
Abstract Calcium ions block the open configuration and
antagonise the tonic binding of TTX to the closed state of
sodium channels in very different ranges of extracellular
concentration, [Ca]O. We measured the open-state block in
channels expressed in Xenopus oocytes by α-subunits from
rat brain (rBIIa) or adult rat skeletal muscle (rSkM1). Re-
cordings of instantaneous tail-currents from cell-attached
macro patches show that the binding of Ca2+ to the block-
ing site has a dissociation constant of about 20 mM at 0 mV
and senses about 30% of the membrane potential drop,
whereas the concentration of half-inhibition of TTX-bind-
ing is less than 1 mM and voltage-insensitive. Assuming that
both effects involve a single binding site, a simple model
predicts that the state-dependency of the dissociation con-
stant entails positive shifts of activation and faster kinetics
of deactivation at increasing [Ca]O. The shifts of activation
measured for rBIIA and rSkM1 channels are comparable in
size to those predicted by the model, which accounts also
for the observed larger shifts of the rBIIA-mutant K226Q as
a consequence of its reduced voltage-sensitivity. Shifts at-
tributable to surface-charge screening effects seem smaller
in the oocyte than in native cell-membranes. The experimen-
tal [Ca]O-dependence of deactivation kinetics is also consis-
tent with the model and with the idea that Ca2+-binding
changes to the same extent, but in opposite directions, the ac-
tivation free-energies of both opening and closing transitions.
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Introduction

Extracellular divalent cations modulate the properties of
the sodium-channel by blocking the channel (Nilius 1988;

Pusch 1990a; Woodhull 1973) and by modifying its acti-
vation as if their binding stabilises its resting state (Fran-
kenhaeuser and Hodgkin 1957; Hille 1992). The positive
shift of the voltage dependence of activation at increasing
extracellular Ca2+-concentration, [Ca]O, has been gener-
ally attributed exclusively to changes of the membrane
surface potential due to the more efficient screening of
fixed negative charges of the extracellular membrane face
by the divalent cations (Frankenhaeuser and Hodgkin
1957; Hille 1968, 1975; Hille et al. 1975; McLaughlin et
al. 1971). The surface charge theory can account for a
whole variety of observed shifts, including those asso-
ciated with pH changes or with changes in the concentra-
tions of monovalent cations, by assuming several types of
titratable groups and the additional neutralisation of pairs
of adjacent acidic groups by complexation with divalent
cations. However, there is no unique choice of the fitting
parameters and no independent way of estimating them.
By assuming one basic and two acidic surface groups with
different densities and pK values and various dissociation
constants for different divalent cations, Hille et al. (1975)
found that a wide range of interdependent surface proper-
ties could yield a reasonable fit of the data.

Alternatively, Armstrong and Cota (1991) argued that
the similarity between the increase of the activation-shifts
with [Ca]O and the [Ca]O-dependence of the activated so-
dium conductance suggests that calcium ions blocking the
extracellular entrance of the sodium pore may also inter-
fere directly with the gating mechanism of the channel.
Calcium ions bind to the outer pore-vestibule of closed
channels with high affinity, antagonising the binding of
saxitoxin (STX) and tetrodotoxin (TTX) at submillimolar
concentrations (Conti et al. 1996; Doyle et al. 1993),
whereas the data reported here and in previous works on
various preparations (Armstrong and Cota 1991; Pusch
1990a; Woodhull 1973) show that the block of open chan-
nels occurs at much higher [Ca]O values, with dissociation
constants of tens of mM at 0 mV. If the affinity for Ca2+ in
the open state is lower, then the transition from the closed
to the open conformation is less favoured when the chan-
nel is occupied by a calcium ion. So far there has been no
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theoretical evaluation of how this effect could influence
the voltage-dependence of the activation of sodium cur-
rents. In this paper we develop a simple theory of the phe-
nomenon and compare it with our measurements of Ca2+-
block and activation shifts of sodium channels expressed
heterologously in Xenopus oocytes. We shall argue that
most of the shifts observed in this preparation may result
from the state-dependence of the interaction of Ca2+ with
the channel protein.

