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SUMMARY

1. Intracellular Na* activity (ak,) and membrane resting potential were studied in
quiescent guinea-pig atrial and papillary muscles by means of Na*-sensitive and
conventional microelectrodes. The effects of the cardioactive steroid dihydroouabain
(DHO) on al,, force of contraction and sarcolemmal Na*, K*-ATPase activity were
also investigated.

2. In thirty atria and twenty-two papillary muscles, ak, amounted to 8:0+0-2 and
474 0-3 mM, respectively (means+s.E.M.). When both tissues were from the same
animal, with the same ion-sensitive microelectrode mean al, values of 7-9+0-2 and
51405 mum (P < 0:01) were obtained from eight atrial and eight papillary muscles,
respectively.

3. Membrane resting potentials (E) were significantly (P’ < 0-001) more negative
in the papillary muscles (—83-5+0:7 mV ; n = 8) than in the atrium (—78'1+£ 05 mV;
n = 8). Deviation of K, from Ey (determined by K*-sensitive microelectrodes)
was 3:0+0-2 mV in ventricular (P < 0-:05) and 6:1+0-3 mV in atrial preparations
(P < 0:05).

4. Inhibition of the Na* pump by DHO increased ak;, of the atrium within 10 min
by 006401 (n =7), 1:3+01 (n =5) and 32+02 mm (n=5) at 5, 10 and 30 pum,
respectively. In the papillary muscle, 10 g DHO was without effect while a}, rose
by 110+0-1 (n = 5) and 2:9+0-2 mm (n = 6) at 30 and 120 um DHO.

5. Consistent with the al;, measurements, the potency of DHO to increase force of
the isometric contraction was three times higher in atrium than in papillary muscle
(stimulation frequency 0-2 Hz).

6. Hydrolytic activity of sarcolemmal Na*,K*-ATPase isolated from atria
amounted to only one third of that detected in ventricles (0-07 £0:01, n = 6, versus
0-2+0-01 umol phosphate released min™' (g tissue)™, n =15). The inhibitory
potencies of DHO on sarcolemmal Na* K*-ATPase preparations were found to be
identical in the enzymes from either tissue.

7. It is concluded that a lower Na* pump density is responsible for the higher ak,
and for the lower resting membrane potential in atrial as compared to ventricular
cells. The regulation of cellular Na* homeostasis in atrial muscle appears to be closer
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to the limits of its capacity than in ventricle, explaining the higher sensitivity of the
atrium to interventions which impede Na* pump activity.

INTRODUCTION

It is well known that the Na*-K* exchange pump extrudes Na* from the cell
interior and thus maintains a low intracellular Na* concentration with respect to the
outside. In cardiac cells, the resulting Na* gradient across the cell membrane appears
to be important for membrane transport of ions, such as H* and Ca**, and provides
the driving force for inward Na* current during an action potential. In addition,
intracellular Na* has been implicated in the regulation of cardiac contractility as
exemplified by the force—frequency relationship (Cohen, Fozzard & Sheu, 1982;
Wang, Chae, Gong & Lee, 1988) and the positive inotropic effect of several cardio-
active drugs (Lee, Kang, Sokol & Lee, 1980; Brill & Wasserstrom, 1986; Schmied,
Wang & Korth, 1991). Much of our present knowledge of cellular Na* regulation has
emerged from studies utilizing Na*-sensitive microelectrodes which allow intra-
cellular Na* activity (ak,) to be monitored continuously over time and sensitively
enough to detect even small changes in ion activity. Na*-sensitive microelectrodes
have proved to be a powerful tool in elucidating the mechanism of action of cardiac
steroids (Lee, 1985) and particularly in resolving the controversial issue on the
positive inotropic effect of low ouabain concentrations in rat heart (Grupp, Im, Lee,
Lee, Pecker & Schwartz, 1985).

While all the relevant data on the regulation of ak, in cardiac cells have been
obtained from ventricular preparations or Purkinje strands, there is no information
available on the regulation of al, in atrial cells. This seems surprising, the more so
since atrial preparations have been widely used to study the action of cardioactive
steroids on contractility, binding characteristics and Na* K*-ATPase activity. In
addition, several reports suggest that the regulation of a, and its perturbation by
cardioactive steroids may be different in atrial and in ventricular preparations
(Poole-Wilson & Cameron, 1975; Young & Lingrel, 1987; Schmidt, Svendsen,
Haunsg & Kjeldsen, 1990).

