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dine concentration (1 uM), B1 was reduced by 81% at
37° C and by 48% at 23° C.

The experiments described above for the rabbit
ventricle were then repeated using rat ventricular
muscle, and the concentration-response curves ob-
tained are shown in Figure 1B. From Figure 1B it can
be seen that the major difference between the dose-
response curves obtained in the rabbit and rat is one of
extent. That is, the rat myocardium, like the rabbit,
shows decreasing sensitivity to ryanodine at lower
temperatures, but the absolute reduction in tension at
high ryanodine concentrations was greater in the rat
than in the rabbit (see Table 1). The ability to markedly
depress tension in the rat myocardium has been detailed
previously,”” and this has been attributed to the
relative importance of SR calcium release to EC
coupling in that species.”#*' It is interesting to note
that the estimates of K,, (see Table 1) are almost
identical in the two species.

In rat ventricular muscle, the temperature-
dependence of the influence of ryanodine on the first
postrest beat showed similar changes in K, to those
seen in rabbit ventricle. Compared with the rabbit, the
maximal reduction of B1 at high ryanodine concen-
trations was, however, greater in the rat with Bl
reduced by 99% at 37° C and by 91% at 23° C.

In a number of experiments in both rabbit and rat
ventricular muscle, the ryanodine concentration was
elevated to 10 uM, and no further decline in tension
was observed at any of the temperatures studied. It is,
therefore, clear that 1 M ryanodine exerts a maximal
effect on tension development at 37°, 29°, or 23° C. In
these experiments, steady state was considered to have
been established when developed tension changed by
less than 10% within a 30-minute period. It is, however,
conceivable that steady state was not truly established
at low temperatures since the onset of ryanodine action
is slow.

It was clearly important to establish that the hypo-
thermia-induced decline in the ryanodine-sensitive
fraction of tension reflects a real decline in the
contribution of the SR to EC coupling at low temper-
atures and not simply a loss of ryanodine efficacy. To
investigate this possibility, it would clearly be useful to
be able to measure directly the size of the releasable
pool of SR calcium under the various experimental
conditions. However, this is not currently feasible, and
we have, therefore, used RCCs to obtain a qualitative
and indirect estimate of the SR calcium content at 37°,
29°, and 23° C in the absence and presence of
ryanodine.

Use of Rapid Cooling Contractures to Assess the
Influence of Temperature on Releasable SR Calcium in
Absence and Presence of Ryanodine

The rapid cooling of cardiac muscle, as described by
Kurihara and Sakai® and Bridge,” is thought to result
in the release of SR calcium to the myofilaments and
a consequent contracture that is indicative of the
quantity of calcium released. RCCs are abolished in the
presence of caffeine and are thought to be independent
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of trans-sarcolemmal calcium entry.” Calcium entry
via the Na-Ca exchange mechanism, similar to that
underlying the low sodium contracture, is unlikely to
contribute as RCCs are unaffected by reducing the
sodium concentration of the cooling solution.” In
addition, calcium entry via the calcium channel does
not appear to contribute to the RCC in normally
polarized muscles because RCCs, recorded in sodium-
free solutions, are unaffected by calcium channel
blockade with nifedipine.* RCCs are both reproducible
and readily reversible and, therefore, provide a useful,
though indirect, means of assessing the releasable
calcium content of the SR. It should be noted that the
RCC provides only a relative estimate of the SR
calcium that can be released by rapid cooling. It is,
therefore, important to emphasize that the calcium
released by an action potential may not be the same as
the calcium released in response to an RCC. However,
it seems reasonable to assume that an experimental
intervention that alters the SR calcium content releas-
able by cooling also alters the fraction of SR calcium
that can be released by an action potential.

