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1. ABSTRACT

Elevated levels of the endogenous ouabain (EO), a
closely related isomer of ouabain, are implicated in rat and
human hypertension and in related cardiovascular
complications. The pathogenetic mechanisms through
which EO affects the cardiovascular system involve the
modulation of the renal Na/lK-ATPase, implicated in rena
tubular sodium reabsorption, and the activation of signal
transduction pathways, promoting the transcription of
growth-related genes. Experimental and clinical evidence
on rats and humans stimulated the pharmacological
research for developing novel anti-hypertensive agents able
to antagonize the cellular and molecular alterations
mediated by EO. Among them, the digitoxigenin derivate,
PST 2238, has been selected for its ability to antagonize the
ouabain-induced effects on blood pressure and organ
hypertrophy at ora doses of ng/kg/day in vivo. The
pharmacological selectivity and safety of PST 2238
suggests that the compound may be effective for the
treatment of those forms of hypertension in which renal
sodium  handling  aterations and  cardiovascular
complications are associated with increased production of
EO.
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2. INTRODUCTION

Cardiac glycosides exert their pharmacological
action by binding to the extracellularly exposed recognition
sites on Na/K-ATPase, an integral membrane protein that
establishes the electrochemical gradient of Na' and K*
across the plasma membrane (1). The phylogenic
conservation of isoform-specific regions involved in
digitalis binding within Na/lK-ATPase (2) in distantly
related species has led to the proposal that an endogenous
counterpart to the plant cardiac glycoside might exist in
mammals and that Na/K-ATPase represents its functional
receptor. Accordingly, evidence has been collected over the
years providing that mammalian fluids and tissues contain
distinguishable biologically active Na/K-ATPase inhibitors
whose levels might be regulated under physiological and
pathological conditions (3-12). Purification and mass
spectral analysis have led to the identification of two major
endogenous compounds in mammals, structurally related to
plant ouabain (endogenous ouabain, EO) (3-6, 10, 11) and
bufodienolides (8, 9).

The existence of distinct endogenous inhibitors of
Na/K-ATPase is in accordance with the hypothesis that
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they may be functionaly involved as tissue-specific
regulators of the different Na/K-ATPase isoforms (13) and
that they may be independently regulated by peculiar
stimuli.

3. ENDOGENOUS OUABAIN, SALT AND BLOOD
PRESSURE INTERACTIONS

For many years, our group has been involved in
the attempt to elucidate the molecular mechanisms leading
to hypertension. The strategy has included studies of renal
function and cellular, biochemica and molecular
characterization (14-19) of a genetic hypertensive rat model
(the Milan hypertensive rats, MHS) (15-17, 19) and an
experimental model of hypertensive rats (OS), in which
hypertension has been induced by a prolonged infusion of
low doses of ouabain into normotensive rats (20, 21).
Elevated levels of ouabain / EO that circulate in mammals
at concentrations in the sub-nanomolar range (6, 20, 22)
and mutations of the gene coding for the cytoskeletal
protein, adducin (17, 18), have been identified as common
genetic-molecular mechanisms underlying the development
of hypertension in MHS rats, as well as in a subgroup of
hypertensive patients (22-24). The increased ouabain / EO
levels and adducin mutations associate with enhanced
expression and activity of apha 1 Na/K-ATPase both in
vivoin rend tubuli of OS (21) and MHS rats (19, 25) and in
cultured rena cells, either exposed to sub-nanomolar
concentrations of ouabain (21) or transfected with the
mutated adducin genetic variant (18). Also, hypertensive
patients carrying the adducin mutations or increased EO
levels, show alteration of renal sodium reabsorption due to
activation of a proxima tubular mechanism (22, 24).
Recent published data are in accordance with our findings
since nanomolar concentrations of ouabain have been
demonstrated to induce a stimulatory effect on Na-K pump
in human artery endothelial cells (26).

The precise molecular mechanism underlying the
increased surface expression of Na/K-ATPase induced by
either ousbain or adducin in renal cels is under
investigation. Recent findings suggest that this alteration is
associated with an increased residential time of Na/K-
ATPase on plasma membrane (27), as a consequence of a
reduced rate of endocytosis through clathrin-coated vesicles
(28). Furthermore, adducin has been shown to directly
interact and stimulate Na/K-ATPase activity in a cell free-
system (29). Although the mutations in rat and human
adducin occur at different sites, the mutated adducin from
both species shows a higher affinity for Na/K-ATPase as
compared to the corresponding wild-type variant (29).
Therefore, the over-expression of renal NaK pump
represents a common biochemical alteration induced by
both sub-nanomolar ouabain and adducin in rats and
humans. Taken together, these findings support the
proposal that ouabain / EO and adducin contribute to the
increased renal tubular sodium reabsorption, and
consequently to the raise of blood pressure in rats (19, 21)
aswell asin humans (22-24).