Methods

Measurements were performed on α-subunits of sodium
channels from rat brain (rBIIA; Noda et al. (1986)) or from
adult rat skeletal muscle (rSkM1; Trimmer et al. (1989)) ex-
pressed by Xenopus laevis oocytes previously injected with
the appropriate cRNA. In some experiments rSkM1-chan-
nels were co-expressed with the rat brain β1-subunit (Isom
et al. 1992) in order to reduce the slowly inactivating mode
of these channels (Patton et al. 1994). In general, the slow
mode of both rBIIA and rSkM1 channels was suppressed us-
ing conditioning depolarisations (Moran et al. 1977). The
cRNA’s were transcribed in vitro from the recombinant plas-
mids using a commercial kit (mMessage mMachine, Am-
bion, USA). The oocytes were injected with 6 to 25 ng of
cRNA and incubated for 2 to 8 days at 18°C in Barth’s so-
lution. Sodium currents were measured from cell-attached
membrane macro-patches using standard patch-clamp am-
plifiers (EPC-7, List Electronic, Germany; or Axopatch 200c,
Axon Instruments, USA) (Stühmer 1992). The silicone-
coated, fire-polished patch pipettes, from aluminium-silicate
glass (Hilgemberg, Germany), were filled with extracellular
solutions containing various fixed-osmolarity combinations
of NaCl (117.5 to 102.5 mM) and CaCl2 (0.2 to 10 mM) plus
2.5 mM-KCl and 10 mM-HEPES at pH = 7.4. The pipette
resistance was between 0.6 and 1.2 MΩ. During the meas-
urements the oocytes were maintained in a bathing solution
with the following composition (in mM): KCl 120, TRIS-Cl
20, EGTA 5, pH 7.3. In this high-K+ solution the cell poten-
tial was close to zero (±2 mV) and the membrane potential
across the patch, V, was assumed to be just opposite to the
pipette potential. The output of the patch clamp amplifier was
filtered with a home-made low-pass four-pole Bessel filter,
or with the built-in filter of the Axopatch amplifier, with a
cut-off frequency of 20 or 50 kHz. Data were sampled at 100
or 200 kHz. Stimulation and acquisition protocols were con-
trolled by the software package Pulse-PulseFit (Heka, Ger-
many) running on a Macintosh microcomputer with a 16 bit
AD/DA interface (ITC-16, Instrutech, USA). Linear current
responses were measured from sub-threshold stimulations
and digitally subtracted. All experiments were done at a con-
trolled temperature of 15 ± 1°C. For the off-line data analy-
sis, including iterative model-fitting procedures, we used
purpose-made programs written in the meta-language Igor 
(Wavemetrics, USA).

Results

Analysis of Ca-block of open channels

The voltage-dependence of the open-channel current can
be evaluated from the instantaneous tail-currents measured
from macroscopic current records. Patches yielding large
currents (>400 pA of maximum peak current) are stimu-
lated with a fixed pre-pulse to a potential Vpp that causes
the opening of a large fraction of channels followed by
steps to various tail potentials, V. The current, I, driven 
at V through the channels that are open at the end of the
prepulse is estimated by extrapolation of the initial time
course after the step. Sample records from two such ex-
periments on rSkM1 at [Ca]O = 0.2 mM and [Ca]O =
20 mM are shown in Figs. 1A and 1B.

Each panel shows the pulse protocol (top), the current
recordings on a full time scale (middle) and a time expan-
sion of the same records near the onset of the tail voltage
step (bottom). In both experiments the prepulse yielded
about 90% activation of the peak sodium conductance, al-
though Vpp was 30 mV more positive at [Ca]O = 10 mM
owing to the calcium induced shift of activation discussed
later (see Fig. 3). As shown in the bottom part of Figs. 1A
and 1B, the kinetics of tail current relaxations for poten-
tials less negative than 30 mV below Vpp are relatively
slow. In these cases the initial tail current can be deter-
mined by linear extrapolation to the time, t0, needed to
reach about 90% of the current jump for steps to the rever-
sal potential. For more negative potentials the tail currents
were well fitted by single exponential relaxations at any
time later than t0 plus the reciprocal of the filter cut-off fre-
quency and the initial current was determined by extrapo-
lating these exponential fits to the time t0. The most no-
ticeable feature of the data of Fig. 1 is that, in contrast with
its monotonic increase for more negative voltages in low
[Ca]O, the absolute value of the initial tail current in the
high [Ca]O solution is smaller at –100 mV than at –60 mV.
Another important observation is that the kinetics of tail
deactivation at hyperpolarising potentials are much faster
in the high [Ca]O solution.

Figure 2A shows tail I-V plots from the experiments of
Figs. 1A and 1B, and from a similar measurement on an-
other patch at [Ca]O = 1.8 mM. For comparison, since the
amplitude of the tail currents depends on the number of
channels in the patch and on the amount of activation at
the end of the pre-pulse, the currents at [Ca]O = 0.2 mM
and [Ca]O = 10 mM have been scaled to yield approxi-
mately the same slope conductance as those at
[Ca]O = 1.8 mM near the reversal potential. It is seen that
the I-V relation at negative potentials becomes progres-
sively more strongly rectifying at increasing [Ca]O. A rec-
tification larger than expected from the difference in Na+-
concentration across the patch is also detectable at posi-
tive potentials owing to the voltage-dependent block by
some uncontrolled level of intracellular Mg2+ (Lin et al.
1991; Pusch 1990b; Pusch et al. 1989). However, a much
stronger rectification is seen for V < –30 mV at [Ca]O =
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1.8 and 10 mM owing to the voltage-dependent block of
the open channel by Ca2+. In the case of [Ca]O = 10 mM
the I-V relationship has a negative slope-conductance for
V < –50 mV. In order to describe quantitatively the effect
of calcium block we fitted tail I-V measurements accord-
ing to the relation:
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(0) represents the dissociation constant of Ca2+