In the present study ion-sensitive microelectrodes were used to monitor al, in
atrial and ventricular preparations under control conditions and under the influence
of the cardioactive steroid dihydroouabain. These experiments were complemented
by the measurement of contractile force and of Na*™, K*-ATPase activity. The results
demonstrate that resting al, and the effectiveness of Na* pump inhibition is
substantially higher in atrial than in ventricular myocardium. This finding is
probably due to different numbers of Na* K*-ATPase molecules in the cell
membranes of both tissues.

METHODS

Measurement of force of contraction

Guinea-pigs of either sex weighing 250-350 g were killed by cervical dislocation. Right
ventricular papillary muscles (diameter 0-5-0-8 mm) and fine trabeculae from the left atrium
(2-3 mm in length and 0-20-0-25 mm in diameter) were dissected from the isolated heart and
mounted in a two-chambered organ bath with internal circulation of the bath solution (volume,
50 ml) as described previously (Reiter, 1967). The bath solution was constantly gassed and kept in
circulation by 95% 0,-5% CO,; the temperature was maintained at 35°C, pH 7-5. The
composition of the bath solution was (mm): NaCl, 115; KCl, 47; MgSO,, 1-2; CaCl,, 3-2; NaHCO,,
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25: KH,PO,. 1-2; and glucose. 10. The muscles were stimulated through two punctate platinum
electrodes with square wave pulses of 1 ms and an intensity slightly above threshold. Force of
contraction was recorded isometrically by means of an inductive force transducer (Q-11. 10p,
Hottinger Baldwin MeBtechnik, Darmstadt, Germany) connected to an oscilloscope and a pen
recorder. The resting force was kept constant at 4 mN throughout the experiment. An equilibration
period of at least 1 h at a stimulation frequency of 1 Hz preceded each experiment. Subsequently,
the frequency of stimulation was lowered to 0-2 Hz. and the drug intervention was started as soon
as force of contraction had reached a steady state.

Measurement of ion activities

To measure ay, and ay. papillary muscles and atrial trabeculae were mounted horizontally in a
perfusion chamber (volume, 0-4 ml) perfused at a constant rate of 5 ml min™. Exchange of bath
solution was complete within 1 min. The voltage-recording electrodes had tip resistances of 20 MQ,
and small tip potentials, when filled with 3 m KC('. acidified to a pH of 2 with HCI. The construction
and calibration of the ion-sensitive microelectrodes with either the Na* liquid ion exchange resin
ETH 227 (Steiner, Oehme, Ammann & Simon. 1979) or the K* liquid ion exchanger (Corning Glass
Works, lot 477317) have been described in detail elsewhere (Sheu & Fozzard, 1982; Baumgarten,
Singer & Fozzard, 1984). The muscles were impaled with a conventional electrode and an ion-
sensitive microelectrode so that the impalements were as close as possible. From the potentials
measured with the two microelectrodes. ion activities of the cell were calculated by means of the
following equation:

E'—E = E,+Slog(ai+ky yay). (1)

where E' is the transmembrane potential measured with the ion-sensitive microelectrode with
respect to the reference electrode in the bath. £ is the transmembrane potential measured with
the conventional microelectrode, £, is a constant potential of the ion-sensitive microelectrode, and
S is the slope of the ion-sensitive microelectrode (ranging from 50 to 61 mV per decade) as
determined in KCl and NaCl solutions containing 0-1 mm EGTA. ai and a), are the ion activities and
the subscripts X and Y refer to the principal and interfering ion (either K* or Na*). ky  is the
selectivity coefficient of the ion-sensitive microelectrode which ranged from 0-01 to 0-02. The
selectivity coefficient of the Na*-sensitive microelectrode with respect to Ca**, ky, o, was in the
range 1-7-25 (Dagostino & Lee, 1982). indicating that the electrode was more selective to Ca®* than
Na*. However, the interference of Ca** on al, measurements is very small and probably uniform in
guinea-pig atrial and ventricular cells because intracellular resting Ca®* activity is low (about
1/100000 of that of al,) and nearly identical in both tissues (Beuckelmann & Wier, 1988; Bals,
Bechem, Paffhausen & Pott, 1990). Before and after each experiment, the electrodes were
calibrated at 35 °C with pure solutions of KCI or NaCl and with mixtures of NaCl and KCl, with
the sum (Na*+K*) kept constant at 150 mu. Conventional and ion-sensitive microelectrodes were
connected to a dual-channel high-impedance electrometer (model 773, World Precision In-
struments, New Haven, CT, USA). The signals were displayed separately and electronically
subtracted on a pen recorder and on digital panel meters. The panel meter readings were used for
calculating al, and ai.

