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SUMMARY
We correlated the binding of the dihydropyndines, nitrendipine
and PN200-1 1 0, with their pharmacological actions on voltage-
dependent membrane calcium channels. Binding was studied in
clonal rat adrenal medullary cells (PCi 2) and in plasma mem-
branes prepared from them. Calcium currents were studied using
whole cell and single channel patch clamp methods. For both
[3H]-(±)-nitrendipine and [3H]-(+)-PN200-1 1 0, high affinity bind-
ing sites with dissociation constants of 0.6 and 0.04 n�, respec-
tively, were identified both in membrane fragments and in intact
cells. In crude membrane preparations a low affinity nitrendipine-
binding site was also found. The dissociation constant for binding
at this site was affected by ionic strength and the presence of
divalent cations. In 500 mr,,i KCI, 0.1 m� CaCl2, 50 m� 3-(N-
morpholino)propanesulfonic acid (pH 7.4), the K0 is about 70 nr�,i.
The number of high affinity binding sites for dihydropyndines
was between 30 and 1 00 fmol/mg of protein while the number
of low affinity sites was between 30 and 70 pmol/mg of protein.
In whole cells the measured number of high affinity sites was
between 2000 and 4000/cell and, by extrapolation from the
membrane preparation, the low affinity sites correspond to sev-
eral million sites per cell. The electrophysiological effects of both
of the dihydropyndines on Ca2� currents were voltage depend-
ent. When nitrendipine was applied, a small increase in calcium

current occurred and this was followed by a decrease. The
inhibitory effect was more pronounced at depolarized membrane
holding potentials and was relieved by hyperpolanzing the mem-
brane, whereas the stimulatory effect was pronounced at nega-
tive membrane holding potentials. In 1 0 n� nitrendipine these
effects were also observed in single channels; they were not due
to changes in channel conductance or dwell times in the open
state but, rather, were due to changes in the probability of
opening. The half-maximal inhibitory concentration (IC�) for ni-
trendipine was 67 n� and the ICsc for the effect of (+)-PN200-
1 1 0 was 9 nM using protocols which favored the depolarized
state of the channel. No excitatory effect was seen. The lCsc
from electrophysiological estimates is higher than the K,, for the
high affinity binding site for both compounds. Using a simple
model of voltage-dependent binding, we could not account for
the difference. The number of functional channels calculated
from the relation between whole cell and single channel calcium
currents and the probability of opening was in good agreement
with the number of high affinity sites calculated from the binding
studies. In contrast, about 1 000 low affinity binding sites are
present per functional Ca channel; therefore, the low affinity sites
are either unrelated to the Ca channel, include non-calcium
channel molecules, or represent a pool of nonfunctional channels.

Voltage-dependent calcium channels regulate the entry of

Ca2’� into the cell cytoplasm, thereby controlling a variety of
biological processes including neurotransmitter release, muscle
contraction, and hormone secretion. Dihydropyridines can
either block or stimulate calcium entry through these channels

in cardiac and smooth muscle tissue. They are now used clini-

cally to treat a broad array of disorders related to calcium

channel function and are being used biochemically in the

isolation of the calcium channel and in the identification of the
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channel in solubilized membranes (1-4). In comparison to

cardiac or smooth muscle, neuronal tissue appears to be rela-

tively insensitive to the dihydropyridines. Calcium currents of

Helix neurons are only 30% blocked by nifedipine at a concen-

tration of 0.8 �zM (5). 45Ca uptake into KC1 depolarized synap-
tosomes is not blocked at concentrations of nitrendipine up to

30 �M (6) or 100 sM (7) when external calcium is within normal

values of 1-2 mM. Potassium-induced [3H]dopamine release

from cultured midbrain neurons, a calcium influx-dependent

process, is similarly insensitive to nitrendipine (8). There are

other studies, however, which suggest that some neuronal and

neuroendocrine channels are more sensitive to dihydropyri-

dines. Toll (9) has reported that potassium-stimulated 45Ca

uptake in PC12 cells is inhibited by nitrendipine with an IC�

of 5.5 nM. Scatchard analysis of [3H]-(±)-nitrendipine binding

ABBREVIATIONS: MOPS, 3-(N-morpholino)propanesulfonic acid; HEPES,
bis(fl-aminoethyl )-‘ ,N ‘-tetraacetic acid.

4-(2-hydroxyethyl)-1 -piperazineethanesulfonic acid; EGTA, ethylene glycol
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to membranes derived from these cells revealed a class of

binding sites with a KD of 1.1 nM and a Bmes of 27.5 fmol/mg.

Takahashi and Ogura (10) reported an IC� value of 20 nM for

nicardipine and a KD for [3H]-(±)-nitrendipine binding of 0.15

nM in similar experiments. Enyeart and Hinkle (11) reported

that dihydropyridines completely inhibited a calcium-induced

secretion of prolactin from a clonal line of pituitary neurons at

10 nM. An added complication is that nitrendipine may bind to

more than one site. [3H]-(±)-Nitrendipine binding to spinal

cord neurons revealed two classes of sites: one with KD of 0.3-

1.1 nM and a second with a KD of 22-50 nM (12). Toll (9) has

suggested the possibility of a lower affinity site in PC12 cells

although it was not characterized. Low affinity sites have also

been found in cardiac and vascular smooth muscle (13-15).
The present study was undertaken to compare the binding

of dihydropyridines with their electrophysiological effects on
the same neuroendocrine cell membranes. We used PC12 cells
because both nitrendipine binding (9) and single channel and

whole cell calcium currents have been measured in these cells
(16). We found that binding was complicated by the presence
of large numbers of low affinity sites. There was, however, good

agreement between the number of high affinity sites and the
number of functional Ca channels. The electrophysiological
effects were also complicated and could be stimulatory or

inhibitory depending on membrane potential. At the molecular
level the effects were on gating; changes in channel conductance

did not occur.

Materials and Methods

Biochemical Studies

Chemicals. [3H1-(±)-Nitrendipine (72.5 Ci/mmol) was obtained

from New England Nuclear. [3H]-(+)-PN200-110 (85 Ci/mmol) was
purchased from Amersham. (±)-Nitrendipine was generously supplied

by Miles Laboratories.
Cell cultures. The clonal rat pheochromocytoma line, PC12, was

grown on plastic culture dishes at 37* in Dulbecco’s modified Eagle’s

medium. The cells were subcultured and harvested at confluency. For
use in whole cell binding assays, the medium was aspirated off, and the

PC12 cells were removed from the plates, washed two times, and

resuspended in binding buffer (pH 7.4). Aliquots were taken for cell

counts and protein analysis.

