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Calcium ions (Ca 2+) trigger the contraction of vascular myocytes and
the level of free intracellular Ca2+ within the myocyte is precisely
regulated by sequestration and extrusion mechanisms. Extensive evidence indicates that a defect in the regulation of intracellular Ca2+
plays a role in the augmented vascular reactivity characteristic of
clinical and experimental hypertension. For example, arteries from
spontaneously hypertensive rats (SHR) have an increased contractile
sensitivity to extracellular Ca2+ and intracellular Ca2+ levels are elevated in aortic smooth muscle cells of SHR. We hypothesize that
these changes are due to an increase in membrane Ca2+ channel density
and possibly function in vascular myocytes from hypertensive animals. Several observations using various experimental approaches
support this hypothesis: 1) the contractile activity in response to
depolarizing stimuli is increased in arteries from hypertensive animals
demonstrating increased voltage-dependent Ca 2+ channel activity in
hypertension; 2) Ca2+ channel agonists such as Bay K 8644 produce
contractions in isolated arterial segments from hypertensive rats and
minimal contraction in those from normotensive rats; 3) intracellular
Ca2+ concentration is abnormally increased in vascular myocytes from
hypertensive animals following treatment with Ca2+ channel agonists
and depolarizing interventions, and 4) using the voltage-clamp technique, the inward Ca2+ current in arterial myocytes from hypertensive
rats is nearly twice as large as that from myocytes of normotensive rats.
We suggest that an alteration in Ca2+ channel function and/or an
increase in Ca 2+ channel density, resulting from increased channel
synthesis or reduced turnover, underlies the increased vascular reactivity characteristic of hypertension.
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Hypertension vs increased peripheral
resistance vs abnormalities of
vascular function
Hypertension is considered to be a multifactorial disease in which genetic and environmental factors, humoral and neural systems, and also intrinsic changes in the vasculature play a role. The disease in its established phase is characterized by a normal
cardiac output and an elevated total peripheral resistance (1,2) which is the major
indication that the vasculature plays an important role in maintaining high blood pressure.
Considering the possible mechanisms
which could account for the elevated peripheral resistance, a large number of studies
have paid special attention to structural and
functional abnormalities of the vasculature.
Increased vascular reactivity, i.e., increased
sensitivity to vasoconstrictor agents and increased smooth muscle force generation ability, hypertrophy and remodeling, development of spontaneous tone, the presence of
oscillatory contractile activity, and increased
ionic permeability of the plasma membrane
are some of the alterations observed in vessels from hypertensive animals (3-6). These
vascular structural and functional changes
are quite variable, and can be observed in
some models of hypertension, but not in
others, and in some vascular beds, when
other regional beds in the same animal do
not exhibit these abnormalities. Many factors may contribute to these particular vascular changes, including the primary cause
for the hypertensive state, development and
duration of the elevated blood pressure, the
species, age and gender of the animals, the
technique used to study the vascular change,
the regional location of the vascular bed,
and, in the case of vascular reactivity, the
stimulus employed (5,6).
Evidence of vascular structure abnormalities in hypertension and their possible contribution to increased vascular reactivity and,
Braz J Med Biol Res 30(3) 1997

consequently, to the elevated peripheral resistance has been extensively discussed
(for reviews, see 5-7). According to Folkow
(8,9), the increased peripheral resistance in
hypertension is associated with structural
changes, and the increased vascular reactivity could be explained as resulting from narrowing of the vasculature due to increased
media thickness which reduces the luminal
diameter of the resistance vessels. However,
some observations indicate that other factors
are involved in the vascular changes observed in hypertension. Abnormalities of
vascular function, i.e., altered excitation-contraction coupling, are considered to be an
alternative mechanism which could explain
the increased vascular reactivity in hypertension. For example, an increase in the
threshold sensitivity of the vascular smooth
muscle to vasoconstrictor agents cannot be
explained by structural alterations and more
likely reflects changes in the function properties of vascular smooth muscle (5). Furthermore, vessels from hypertensive animals
exhibit differences in relative sensitivity when
stimulated with different agonists (10), a
finding that does not fit Folkow’s hypothesis
and supports the idea that vascular functional abnormalities are involved in the increased vascular reactivity observed in hypertension.