from the blocking site at V = 0, vb is the e-fold voltage-
sensitivity of Ca2+-binding and I0 (V) is the sodium current
expected in the absence of calcium block. We assumed also
the I0 (V) is adequately described by the Goldman-Hodg-
kin-Katz equation (Hille 1992):

(2)

where Vrev is the reversal potential of the sodium currents
and Γ is the asymptotic cord-conductance in the limit
V → (–∞). For each experiment in a given patch and [Ca]O
conditions tail I-V plots were fitted by the combined 
Eqs. (1) and (2) to obtain estimates of the four parameters
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three experiments illustrated in Fig. 2 were chosen from
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Fig. 1A, B The effect of extracellular Ca2+ on the tail current re-
laxations of rSkMµ1 channels. Representative records from similar
experiments on two different cell-attached patches obtained with 
pipette-solutions containing [Ca]O = 0.2 mM (A) or with [Ca]O =
10 mM (B). Each panel shows the double-step protocol in the upper
part and the current records on a full time scale in the middle sec-
tion. The bottom parts show the same recordings near the onset of
the tail voltage step on a very expanded time scale, to illustrate the
method of measurement of deactivation kinetics and “instantaneous”
tail currents. The vertical dashed lines show the effective time of tail
onset, t0, at which the tail current for steps to the reversal potential
(~70 mV, in this case) is reduced to about 10% of its initial value. In
these recordings, obtained with a bandwidth of 50 kHz, t0 lagged the
first visible tail change by 2 sampling intervals, i.e. 20 µs. Initial val-
ues of slowly relaxing tail currents were measured by linear extra-
polation to t0. For more negative potentials (e.g. at –100 mV in A
and at –100 and –60 mV in B) the extrapolation of the tail currents
to t0 was obtained from single-exponential fits that also yielded the
time constant of deactivation, τd



The continuous lines through the inward-current data
for [Ca]O = 1.8 mM and for [Ca]O = 10 mM are least-
squares fits with Eqs. (1) and (2) obtained, respectively,
for K O

(+) = 19 mM and vb = 48 mV, and for K O
(0) = 20 mM

and vb = 38 mV. The data for [Ca]O = 0.2 mM could not

be used to get independent estimates of K O
(0) and vb, be-

cause at this low concentration the blocking effect of cal-
cium ions is expected to exceed 20% only at voltages
more negative than –110 mV. The line fitting these data
in Fig. 2 was obtained by fixing K O

(0) and vb to their mean
estimated values (K O

(0) = 22 mM; vb = 45 mV) from
measurements at higher [Ca]O (Table 1). Since the cor-
rection introduced in this case by the blocking effect is
very small, the goodness of the fit validates the use of
Eq. (1) for the description of the currents through cal-
cium-free channels. 

As in the examples of Fig. 2A, the estimates of KO
(0)

and vb obtained from experiments on rSkM1 channels 
at [Ca]O = 1.8 mM (n = 5), [Ca]O = 5 mM (n = 3), 
or [Ca]O = 10 mM (n = 3), did not show any systematic
[Ca]O-dependence, validating the analysis of the 
[Ca]O-dependence of the block according to Eq. (1). 
Table 1 summarises our results for rSkM1 channels 
and for 6 experiments on rBIIA channels at [Ca]O =
1.8 mM. It is seen that the mean estimates of KO

(0) and vb
for the two isoforms are in very good agreement, as ex-
pected from the fact that both channels should have 
the same pore structure. There is also a fair agreement
between our Ca2+-block parameters and those estimated
from single-channel recordings by Pusch (1990a) for
rBIIA and for its point mutation K226Q. For later analy-
sis we assumed that the binding of Ca2+ to the open pore
of rSkM1, rBIIA, and K226Q is characterised by KO

(0) =
21 mM and vb = 42 mV. 