Membrane isolation. PC12 cells from 50 confluent cell plates were
washed two times with 150 mM NaCl, 50 mM sodium phosphate buffer
(pH 7.4), to remove the medium. The cells were incubated in 5 mM

Tris . HC1 (pH 8.0) for 30 mm on ice and then hand-homogenized. The
lysed cells were centrifuged at 3,000 x g for 10 mm to remove mito-

chondria and nuclei. The supernatant was centrifuged at 50,000 x g
for 30 mm. The white pellet was resuspended in 8.0 ml of a modified
Krebs-Ringer buffer (buffer I) or in 50 mM MOPS (pH 7.4), and stored
in liquid nitrogen. Buffer I consisted of 60 mM sucrose, 10 mM glucose,

130 mM NaC1, 4.8 mM KC1, and 25 mM MOPS (pH 7.4). From 50

confluent plates, an average of 32 mg ofprotein was obtained. Attempts
to ftirther purify the PC12 membranes by layering over sucrose gra-

diezits did not significantly improve the [3HJ-(±)-nitrendipine binding.
Radioligand binding. PC12 membranes (0.05-0.20 mg) were in-

cubated in 2.0 ml of 0.1 mM CaCl2, 50 mM MOPS (pH 7.4) at 25� for

2 hr with varying concentrations of [3H]-(±)-nitrendipine (0.03-0.75

nM) or [3HJ-(+)-PN200-110 (0.005-0.36 nM). For measurement of

nonspecific binding, unlabeled nitrendipine was present at a final

concentration of 1 �M. Binding was terminated by rapid filtration on

Whatman GF/B or GF/F glass fiber filters. The filters were washed
five times with 5 ml of ice-cold water and counted in 10 ml of a

Beckman HP/b scintillant. In assays where higher [3H]-(±)-nitrendi-

pine concentrations were used (10-500 nM), the specific activity of

[3H]-(±)-nitrendipine was decreased by a dilution (1:100) with unla-

beled nitrendipine to 0.725 Ci/mmol. Nonspecific binding was deter-

mined in the presence of 10 �M unlabeled nitrendipine. Binding of

[3H]-(±)-nitrendipine to the filters alone was shown to be independent

of unlabeled nitrendipine in both concentration ranges. All assays were
done in duplicate or triplicate (as indicated) under red lights due to the
light sensitivity of the dihydropyridines.

For PC12 whole cell binding, higher protein concentrations (0.2-0.4
mg/nil) were used. [3H]-(±)-Nitrendipine (0.05-0.75 nM) or

PN200-110 (0.002-0.5 nM) was incubated in triplicate with intact,

unattached PC12 whole cells in 2.0 ml of 150 mM KC1, 0.1 mM CaCl2,
5 mM NaC1, 50 mM sodium phosphate buffer (pH 7.4) in the presence

and absence of 1 �M unlabeled nitrendipine for 60 mm at 25a. Binding

was terminated by rapid filtration on Whatman GF/A or GF/F glass

filters with five washes of 5 ml of ice-cold buffer.

For determination of the association rate constants for dihydropyr-

idine binding, PC12 membranes (0.2 mg/mi) were added to 0.1 mM

CaCl2, 50 mM MOPS (pH 7.4) containing [3H]-(+)-PN200-110 at final
concentrations of 0.17, 0.20, 0.25, and 0.45 ni�.i. One-ml aliquots were
filtered as a function of time after the addition of membranes. Nonspe-
cific binding was determined in the presence of 1 �M unlabeled nitren-

dipine. Equilibrium values were obtained after 2-hr incubations at

room temperature (25*). Upon reaching equilibrium, dissociation rate

constants were determined by filtering 1-ml aliquots as a function of
time after the addition of unlabeled dihydropyridine to 1 �zM. All

filtrations were through GF/F filters and were washed five times with
5 ml of ice-cold water.

Measurement of ATPase Activity

Mg2�ATPase activity was determined by a modification of the pro-
cedure of Beach et at. (17). PC12 membranes (50 zg) were incubated in
0.5 ml of 3 mM MgC12, 130 mM NaCl, 20 mM KC1, 50 mM Tris.HC1

(pH 7.4), 3 mM Na2ATP for 15 mm at 3T. To determine Na�/K�
ATPase activity, 1 mM ouabain was included in the incubation mixture

and the activity was defined as the difference in ATPase activity in the
presence and absence of ouabain. Reactions were terminated by the

addition of 1 ml of ice-cold 10% trichloroacetic acid. Following removal
of denatured protein by centrifugation, duplicate aliquots of the super-

natant were assayed for inorganic phosphate as described by Fiske and
Subbarow (18).

Data analysis. The binding data were fit to a single-site model

based upon the one-to-one occupancy of the Langmuir adsorption
isotherm. Two-site models with independent sites were also studied.

The program used a nonlinear least squares Marquardt method (19) to

estimate the two free parameters, B,� and KD. Parameter uncertainties

were provided by x2.

Electrophysiological Studies

The patch clamp technique for intracellular recording was used to
obtain whole cell calcium currents (20). Pipettes used for intracellular
recording (1-5) Mt�) were filled with the following solution, in mM: 140
CsCl2, 2 MgCl2, 10 HEPES, 1 EGTA. pH was adjusted to 7.2 with

KOH. In some studies EGTA was increased in 11 mM and 1 mM CaCl2

was added. The extracellular solution contained, in mM: 10 CaCl2, 20

tetraethylammonium chloride, 5 4-aminopyridine, 5 KC1, 10 HEPES,

10 glucose, and 85 Tris . HC1. pH was adjusted to 7.35 with KOH. In

some experiments 40 or 20 mM CaCl2 was used in the extracellular

solution with an appropriate adjustment in Tris. HC1 to maintain
osmolarity. Nitrendipine and PN200-110 were first dissolved in ethanol

or polyethylene glycol (PEG 400) to a concentration of 10 mM. Further
dilution was made in the extracellular solution. Single calcium channels
were recorded in the cell-attached configuration. For these studies, an

extracellular solution containing 40 mM CaCl2 was used in both the

patch pipette and the bath.

Data collection and analysis. Whole cell and single channel cell

currents were digitized on-line at 50 ssec/pt. The data were prefiltered

at 5 kHz. The capacity transient was adjusted using a transient can-
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cellation circuit. In the case of whole cell recordings any remaining

transient was subtracted during analysis using scaled hyperpolarizing
pulses. For single channel records (or samples) the capacitative artifact
and the seal leak were corrected by subtraction of an averaged record
of 10-15 samples without channel activity (failures). Single channel

currents were further filtered to 800 or 1000 Hz during the analysis
using a four-pole zero phase digital filter. Single channels were meas-

ured using the computer methods described by Lux and Brown (21) in
which transitions and amplitudes were detected using a threshold

discriminator set at 3-5 times the background noise level.