The aims of the experiments in this section were,
therefore, twofold. First, to use the RCC amplitude as
an index of SR calcium content at different tempera-
tures, and second, to determine whether ryanodine, at
a concentration that can induce a maximal effect at each
temperature, completely inhibits SR calcium release
during 0.5 Hz stimulation. Figure 2A shows the rest
decay of RCCs at 37°, 29°, and 23° C. The data are
expressed as a percentage of the previous 29° C
steady-state twitch tension. The size of the RCC
initiated at the beginning of the rest interval is assumed
to reflect the maximum amount of SR calcium that can
be released by rapid cooling (under these conditions)
prior to a rest-dependent loss of SR calcium. The
decline in the size of the RCC with increasing periods
of rest reflects a decline in this pool of SR calcium and
has been previously described in detail.*" From Figure
2A, it is apparent that, at the beginning of the rest
period, the releasable pool of SR calcium was greater
when the muscles were maintained at 23° C (RCC,
77 = 8%) than when the muscles were maintained at 37°
C (RCC, 47 =9%). The mean value obtained at 29° C
was intermediate between these two points (RCC,
64 +6%) but was not significantly different from the
37° C value. The relative increase in releasable SR
calcium content at the hypothermic temperatures was
maintained throughout the rest period, and after a
300-second rest, both the 29° and 23° C RCCs were
significantly different from the 37° C value. The rate of
loss of releasable calcium from the SR, as reflected by
the rest decay of the RCC, appears to be similar at all
three temperatures although it is slightly slower at the
lower temperatures. Assuming that the SR calcium will
eventually fall to near zero after prolonged rest
periods,” the half-time for this decay to zero can be
estimated to be approximately 5 minutes at 23° C and
2 minutes at 29° or 37° C,

The influence of ryanodine (1 M) on the rest decay
of the RCC assessed at 37°, 29°, and 23° C is shown
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FIGURE 2. Rest decay of rapid cooling contractures measured
in rabbit ventricular muscles at 37°, 29°, or 23° C under control
conditions (A) and in the presence of | uM ryanodine (B).
Muscles were initially equilibrated for 1 hour at 0.5 Hz
stimulation rate and at 29° C. RCCs were then measured after
0.3, 30, 120, and 300 seconds rest with the muscle being allowed
to re-establish the 29° C steady-state tension at 0.5 Hz between
each rest period and RCC. Muscles were then cooled to 23° C
or warmed to 37° C, and the series of RCCs was repeated. The
magnitude of the RCCs recorded at these temperatures was
expressed as a percent of the previous 29° C steady-state tension.
Muscles were then warmed to 37° C and ryanodine (1 puM)
added. Ryanodine was added at 37° C to ensure a maximal effect,
and muscles were then cooled 1o 29° C. The rest decay of the
RCCs was then evaluated at 29°, 37°, and 23° C as before, only
using rest intervals of 0.3, 0.5, 0.8, 1, 2, 3, 4, and 5 seconds.
The magnitude of the RCCs recorded was expressed as a percent
of the previous steady-state tension recorded in the absence of
ryanodine to allow direct comparison between the control and
ryanodine data. Data are expressed as mean+SEM; n=7.

in Figure 2B (note the sixtyfold change in the scale of
the abscissa). At 37° C, RCCs were virtually absent
even at the shortest rest intervals. This implies that at
this temperature and in the presence of ryanodine, the
SR was either depleted of releasable calcium under
steady-state conditions or that this pool of releasable
calcium was very rapidly lost from the SR within the
first 300 msec following the stimulus. At29° C, the rest
decay of the RCC was slower than at 37° C and had a
half-time of approximately 500 msec. At this temper-
ature, RCCs were not seen at rest intervals longer than
| second. A further slowing of the rest decay was seen
in muscles maintained at 23° C. At 23° C, the half-time
of decay was approximately | second and RCCs
recorded after 2 seconds (an interval equivalent to the

beat-to-beat interval in the steady-state observations)
were not significantly elevated with respect to the 29°
or 37° C values which were close to zero.

A minor complication of the interpretation of these
results is, however, that in the presence of ryanodine,
at the lower temperatures and at the shorter rest
intervals, there was incomplete relaxation of the final
contraction before the rapid cooling contracture was
initiated. It seems likely that the RCC reflects the sum
of cytoplasmic and SR calcium. The initiation of the
RCC at a time in the contraction cycle when the
cytoplasmic calcium concentration is still elevated
(i.e., after short rest intervals at 23° C) may invalidate
the assumption that the RCC amplitude, recorded
under these conditions, reflects the relative SR calcium
release. The important observation from these studies
is that after 2 seconds (the steady-state interval at a
stimulation rate of 0.5 Hz) RCCs were virtually absent
even at the lower temperatures. This observation is
unaffected by the above limitation since relaxation was
complete at all temperatures within 2 seconds after the
stimulus. The conclusion from these experiments is that
at a maximally effective ryanodine concentration and
0.5 Hz, SR calciumrelease as assessed by rapid cooling
contractures is effectively eliminated at all tempera-
tures studied. By using a maximally effective concen-
tration of ryanodine, therefore, the contribution of the
SR to the hypothermia-induced inotropy can now be
assessed.