Figure 2B illustrates the other major effect of extracel-
lular calcium on tail current relaxations. The figure shows
plots of the mean estimates of the time constant of the ex-
ponential tail deactivation, τd, for tail potentials between
–120 and –70 mV. The data are from experiments on
rSkM1 channels at [Ca]O = 0.2, [Ca]O =1.8 and [Ca]O =
10 mM. The most obvious effect of increasing [Ca]O is a
systematic decrease of τd that is progressively more pro-
nounced at less negative potentials: e.g. the ratio between
the values of τd at [Ca]O = 0.2 mM and [Ca]O = 10 mM in-
creases monotonically from 1.4 at –120 mV to 2.2 at
–70 mV. The last feature cannot be explained by a general
positive shift of the effective voltage sensed by the gating
structures of the channels, as expected by the mere screen-
ing or neutralisation of the membrane surface charge at in-
creasing [Ca]O. The solid lines through the data of Fig. 2B
show the expectations of a model discussed later that as-
sumes that the presence of a bound calcium ion interferes
with gating.
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Fig. 2A Plots of the initial tail currents vs tail potential from the
experiments of Fig. 1 and from a similar experiment with [Ca]O =
1.8 mM. The scale of the ordinates is for the 1.8 mM data. For the
sake of comparison, the currents at [Ca]O = 0.2 mM and [Ca]O =
10 mM were scaled to yield approximately the same conductance
near the reversal potential (~+70 mV) according to the different es-
timates of Γ from the fit of each experiment with Eqs. (1) and (2).
The continuous lines through the data at [Ca]O = 1.8 mM and at [Ca]O
= 10 mM show such least-squares fits, obtained, respectively, for
K O

(0) = 19 mM, vb = 48 mV and for K O
(0) = 20 mM, vb = 38 mV. The

line through the data at [Ca]O = 0.2 mM is the best fit for K O
(0) and

vb fixed to their mean estimates of 22 mM and 45 mV (Table 1). 
B [Ca]O-dependence of the time constant, τd, of the exponential de-
activation of rSkM1 channels for tail potentials between –120 and
–70 mV. The plots show mean estimates (± s.d) from various experi-
ments on different cell-attached patches with [Ca]O = 0.2 (n = 3),
[Ca]O = 1.8 (n = 4) and [Ca]O = 10 mM (n = 3). The decrease of τd
with [Ca]O is significantly more pronounced at less negative poten-
tials and cannot be described by a simple positive shift of the volt-
age-dependence of deactivation kinetics. The solid lines through the
data are best fits with Eqs. (9)–(11) according to the model described
in Theory, obtained for β0 (0) = 444 s–1, zd = 0.8, δi ≈ δe ≈ 0.49

Table 1 Parameters of the block by Ca2+ of open Na-channels

Phenotype K O
(0)/mM vb/mV n

rBIIA 19 ± 7 40 ± 6 6
rSkM1 22 ± 7 45 ± 7 11
(*) rBIIA 14 ± 6 28 ± 7
(*) rBIIA–K226Q 15 ± 4 34 ± 5

* Estimates from the single-channel data of Pusch (1990a) at [Ca]O =
1.8 mM, using Eq. (1) for V = 0 and V = –50 mV



Analysis of Ca-effects on activation

Following the classical analysis of Hodgkin and Huxley
(1952) the voltage-dependence of the activation of sodium
channels is described in terms of the ratio Ipeak/(V – Vrev),
where Ipeak denotes the peak current in response to the volt-
age step to V. A better estimate of the activation probabil-
ity, PO, particularly at high [Ca]O values, should account
for the non-linearity of the open-channel current by nor-
malising Ipeak to the measured instantaneous I-V relation-
ships. Activation curves obtained in this way for the same
experiments of Fig. 2A are shown in Fig. 3. We found that
other conceptual improvements of PO estimates, e.g. re-
placing Ipeak with the extrapolation of the inactivation de-
cay, do not change significantly the two principal param-
eters of the activation curve, whose main characteristics
are described by a simple Boltzmann relation:

(3)

where V1/2 is the half-activation voltage and vs is a slope
factor characteristic the steepness of PO (V) at V = V1/2.
Least-squares fits of the data according to Eq. (3) are shown
in Fig. 3 by solid lines. They were obtained for similar val-
ues of vs (between 8.5 and 9.9 mV), with V1/2 increasing
with [Ca]O from –42 mV at [Ca]O = 0.2 mM to –23 mV at
[Ca]O = 10 mM. The rigthward shift of sodium activation
curves upon increasing [Ca]O is a well known effect (Fran-
kenhaeuser and Hodgkin 1957; Hille 1968, 1975; Hille 
et al. 1975).

Equation (3) has a rigorous mechanistic interpretation
only in the case of two-state channels, whereas it is well
known that sodium channels have a multiplicity of closed
states. However, although it would yield a better descrip-
tion of the foot of the activation curve, fitting the data ac-
cording to the third power of the Hodgkin-Huxley (1952)
activation parameter m would not change significantly the
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estimates of the mid-voltage and of the maximum slope.
The data of Pusch (1990a) that we discuss later were given
in terms of the fitted HH parameters Vm and zm, character-
ising the equilibrium voltage and the valence of the m “gat-
ing particle”. It is easily shown that these quantities can be
converted to V1/2 and vs estimates through the relations
(T=15°C): V1/2/mV=Vm/mV+33.4/zm; vs/mV=20.1/zm.