We have recently demonstrated (30) that sub-
nanomolar ouabain in vitro activates a Src-dependent
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tyrosine phosphorylation of rat renal alpha 1 Na/K-ATPase,
associated with an increase of Na/K-ATPase activity and
appearance of a high-affinity binding site for ouabain. In
vivo, after a prolonged infusion of low doses of ouabain
into rats (0S), this ouabain-induced Na/K-ATPase
activation occurs in the restricted membrane subdomains of
caveolae. Under our experimental conditions, ouabain
favors the enrichment of Na/K-ATPase in caveolae and
triggers the downstream signaling pathway via the
Src/EGFr/ERK module (30). In this physiological context,
since the Na/K-ATPase pool localized within caveolae
retains a catalytic activity, it may contribute to the in vivo
hypertensinogenic activity of EO / ouabain, participating to
the increased renal tubular sodium reabsorption (21). These
findings also explain the reason why ouabain, at sub-
nanomolar concentrations, can produce rena effects in an
ouabain-resistant species, such as rats, where only the
aphal Na/K-ATPase isoform with a low-affinity for
ouabain (10* M) has been detected in kidneys.

The view that low ouabain / EO concentrations
can favor hypertension by activating the Na/K-ATPase at
renal level is apparently in contrast with the origina
hypothesis of deWardener (31) and Blaustein (32),
supporting that EO is a natriuretic hormone secreted to
counterbalance conditions of volume expansion and salt
loading. Along this traditional view, recent data from Liu et
al. (33) have demonstrated that in LLC-PK1 cells, derived
from an ouabain high-affinity species, a prolonged
exposure to 5x10® M ouabain for 12h causes a decrease in
plasmalemma Na/K-ATPase activity and abundance. This
effect is mediated through the stimulation of a clathrin-
dependent endocytosis of a Na/K-ATPase/Src/EGFr/PI3K
complex. The Authors propose this mechanism to explain
the reduction of the proximal tubular sodium reabsorption
induced by the ‘endogenous Na/K-ATPase inhibitor’ in
vivo (33). To reconcile these data with ours, it might be
proposed that EO / ouabain has a bimodal action on Na/K-
ATPase, depending upon the concentrations:. low
concentrations stimulate while higher concentrations inhibit
the overall Na/K-ATPase activity at the plasma membrane.
Infact, in our studies on rat renal cells (21), the stimulatory
effect of ouabain was observed after a prolonged exposure
to 10" M - 10 M ouabain, concentrations that are 6-7
order of magnitude lower than the ouabain inhibitory 1Cs,
of rat renal alpha 1 Na/K-ATPase (10* M) while, at 107 M,
a concentration that is 3 order of magnitude lower than the
I Cso, ouabain causes an inhibition of Na/K-ATPase (21). In
Liu's study (33), ouabain has been used at a concentration
of 5x10® M, that is 1/20th of the acute ouabain inhibitory
ICs0in LLC-PK1 cells, thus being within the concentration
range that inhibits the Na/K-ATPase activity.

The ouabain-induced stimulatory, or inhibitory
effect, on Na/K-ATPase activity may be related to the
confinement and anchoring of Na/K-ATPase to different
membrane compartments. As a conseguence, ouabain may
regulate the rate of membrane cycling of Na/K-ATPase,
either by increasing or decreasing the NaK pump
residential time on plasma membrane. Evidence has been
provided that ouabain favors the recruitment of a Src-
activated Na/K-ATPase complex either to caveolae
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signaling sub-domains (30) or to clathrin vesicles (33).
Although it is dtill unclear how low or high ouabain
concentrations may switch the molecular control of the
Na/K-ATPase trafficking, a differential targeting of Na/K-
ATPase might result in opposite effects. While it is well
established that clathrin vesicles are involved in the
endocytosis process of Na/K-ATPase (33), participating to
the detoxification mechanism consequent to high ouabain
concentrations (34), only recent findings have shed light on
the possible contribution of caveolae subdomains to the
process of stabilization and activation of Na/K-ATPase on
cell membrane (30).