Results

[3H]-(±)-Nitrendipine and [3H]-(+)-PN200- 1 10 bind-
ing to plasma membranes. Plasma membranes were isolated
as described in Materials and Methods and showed about a 2-

to 3-fold purification of ouabain-sensitive Na7K� ATPase
activity relative to whole cells. At low concentrations of [3H]-

(±)-nitrendipine or [3H]-(+)-PN200-110 and in 50 mM MOPS

(pH 7.4), 0.1 mM CaCl2, there is a single class of binding sites

with an apparent dissociation constant of 0.56 ± 0.16 nM and

a Bmes of 91 ± 50 fmol/mg of protein (n = 13) for [3H]-(±)-

nitrendipine and a KD of 0.029 ± 0.013 nM and a Bmes of 41 ±

10 fmol/mg (n = 3) for [3HJ-(+)-PN200-110. Data from a single

experiment are shown in Fig. 1. The nitrendipine experiments

were performed over an 18-month period using cells maintained
in continuous culture. During this time, there was a tendency

toward a decrease in the number of binding sites. The PN200-

100 experiments were performed over the latter 6 months of

F riM
Fig. 1. [3H]-(±)-PN200-1 1 0 binding to PCi 2 membranes at high affinity
site. [3H]-(±)-PN200-1 10 was incubated in duplicate in 2.0 ml of 50 m�
MOPS (pH 7.4) with 90 ,�g of PCi 2 membranes in the presence and
absence of 1 LM unlabeled nitrendipine. The curve of the specific binding
(#{149})is a computer-derived fit of the data with a Kd = 0.026 n�.i and B�
= 30 fmol/mg for [3H]-(+)-PN200-1 10. 0, total binding; 0, nonspecific
binding. Inset: Scatchard analysis of these data (0.004-0.5 nM) yields Kd
= 0.026 ni.i and B� = 30 fmol/mg for [3H]-(±)-PN200-1 10 (0). Also
shown is the Scatchard analysis of [3H]-(±)-nitrendipine (0.03-2 nM) to
these membranes (#{149})and yields a Kd of 0.3 n� and a B,� of 32 fmol/
mg.

o�
k 0.6

obsO4

0 0.2 0.4

(nM)

t (mm)

t (mm)

Fig. 2. Kinetics of [3HJ-(±)-PN200-1 10 binding. One-mI aliquots of PCi 2
membranes (0.2 mg of protein/mI) were filtered through Whatman GF/F
filters as a function of time after addition of membranes to 0.17 (0), 0.25
(#{149}),and 0.45 (is) nM [3HJ-(+)-PN200-1 10. Equilibrium binding was deter-
mined after 2 hr at room temperature. A. Binding as function of time
after addition of membranes where B.,� = specific binding at equilibrium,
B = specific binding at time t. Inset: k�. VerSUS concentration of radioli-
gand. k�. was determined as the slope of the plot shown in A. B. Binding
as a function of time extended to about 30 mm after addition of mem-
branes to 0.02 n� [3HJ-(±)-PN200-1 10. C. Offrate. One-mI aliquots of
PCi 2 membranes incubated with 0.2 n� [3HJ-(±)-PN200-1 10 for 2 hr at
room temperature were filtered as a function of time after the addition of
unlabeled nitrendipine to 1 zM.

the period and reflect the lower value. In identical membranes

the B,,,.� values for [3H]-(+)-PN200-110 and [3HJ-(±)-nitren-

dipine were identical (Fig. 1). The binding of [3H]-(±)-nitren-

dipine and [3H]-(+)-PN200-110 to membranes was linear up

to 200 �sg of protein, and all assays were carried out in the
linear range. Nonspecific binding was again determined in the

presence of 1.0 �tM unlabeled nitrendipine. Nonspecific binding
was also examined in the presence of 1 �sM nimodipine and 1

�iM nifedipine and was identical to that found with nitrendipine.

Dissociation constants were also determined kinetically. The
association rate constant (k1) for [3H]-(±)-nitrendipine binding
was calculated to be 1.8 x 10� M’ min’. The dissociation rate
constant (k_1) was found to be 0.06 ± 0.02 min� (n = 6). The
kinetic data for [3H]-(+)-PN200-110 are shown in Fig. 2. From
a plot ofk� as a function of [3H]-(+)-PN200-110 concentration
(Fig. 2A, inset), we calculate an association rate constant (k1)

of 1.56 x 108 M’ min’. The y intercept of this plot which
estimates the dissociation rate constant is about 1 x 10_2 min’.

The value of the offrate constant is in reasonable agreement
with the value determined experimentally (Fig. 2C) of 6.1 x
io� min’. This value is the average from two experiments, in
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TABLE 1
Summary of equilibrium and kinetic data for intact cells and plasma membranes

Racioligand
Intact cels

K,, B�

flM fmcl/mg

[3H]-(±)-Nitrendipine 0.63 ± 0.31 55 ± 22 (n = 4)
[3H]-(±)-PN200-1 10 0.044 ± 0.01 2 26 ± 4 (n = 3)

Rad�gand
P�snn menbr�

k.., k1 KineticK�, EqK�, B,,.,�

min’ M’ min1 flM flM frno�/rng

Nitrendipine 0.060 1 .8 x 1 0� 0.33 0.56 ± 0.1 6 91 ± 50(n = 13)
PN200-1 10 0.0061 1 .56 x 10� 0.039 0.029 ± 0.01 3 41 ± 10 (n = 3)

nl

010�

LU

nM
Fig. 3. Specific [3H1-(±)-nitrendipine binding to PCi 2 membranes at low
affinity site. PCi 2 membranes (50 zg) were incubated with [3H]-(±)-
nitrendipine, diluted 1 :1 00 with unlabled nitrendipine, over a range of 25-
400 riM �fl 1 .0 ml of 0.1 mM CaCl2, 500 m� KCI, 50 m� MOPS (pH 7.4)
for 3 hr at room temperature. Nonspecific binding was defined as that
binding not displaced by 10 �iM unlabeled nitrendipine. The curve for
specific [3HJ-(±)-nitrendipine binding is a computer-derived fit of the data
using a one-site model with KD = 68 n� and B� = 84 pmol/mg. Inset:
Scatchard analysis of the data yields KD = 75 riM and B� = 87 pmol/
mg (r = 0.94).