Influence of Ryanodine on the Positive Inotropic
Response to Hypothermia

Rabbit. Figure 3A shows the positive inotropic
response of rabbit ventricular muscle elicited by
cooling from 37° C to either 33°, 29°, or 25° C in the
absence or presence of ryanodine. Muscles were
maintained at 37° C and then sequentially cooled to
either 33°, 29°, or 25° C in the absence of ryanodine.
Muscles were rewarmed to the 37° C control baseline
between each period of hypothermia. To ensure that
ryanodine exerted its maximal effect, muscles were
then exposed to 1 uM ryanodine at 37° C and steady
state reestablished. The cooling steps were then re-
peated in the presence of ryanodine. The increase in
tension in response to cooling in the absence and
presence of ryanodine was then expressed as a per-
centage of the pre-ryanodine 37° C control value.

The positive inotropic response of the mammalian
myocardium to cooling below 37° C has been exten-
sively documented,''** and it is evident from Figure
3A that in these experiments, developed tension was
increased approximately fivefold by cooling from 37°
to 25° C. At 37° C, 1 uM ryanodine reduced tension
by 30+=8% with respect to the pre-ryanodine control
value. From Figure 3A, it is clear that the inotropic
response to cooling was little affected by the presence
of ryanodine (0.1 uM). Cooling from 37° to 25° C
resulted in a sevenfold increase in tension such that at
33°, 29°, or 25° C there was no significant difierence
in the inotropic response recorded in the absence or
presence of ryanodine.
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FIGURE 3. The inotropic response of
rabbit (A) and rat (B) ventricular muscle
to cooling between 37° and 25° C in the
absence and presence of 1 uM ryano-
dine. Inset shows the inotropic response
of rat ventricular muscle to cooling
(shown in Panel B) on an expanded

Temperature (°C)

It should be noted that the single concentration of 1
#M ryanodine at 37° C reduced tension by 30% in
Figure 3A, while in the concentration-response study
shown in Figure 1A (and Table 1), the cumulative
administration of 1 uM ryanodine reduced tension by
77%. At 29° C, ryanodine reduced peak developed
tension by only 14% of control in Figure 3A compared
with 35% in Figure 1A. The single dose values from
Figure 3A may be more reliable for the maximal extent
of tension depression induced by ryanodine.* It is,
therefore, clear that in rabbit ventricular muscle the
increase in tension seen in response to cooling is

*The cumulative concentration-response results (Figure 1 and
Table 1) were obtained from long experiments. These were
particularly long with respect to the initial control reference point
(up to 6 hours). Additionally, under control conditions, the decline
in steady-state force in long experiments was more apparent at 37°
C than at 29° or 23° C. In single concentration experiments (Figure
3), muscles were maintained at 37° C for only brief intervals, and
the control period preceded the test values by =1 hour. The
combination of these effects would lead to an overestimation of the
potency of ryanodine in the cumulative concentration-response
experiments, especially at 37° C. For example, from the single
concentration experiments in Figure 3A, ryanodine decreased twitch
tension by 30, 14, and 12% of control at 37°, 29°, and 25° C,
respectively. While this may be a more quantitative estimate, the
qualitative conclusion is the same, i.e., at temperatures below 37°
C, there is a decrease in the fraction of tension development that is
sensitive to ryanodine.

Temperature (°C)

scale. Muscles were stabilized for I hour

A RABBIT B RAT at 37° C and stimulated ar 0.5 Hz.

700 1 100 {’ Muscles were then sequentially cooled to
600 - l Y4 33°, 29°, and 25° C and steady-state
Control _§ % . Pz tension recorded. Between each period

500 - L / . o c/ of cooling, a'period of re-equ.ilibmtion
/ , 37 > t (.1137° C was interposed. In 'fhlS way, the

T 400 A T Ryun.osdine oC Control inotropic respgnse to cooling could be
< (307°M) related to the immediately previous pe-
2 300 [ é riod of 37° C superfusion. To ensure a
£ 7 / maximal effect, ryanodine (1 uM) was
"~ 200 - ¥ added at 37° C. Steady-state tension was
/ R();g?%:';‘ ¢ then re-established in the presence of

100 ~ b ° § ryanodine. Steady-state tension was

o j u/"/q then recorded at the three hypothermic
temperatures and was expressed as a

3'7 ! 3'3 ! 2'9 ' 2'5 3'7 j 3'3 ' 2'9 ' 2'5 percentage of the steady-state tension

recorded at 37° C immediately prior to
the addition of ryanodine. The order in
which individual muscles were exposed
to the three hypothermic temperatures
was randomized in both the control and
ryanodine-free protocols. Data are ex-
pressed as mean* SEM, n=35 for each
group in Panel A and n=4 for each
group in Panel B.

virtually unaffected by the inhibition of the SR with a
maximal concentration of ryanodine. This implies that
in this tissue the SR may not play a major role in the
hypothermia-induced inotropy.