Plots of our mean estimates of the activation parame-
ters for rSkM1 as a function of [Ca]O are shown in Fig. 4,
together with similar data from Pusch (1990a) for rBIIA
and for its mutant K226Q (Stühmer et al. 1989). It is seen
that rBIIA and rSkM1 have practically the same vs, i.e.
identical voltage-sensitivities. The half-activation voltage
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Fig. 3 Voltage-dependence of sodium-channel activation measured
in the same experiments of Fig. 1. The solid lines are least-squares
fits of the data according to Eq. (3) with: vs = 8.5 mV, V1/2 =
–41.5 mV ([Ca]O = 0.2 mM); vs = 9.9 mV, V1/2 = –30.5 mV ([Ca]O =
1.8 mM); vs = 9.6 mV, V1/2 = –22.5 mV ([Ca]O = 10 mM)

Fig. 4 Plots of the sodium-channel activation parameters V1/2 (A)
and vs (B) as a function of [Ca]O. Our present data for rSkMµ1 and
rBIIA channels (filled symbols) are plotted together with data from
Pusch (1990a) for rBIIA (open squares) and for its mutant K226Q
(open circles). The dashed lines in A and the solid lines in B are least-
squares fits according to the pure state-dependent model, Eqs. (7)
and (8). The solid lines in A are better fits including shifts of the
half-activation voltage due to the pure Ca2+-screening (no binding)
of charged groups on the outer membrane surface of the oocyte. The
groups are of the same type but have only 40% of the surface den-
sity hypothesised by model II of Hille et al. (1975). In standard
Ringer’s solution the estimated free surface-charge and surface po-
tential are –0.3 e/nm2 and –47 mV



of rSkM1 is about 8 mV more negative thant hat of rBIIA,
but in both cases the increase with [Ca]O is about the same.
Much greater differences characterise the K226Q muta-
tion. As originally reported by Stühmer et al. (1989), this
mutant has a marked positive shift of V1/2 (by about 25 mV
at [Ca]O = 1.8 mM) and a decreased voltage sensitivity,
shown in Fig. 4B as a roughly 50% increase of vs. A fur-
ther peculiarity of K226Q, noticed by Pusch (1990a), is a
marked increase of sensitivity to [Ca]O changes: changing
[Ca]O from 0 to 8 mM shifts the mean V1/2 of K226Q by
about 35 mV, almost twice as much as in the wild type
rBIIA (~19 mV) or in rSkMµ1 (~22 mV). The solid lines
through the various sets of data in Fig. 4 were drawn ac-
cording to the theory described below, which attributes a
major portion of the [Ca]O-dependent shifts to the state-
dependency of calcium binding to the ion pore.

Theory

Disregarding inactivation and assuming a single open state
(see e.g. Horn and Vandenberg 1994) the voltage depen-
dence of the activation of sodium currents can be described
by the scheme:

Scheme [1]

where O is the open state, {C} represents the set of pos-
sible closed states, α (V) and β(V) are the equilibrium rates
of opening and closing transitions, related to the open-state
equilibrium probability, PO (V), by:

It is easily verified that by approximating the voltage-
dependence of PO (V) with Eq. (3) we imply that:

(4)

Apart from effects of surface-charge screening that
change the voltage drop experienced by the voltage-sen-
sors of the channel, an additional dependence of α (V) and
β(V) on [Ca]O is expected a priori if the binding of Ca2+

interferes with transitions within {C} states or with {C} to
O transitions. For simplicity, and in the absence of any ex-
perimental evidence that the calcium binding affinity of
the closed channel is state dependent, we shall assume that
only {C} to O transitions are affected by the presence of a
bound calcium ion. We can then expand scheme [1] as:
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where the subscripts 1 and 0 indicate binding or not of a
calcium ion, with dissociation constant KC for all closed
states and KO for the open state. Disregarding Ca2+-per-
meation and the probability of cyclic reactions driven by
the Ca2+ free-energy gradient, the microscopic reversibil-
ity of scheme [2] requires that:

(5)

where the voltage dependence of KO revealed by the open-
channel block is introduced explicitly, whereas KC is as-
sumed to be voltage-independent on the basis of the anal-
ysis of TTX-Ca2+ interactions in the closed channel (Conti
et al. 1996). Equation (5) implies that the free-energy 
difference between the open and closed states, ∆G =
GO – GC = kT × ln (β/α), is changed by the presence of a
bound Ca2+ because of two effects: 1) the different inter-
action of the ion with the two conformations of the chan-
nel protein changes ∆G by kT × ln (K O