Measurement of Na*, K*-ATPase activity

Na* K*-ATPase of guinea-pig (150-200 g) hearts were assayed in preparations each of which
originated from twenty atria and five ventricles respectively. The isolation procedure was described
previously (Ebner, 1990). Protein concentration was determined as described elsewhere (Lowry,
Rosebrough, Farr & Randall, 1951). The enzyme activity was tested with the coupled enzyme
assay (pyruvate kinase-lactate dehydrogenase, PK-LDH) at 35 °C. In a final volume of 1-3 ml, the
reaction medium contained (mm): KCI, 5-9: NaCl, 140; MgCl,, 5; NaNj;, 5; ethyleneglycol-bis-(4-
aminoethylether)N.N N’ N'-tetraacetic acid (EGTA), 0-5; Tris(hydroxymethyl)aminomethane
(Tris), 50 (pH 7-4); Tris-ATP, 3 (pH 7-4): phosphoenolpyruvate, 0-5; NADH, 0-24; (NH,),S0,,
16-8; pyruvate kinase, 7 U; lactate dehydrogenase, 10 U. After preincubation for 30 min, Na*,K*-
ATPase was added (5-15 ug protein in 100 gl histidine (10 mmol 1"!) pH 7-4). After a further
10 min, water (control) or dihydroouabain solution was injected in a volume of 20 ul and the time
course of enzyme activity was followed for 15-30 min. NADH absorbance was monitored at
334 nm. The data were fed into a computer via a RS-232 interface at 1 s intervals. The tests were
run in duplicate. Preincubation with 5 gg sodium dodecylsulphate per millilitre did not affect either
enzyme (see Ebner, 1990). The experiments were evaluated with a special integrated rate equation
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(Ebner, 1990) which describes the onset of inhibition independently of enzyme decay during the
assay with a pseudo-first-order rate constant k, and fractional inhibition EI/E at steady state in
a monoexponential function,

S =8,+(1—EI/E)(bt+ct?*+dt®) —exp (—k, t) E1/E (b/k, +2¢/k,?

(kyt+1)+3d (8 /k} +2t/k3 +2/ k) + E1/E (b/k, + 2¢/k} + 6d/k)).  (2)
where S is substrate concentration at time ¢ and S, at time 0; b, ¢, d are coefficients of a cubic
polynomial fitted to the control curve of 8. Fit of eqn (2) to data (Gauss-Newton method) provides
estimates of a pseudo-first-order rate constant of the onset of inhibition and its steady-state value

as fractional inhibition. Enzyme activity was calculated under control conditions at t =0 as
estimated by the coefficient b of the polynomial.

Chemicals

The following drugs were used (abbreviations and sources in parentheses): dihydroouabain
(Hommel AG, Adliswil, Switzerland); Tris(hydroxymethyl)aminomethane ; adenosine-5'-triphos-
phate (disodium salt of ATP) (Merck, Darmstadt, Germany): ethyleneglycol-bis-(8-amino-
ethylether)N. N N'.N'-tetraacetic acid (EGTA): lactate dehydrogenase-pyruvate kinase mixture in
2:2 mol I"! ammonium sulphate (PK-LDH); albumin (Sigma, Miinchen, Germany); phospho-
enolpyruvate (tricyclohexylammonium salt); nicotinamide-adenine dinucleotide phosphate
(Na,NADH) (Boehringer, Mannheim. Germany); Tris-ATP was prepared from Na,-ATP with
Dowex 50 W x 8.

Evaluation of results

Results are either presented as arithmetic means+s.E.M. or as original records. The positive
inotropic effect (AF,), i.e. the increase in force of contraction over its basal value, was normalized
as a percentage of the maximal effect. Significance tests were performed by the two-tailed ¢ test for
paired or unpaired observations. Differences between means were regarded statistically significant
at P < 0:05.