Abnormalities of vascular function
vs Ca2+ handling
Since a rise in intracellular free Ca2+
concentration ([Ca2+]i) is the principal process that initiates contraction in vascular
myocytes (11), the maintenance of the steadystate [Ca2+]i is critically important to vascular smooth muscle cells (VSMCs) (12). The
sources of activator Ca2+ are both extracellular (ion channels in the plasma membrane)
and intracellular (ion channels in the sarcoplasmic reticulum) and their relative contribution to force development varies between
different arteries (13). Ca2+ channels can be
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subdivided into those whose opening probability is modulated by changes in the membrane potential, the voltage-operated Ca2+
channels (VOCs), and those whose opening
probability is primarily controlled by agonist-induced receptor activation (for reviews,
see 14,15). However, the actions of many
vasoactive agonists involve modulation of
the VOCs and in almost all myocytes the Ltype (long lasting) VOCs appear to be the
major route for Ca2+ entry (14).
Extensive evidence indicates that a defect in the regulation of [Ca2+]i plays a role in
the increased vascular reactivity in hypertension (16). The cellular mechanisms involved in abnormal Ca2+ handling in VSMCs
are numerous and include increased Ca2+
entry, decreased storage in subcellular fractions or decreased Ca2+ extrusion (16,17).
We will not discuss all the possible mechanisms involved in abnormal Ca2+ handling in
hypertension, but the reader will be mostly
referred to excellent overviews. Our specific
aim in this mini-review is to present evidence that changes in membrane Ca2+ channel density and function exist in VSMCs
from hypertensive animals. The major observations supporting this hypothesis have
been divided into four sections.
Contractile activity in response to
depolarizing stimuli is increased in arteries
from hypertensive animals demonstrating
altered voltage dependence of the Ca2+
channel in hypertension

Noon et al. (18) and Winquist and Bohr
(19) observed that arteries isolated from hypertensive rats maintain a spontaneous active tone in the resting state, which is abolished by the removal of external Ca2+ and by
Ca2+ channel blockers (20). Similarly, studies performed in aortic strips from DOCAsalt hypertensive rats have shown that when
these arteries are depleted of intracellular
Ca2+ stores, they contract when placed in
Ca2+-containing solution whereas normoten-

sive arteries do not. Under similar conditions, VSMCs isolated from the thoracic
aorta of DOCA-salt rats exhibit an increase
in [Ca2+]i while no changes are observed in
normotensive cells. Contractions and increases in [Ca2+]i do not occur in the presence of the Ca2+ channel antagonist, nifedipine (21). Other investigators have demonstrated that high concentrations of Ca2+ induce contractions in aortic segments from
spontaneously hypertensive rats (SHR) but
do not alter tone in those from normotensive
rats (3). On the other hand, Ca2+ channel
blockers are more effective in reducing blood
pressure and vasoconstrictor responses in
smooth muscle from hypertensive subjects
than in normotensive ones (22-24). From
these observations it has been suggested that
the Ca2+ permeability of the plasma membrane is increased in hypertension and that
the VOCs are involved in this abnormal Ca2+
influx.
Supporting this idea, an increased reactivity to KCl has been reported in vessels
from hypertensive rats (25-26). Soltis and
Field (27) observed that femoral arteries from
DOCA rats exhibit an increased reactivity to
KCl and to norepinephrine only in the presence of normal extracellular Ca2+ concentration, but not in the presence of low extracellular Ca2+. These authors suggested that the
increased reactivity to KCl in arteries from
hypertensive rats is related to an increased
sensitivity to extracellular Ca2+. This increased contractile response to KCl may be
explained by changes in the membrane potential or in the voltage dependence of the
Ca2+ channels in VSMCs from hypertensive
animals.
VSMCs from genetically hypertensive or
experimentally induced hypertensive animals
also exhibit greater sensitivity to the Ca2+
channel agonist Bay K 8644 (28-31) as will
be discussed in the next section. These studies using an activator of VOCs also support
the hypothesis that membrane permeability
to Ca2+ is increased in hypertension.
Braz J Med Biol Res 30(3) 1997
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Ca2+ channel agonists such as Bay K 8644
produce contractions in isolated arterial
segments from hypertensive rats and minimal
contraction in those from normotensive rats