(0)/KC); 2) the open-
ing of the channel exposes the ion to a fraction RT/(2Fvb)
of the membrane voltage drop and involves, therefore, an
additional ∆G of kT × (V/vs). Using Eq. (5) it is easily
shown that scheme [2] reduces to scheme [1] if:

Expressing α (V)/β(V) and α0 (V)/β0 (V) according to
Eq. (4) this relation becomes:

(6)
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s are the parameters that characterise the
gating properties at [Ca]O = 0. Equation 6 cannot be iden-
tically verified at all voltages V, but this is not a major ob-
stacle for our present analysis, which is only concerned
with estimating V1/2 and the slope parameter vs. For that
purpose we just need to impose in Eq. (6) the identity of
the two members and of their derivatives at V = V1/2. The
first condition yields:
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For given values of KO
(0), vb and KC, Eqs. (7) and (8) de-

fine implicitly V1/2 and vs as functions of [Ca]O. In partic-
ular, Eq. (8) predicts a small monotonic increase of vs with
[Ca]O towards the asymptotic value:

Likewise, Eq. (7) predicts a monotonic increase of V1/2
with [Ca]O towards the asymptotic value:

Scheme [2] also predicts a simple [Ca]O-dependence of
the tail current kinetics at deactivating potentials, such that
α0 and α1 are negligible with respect to β0 and β1. At these
voltages the open channel probability as expected to de-
cay exponentially with a time constant, τd, given by the re-
lation:

(9)

where β0 (V) is the decay rate of the tail currents in zero
calcium and where β1 (V)/β0 (V) is the factor by which the
rate constant of the closing transition is increased in the
presence of a bound calcium ion. This factor is determined
by the calcium-induced decrease in the free energy of ac-
tivation of the closing transition which should be a frac-
tion of the increase in ∆G of the {C} → O reaction. There-
fore, according to Eq. (5), we expect for β1 (V)/β0 (V) the
following expression:

(10)

where δi and δe represent the fraction of the two contribu-
tions to the change in ∆G, discussed in connection with 
Eq. (5), afforded by the closing transition. If a bound cal-
cium ion has equal and opposite effects on the activation
barriers for the opening and closing transitions, we expect
δi = δe = 0.5. Notice that Eq. (9) predicts that if β1/β0 is
voltage independent (δe = 0) the exponential dependence
of KO on V would make the ratio of the low- to high-[Ca]O
values of τd decrease with V, whereas this tendency is coun-
teracted for δe > 0 by the exponential increase of β1/β0 so
that the overall effect on τd ratios may be just opposite.

In order to evaluate the predictions of the above simple
model, we must use some reasonable value of KC. The only
experimental data providing estimates for this parameter
are obtained from studies of the antagonistic action of Ca2+

on the binding of TTX and STX, whose receptor pocket
likely includes the Ca2+-binding site. In the sodium chan-
nels of reconstituted vesicles from native cardiac and brain
tissue the binding of radioactive labelled STX is antagon-
ised at increasing extracellular Ca2+-concentrations (Doyle
et al. 1993). Although the membrane potential of these
preparations is undefined, it is fair to assume that the data
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relate to closed configurations because the steady-state
open probability of native sodium channels is very low at
any voltage. At the site of competition, Doyle et al. (1993)
measured a dissociation constant for Ca2+-binding,
KCa ~ 0.34 mM, whereas for Na+-binding the estimate is
KNa ~ 34 mM (Doyle et al. 1993; Weigele and Barchi
1978). A comparable value, KCa ~ 0.16 mM, was esti-
mated for the binding of Ca2+ to resting rBIIA channels
from measurements of the use-dependence of TTX-block
by attributing the effect to the removal of the inhibition by
Ca2+ (Conti et al. 1996). The latter analysis also indicated
that KCa is fairly independent of voltage, as also suggested
by the close agreement between the estimate of Conti et al.
(1996) for V < –100 mV and that of Doyle et al. (1993) for
depolarised conditions.

A number of other observations give circumstantial sup-
port to the idea of a high affinity binding of Ca2+ to closed
channels. The antagonism between Ca2+ and cations occu-
pying the cytoplasmic side of the sodium pore may explain
the apparent interaction of TTX with local anaesthetics
(Cahalan and Almers 1979) or with thiazin dyes (Arm-
strong and Croop 1982) if one assumes that TTX reduces
a normally high probability of calcium binding, thereby re-
lieving the repulsion of the drugs. Also the modification
of gating currents by STX or TTX (Heggeness and Starkus
1986; Keynes et al. 1991) might arise indirectly from the
displacement of Ca2+ by the toxins if the binding of Ca2+

interferes with gating, as proposed by Armstrong and Cota
(1991) and supported by the present work. The above
quoted effects are quite substantial in normal conditions.
Therefore, if they are attributed to unbinding of Ca2+, they
are consistent with KCa values lower than the physiologi-
cal [Ca]O.