each of which the amount bound at each time point was
determined from triplicate incubations as shown in Fig. 2C.
Biphasic association rates such as those reported by Weiland
and Oswald (22) were not seen in these experiments even after

longer incubation times (Fig. 2B). However, because ofthe high
levels of nonspecific labeling, higher concentrations of [3H]-

(+)-PN200-110 such as those used by these workers were not

examined. The use of the directly determined k1 and k1 (from

the slope of k,� versus ligand concentration) rate constants to

calculate the KD for [3H]-(+)-PN200-110 gives a value of 0.039

nM, close to the value obtained by equilibrium binding. The KD

for [3H]-(±)-nitrendipine from the kinetic data is 0.33 nM. The

equilibrium and kinetic data are summarized in Table 1.
At high ionic strength and at nitrendipine concentrations

well beyond the asymptotic maximum of the high affinity fit, a
second class of nitrendipine binding sites is seen in isolated
membranes (Fig. 3). The magnitude of binding to this site is
ionic strength dependent but is maximal at 400 mM KC1. This

site has not been detected in intact cells. In the presence of 0.1
mM CaCl2, 500 mM KC1, 50 mM MOPS, the low affinity site

has an apparent dissociation constant of 72 ± 10 nM and a B�

of 70 ± 30 pmol/mg (n = 3). It should, however, be recognized
that these values are subject to error if the site is characterized

by a rapid dissociation, since filtration would need to be com-

pleted within 0.1 sec to avoid significant loss of binding due to
this dissociation (23). Preliminary kinetic analysis of binding

to this site suggests, however, that the KD �5 high due to a slow

association rate rather than to a rapid dissociation rate. In

addition, to minimize the dissociation the filters were washed

with ice-cold water. The B� value obtained corresponds to
greater than 106 sites/cell. As the B� for the low affinity site
is considerably higher than the B� for the high affinity site,
the contribution of binding to the low affinity site is a signifi-
cant part of the total binding under the assay conditions where
assays for high affinity binding are performed at high ionic

strength (Fig. 4). As can be seen in this figure, where binding
obtained at low ionic strength (Fig. 2) is compared to that

obtained at high ionic strength, high affinity binding cannot be
determined in high ionic strength solutions.

Dihydropyridine binding to intact PC12 cells. The
binding oflow concentrations of [3H]-(±)-nitrendipine to intact
PC12 cells reached equilibrium after 1 hr incubation at room

temperature. The membrane potential of cells measured after

1 hr in the incubation medium (150 mM NaC1, 50 mM Na2HPO4,

400.

300�
Eo�

�.- E 200

LDfLL. 100

A

#{149}ai

C.

0 200 400 600 900

D f moles
�mg

.

coo 1200 �OO

Fig. 4. Specific [3H]-(±)-Nitrendipine binding to PC12 membranes at high
affinity site in high and low ionic strength solutions. Binding was per-
formed as described in Materials and Methods in high ionic strength
solution, 0.1 mM CaCI2, 500 m� KCI, 50 m� MOPS (pH 7.4) (#{149}),and in
low ionic strength, 0.1 mM CaCI2, 50 mu MOPS (pH 7.4)(O). Nonspecific
binding was that not displaced by 1 �M unlabeled nitrendipine. Scatchard
analysis of the data obtained at low ionic strength yields Kd = 0.47 n�.i,
B� = 106 fmol/mg (r = 0.92).
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slowly and was essentially in a steady state. Under the same

Fig. 5. Dihydropyridine binding to PCi 2 whole
cells. A. [3H]-(+)-PN200-1 1 0 (0.0045-0.5 nM)
was incubated in triplicate in 2.0 ml of 150 m�
KCI, 5 mM NaCI, 0.1 m� CaCl2, 50 m� sodium
phosphate (pH 7.4) with intact, unattached
PC12 cells (400 ILg of protein/mI) in the pres-
ence and absence of 1 � unlabeled nitrendi-
pine for 2 hr at room temperature. -, corn-
puter-derived fit of the data with a K0 = 0.027
nM and B� = 25 fmol/mg for specific binding.
(#{149},total binding; 0, nonspecific binding. B.
Scatchard analysis of the data in A yields KD =

0.030 n� and B� = 27 fmol/mg (r = 0.96) in
150 mM KCI. The line drawn is from linear
regression analysis. Also shown is [3HJ-(±)-
nitrendipine binding (0.03-2 riM) to whole cells
(s), yielding a value of 0.2 n� for the Kd and
27 fmol/mg.

IS ms

Fig. 6. The current-voltage relationship of a PCi 2 cell from a holding
potential of -60 rnV is shown in response to step depolarizations in 10-
rnV increments of 50 rnsec duration delivered at 5-sec intervals (see
inset). The pipette contained 140 rn� CsCI, 1 rn� EGTA, and 10 rnp,i
HEPES (pH 7.2). The bath contained, in mM: 40 CaCl2, 10 tetraethyl-
ammoniurn chloride, 5 4-aminopyridine, 5 KCI, 10 HEPES, 10 glucose,
and 55 Tris. HCI (pH 7.4).

pH 7.4) was -11 ± 6 mV (n = 15). The binding is characterized

by a single class ofbinding sites having an apparent dissociation
constant of 0.63 ± 0.31 nM and a B� equal to 55 ± 22 fmol/

mg (n = 4). This corresponds to between 2000 and 4000 sites/

cell based on an average measured value of 0.1 pg of protein/
cell. Nonspecific binding was defined as that not displaceable
by 1 zM unlabeled nitrendipine and for [3H]-(±)-nitrendipine
was always a high percentage of the total binding (60-85%).

Numerous different attempts to lower the nonspecific binding

were unsuccessful. Over the concentration range needed to
define the KD and Bmes of [3H]-(+)-PN200-110 binding, the
nonspecific binding was considerably less than at the concen-

trations needed to define the binding constants for [3H}-(±)-
nitrendipine. In 150 mM Na2HPO4 (pH 7.4) the KD for [3H]-

(+)-PN200-110 was 0.02 nM and the B� was 15 fmol/mg.

Incubation was carried out in 150 mM KC1, 5 mM NaC1, 0.1

mM CaCl2, 50 mM MOPS (pH 7.4). The measured membrane

potential under these conditions was -3 ± 2 mV (n = 10). The

KD for [3H]-(+)-PN200-110 binding to intact depolarized cells
is 0.044 ± 0.012 nM (n = 3). The Bmes was 26 fmol/mg of

protein. No evidence of a low affinity binding site was obtained

with intact cells. A comparison of [3H]-(±)-nitrendipine and

[3H]-(+)-PN200-110 binding shown to intact cells in the high
KC1 buffer is shown in Fig. 5. As can be seen, the Bmax for [3H]-

(+)-PN200-110 is approximately the same as for [3H]-(±)-

nitrendipine binding.