The dihydropyridine Bay K 8644, a Ca2+
channel agonist, increases Ca2+ channel currents through L-type VOCs in a concentration-dependent manner probably due to an
increase in the mean channel open time (28).
One of the first lines of evidence supporting
the hypothesis of changes in the function of
VOCs in hypertension was obtained in studies evaluating the effects of Bay K 8644 on
basal tension development in arteries from
hypertensive and normotensive rats. Aoki
and Asano (29) have shown that the addition
of Bay K 8644 elicits a concentration-dependent contraction in SHR femoral artery
in the absence of any contractile agent, which
was not observed in arteries from normotensive rats. Similarly, Bruner and Webb (30)
observed that Bay K 8644 produced tonic
contractions in carotid artery strips from
stroke-prone spontaneously hypertensive rats
(SHRSP), but not in those from Wistar Kyoto
(WKY) rats. The Bay K 8644-induced contractions were increased in the presence of
12 mM KCl, but were still higher in arteries
from SHRSP.
The enhanced contractile responsiveness
to the Ca2+ channel agonist Bay K 8644 has
been documented in large conduit arteries
and small muscular arteries from SHR/
SHRSP and also in arteries from other types
of hypertensive rats, including rats with coarctation-, mineralocorticoid- and N-nitro arginine-induced hypertension (31,32). However, the increased sensitivity to Bay K 8644
is not a general defect in arteries from hypertensive rats, since it was not observed in
small arterioles from SHRSP (33).
A direct correlation of increased sensitivity to Bay K 8644 and high blood pressure
has been demonstrated in these studies. For
example, Bay K 8644 evoked contraction in
aortic segments from coarctation-hypertenBraz J Med Biol Res 30(3) 1997

sive rats above (thoracic), but not below
(abdominal) the coarctation. In coarctationinduced hypertension these aortic segments
are exposed to hypertensive and normotensive pressures, respectively (31). Other evidence supporting a role of elevated pressure
in the abnormal responsiveness to Ca2+ channel agonists comes from experiments in which
treatment with ramipril, an angiotensin-converting enzyme inhibitor, reduced both blood
pressure and Bay K 8644-induced contraction in carotid arteries from SHRSP, but did
not affect these variables in WKY rats (34).
These studies support the idea that the increased contractile response to Bay K 8644
parallels or is dependent on the changes in
blood pressure.
Intracellular Ca2+ concentration is abnormally increased in vascular myocytes from
hypertensive animals following treatment
with Ca2+ channel agonists and depolarizing
interventions

The use of fluorescent indicators to quantify [Ca2+]i has permitted a correlation between alterations in arterial tone and changes
in [Ca2+]i. A number of investigators have
found increased basal or agonist-induced
levels of [Ca2+]i in vascular myocytes from
hypertensive animals. However, these findings have not been consistently obtained and
the variability may be explained by the effects of cell dissociation procedures, the age
of the animals studied, and phenotypic
changes in cell culture systems. Increased
basal and agonist-induced increases in [Ca2+ ]i
have been observed both in freshly isolated
(21) and cultured aortic smooth muscle cells
(35,36) as well as in aortic strips (37) from
SHR and DOCA-salt rats compared to those
in arterial cells/strips from normotensive rats.
With regard to the change in [Ca2+]i stimulated by depolarizing agents, increased KClinduced changes in [Ca2+]i levels were observed in azygous vein cell culture from
SHR compared to WKY rats (38), and in
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both thoracic aorta dissociated cells (39) and
strips (40) from coarctation-hypertensive rats
compared to normotensive controls.
Sada et al. (37) observed that CGP-28392,
a Ca2+ channel agonist, stimulated an increase in [Ca2+]i in aortas from SHR but not
in those from WKY rats. Similarly, Asano et
al. (20) have recently shown that the addition of Bay K 8644 to strips of femoral
arteries from WKY rats induces an increase
in [Ca2+]i which is accompanied by a moderate contraction. When the effects of Bay K
8644 were determined in the SHR arteries,
both the elevation in [Ca2+]i and the contraction were more evident than those in the
WKY rats (20).
Experiments evaluating 45Ca 2+ uptake
have also shown similar results. Shibata et
al. (41) described greater 45Ca2+ uptake by
SHR aorta compared to that in normotensive
aorta. High KCl concentrations increased
45Ca 2+ uptake in both SHR and control aorta,
but the Ca2+ influx was greater in SHR aorta.
In addition, the dihydropyridine-sensitive
component of 45Ca2+ influx is increased in
aortic strips from SHR (42) as well as in
quiescent cultured VSMCs from SHR aorta
(17) compared to that in preparations from
normotensive WKY rats. These observations
demonstrate a close relationship between
the increased effects of depolarizing interventions/Ca2+ channel agonists on changes
in tone and alterations in [Ca2+]i in arteries
from hypertensive animals.
Considering the mechanisms involved in
the higher Ca2+ influx via L-type VOCs in
arteries from hypertensive animals, one can
speculate that arteries from hypertensive rats
are more depolarized in the resting state
compared to those from normotensive rats.
However, a series of studies have reported
no differences between the membrane potential of arteries from SHR vs WKY (43),
SHRSP vs WKY (44,45), and DOCA-salt vs
control rats (46). On the other hand, changes
in membrane potential in arteries from SHR
have been reported by some authors (47,48).

