.’s effect on NOS3
expression is unlikely to be due to using too low of a concentration of the inhibitor. We used
a concentration that is several times the Ki and higher concentrations induced no further
blockade. To achieve maximal ROCK inhibition we used the compound H-1152. H-1152
has been shown to be more selective and potent than fausudil and Y-2763243. The lack of
complete blockade of TNF-a’s effect on NOS3 expression by ROCK inhibition is not
unique to our study. EI-Remessy et al. showed that in bovine endothelial cells high glucose
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reduced NOS3 expression by 39% and that treatment with a ROCK inhibitor blocked this
effect by about 70%°3°. Based on these findings, we sought other signaling pathways to
account for the remaining 34%.

We previously demonstrated that angiotensin 11 decreases NOS3 expression in mTHALS via
peroxynitrite3! and TNF-a induces protein-tyrosine nitration in endothelial cells 44. Our
data shows for the first time that TNF-a acutely increased NO production mTHALS.
However, contrary to angiotensin 11, inhibition of NO production did not prevent TNF-a
from reducing NOS3 expression in mTHALS. These results are similar to those found in
endothelial cells, where NO inhibition did not block TNF-a-induced destabilization of
NOS3 mRNA 45 nor TNF-a-induced reduction in NOS3 promoter activity*6. However, El-
Remessy et al. showed that high glucose and diabetes reduced NOS3 expression via
peroxynitrite and ROCK3° and both conditions have been shown to increase TNF-a

levels 47-49, Therefore, it is possible that high glucose and angiotensin 11 enhance
peroxynitrite formation leading to an increase in TNF-a release which in turn reduces NOS3
expression primarily via Rho/ROCK.

TNF-a can activate a number of other signaling cascades. Consequently we tested several of
them in a vain attempt to characterize the remaining 34% of TNF-a.’s actions that were
ROCK independent. Neither, MAPKK, PKC, Rac-1, JAK nor JNK appeared to play a role
in TNF-a-induced reductions in NOS3 expression.

In conclusion, we found that TNF-a reduces NOS3 expression primarily via RhoA GTPase
and ROCK in the mTHAL. MLCK, NO, PKC, MAPKK, JAK, JNK and Rac-1 were not
involved.

Perspectives

A correlation between TNF-a levels and elevated blood pressure has been demonstrated in
humans and in animals. In rodents, TNF-a blockade with pharmacologic inhibitors or
genetic manipulations blocks or delays the progression of hypertension in angiotensin I1-
infused animals, systemic lupus erythematosus, insulin resistance and preeclampsia. TNF-a
neutralizing drugs like etarnecept and infliximab are available for patients with chronic
inflammatory diseases and thus the effect of TNF-a blockade on hypertension in humans
could be studied. On the other hand, ROCK inhibitors like fasudil are currently used to treat
pulmonary hypertension and cerebral vasospasm and have beneficial effects on patients with
systemic hypertension and chronic heart failure. However, most of the studies employing
ROCK inhibitors have been focused on the vascular effects of those compounds whereas the
effects on the kidney remain largely unexplored. Our results indicate that these drugs would
improve renal function and decrease blood pressure by mitigating the effect of TNF-a on
NOS3 expression, elevating NO levels and thus enhancing natriuresis.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Novelty and Significance

We have shown for the first time that chronic elevation of TNF-a decreases NOS3
expression and blunts stimulus-induced NO production by the mTHAL. In addition, this
is the first report that identifies RhoA GTPase and ROCK as the main mediators of TNF-
a-induced decreases on NOS3 expression. NO produced by the mTHAL not only inhibits
mTHAL NaCl transport but also increases renal medullary blood flow. Elevated TNF-a
has been found in hypertension, heart failure and metabolic syndrome and treatment with
ROCK inhibitors reduces blood pressure and improves cardiac function in those settings.
Our findings could be extrapolated to other tissues and they suggest that some of the
beneficial effects of ROCK inhibitors in diseases where TNF-a is elevated could be due
to the restoration of NOS3 expression and activity.
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Figure 1. Effect of TNF-a in NOS3 expression in mTHALSs

Top: representative Western blot for NOS3 and the loading control B-tubulin. Bottom:

cumulative data (n=5).
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A. Basal and PIP3-induced NO production in mTHAL s cellstreated with A) vehicle or
B) TNF-a for 24 hrs(n=6).
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Figure 4. Effect of Rho GTPase blockade on TNF-a-induced decreasesin NOS3 expression in
mTHALSs
Top: representative Western blot for NOS3. Bottom: cumulative data (TNF-a vsvehicle

p<0.001; TNF-a vsC3+ TNF-a p<0.02; vehicle vsC3 not significant, n=7).
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Figure5. Effect of ROCK blockade on TNF-a-induced decreasesin NOS3 expression in
mTHALSs

Top: representative Western blot for NOS3. Bottom: cumulative data (TNF-a vsvehicle
p<0.001; TNF-a vsH-1152+ TNF-a p<0.001; vehicle vsH-1152, not significant, n=6).
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Figure 7. Effect of NOS inhibition on TNF-a-induced decreasesin NOS3 expression in mTHALS
Top: representative Western blot for NOS3. Bottom: cumulative data (TNF-a vsvehicle
p<0.003; TNF-a vsL-NAME + TNF-a not significant; vehicle vs L-NAME not significant;
n=4).
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