RESULTS

Intracellular activities of Na* and K*

In each experiment a guinea-pig papillary muscle and atrial trabecula driven at a
rate of 1 Hz had been equilibrated in normal Krebs—Henseleit solution for at least
1 h. To measure intracellular Na® (al,) and K* (ak) activities of quiescent muscles,
the stimulation was stopped. When the intracellular potentials recorded with the ion-
sensitive and the conventional microelectrode became stable, ion activities were
calculated in both tissues. In thirty atrial trabeculae and twenty-two papillary
muscles, the mean values of al;, amounted to 8:0+0-2 and 47 +£0-3 mm, respectively.
When both tissues were obtained from the same heart and impaled sequentially with
the same ion-sensitive electrode, mean ak, values of 79+0-2 and 51+ 05 mM were
obtained from eight atrial and eight papillary muscles, respectively (see Table 1).
Thus, the present data demonstrate a significant (P < 0-01) and nearly 60 % higher
value of al, in atrial as compared to ventricular cells. As can be further seen from
Table 1, the al, values showed a reciprocal distribution with respect to ay,. Also
presented in Table 1 are values of membrane resting potentials, £,,, and calculated
potassium electrochemical equilibrium potentials, Ey. The data show that £, was
significantly (P < 0-001) less negative in atrial than in ventricular cells. Although
atria had a lower ai than papillary muscles (P < 0-05), the lower resting potential of
atria was mainly due to a distinct deviation of E, from Ey. The difference between
E, and Ex was 3:0+02 mV in ventricular (P < 0:05) and 6:1+£0-3 mV in atrial
preparations (P < 0-05).
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Fig. 1. Effects of dihydroouabain on intracellular Na* activity (ai,) and membrane resting
potential (K ) in guinea-pig atrial (4) and ventricular myocardium (B). Note that all
dihydroouabain effects could be reversed by washing the muscles with drug-free solution.
Papillary muscle and atrium were obtained from the same animal.

TasLE 1. Comparison of electrophysiological parameters as determined in atrial and ventricular
preparations obtained from the same guinea-pig heart

Ventricle (8) Atrium (8)
E., (mV) —83:5+07 — 781+ 0-5%**
E, (mV) —86:5+08 —84:5+0-7*
al, (mv) 51405 79+ 0-2%*
ai, (mw) 1140+ 45 1030 + 4-3*

Values are given as means+s.E.M. with number of preparations in parentheses. B, was
calculated using the Nernst equation.

Significant vs. ventricle: * P < 0-:05; ** P < 0-01; *** P < 0-001; Student’s paired ¢ test.

Effect of dihydroouabain on Na* activity

In order to examine the concentration-dependent effect of dihydroouabain on the
Na* pump of guinea-pig ventricular and atrial myocardium, a, and E, were
continuously measured before, during and after exposure to various concentrations
of the cardioactive steroid. Figure 1 shows a representative experiment in which the
threshold concentration of dihydroouabain required to increase ay, was determined
in a quiescent atrial trabecula (Fig. 14) and a papillary muscle (Fig. 1B). Both
tissues were obtained from the same heart. Application of 10 gm dihydroouabain to
the superfusing solution caused ak, of the atrium to increase from 81 to 9-6 mm and
E ., to decrease from 78 to 77 mV. After the effect of dihydroouabain on ak, and £,
was stable, the muscle was again superfused with drug-free solution, and ak, and £
returned to their predrug control level. Subsequent superfusion of the atrium with
30 um dihydroouabain resulted in an increase in al, from 81 to 11-2 mm and in a
decrease of K, from 78 to 77 mV. Reversal of ai, and E, during wash-out was
complete within 10 min. In contrast to atrium, no detectable changes in ak, and E |
were observed during exposure of the papillary muscle to 10 gm dihydroouabain. The
threshold concentration of dihydroouabain required to produce an effect was 30 um,
as indicated by the small increase in al, from 4-5 to 52 mm (Fig. 1B). The decrease
in K, however, from —84 to —83 mV, did not differ from effects observed with 10
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and 30 uMm dihydroouabain in resting atrial preparations. Figure 2 shows the
relationship between the change in aX, (Aal;,) and the dihydroouabain concentration
in atrial (O) and ventricular (@) myocardium. The al, change at each concentration
was measured as shown in Fig. 1 and represented the steady-state effect of the drug.
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Fig. 2. Concentration-dependent effects of dihydroouabain on intracellular Na* activity
(a,) of guinea-pig atrial (O) and ventricular myocardium (@). The number of
preparations is given in parentheses. Note that atrial and ventricular preparations
exposed to 10 and 30 uM dihydroouabain were obtained from the same heart, respectively.
Symbols represent arithmetic means +s.E.M. shown as vertical bars if exceeding the size
of the symbols. Ordinate scale: increase in al, over its basal value.