Further observations derived from rat and human
studies have contributed to the understanding of the
molecular mechanism of EO in vivo in relation to salt
balance. Our group has demonstrated that an acute and
chronic restriction of salt intake, but not an acute salt
loading, is responsible for a significant rise of plasma EO
in humans (22) and in MHS rats (Ferrandi M, personal
communication). These findings suggest that EO, at
circulating sub-nanomolar concentrations, does not behave
like a natriuretic hormone in vivo but rather participates to
the conservation of body sodium. Therefore, EO may be
involved in the re-establishment of the hydro-saline
homeostatic equilibrium, through its ahbility to enhance
renal Na/K-ATPase activity (21).

Furthermore, a recent study has approached the
complex interplay among EO, sdt intake and blood pressure in
a generd population a large (35). A sgnificant interaction
between EO and urinary sodium excretion has been reported in
relation to blood pressure. At moderate sat intake, higher
levels of EO appear to be associated with higher levels of
blood pressure. Conversely, a higher salt intake, an opposte
relationship is observed (35). Based on these recent findings it
appears that a complex, dthough not fully eucidated,
relationship exists between EO and the homeostatic regulation
of blood pressure in response to changesin sdt intake.

4. ENDOGENOUS OUABAIN AS A RISK FACTOR
FOR CARDIAC AND RENAL COMPLICATIONS

In approximately 30% of patients with
uncomplicated essential hypertension, plasma EO levels
are increased (36). Patients with high levels of EO show
an increase of left ventricle mass index and stroke
volume with a decrease of heart rate as compared to
subjects with normal EO levels (36). However, in the
advanced phases, plasma EO levels are inversely
corrlated with  stroke volume (37) and, in
cardiomyopathic patients, are inversely correlated with
gjection fraction and associated with negative prognostic
values (38). These recent findings, obtained on
hypertensive subjects investigated at different stages of
the disease, together with others (9-11, 39, 40), indicate
that EO, in addition to directly influencing blood
pressure, may be involved in the development of
cardiovascular complications (hypertrophy, heart failure,
myocardial infarction), associated with hypertension. EO
may therefore play a novel and direct role in vivo as a
pro-hypertrophic hormone and thus may affect
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cardiovascular function and structure being responsible
for a cardiac remodeling that contributes to an increased
risk of morbid events.

Recent studies carried out on cultured rat
cardiomyocytes and renal tubular cells are in agreement
with this proposal since they have provided evidence that
ouabain behaves like a growth-promoting hormone (41,
42). These findings indicate that ouabain, by binding to
Na/K-ATPase, activates a complex intracellular
signaling cascade via the Src-EGFr-ERK pathway that
finally promotes the transcription of growth-related
genes involved in the hypertrophic response.

In order to provide a direct demonstration that
the ouabain / Na/lK-ATPase signaling effects in cultured
cells are also relevant for the cardiovascular effects of
EO in vivo, we have evaluated the effects of a chronic
infusion of a low dose of ouabain in OS rats (30), as
previousy mentioned. Ouabain, a sub-nanomolar
concentrations, causes in vivo, besides hypertension,
cardiac and rena hypertrophy (30). At molecular level,
ouabain hypertrophic effect has been related to the
enrichment of aphal, betal, gammaa Na/K-ATPase
subunits in the caveolae subdomains, together with the
activation of the Src-EGFr-ERK signaling pathway. The
effects of ouabain appear to occur through the interaction
with the high-affinity NalK-ATPase binding site detected in
caveolae (30). These findings reinforce the origina
hypothesis that ouabain in vivo, even a sub-nanomolar
concentrations, may confer asignal transduction function to
Na/K-ATPase.

5. ENDOGENOUS OUABAIN AS A TARGET FOR A
NOVEL THERAPEUTICAL APPROACH

The role of EO in the pathophysiology of
hypertension and related cardiac and renal complications
opened a new pharmacological field aimed at developing a
novel class of antihypertensive agents able to antagonize
the functional and molecular effects produced by EO and
adducin both in rat and human hypertension. Along this
line, our research group has synthesized and screened
hundreds of origina molecules. One of these molecules,
PST 2238 (21, 25, 43-45), has been selected and developed.
At oral doses of ng/kg/day, PST 2238 reduces blood
pressure and normalizes renal Na/K-ATPase activity in the
experimental OS (21) and genetic MHS rats (25).