To compare the predictions of Eqs. (7) and (8) with our
data we assumed KC = 0.72 mM, a value derived using the
estimate KCa = 0.16 mM obtained by Conti et al. (1996)
for the oocyte preparation and taking into account that the
effective dissociation constant is increased by the factor
(1 + [Na]/KNa) due to competition with Na+. For the open
channel parameters we assumed the mean estimates
K O

(0) = 21 mM and vb = 42 mV as invariant characteristics
of the three phenotypes of Fig. 4. We solved numerically
Eqs. (7) and (8) searching for each set of data for one phe-
notype the values of V*

1/2 and v*
s yielding the minimum χ2.

The best fits obtained in this way are shown by dashed lines
in Fig. 4A and by the continuous lines of Fig. 4B. It is clear
that the mere inclusion of the state-dependent binding can
account for most of the observed [Ca]O-dependence 
of V1/2. Also the tendency of the vs measurements to in-
crease with [Ca]O is consistent with the model, although
this feature cannot be used in support of the model, owing
to the large scatter of the data.

Our model does not exclude the possibility that a sig-
nificant contribution to the shifts of V1/2 may also arise
from the decrease with [Ca]O of the negative surface po-
tential at the outer surface of the oocyte membrane. Such
contribution, supposedly identical for the three phenoty-
pes of Fig. 3, was included by allowing V1/2 to change with
[Ca]0 as expected from the screening of titratable surface
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groups of the type postulated by Hille et al. (1975) for the
frog node membrane. We did not assume, however, any
specific binding of Ca2+ to the negative groups and we
looked for best fits of the data of Fig. 4A by allowing the
densities of the surface groups to be scaled by a common
factor. As expected, adding the surface-charge correction
significantly improved the fit of the data, as shown by the
continuous lines of Fig. 4A. The improvement was in-
sensitive to the type of surface-charge model used: the
best scaling factor was 0.22 for the high-density model I
of Hille et al. (1975), and was 0.4 for the lower density
model II. At [Ca]O = 1.8 mM both models yield
–0.3 e/nm2 as the best estimate of the free surface-charge
density and a surface potential of about –47 mV. After in-
cluding the effect of surface-charge screening we esti-
mate that the contribution of state-dependence effects to
the total shift observed upon raising [Ca]O from 0.2 to
10 mM is 66% for rSkM1, 69% for rBIIA and 79% for
the mutant K226Q.

The model discussed above also provides a good de-
scription of the [Ca]O-dependence of deactivation kinet-
ics. The solid lines through the data of Fig. 2B were ob-
tained from the least-squares fit to Eqs. (9) and (10) as-
suming a small [Ca]O-dependent shift of both β0 (V) and
β1 (V) due to the above estimated surface charge screening
(from 0.3 mV at [Ca]O = 0.2 to 8.0 mV at [Ca]O = 10 mM),
and a voltage dependence of β0 (V) of the type:

(11)

where zd is the gating charge of the closing transition. The
best overall fit of the data of Fig. 2B and of similar data at
[Ca]O = 5 mM (not shown) was obtained for β0 (0) =
444 s–1, zd = 0.8, and δi ≈ δe ≈ 0.49. Thus, the effect of ex-
tracellular calcium on deactivation kinetics is consistent
with Ca2+ changing by about the same extent (but in op-
posite directions) the free energy of activation of both the
opening and the closing transition.

Discussion

We asked in this paper to what extent the different calcium-
binding affinity of the sodium-channel in the open and
closed states may account for the shifts of the sodium acti-
vation curve, that would be thus related to a direct influence
of calcium on gating as proposed by Armstrong and Cota
(1991). The model that we have used to estimate this effect
assumes that the presence of a bound calcium ion in the outer
vestibule or at the selectitivity filter of the channel modifies
only the open-close transitions. Despite its oversimplifica-
tion this model does show that a major portion of the [Ca]O-
dependent shifts observed for sodium channels expressed in
oocytes is indeed consistent with the state-dependence of
calcium binding estimated for the same preparation.