Alternative explanations would be that
1) the L-type VOCs in VSMCs from hypertensive rats exhibit an altered voltage dependence in the resting state when compared
to normotensive VSMCs, which is supported
by the increased contractile activity to depolarizing interventions in arteries from hypertensive animals, and 2) an increased number
of Ca2+ channels or an abnormal activation
of these channels exists in hypertensive arteries. These mechanisms will be discussed
in the next section. Figure 1 summarizes the
possible mechanisms contributing to the increased Ca2+ influx in VSMCs from hypertensive animals.
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Figure 1 - Possible mechanisms contributing to the increased Ca2+ current in
vascular myocytes from hypertensive animals. 1) L-type VOCs in VSMCs from
hypertensive rats may exhibit an altered voltage dependence in the resting
state when compared to normotensive VSMCs; 2) an increased number of Ca2+
channels may be expressed by these cells; 3) an abnormal function of these
channels, represented by changes in the activation/inactivation parameters or
by altered modulation of the channel activity by intracellular messengers, may
exist in hypertensive arteries. VSMC, Vascular smooth muscle cell; VOC, voltage-operated Ca2+ channel; ICa, inward Ca 2+ current.
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Evidence from voltage- and
patch-clamp techniques

Voltage- and patch-clamp techniques
have proved to be extremely powerful tools
for examining channel function and are considered the best evidence for alterations of
Ca2+ channel activity in VSMCs in hypertension. However, like most techniques, they
present some limitations since they involve
disruption of the intracellular milieu and the
preparation of single cells may also influence cell function and affect cell responses
(49,50).
The Ca2+ channels, which are multisubunit proteins, flicker open and closed within
milliseconds to permit influx of small amounts of Ca2+ in the resting state. These
channels can be rapidly gated by voltage to
increase, by several hundred-fold, the rate of
Ca2+ entry. In voltage- and patch-clamp studies the important parameters are 1) the magnitude of the Ca2+ current, which usually is
normalized against cell capacitance in order
to eliminate differences in cell surface area,
and 2) the voltage dependence of current
activation and inactivation. Window currents
are steady-state currents that arise from the
opening of voltage-dependent Ca2+ channels
over the narrow voltage range where steadystate activation and inactivation curves overlap. In this voltage range, channels cycle
between closed, opened and inactivated states
leading to small but stable currents (15).
Wilde et al. (51) observed no differences
in the T (transient)-type Ca2+ current amplitude between cerebral artery VSMCs from
SHRSP and WKY rats. However, increased
maximal T-type Ca2+ inward current was
observed in VSMCs isolated from the SHRSP
azygous vein compared to cells from the
normotensive outbred-panel-of-strains National Institutes of Health (N/nih) rats (52).
These differences can be explained by the
expression of T-type Ca2+ channels which
have been primarily found in VSMCs from
embryonic or neonatal rats.
Braz J Med Biol Res 30(3) 1997