The selective ability of PST 2238 to correct the
EO and adducin-dependent alterations of Na/K-ATPase has
been further proven in cultured renal cells either exposed to
sub-nanomolar ouabain concentrations or transfected with
the mutated adducin variant (21, 25). In these cells, PST
2238 normalizes the Na/K-ATPase function by re-
establishing the normal internalization process of Na/K-
ATPase via clathrin-coated vesicles (27). Furthermore, it

does not affect the Na/K-ATPase activity and its
endocytotic processin normal control cells.
Interestingly, PST 2238 displays an

antihypertensive activity in other rat models, such as the
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deoxycorticosterone acetate-salt and the reduced renal mass
hypertensive rats (43), both characterized by volume
expansion, low renin and increased EO levels. The
selectivity of the antihypertensive effect of PST 2238 is
sustained by the absence of activity on blood pressure and
renal Na/K-ATPase in normotensive rats (21, 25) and in
SHR rats (44), a model in which EO (46) seems not to be
involved in the etiology of the disease.

In addition to its ability to antagonize the ouabain
pressor effect, PST 2238, administered to OS rats at oral
doses of ng/kg/day, also reverts the ouabain-induced
cardiac and renal hypertrophy. The compound prevents the
ouabain binding to the high-affinity site of alpha 1 Na/K-
ATPase within rat rena caveolae and thus interrupts the
ouabain-activated signaling pathway mediated by the Src /
EGFr / ERK module (30).

The pharmacological selectivity of PST 2238 is
further supported by the absence of interaction, both in vivo
and in vitro, with a panel of receptors involved in blood
pressure regulation or hormonal homeostasis control and by
the lack of undesired cardiac and hormonal effects, typical
of digitalis or diuretics, including cardiac pro-inotropic or
arrhythmogenic activity and the stimulatory effect on the
RAS and lipidic and glucidic asset (44, 45).

Safety represents a further peculiar characteristic
of PST 2238, as demonstrated by a safety ratio in animal
models higher than 1:10000 (44) and a good tolerability in
phase 1 clinical studiesin healthy volunteers.

Phase 2 clinical studies are currently in progress.
In a preliminary study on 42 never-treated hypertensive
patients, PST 2238, given at 0.5 mg/day for three months,
significantly reduces blood pressure. Despite the small
sample size, PST 2238 efficacy seems to be influenced by
the level of salt intake and by the polymorphism of the
genes coding for adducin and the enzymes involved in EO
biosynthesis (Manunta P, Tripodi G, unpublished data).

6. CONCLUSIONS AND PERSPECTIVE

A bulk of experimental and clinical evidence
supports the notion that EO plays a pathogenetic role in
hypertension and related organ complications. These
effects occur through a complex interaction between
genetic — molecular mechanisms regulating renal sodium
reabsorption and the environmental variable of salt intake.
A new therapeutic approach based on tailored drugs (47)
able to treat selectively individual patients carrying these
specific pathogenetic mechanisms is now developing and
represents an innovative pharmacological strategy for the
treatment of hypertension.

7. REFERENCES

1. Jorgensen P.L.: Mechanism of the Na-K pump. Protein
structure and conformation of the pure Na/K-ATPase.
Biochim Biophys Acta 694, 27-68 (1982)

2475

2. Presdey T.A.: Phylogenic conservation of isoform-
specific regions within alpha subunit of Na/K-ATPase. Am
JPhysiol 262, C743-C751 (1992)

3. Hamlyn JM., M.P. Blaustein, S. Bova, D.W. DuCharme,
D. Harris, F. Mandel: Identification and characterization of
a ouabain-like compound from human plasma. Proc Natl
Acad i 88, 6259-6263 (1991)

4. Hamlyn JM., Z. Lu, P. Manunta, JH. Ludens, K.
Kimura, J. Shah, J. Laredo, J. Hamilton, M. Hamilton, B.
Hamilton: Observations on the nature, biosynthess,
secretion and significance of endogenous ouabain. Clin and
Exper Hypertension 20 (5& 6), 523-533 (1998)