Although adding to the state-dependent model the shifts
due to the screening of negative surface charges improves

β β0 0 0( ) ( ) expV z FV
RTd= −





the fit of our data, this contribution seems rather low in
comparison to other membrane preparations. In their study
of the pituitary cell line GH3 Armstrong and Cota (1991)
report shifts of V1/2 by +27 mV and by +47 mV upon rais-
ing [Ca]O from 0.2 to 10 mM and 50 mM. From their ac-
tivation curves and calcium-block data we roughly esti-
mate for preparation their V*

1/2 ~ –55 mV, v*
s ~ 7 mV,

K O
(0) ~ 70 mM and vb ~ 30 mV. Assuming KC = 0.55 at

their sodium concentration of 80 mM, the shifts attributed
by our model to the state-dependence of calcium binding
are +16 mV and +22 mV, i.e. only 59% and 39% of those
observed. We suppose that the density of surface charges
in this preparation is higher and that the shifts due to their
screening by Ca2+ are consequently larger and have a rel-
ative weight that increases consistently with [Ca]O. A sim-
ilar conclusion can be drawn for the frog node preparation,
where changing [Ca]O from 0 to 20 mM at constant [Na]O =
140 mM shifts sodium activation by about +40 mV (Hille
et al. 1975). For that system V1/2 ~ 50 mV, v*

s ~ 7 mV, the
block parameters are KO

(0) = 53 mM and vb ~ 48 mV
(Woodhull, 1973), and the corresponding shift predicted
by our model with KC = 0.64 mM is 20.5 mV, i.e. only 51%
of that observed. The idea that the oocyte membrane has a
lower density of negative surface charges is also supported
qualitatively by the observation that the sodium channels
expressed in this model membrane have a substantially less
negative V1/2 than in the native environment. At
[Ca]O = 1.8 mM the V1/2 of our rBIIA channels is about
–30 mV as compared to values in the range –50 to –55 mV
measured in the frog node or in GH3 cells. The larger de-
polarisation needed to activate the channels in the oocyte
might just compensate a less negative surface potential on
the outer membrane face.

A remarkable success of our model is the fair descrip-
tion of the substantially different shifts of K226Q and wild-
type channels using a fixed set of parameters for the inter-
action of Ca2+ with the sodium pore. The invariance of the
interaction with the open pore is directly supported by our
measurements on rSkMµ1 and rBIIA which agree well with
the Ca2+-block properties of rBIIA and of mutant K226Q
reported by Pusch (1990a). That rSkMµ1 and rBIIA have
the same Ca2+-binding properties in the closed state is sup-
ported by the fact that they show the same [Ca]O-depen-
dence of the use-dependent block by TTX (unpublished re-
sults). As for K226Q, it is unlikely that a point mutation at
the cytoplasmic end of segment S4-I affects the binding
properties of the extracellular pore domain. Our model ex-
plains the much larger shifts of mutant K226Q as a mere
consequence of the lower voltage sensitivity and intrinsic
shift of the activation curve. Ignoring state-dependent ef-
fects, the surface-charge theory could explain the pheno-
typic variation of the calcium shifts only by assuming a
change of the extracellularly exposed charge near the volt-
age-sensing structures of the channel. Indeed, several
charge mutations in the segments S4-I and S4-II show in-
trinsic shifts of activation that may be associated with a lo-
cal change of the exposed charges on either side of the chan-
nel (Stühmer et al. 1989). In particular, the positive shift of
mutant K226Q may result from the neutralisation of a pos-
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itive charge normally exposed to the cytoplasmic side.
However, such a change would not affect the charges on the
extracellular face of the membrane and there is, therefore,
no plausible explanation of the increased [Ca]O-sensitivity
of K226Q in terms of surface-charge effects.

The only essential assumption that we have used for
modelling [Ca]O effects is that the binding of calcium ions
to the outer pore of sodium channels is state dependent,
quite regardless of the precise mechanism that causes such
dependence. We have shown on purpose that even for the
most simple case in which a bound calcium ion modifies
only the open-close transitions we expect [Ca]O effects of
a size comparable to those observed, but we cannot ex-
clude the possibility that direct interactions of Ca2+ with
the charged groups that are responsible for the voltage de-
pendence of activation (voltage sensors) contribute to the
state dependence of Ca2+-binding. Likewise, speaking of
a single Ca2+-binding site might be inappropriate if the ac-
tivation of a channel and/or the opening of its permeation
pathway involve structural changes of the outer pore-
mouth that effectively change the molecular configuration
of the Ca2+-binding pocket. Nevertheless, it is important
to stress that our model is also consistent with the view that
the voltage sensors of the sodium channel do not interfere
with its outer-pore structure and that the opening does not
modify the short-range Ca2+ binding interactions, because
changes of the binding-energy of the order of those ob-
served (kT ln (K O

(0)/KC) ≈ 3.4 kT) may easily result from
changes in long-range electrostatic interactions with other
groups or regions of the channel protein that do not shape
the binding pocket. Indeed, it is plausible that Ca2+ blocks
the open pore at a site located just before the barrier of the
pore selectivity filter and interacts from there with charged
or polar structures that gate the cytoplasmic pore entrance
and are likely distinct from the voltage-sensing structures
that enable or disable their operation.
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