Determination of the number of functional calcium
channels. Calcium currents were measured in cells where a
Bmax for a nitrendipine binding of 41 fmol/mg of protein was

obtained. Whole cell and single channel calcium currents were
obtained in the presence of 40 mM extracellular calcium (Caj.

In the solutions used, Na and K currents were suppressed and
the remaining currents were the Ca current and a small leakage

current. The Ca current could be blocked by inorganic blockers,

for example, substitution of Co for Ca or addition of 1.0 mM

Ni. They could also be altered by the dihydropyridines. Ca (40

mM) was used in both the whole cell and single channel exper-

iments; this concentration was necessary to resolve the single
channel current. The number of functional channels (N) per
cell could be calculated from

I = Np0i (1)

where I is the whole cell current, i the single channel current,

and Po the probability that a single channel will be open. The

channels are assumed to behave independently and the two

parameters, Po and i, are functions of potential. The resting
potential of these cells measured immediately upon penetration

was -35 to -40 mV. This fell to about -10 mV as cesium from

the electrode entered the cell and blocked potassium channels.

The input resistance under those conditions ranged from 10 to

50 Gil. When the potential of the cell was held at -40 mV the

holding current required was smaller than the background noise

of ‘-5 pamp. An example of the Ca current which is slowly

inactivating in these cells is shown in the inset of Fig. 6. The
current-voltage relation for the peak current is also shown in

this figure. This was obtained by applying 100-msec depolar-

izing voltage steps in 10-mV increments from -60 mV every 5

sec. The figure shows that the threshold for calcium current

activation was about -10 mV. The nadir occurred between +20

and +30 mV. This is expected in 40 mM Cat, as elevated calcium

has been shown to shift the activation potential relation for Ca

currents to more depolarized potentials (4). The peak current
obtained when the cell was depolarized to +10 mV was meas-

ured in eight cells of approximately 10-am diameter and ranged
from 10 to 80 pamp. At this potential the current decayed very
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Fig. 7. The agonist effect of nitrendipine is indicated by the arrow (�)
which identifies the response to a step depolarization from -1 00 rnV to
+1 0 rnV in the presence of 10� M nitrendipine. The response retains the
shape of the smaller control response. The data are uncorrected for
leakage.
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Fig. 8. The single channel currents from a cell-attached patch were
filtered at 800 Hz. The test potential was +50 mV from the resting
potential. The arrow indicates the beginning of the test pulse. The same
solutkxi described for the bath in Fig. 6 was used for the bath and the
pipette in this experiment.
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conditions (cells exposed to 40 mM Ca� in which resting poten-

tial averaged -40 mV), single channel calcium currents were

measured when the cell-attached membrane patch was depo-

larized 50 mV to an estimated +10 my. An example of single
channel currents obtained in this condition is shown in Fig. 7.

Single channel amplitude at this potential was obtained from

the measurements of a total of 600 single channel events from

two patches, each of which contained only one channel. Single
channel amplitude was 0.32 pamp in one patch and 0.29 pamp
in the other at this potential. The probability ofa single channel
opening was obtained by averaging the single channel records
including the failures and dividing by the single channel am-
plitude. The average current during the step depolarization of
the first patch, where the single channel amplitude was 0.32
pamp, was about 0.015 pamp (shown in Fig. 8). Thus, the
probability of the channel being open (P0) during the peak of

the current was 0.015/0.32 = 0.05. A midrange value of whole

ms
______________________________ 90

cell current (I) at this potential was 40 pamp. From Eq. 1 we

calculate

40 pamp = N (0.05 (0.32)

N = 2500 channels

A lower value of 10 pamp for the whole cell current would

give 670 functional channels whereas an upper value of 80
pamp would give 5000 functional channels. The same calcula-

tion from data obtained in the second patch, where P0 = 0.04,

gave a range of 860-6900 channels.

The effects of nitrendipine on whole cell calcium cur-
rents. Calcium channels may be in one of at least three states:
open, closed, or inactivated. The proportion of channels in each

of the states is determined by the rate constants entering and
leaving each state and these rate constants are voltage depend-
ent. Hyperpolarized potentials (more negative than -40 mV)

favor the closed (resting) state. When channels are opened by
depolarizing voltage steps, inactivation of a channel may follow
if the depolarization is of sufficiently long duration. Inactiva-

tion may be removed by holding the membrane potential at
hyperpolarized potentials. Whole cell currents were produced

by depolarizing the cell for 100 msec from a holding potential

of -100 mV to +10 mV while the extracellular solution con-
tamed 10 or 20 mM calcium. In these experiments the holding

potential of -100 mV maximized the number of channels in

the resting state and, therefore, the possibility that the drug

influences the response to the depolarizing test pulse by binding

to the resting state of the channel was examined. The depolar-
izing pulses were delivered at 5- to 10-sec intervals. The drug

was added to the bathing solution in log units from 1 nM to 10

tiM. Ten mm at each new concentration was found to be
sufficient to reach a steady state value in the magnitude of the
calcium current. Upon exposure to nitrendipine at concentra-

tions � 10 nM, a small increase in calcium current occurred

(Fig. 7). At higher concentrations this was followed by a de-

crease. The dose response curve for inhibition obtained from

four preparations using the protocol described above (depolar-
izing steps to +10 mV from holding potential of -100 mV) is

shown in the lower curve) of Fig. 9A. This curve illustrates the

low potency of nitrendipine under these conditions. The IC�
was 300 nM and there was a maximum inhibition of only 33%.

The effects of the drug were then examined where a portion of
the calcium channels was placed in the inactivated state. The

proportion of channels in the inactivated state is dependent on

the holding potential and was determined from the relation of

activatibility to potential (h,� - V curve) shown in Fig. 10. To

obtain this relationship a depolarizing test pulse to 0 mV is
applied from holding potentials which range from -100 to -10
mV. The amplitude of the test pulse is attenuated by the
proportion of channels in the inactivated state which are not

available to open. The /i,, - V relationship in Fig. 10 shows
that, at a holding potential of -20 mV, about 50% of the
channels are not available for opening as the test pulse is

reduced by 50%. At this holding potential, the dose response
curve had an ICse of 67 nM, and the block was about 80%

complete at 10 �iM (Fig. 10). This block was relieved by hyper-
polarizing to 100 mV for 10 sec. This is illustrated in Fig. 9B.