5. Kawamura A., J. Guo, Y. Itagaki, C. Bell, Y. Wang, G.
Haupert, S. Magil, R. Gallagher, N. Berova, K. Nakanishi:
On the structure of endogenous ouabain. Proc Natl Acad
i 96, 6654-6659 (1999)

6. Ferrandi M., P. Manunta, S. Balzan, J.M. Hamlyn, G.
Bianchi, P. Ferrari: Ouabain-like factor quantification in
human tissues and plasma: comparison of two independent
assays. Hypertension 30, 886-896 (1997)

7. Goto A., K. Yamada, M. Ishii, M. Yaoshioka, T. Ishiguro,
C. Eguchi, T. Sugimoto: Purification and characterization
of human urine-derived digitalis like factor. Biochem
Biophys Res Commun 154, 847-853 (1988)

8. Fedorova O.V., P.A. Doris, A.Y. Bagrov: Endogenous
marinobufagenin-like factor in acute plasma volume
expansion. Clin Exp Hypertens 20, 581-591 (1998)

9. Fedorova O.V., M.I. Tala, N.I. Agalakova, E.G. Lakatta,
A.Y. Bagrov: Coordinated shifts in Na/lK-ATPase isoforms
and their endogenous ligands during cardiac hypertrophy
and failure in NaCl-sensitive hypertension. J Hypertension
22, 389-397 (2004)

10. Bazan S., D. Neglia, S. Ghione, G. D'Urso, M.C.
Badacchino, U. Montai, A. L’'Abbate: Increased
circulating levels of ouabain-like factor in patients with
asymptomatic left ventricle dysfunction. Eur J Heart
Failure 3, 165-171 (2001)

11. D’Urso G., S. Frascardli, S. Balzan, R. Zucchi, U.
Montali: Production of ouabain-like factor in normal and
ischemic rat heart. J Cardiov Pharmacol 43, 657-662
(2004)

12. Schneider R, R. Antolovic, H. Kost, B. Sich, U. Kierch,
M. Tepel, W. Zidek, W. Schoner: Proscillaridin A
immunoreactivity: its purification, transport in blood by a
specific binding protein and its correlation with blood
pressure. Clin Exp Hypertens 20, 593-600 (1998)

13. Lingrel JB., J. Orlowski, M.M. Shull, EMM. Price:
Molecular genetics of Na/lK-ATPase. Prog Nucl Acid Res
38, 37-89 (1990)

14. Ferrari P., G. Bianchi: Lessons from experimental
genetic hypertension. In: Hypertension, Pathophysiology,
Diagnosis and Management. Eds: Laragh JH, Brenner BM.
Raven Press, Ltd, New York 74, 1261-1280 (1995)

15. Bianchi G., U. Fox, G.F. Di Francesco, A.M.
Giovanetti, D. Pagetti: Blood pressure changes produced by
kidney crosstransplantation between  spontaneously
hypertensive rats and normotensive rats. Clin Sci Mol Med
47, 435-448 (1974)

16. Ferrari P., D. Cus, B.R. Barber, C. Barlassina, G.
Vezzoli, L. Duzzi, E. Minotti, G. Bianchi: Erythrocyte
membrane and renal function in relation to hypertension in



EO in hypertension and cardiovascular disease

rats of the Milan hypertensive strain. Clin Si 63, 61s-64s
(1982)

17. Bianchi G., G. Tripodi, G. Casari, S. Salardi, B.R.
Barber, R. Garcia, P. Leoni, L. Torielli, D. Cusi, M.
Ferrandi, L.A. Pinna, F.E. Baralle, P. Ferrari: Two point
mutations within the adducin genes are involved in blood
pressure variation. Proc Natl Acad Sci 91, 3999-4004
(1994)

18. Tripodi G., F. Valtorta, L. Toridlli, E. Chieregatti, S.
Sdlardi, L. Trusolino, A. Menegon, P. Ferrari, P.C.
Marchisio, G. Bianchi: Hypertension — associated point
mutations in the adducin apha and beta subunits affect
actin cytoskeleton and ion transport. J Clin Invest 97, 2815-
2822 (1996)

19. Ferrandi M., G. Tripodi, S. Salardi, M. Florio, R.
Modica, P. Barassi, P. Parenti, A. Shainskaig, S. Karlish, G.
Bianchi, P. Ferrari: Rena NaK-ATPase in genetic
hypertension. Hypertension 28, 101-1025 (1996)