In a total of seventeen atrial preparations, dihydroouabain increased al, from
78403 to 84+03mm at 5um (r=7), from 82402 to 95+02 mmM at 10 um
(n=25) and from 85104 to 11-7+05mm at 30 um (n =5). In five papillary
muscles exposed to 10 uM dihydroouabain, no significant increase in al, was
observed. Increasing the concentration of dihydroouabain to 30 and 120 M produced
a rise in al, from 50+04 to 6:0+ 04 mM (= = 5) and from 47406 to 7:6+0-6 mm
(n = 6), respectively. The results clearly indicate a higher potency of dihydroouabain
to raise al;, in atrial than in ventricular myocardium.

Effect of dihydroouabain on force of contraction

Simultaneous measurements of force of contraction and al, from the same muscle
would be desirable to study the precise relation between changes in force and
intracellular ion activity. However, such simultaneous measurements are technically
difficult, especially in the presence of cardioactive steroids. Therefore, force of
contraction was measured separately from al, in different muscles. Figure 3 shows
concentration—effect curves for the positive inotropic effect of dihydroouabain in six
atrial preparations (O) and in eleven papillary muscles (@). Contraction frequency
was consistently 0-2 Hz. As shown in Fig. 3, dihydroouabain had a higher inotropic
potency in atrial than in ventricular myocardium. The lowest effective concentration
of dihydroouabain was 3 uM in atrial preparations while 30 uM dihydroouabain was
necessary to produce a similar increase in force of contraction in papillary muscles.
Half-maximally effective concentrations, log EC;,, were —4:9+0'1 and —4-2+0-2 in
the atrial and ventricular myocardium, respectively.
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Fig. 3. Concentration-dependent positive inotropic effects of dihydroouabain in guinea-
pig atrial trabeculae (O) and papillary muscles (@). Arithmetic means+s.E.M. of 6 (O)
and 11 (@) muscles are shown. Ordinate scale: positive inotropic effect, AF,, expressed as
a percentage of the respective maximal effect of dihydroouabain (AF, 100% =
11:3+3-9 mN (O) and 23:1+2'7 mN (@). Pre-drug control force was 52+19 mN (O)
and 36+ 09 mN (@)). Contraction frequency 0-2 Hz.
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Fig. 4. The inhibitory potency of dihydroouabain on Na*K*-ATPase in enzyme
preparations from guinea-pig atria (O) and ventricles (@). Steady-state inhibition
(ordinate scale: fractional inhibition) of different concentrations of dihydroouabain is
shown. Symbols represent arithmetic means+s.E.M. of 5 to 8 preparations. The inhibition
of 100 um dihydroouabain was set to 1. In the preparations from ventricles 68 and from
atria 54 % of total ATPase activity was maximally inhibited by dihydroouabain. The
solution contained (mm): Na*, 145; K*, 59; ATP, 3; EGTA, 0-5; NaN,, 5; 35 °C.

Na*, K*-ATPase activity and its inhibition by dihydroouabain
Different activity of the Na* pump and an altered susceptibility to pump
inhibition by dihydroouabain could have contributed to the observed difference in
Nat homeostasis of atria and ventricles. We therefore studied Nat K*-ATPase
activity in both tissues. While the inhibitory potency of dihydroouabain on Na*,K*-
ATPase was identical in preparations from either tissue (Fig. 4), the dihydroouabain
(300 umol 17!)-sensitive fraction of total ATPase activity of ventricles was sig-
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nificantly (P < 0-:001) greater than observed for atria irrespective of a reference to
protein content or tissue wet weight. Mean values of five ventricular and of six atrial
enzyme assays amounted to 0-21+0-03 (0-20 £0-01) and 0-07 + 0-01 (0-07 £ 0-01) gmol
phosphate released min~ and (g tissue)™!, respectively (values in parentheses refer to
pmol phosphate released min™! (mg protein)™'. The result was independent whether
the atrial or ventricular enzyme was isolated from tissues of the same or of different
animals.