In cultured VSMCs from neonatal azygous vein, the total inward Ca2+ current (ICa)
arising from L-type channel activity is increased in cells from SHR, even though total
inward current magnitude was similar for
VSMCs from both SHR and WKY rats (53).
Similarly, Cox and Lozinskaya (54) have
reported larger L-type Ca2+ currents in mesenteric artery VSMCs from adult SHR compared to those in myocytes from WKY rats.
However, studies from Ohya et al. (55) indicate that L-type Ca2+ channel activity is increased in young SHR, but the authors did
not observe differences in the ICa or in the
voltage dependence of channel inactivation
between cells from adult SHR and WKY
rats.
Wilde et al. (51) have reported that the
inward L-type Ca2+ channel current in adult
SHRSP cerebral artery VSMCs is approximately twice as large as that from WKY cells
and the differences are not related to alterations in cell surface area. The authors have
not found differences in the voltage dependence of current activation/inactivation between SHRSP and WKY cells, suggesting
that the increased amplitude of Ca2+ channel
current observed in the SHRSP VSMCs is
due in part to increased channel density. On
the other hand, analysis of the voltage dependence of Ca2+ channels in neonatal azygous vein VSMCs have shown changes for
both activation and inactivation parameters
in SHRSP cells (52). Paradoxically, a slower
recovery from inactivation, which would
cause a decreased Ca2+ current density, was
observed in this study and, again, an increase
in the number of Ca2+ channels was suggested as the mechanism responsible for the
increased Ca2+ entry in VSMCs from hypertensive rats.
Ca2+ channel differences may have been
hidden in some of these studies due to the
following factors: 1) the different specialized regional arteries used; 2) the use of
freshly isolated or cultured cells; 3) the experimental conditions such as the inclusion
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in the pipette of substances that regulate
Ca2+ channel activity (ATP, Mg2+, GTP); 4)
the choice of the charge carrier: Ba2+ vs Ca2+
(low and high concentrations), and 5) the
selection of the hypertensive strain (SHRSP
vs SHR; WKY vs N/nih). These considerations might also explain some of the differences between the findings reported above.
Regarding the possibility of an increased
number of Ca2+ channels in hypertensive
VSMCs, Ikeda et al. (56) have not observed
differences in the binding density or in the
dissociation constant of [3H](+)-PN200-110,
a dihydropyridine Ca2+ channel antagonist,
in aortic membranes from SHR and WKY
rats. Hermsmeyer et al. (57) have recently
compared Ca2+ channel dihydropyridine
binding in VSMCs from SHRSP and N/nih
rats by using a fluorescent dihydropyridine
compound closely related to nitrendipine.
Interestingly, these authors observed that,
although binding occurs with the same affinity in aortic and azygous vein VSMCs
from neonatal SHRSP and N/nih rats, both
aortic and azygous vein myocytes from
SHRSP have fewer binding sites for the
dihydropyridine probe compared to those
from N/nih vessels. These results suggest
that changes in Ca2+ channel function, and
not an increase in the number of channels, at
least in azygous veins, are responsible for
the greater Ca2+ influx seen in vessels from
hypertensive rats.
The altered properties of the Ca2+ channels may be explained by a prolonged mean
channel open time, which could result from
gene mutation, post-translational changes in

the channel subunits or from alterations in
the systems involved in the control of VOC
activity in VSMCs (14,17). Ca2+ channel
activity may be modulated by intracellular
Ca2+ and Mg2+, pH, G proteins, ATP, IP3, the
cyclic nucleotides cAMP and cGMP, protein kinase C, phosphatases, tyrosine kinases
and calmodulin (15). For example, the Ltype Ca2+ channel currents in smooth muscle
cells are reversibly inhibited by changes in
[Ca2+]i. It is possible that in VSMCs from
hypertensive animals, which exhibit higher
[Ca2+]i levels, this inhibitory Ca2+-dependent inactivation process is defective. The
mechanism of inhibition of Ca2+ current by
changes in [Ca2+]i is not known and a change
in this feedback mechanism in hypertension
is speculative.
Finally, comparing the Ca2+ channel maximum current density in VSMCs from the
azygous veins of neonatal SHRSP, SHR,
WKY and N/nih rats it has been observed
that the increased Ca2+ current density appears to be proportional to the increase in
maternal blood pressure (52). From these
findings we may conclude that, independent
of the mechanism causing the increased Ca2+
influx in hypertensive VSMCs, increased
number of channels or altered function, there
is a clear association between increased Ca2+
current, altered vascular reactivity and hypertension. Further studies will help to elucidate the mechanisms underlying the increased
Ca2+ current in vascular myocytes from hypertensive subjects and lead to the development of more specific therapeutics for the
management of hypertension.
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