20. Manunta P., A.C. Rogowski, B.P. Hamilton, JM.
Hamlyn: Ouabain-induced hypertension in the rat:
relationship among plasma and tissue ouabain and blood
pressure. J Hypertension 12, 549-560 (1994)

21. Ferrari P., L. Toridli, M. Ferrandi, G. Padoani, L.
Duzzi, M. HForio, F. Conti, P. Médlloni, L. Vesci, N.
Corsico, G. Bianchi: PST 2238: a new antihypertensive
compound that antagonizes the long-term pressor effect of
ouabain. J Pharmacol Exp Ther 285, 83-94 (1998)

22. Manunta P., E. Messaggio, |. Balabeni, M.T.
Sciarrone, C. Lanzani, M. Ferrandi, JM. Hamlyn, D. Cusi,
F. Galletti, G. Bianchi: Plasma ouabain-like factor during
acute and chronic changes in sodium balance in essentia
hypertension. Hypertension 38, 198-203 (2001)

23. Cus D., C. Barlassina, T. Azzani, G. Casari, L.
Citterio, M. Devoto, N. Glorioso, C. Lanzani, P. Manunta,
M. Righetti, R. Rivera, P. Stella, C. Troffa, L. Zagato, G.
Bianchi: Polymorphism of alphaadducin and salt
sensitivity in patients with essential hypertension. Lancet
349, 1353-1357 (1997)

24. Manunta P., M. Burnier, M. D’Amico, L. Buzzi, M.
Maillard, C. Barlassing, G. Lanella, D. Cusi, G. Bianchi:
Adducin polymorphism affects rend proxima tubule
resbsorption in hypertension. Hypertension 33, 694-697 (1999)
25. Ferrari P., M. Ferrandi, G. Tripodi, L. Torielli, G. Padoani,
E. Minotti, P. Mdloni, G. Bianchi: PST 2238: a new
antihypertensive compound that modulates NalK-ATPase in
genetic hypertension. J Pharmacol Exp Ther 288, 1074-1083
1999

(26. S)aunders R., G. Scheiner-Bobis; Ouabain stimulates
endothelid release and expression in human endothelia cells
without inhibiting the sodium pump. Eur J Biochem 271,
1054-62 (2004)

27. Toridli L., G. Padoani, P. Tarsini, F. Conti, G. Bianchi, P.
Ferrari: Adducin may affect the residentid time of the Na-K
pump on plasma membrane. Europ J Cell Biol 79 suppl. 52,
EL SO Proceedings, Abs 164 (2000)

28. Efendiev R.,, RT. Krmar, G. Ogimoto, J. Zwiller, G.
Tripodi, A.l. Katz, G. Bianchi, CH. Pedemonte, A.M.
Bertorello: Hypertension-linked mutation in the adducin alpha
subunit leads to higher AP2-mu2 phosphorylation and
impaired Na/K-ATPase trafficking in response to GPCR
signals and intracellular sodium. Circ Res 95, 1100-1108
(2004)

2476

29. Ferrandi M., S. Salardi, G. Tripodi, P. Barass, R.
Goldslager, P. Manunta, P. Ferrari, G. Bianchi, S. Karlish:
Evidence for an interaction between adducin and Na/K-
ATPase: relation to genetic hypertension. Am J Physiol
277, H1338-1349 (1999)

30. Ferrandi M., |I. Molinari, P. Barassi, E. Minotti, G.
Bianchi, P. Ferrari: Organ hypertrophic signaling within
caveolae membrane subdomains triggered by ouabain and
antagonized by PST 2238. J Biol Chem 279, 33306-33314
(2004)

31. deWardener H.E., G.A. MacGregor: Dahl’s hypothesis
that a saluretic substance may be responsible for a
sustained rise in arterial pressure: its possible role in
hypertension. Kidney Int 18, 1-9 (1980)

32. Blaustein M.P.: Sodium ions, calcium ions, blood
pressure regulation and hypertension: a reassessment and a
hypothesis. Am J Physiol 232, C165-C173 (1977)

33.LiuJ, R. Kesiry, S. Periyasamy, D. Malhotra, Z. Xie, J.
Shapiro: Ouabain induces endocytosis of plasmalemmal
Na/K-ATPase in LLC-PK1 cells by a clathrin-dependent
mechanism. Kidney International 66, 227-241 (2004)