This example is from an experiment where a test pulse to 0

mV was applied following a 10-sec prepulse to, alternately,
-100 mV and -20 mV. A 10-msec pulse to -60 mV was given

between the prepulse and the test pulse to close channels

 at U
niversidade do E

stado do R
io de Janeiro on D

ecem
ber 5, 2012

m
olpharm

.aspetjournals.org
D

ow
nloaded from

 

http://molpharm.aspetjournals.org/


A

.�

‘-4
-u--i-

0

E
E
‘C
0

Dihydropyridines and Calcium Channels 407

B

Fig. 9. A. The upper concentration curve (#{149})illustrates
the percentage inhibition Obtained in four preparations
from -20 mV holding potential. The points were fit with
a single-site model. % Inhibition I� = [Drug conc.]/[Drug
conc.]+Kd.ThelCsewas6.7x 10�8M.Thelowercurve
(0) was Obtained from a holding potential of -100 mV.
The lCse was 3 x iO� but maxirnurn inhibition was only
33%. B. These current records were Obtained using the
protocol illustrated in the lower part of the figure. Prepul-
see were delivered altemately to -20 mV and -100 rnV
every 10 sec. The lower record was taken 6 mm after
the addition of 10� M nitrendipine to the bath.

mV
Fig. 10. The h� - V curve is shown for the control solution (#{149})and at
10-� M nitrendipine (0). The prepulse potential is plotted against peak
current obtained at a test pulse to +10 rnV (Can = 20 mM). A nonacti-
vating or slowly inactivating component present at 10 sec was subtracted
before the maxirnurn effect was calculated. This measure of the voltage
dependence of inactivation shows that it shifts to more hyperpolarized
potentials in the presence of nitrendipine. The curves were fit with (1 +
exp[(V - Vh)/k]1 where k = 6.8.

remaining open at the end of the prepulse. In the presence of 1
�tM nitrendipine there is no significant change in the amplitude

of the test pulse following the -100 mV prepulse, whereas the
test pulse amplitude is reduced by more than 60% following the

prepulse to -20 mV. We compared the h,� - V curves obtained
in the presence and absence of 1 �zM nitrendipine (Fig. 10). At

h112 we obtained a shift of 18-26 mV in the hyperpolarized
direction (mean = 23 mV in 3 cells) in the presence of nitren-

dipine.
The effect of nitrendipine at 10 nM was also examined at the

single channel level (Fig. 11). This cell-attached patch con-

tamed two active channels. Depolarizing pulses of 100 msec
duration and 40 mV were applied. The agonist effect is evident
immediately following application of nitrendipine. This was

followed by the antagonist effects. At this concentration of
nitrendipine the effect was predominantly on the open proba-
bility, P0, as there was no change in the mean open time of the

channel or amplitude of the single channel current. P0 first

increased from 0.05 before the drug to 0.08 at the peak of the

agonist effect and then decreased to 0.025 after 10 mm exposure

to nitrendipine. Fig. hA illustrates the agonist and antagonist

effects by the relationship between the number of openings per

trace and the trace number in successive order. Fig. 1 lB shows
examples of the single channel records of the cell patch prior
to and following drug application.

Effects of (+)-PN200- 1 10 on whole cell currents. The
effect of (+)-PN200-110 was also dependent on membrane

potential. There was no inhibition of current elicited by depo-
larizing steps to 0 mV when the holding potential was -80 mV.

As with nitrendipine, the block occurred when depolarizing

prepulses preceded the test pulse (Fig. 12). Long prepulses were
needed (10 sec). In contrast to nitrendipine, relief of the block
required 5-10 mm when the prepulses of -80 mV were delivered
every 20 sec. When the peak current in response to a depolar-
izing test pulse to 0 mV from a 10-sec prepulse to -20 mV was
plotted as a function of concentration, the dose response curve
in Fig. 12 was obtained. The ICse was 9 X iO� M. From the
association rate, calculated from the PC12 membrane binding
studies where membrane potential was assumed to be 0 mV, at

i0-� M (+)-PN200-110 the drug should be bound within 1 mm.
We therefore examined the effect on the amplitude of the
calcium current when the membrane potential was held at 0

mV for 3 mm in the presence of two different concentrations
of (+)-PN200-110 (5 x iO� and 5 X i0� M). The block was
51% and 85% complete. These points are not very different

from those shown on the dose response curve in Fig. 12. Thus,
there is a lack of correlation between the KD from binding and

the inhibitory response of calcium channels at a potential, and
at a time where binding should be complete and maximal. As
shown by the dose response curve in Fig. 12, a complete block
was reached with higher concentrations.

Discussion

In heart cells, nitrendipine has both stimulatory and inhibi-
tory effects (25). We have found similar effects in PC12 cells.

Because the stereoisomers of nitrendipine are not available, we

have not been able to determine whether these effects are
separable on such a basis. As in heart cells (26, 27) the inhibi-

tory effect is voltage dependent. A larger portion ofthe channels

are blocked when a depolarized holding potential is used. Al-
though a very weak block appears under a protocol which

examines block to the resting state, this could alternatively
reflect a small run down of the calcium current with time,
independent of nitrendipine. Others have suggested that for

expression of the inhibitory effect nitrendipine binds with

 at U
niversidade do E

stado do R
io de Janeiro on D

ecem
ber 5, 2012

m
olpharm

.aspetjournals.org
D

ow
nloaded from

 

http://molpharm.aspetjournals.org/


A 2.7

2.1

I.e

‘.5

B

0

�I.2
�:; Add 10 Nitrendipine
� 9 � � � . � � . -, � �

. 40 80 20 160 200 240 280 320 340

Troce Number

�=�r�r$�ww ��ThiVr-�

� �
� � -r-#{149}4�-�1r-

I5msic

0

g
.�

#{128}50�

(2)

108 l0�

(t) PN200-llO (M)
l06

408 Kunze et aL

Fig. 11. A. Single channel response
to nitrendipine. The number of units
(openings)/record is displayed for
each consecutive record for a cell-
attached patch which contained two
channels. At the arrow (�) 10� M

nitrendipine was added to the bath-
ing solution. An increase in number
of units per trace is followed by a
decrease. B. The set on the left is
taken from control, the middle from
the traces at the peak of the agonist
effect, and the right following the
agonist effect. Holding potential was
the resting potential. The test poten-
tial was +40 rnV and was delivered
every 5 sec. The patch pipette con-
taThed 40 mM Ca. The record was
smoothed by averaging 20 records
to obtain the first point. Each SUb-

Sequent point was Obtained by ad-
� vancing one record and averaging

20 records beginning with that rec-
ord.