DISCUSSION

The mean resting value of 80 mm (n = 30 preparations) for ay, in guinea-pig atria
obtained in the present study was substantially higher than in ventricular cells of
twenty-two papillary muscles (47 mM). The significance of the difference between
both tissues (P < 0-01) was also clearly established when sequential measurements
were carried out with identical ion-sensitive microelectrodes in tissues obtained from
the same heart (Table 1). The resting values of aj, found in guinea-pig papillary
muscle are close to those previously reported in the same type of preparation and
under similar experimental conditions: 5:8 mM (Cohen ef al. 1982) and 40 mm (Wang
et al. 1988). In contrast to ventricular tissue, measurements of ay, in mammalian
atria have not yet been described.

Two explanations can be given for the higher values of aX, in guinea-pig atrial as
compared to ventricular cells: (1) the Na* elimination from atrial cells via the Na*
pump is less effective and /or (2) the resting Na* influx into atrial cells is much higher.
The Na* pump has been identified as a membrane-bound ATP-hydrolysing enzyme
system, which pumps Na* out of and K* into the cell, thereby generating an
electrochemical gradient that is essential in maintaining membrane potential and
electrical activity of excitable cells (Schwartz, Lindenmayer & Allen, 1975). Three
isozymes of the catalytic a-subunit of Na®,K*-ATPase have been cloned and
sequenced (Shull, Greeb & Lingrel, 1986), and marked differences in their affinities
for cardiac glycosides have been observed (Sweadner, 1989). Expression of isozymes
varies among species and tissues and may even be subject to changes during
development (Sweadner & Farshi, 1987; Ng & Akera, 1987b) or hormonal stimulation
(Ng, Yao & Akera, 1989; Orlowski & Lingrel, 1990). In heart muscle, two isozymes
exhibiting different affinities for cardioactive steroids have been identified. Some
species appear to have nearly equivalent amounts of the two isozymes while others
have predominantly one form (Ng & Akera, 1987a; Sweadner & Farshi, 1988).
Recently, the two isozymes of Na*,K*-ATPase have been identified with cDNA
probes in the rat heart and were found to be differently distributed in atrium and
ventricle (Young & Lingrel, 1987). In guinea-pig heart, however, the distribution of
isozymes seems to be less well defined (Sweadner, 1989). Since dihydroouabain
exhibited a higher potency in increasing ak, and force of contraction in atrial than
in ventricular myocardium, a high affinity isozyme of Na*,K*-ATPase could have
prevailed in this type of tissue. On the other hand, the higher level of a}, in atrial
cells could have enhanced the turnover rate of the Na* pump and thus increased the
apparent affinity of Na* . K*-ATPase for the cardioactive steroid (Herzig & Mohr,
1985; Stimers, Lobaugh, Liu, Shigeto & Lieberman, 1990). Our mecasurement of
Na‘*, K*-ATPase activity in preparations from guinea-pig ventricles and atria showed
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that the inhibitory potency of dihydroouabain on Na*,K*-ATPase was identical
in both tissues (Fig. 4). This finding clearly excludes the possibility that two
functionally different types of Na*,K*-ATPase are responsible for the tissue-specific
sensitivities for dihydroouabain. A plausible explanation for the higher al, and the
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Fig. 5. 4, intracellular Na* [Na*}; in relation to Na* pump inhibition. Model calculations.
The Na* influx into the cell, driven for simplicity sake by the concentration difference
instead of the electrochemical gradient (J;, = P, S(Naj—Na/)) is balanced by the Na*
pump (J, = J,, S/(1 +K,/Naj + K, + K K, A)), where K, reflects the affinity of Na] to
the Na* pump, K, the equilibrium constant governing the transition between the
conformational states of the enzyme E, and E, facing the intra- and extracellular space,
respectively, K, the affinity of the pump inhibitor A to E,, and S the surface area of the
cell, the other symbols are self-explanatory. .J, results from a model where Na} combines
with the inward facing conformation of the enzyme E,. which after transition to E,, reacts
with the inhibitor A. J, is assumed to be proportional to the E;Na; complex. For different
degrees of pump inhibition as affected by dihydroouabain (abscissa scale), [Na*],
(ordinate scale) was calculated at different values of J,, /Py,; K, was 10, K 1, K, 1; all
units are arbitrary (a.u.). B, intracellular Na* activity (al,) in relation to Na* pump
inhibition by different concentrations of dihydroouabain in guinea-pig atrial (open
symbols) and ventricular preparations (filled symbols). The number of preparations is
given in parentheses. Symbols represent arithmetic means+s.e.M. Ordinate scale: ay, in
mM; abscissa scale: dihydroouabain in um (linear scale).