34. Will P.C., JW. Longworth, E.T. Broke, J.S. Cook.
Analysis of intracellular drug (ouabain) sequestration as a
mechanism of detoxification. Mol Pharmacol 13, 161-172
(2977)

35. Wang J,, J. Staessen, E. Messaggio, T. Nawrot, R.
Fagard, JM. Hamlyn, G. Bianchi, P. Manunta: Salt,
endogenous ouabain and blood pressure interactions in the
general population. J Hypertension 21, 1475-81 (2003)

36. Manunta P., P. Stella, R. Rivera, D. Ciurlino, D. Cusi,
M. Ferrandi, J.M. Hamlyn, G. Bianchi: Left ventricle mass,
stroke volume and ouabain-like factor in essential
hypertension. Hypertension 34, 450-456 (1999)

37. Pierdomenico S., A. Bucci, P. Manunta, R. Rivera, M.
Ferrandi, JM. Hamlyn, D. Lapenna, F. Cuccurullo, A.
Mezzetti: Endogenous ouabain and hemodynamic and left
ventricle geometric patterns in essential hypertension. Am
J Hypertension 14, 44-50 (2001)

38. lacovidllo M., R. Vuolni, R. Romita, V. De Luca, P.
Manunta, E. Messaggio, F. Massari, G. Bianchi, M.V.
Pitzalis, P. Rizzon: Prognostic value of endogenous

ouabain  plasma levels in idiopathic  dilated
cardiomyopathy. Italian Heart Jvol 2, suppl 6, Abstract
C346 (2001)

39. Gottlieb S.S., A. Rogowski, M. Weinberg, C. Krichten,
B. Hamilton, JM. Hamlyn: Elevated levels of endogenous
ouabain in patients with congestive heart failure.
Circulation 86, 420-425 (1992)

40. Delva P., M.A. Devynch, M. Degan, M.G. Pernollet,
M. Carraroli, C. Capra, A. Steele, A. Lechi: Plasma levels
of an endogenous Na-K pump inhibitor in relation to
haemodynamic data in cardiopathic patients. Clinical
Science 81, 23-29 (1991)

41. XieZ., A. Askari: Na/K-ATPase asasigna transducer.
Eur J Biochem 269, 2434-2439 (2002)

42. Haass M., H. Wang, J. Tian, Z. Xie: Src-mediated inter-
receptor cross-talk between the Na/K-ATPase and the
epidermal growth factor receptor relays the signal from
ouabain to mitogen-activated protein kinases. J Biol Chem
277, 18694-18702 (2002)

43. Quadri L., G. Bianchi, A. Cerri, G. Fedrizzi, P. Ferrari,
M. Gobbini, P. Méelloni, S. Sputore, M. Torri: 17 beta-



EO in hypertension and cardiovascular disease

(3Furyl)-5 beta androstane 3 beta, 14 beta, 17 adpha triol
(PST 2238). A very potent antihypertensive agent with
novel mechanism of action. J Med Chem 40, 1561-1564
(1997)

44. Ferrari P., M. Ferrandi, L. Toridli, G. Tripodi, P.
Mélloni, G. Bianchi: PST 2238: a new antihypertensive
compound that modulates Na/K-ATPase and antagonizes
the pressor effect of OLF. Cardiovascular Drug Reviews
17, 39-57 (1999)

45, Ferrandi M., P. Barassi, E. Minotti, L. Duzz, I.
Molinari, G. Bianchi, P. Ferrari: PST 2238 a new
antihypertensive compound that modulates renal Na-K
pump function without diuretic activity in Milan
Hypertensive rats. J Cardiovascular Pharmacology 40,
881-889 (2002)

46. Doris P.A. Ouabain in plasma from spontaneous
hypertensive rats. Am J Physiol 266, H360-H364 (1994)

47. Ferrari P., G. Bianchi: Genetic mapping and tailored
antihypertensive therapy. Cardiovasc Drugs and Ther 14,
387-395 (2000)

Key Words: Endogenous Ouabain, Hypertension, Genetic,
rat, Na', K*, ATPase, Hypertrophy, Adducin, Review

Send correspondence to: Dr Mara Ferrandi, Prassis sigma-
tau Research Ingtitute, Via Forlanini 3, 20019 Settimo
Milanese, Milano, Italy, Tel: 39-02-3357911, Fax: 39-02-
33500408, E-mail: mara.ferrandi @prassis.it

http://www.bioscience.org/current/vol10.htm

2477