Fig. 12. A dose response curve for (+)-PN200-1 10 was obtained by
holding at -60 rnV, applying a prepulse to -20 rnV for 10 sec, and
measuring the current in response to a test pulse to 0 rnV. Data points
represent three cells. The response at each concentration stabilized after
approximately 5 mm when pulses were delivered every 30 sec. The
responses from one cell in control solution (maximum) and in 10� M and
10-6 M PN200-1 1 0 are shown superimposed in the inset (calibration 200
rnsec, 50 pamp). The response was partially reversibie after 5-1 0 mm
(lower inset) when the holding potential was -80 rnV.

highest affinity to the inactivated state of the channel (26, 27).

In this case, the IC� of the inhibitory dose response curve will
be affected by the portion of the channels in the inactivated
state and will be expected to be larger than the KD for binding

to the high affinity site. The reason for this is that, in binding
studies with membrane fragments, the membrane potential is

zero and none of the channels are presumed to be in the resting
state. In 150 mM NaCl, 50 mM Na2HPO4 (pH 7.4) or in 150

mM KC1, 5 mM NaCl, 0.1 mM CaCl2, 50 mM MOPS (pH 7.4),
in the whole cell binding experiments the cells are also depo-

larized. The ICse or apparent K1 (Kapp) may be estimated by

assuming a modulated receptor model in which only a propor-

tion of channels are in the inactivated state and, thus,

1
Kapp

(h/KR) + (1 - h)K1

where Kapp �5 the IC� obtained from a depolarized holding

potential in which a fraction, h, of the channels are in the
inactivated state (27). When we make this calculation assuming
no block to the rested state, i.e., KR (the dissociation constant
for binding to the rested state) is very large, we obtain an

average value for K1 (the dissociation constant for binding to
the inactivated state) of about 30 nM. A shift in the Ii,, - V

curve is also predicted with a block to the inactivated state and
can be used to calculate the K1 using the relationship

-Vh k ln[(1 + [Nit])/KR)/(1 + [Nit])/Kj] (3)

where Vh �5 the shift in the h,,( V) relation and is the slope
factor for the relation to the inactivated state of the calcium
channel (28). The -23-mV shift we obtained predicts a K1 of
29 nM which is in good agreement with the value obtained
using Eq. 2. The value of 30 nM in the PC12 cells still differs

from the KD of [3H]nitrendipine binding for the high affinity
site binding (KD 0.6 nM) by 50-fold. The IC�,o for the effect
of (+)-PN200-110 was more than 200 times larger than the KD
for the same compound. A second class of calcium channels,
which are activated from more negative holding potentials and
which are insensitive to dihydropyridines (29, 30), was not

present in the PC12 cells used in these studies and therefore
cannot account for the remaining difference between the KD

and ICse values. The differences between our results and those
of two other laboratories, where calculations based on the
modulated receptor hypothesis and which explained the dis-
crepancy in ICse and KD, are unexplained (26, 27).

The binding constants of [3HJ-(±)-nitrendipine to the high
affinity site in PC12 membranes obtained in our laboratory are
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in close agreement with those found in other laboratories (9,

10, 32). Toll (9) also calculated from flux measurements that
the unitary current was about 3 x i0� ions/sec. Taking into

account a 20-fold difference in Ca2� concentrations and assum-

ing a linear relationship between current and concentration,
this would be about ‘ko the value we measured directly. How-

ever, Toll’s calculations (9) assumed an opening probability of
1.0, whereas in the K-depolarizing solutions he used, the mem-

brane potential probably was close to the test potentials used

in our experiments. This would give an opening probability of
0.05 for his experiments and bring his results into agreement

with ours.

The agreement between the number of high affinity binding

sites and the calculated number of functional Ca channels is

strong evidence that the high affinity sites and the Ca channels
are closely related. At the present time, we cannot discriminate

between the high and low affinity [3H]-(±)-nitrendipine-bind-
ing sites as the site of either the inhibitory or the stimulatory
action of nitrendipine on voltage-dependent Ca channels. The
presence of the stimulatory effect at doses of 1 nM and 10 nM

suggests that it too is related to a high affinity site.

In addition to the high affinity site, we report the presence
of a low affinity site with a KD for nitrendipine of around 70

nM and a Bmax of 70 pmol/mg. Litzinger and Brenneman (12)

have reported the existence of a low affinity nitrendipine-

binding site in spinal cord neurons. Although the dissociation
constant for the low affinity site is close to the calculated K1

determined from electrophysiological studies, the number of

binding sites calculated for this binding site is a thousandfold
greater than the number of calcium channels determined elec-
trophysiologically. Although one could conceivably account for

this difference in terms of a large pool of nonfunctional chan-

nels, the binding of dihydropyridines to this site is not altered

by antagonists such as verapamil and diltiazem.2 Its stereose-

lectivity, however, has not yet been examined. The functional
significance of the low affinity site is therefore unknown. It

may be related to the weak tonic block of rested channels that

we observed. However, the low affinity sites may include Na or

K channels (33, 34). Moreover, we have recently found evidence
for a low affinity nitrendipine-binding site in purified mito-

chondria,3 and the low affinity site associated with crude mem-
branes may result from mitochondrial contamination of these
fractions. This possibility is currently being investigated.

References

1. Glossman, H., D. R. Ferry, and C. B. Bosehek. Purification of the putative
calcium channel from skeletal muscle with the aid of [3H]-Nimodipine
binding. Naunyn-Schmiedeberg’s Arch. Pho.rmacoL 323:1-11 (1983).

2. Curtis, B. M., and W. A. Catterall. Purification of the calcium antagonist
receptor of the voltage-sensitive calcium channel from skeletal muscle trans-
verse tubules. Biochemistry 23:2113-2118 (1984).

3. Borsotto, M., J. Barhanin, R Norman, and M. Lazdunski. Purification of
the dihydropyridine receptor of the voltage dependent Ca2� channel from
skeletal muscle transverse tubules using [3HJ-(+)-PN200-110. Biochem. Bio-
phys. Res. Commun. 122:1357-1366 (1984).

4. Rengasamy, A., J. Ptasienski, and M. M. Hosey. Purification of the cardiac
1,4-dihydropyridine receptor calcium channel complex. Biochem. Biophys.
Res. Commun. 126:1-7 (1985).

5. Nishi, K., N. Akaike, Y. Oyama, and H. Ito. Actions of calcium antagonists
on calcium currents in Helix neurons. Circ. Res. 52(Suppl. fl:53-59 (1983).