enhanced potency of dihydroouabain in atrial cells therefore refers to the Na* pump
density per unit plasma membrane which we found in atrial cells to be one third of
that in ventricular cells. In addition, quantification of the total Na* K*-ATPase
concentration in atria and ventricles from porcine and canine hearts by measuring
[*H]Jouabain binding to intact myocardial preparations, revealed that the con-
centration of binding sites was about 2-3 times lower in atria than in ventricles
(Schmidt et al. 1990). The consequence of such a different Na* pump distribution on
intracellular Na* can be deduced from model calculations shown in Fig. 54. In
ventricular cells, and probably in many other cells, the Na* pump may be regarded
to have a high reserve capacity under normal physiological conditions (Akera & Ng,
1991). This condition is expressed in Fig. 54 as a high numerical value for J,,,. /Px,
(maximal Na* eflux/Na* permeability). Moderate inhibition of the pump by a
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cardioactive steroid produces only a marginal increase in al, because the activity of
the remaining pump units matches the rate of Na* influx. Only when the degree of
the pump inhibition is large enough, a rise in a}, occurs as a result of a decreased
reserve capacity of the pump. However, when the number of Na* K*-ATPase
molecules in the sarcolemmal membrane is reduced as might be the case in atrial cells
(shown as decreasing J,,./Px, values in Fig. 54), resting a}, becomes elevated and
moderate inhibition of the pump results in a significant increase in a},. Furthermore,
the model predicts that the relationship between Na* pump inhibition and ak,
becomes progressively steeper when J,, /Py, decreases. As shown in Fig. 5B, the
experimental data are in accordance with the theoretical predictions and support the
idea that the ratio of maximum Na* extrusion capacity to Na* influx is smaller in
atrial than in ventricular muscle, consistent with a lower pump-site density in
atrium. Since the model shown in Fig. 5 cannot discriminate between reduced Na*
efflux capacity and/or increased Na™ influx, a contribution of the latter to the higher
al, level in atrial cells cannot completely be excluded. An elevated al, due to an
enhanced Na* influx, however, should markedly stimulate the Na* pump and hence
increase intracellular K+ activity. The opposite was found : ak was significantly lower
in atrial than in ventricular cells (see Table 1), a finding which is compatible with a
reduced rather than with an enhanced Na* pump activity. It should be emphasized,
however, that we do not have direct experimental evidence to exclude the possibility
that resting Na* influx may be larger in atrium than in ventricle. The role of a
geometric factor, namely different surface:volume ratios in atrial and ventricular
cells, on steady-state al, can be ruled out on the basis of the equations presented in
the legend to Fig. 5. Since both, Na* influx and Na* efflux are proportional to the
surface area of the cell, this factor cancels out under equilibrium conditions and does
not need to be considered any further, although the approach to pre-steady state
may have been influenced by cell geometry. Although we did not measure ay, in
contracting preparations, the higher inotropic potency of dihydroouabain in atria
indicates that the difference between both tissues is still preserved during repetitive
activity.

In accordance with previous studies, E,, was significantly (P < 0-05) more positive
to Ey in atrial (by 6:1 mV) than in ventricular myocardium (by 3:0 mV; see also Lee
& Fozzard, 1975; Baumgarten et al. 1984). This large deviation of E,, from Ey in
atrial cells seems to favour the modulatory influence of acetylcholine on K, by its
influence on membrane K* permeability, Py (Trautwein & Dudel, 1958). A rather
simple explanation for the depolarized E,, in atrial cells might be a higher Py,/Px
ratio in this type of tissue, but in light of the present results, a reduced Na* pump
density which produces less outward current could also contribute to the lower £,
(Gadsby, 1984).

The physiological significance of the relatively high a}, in atrial cells remains
unclear. By reducing the driving force for Ca?* extrusion via Na*—Ca** exchange and
by competing less effectively with the sarcoplasmic reticulum Ca*" pump, a high ay,
level (and a low diastolic E ) could contribute to the higher Ca** loading of the atrial
as compared to the ventricular myocardium (Fukuda, 1975). Such an arrangement
may be essential for atrial cells which have to generate force very rapidly because
atrial contraction time is strongly limited by the following ventricular contraction.
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