6. Nachshen, D. A., and M. P. Blaustein. The effects of some organic calcium
antagonists on the calcium influx in presynaptic nerve terminals. J. MoL
Pharmo.coL 16:579-586 (1979).

7. Daniell, L. C., E. M. Barr, and S. W. Leslie. �Ca uptake into rat whole brain
synaptsosomes altered by dihydropyridine calcium antagonists. Soc. Neurosci.
Abstr. 9:501 (1983).

8. Shalaby, I. A., S. B. Freedman, and R. J. Miller. The effect oforganic calcium

antagonists on release of [3H]-Dopamine from aggregate cultures of midbrain
neurons. Soc. Neurosci. Abstr. 9:565 (1983).

9. Toll, L. High-affinity binding and inhibition of calcium transport in a clonal
cell line. J. BiOL Chem. 257:13189-13192 (1982).

10. Takahashi, M., and A. Ogura. Dthydrepyridines as potent calcium channel
blockers in neuronal cells. FEBS Lett. 152:191-194 (1983).

11. Enyeart, J. J., and P. M. Hinkle. Inhibition of secretion from a pituitary cell
line by dihydropyridines: evidence for a membrane potential dependent
blockade of Ca� channels. Biophys. Soc. Annu. Meet. Abstr. 45:396a (1984).

12. Litzinger, M. J., and D. E. Brenneman. [‘HI-Nitrendipine binding in devel-
oping dissociated fetal mouse spinal cord neurons. Biochem. Biophys. Res.
Commun. 127:112-119 (1985).

13. Marsh, J. D., E. Lob, P. Lachance, W. H. Barry, and T. W. Smith. Relation-
ship of binding of a calcium channel blocker to inhibition of contraction in
intact cultured embryonic chick ventricular cells. Circ. Res. 53:539-543
(1983).

14. Schwartz, A., I. L Grupp, G. Grupp, J. S. Williams, and P. L Vaghy. Effects
of dihydropyridine calcium channel modulators in the heart: pharmacological
and radioligand binding correlation. Biochem. Biophys. Res. Commun.
125:387-394 (1984).

15. Triggle, C. R., D. K. Agrawal, G. T. Bolger, E. E. Daniel, C. Y. Kwan, E. M.
Luchowski, and D. J. Triggle. Calcium-channel antagonist binding to isolated
vascular smooth muscle membranes. Can. J. PhysioL PharmacoL 60:1738-
1741 (1982).

16. Brown, A. M., H. Camerer, D. L Kunze, and H. D. Lux. Similarity of unitary
Ca2� currents in three different species. Nature (Lond.) 299:156-158 (1982).

17. Beach, H. R., Jr., L. R. Jones, and A. M. Watanabe. Intact vesicles of canine
cardiac sarcolemma. Circ. Res. 39:586-595 (1976).

18. Fiske, C. H., and Y. Subbarow. The colorimetric determination of phosphorus.
J. BiOL Chem. 66:375-400 (1925).

19. Bevington, P. R Data Reduction and ErrorAnalysis for the Physical Sciences.

McGraw-Hill, New York (1969).
20. Hamill, 0. P., A. Marty, B. Neher, B. Sakmann, and F. J. Sigworth. Improved

patch clamp techniques for high resolution current recordings from cells and
cell-free membranes. Pfluegers Arch. 391:85-100 (1981).

21. Lux, H. D., and A. M. Brown. Patch and whole cell calcium current recorded
simultaneously in snail neurons. J. Gen. PhysioL 83:727-750 (1984).

22. Weiland, G., and R. Oswald. The mechanism of binding of dihydropyridine

calcium channel blockers to rat brain membranes. J. BiOL Chem. 260:8456-
8462 (1985).

23. Limbird, L. E. (ed). Cell Surface Receptors: A Short Course on Theory and
Methods. Martinus Nijhoff Publishing, Boston (1986).

24. Wilson, D. L, K. Morimoto, Y. Tsuda, and A. M. Brown. Interaction between
calcium ions and surface charge as it relates to calcium currents. J. Membr.
BiOL 72:117-130 (1983).

25. Brown, A. M., D. L. Kunze, and A. Yatani. Dual effects on dihydropyridines
on whole cell and unitary calcium currents in single ventricular cells of guinea
pig. J. PhysioL (Lond.) 379:495-514.

26. Sanguinetti, M. C., and R. S. Kass. Voltage-dependent block of calcium

channel current in the calf cardiac Purkinje fiber by dihydropyridine calcium
channel antagonists. Circ. Res. 55:336-348 (1984).

27. Bean, B. P. Nitrendipine block of cardiac calcium channels: high affinity
binding to the inactivated state. Proc. NatL Acad. Sci. USA 81:6388-6392
(1984).

28. Bean, B. P., C. J. Cohen, and R. W. Tsien. Lidocaine block ofcardiac sodium

channels. J. Gen. Physiol. 81:613-642 (1983).
29. Carbone, E., and H. D. Lux. A low voltage activated calcium conductance in

embryonic chick sensory neurons. Biophys. J. 46:413-418 (1984).
30. Nilius, B., P. Hess, J. B. Lansman, and R. W. Tsien. A novel type of cardiac

calcium channel in ventricular cells. Nature (Lond.) 316:443-446 (1985).
31. Deleted in proof.
32. Albus, U., E. Habermann, D. R. Ferry, and H. Glossman. Novel 1,4-dihydro-

pyridine (Bay K8644) facilitates calcium dependent [3HJ.Noradrenaline
release from PC12 cells. J. Neurochem. 42:1186-1189 (1984).

33. Yatani, A., and A. M. Brown. The calcium channel blocker nitrendipine

blocks sodium channels in neonatal rat cardiac myocytes. Circ. Res. 56:868-
875(1985).

34. Hume, J. R. Comparative interactions of organic Ca� channel antagonists
with myocardial Ca� and K� channels. J. Pharrno.coL Exp. Ther. 234:134-
140 (1985).

2 Unpublished observation.

3 K. L Brush, M. Perez, M. J. Hawkes, D. R Pratt, and S. L. Hamilton,
submitted for publication.

Send reprint requests to: Dr. Diana L. Kunze, Department of Physiology and
Molecular Biophysics, Baylor College of Medicine, Houston, TX 77030.

 at U
niversidade do E

stado do R
io de Janeiro on D

ecem
ber 5, 2012

m
olpharm

.aspetjournals.org
D

ow
nloaded from

 

http://molpharm.aspetjournals.org/