Rat. Figure 3B shows the positive inotropic response
of rat ventricular muscle in response to cooling from
37° C to either 33°, 29°, or 25° C in the absence or
presence of ryanodine. In the absence of ryanodine,
developed tension increased approximately sixfold on
cooling from 37°t0 25° C, an equivalent inotropy to that
seen in rabbit ventricular muscle. In the presence of
ryanodine (1 uM), tension was reduced to 6 + 5% at 37°
C. Cooling to 25° C resulted in an approximate
thirteenfold increase in tension to 82+ 19% of the
pre-ryanodine control value. This can be seen more
clearly in the inset to Figure 3B in which the tension
axis (0—100% control) has been expanded to demon-
strate the inotropic response. In the presence of
ryanodine, therefore, the inotropic response to cooling
was still evident. However, developed tension was
substantially reduced at all temperatures.

If the SR is not primarily responsible for the increase
in tension development at low temperatures in rabbit
ventricle (and to a lesser extent in rat ventricle), then
mechanisms other than those involving the SR must be
considered in the explanation of the inotropic response
to hypothermia. Ryanodine is known to influence the
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shape of the action potential ,2'® and it is possible that
differential effects of ryanodine on the action potential
may maintain ténsion at low temperatures even when
the SR is inhibited; that is, it is possible that ryanodine
may preferentially prolong the action potential at low
temperatures and thus indirectly limit the negative
inotropic effects of ryanodine by maintaining tension
development during the period of prolonged depolari-
zation. It is, therefore, important to consider the
influence of temperature on the ryanodine-induced
changes in the action potential.

Influence of Temperature on Ryanodine-Induced
Changes in the Action Potential

Rabbit. Figure 4A-C shows action potentials re-
corded at 37° C in the absence of ryanodine (A) and
after 5 minutes (B) and 60 minutes (C) of ryanodine
(100 nM) superfusion. As has been previously
described”? ryanodine was shown to induce a pro-
gressive lengthening of the action potential and a
decline in developed tension. These changes were
effectively complete within 30—40 minutes and Figure
4C shows steady-state action potential and tension
profiles recorded after 60 minutes of ryanodine expo-
sure at 37° C. Over this time course, ryanodine did not
significantly alter the rate of rise of the action potential.

In these experiments, the administration of a single
concentration of ryanodine (100 nM) at 37° C reduced
tension by 36 13% of the pre-ryanodine control
value. This was a significantly smaller reduction in
tension than was observed when the ryanodine con-
centration was increased to 100 nM in the cumulative
dose-response study shown in Figure 1A (77 = 6%) but
was similar to the single concentration effect shown in
Figure 3A (30 +=8%) (see footnote page 766). Figure
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Table 2. Influence of Ryanodine (100 nM) on the Action Po-
tential Duration Measured in Rabbit Ventricular Muscle Main-
tained at 37, 29, or 23°C

Action potential duration

Control Ryanodine (10-"M) Change
Temperature (msec) (60 min) (msec) (%)
37°C 222412 (5) 305 +24 (5) 137+6 (5)
29°C 25629 (5) 33225 (5) 131£9 (5)
23°C 372+ 14 (5) 43632 (5) 11727 (5)

Muscles were stimulated at 0.5 Hz and action potentials were
recorded under control conditions and throughout 60 minutes of
ryanodine exposure. The 60-minute data are shown above. Data are
expressed as mean = SEM (n).

4D-F shows a comparable series of action potential
and tension profiles recorded from rabbit ventricular
muscle maintained at 23° C. In the absence of ryano-
dine (Figure 4D), muscles maintained at 23° C show
the prolongation and the slowing of the rate of rise of
the action potential (note changes in scale) that are
characteristic of hypothermia. The influence of rya-
nodine at 23° C can be seen to be qualitatively similar
to that seen at 37° C with prolongation, and enhance-
ment of the plateau region, of the action potential. In
the example shown in Figure 4A~C, the rate of rise of
the action potential was slightly increased, but this was
not seen in the majority of muscles studied.

The changes in APD induced by ryanodine at the
three temperatures studied are summarized in Table 2.
From these data, it is apparent that the absolute in-
crease in APD was 64 + 24(5) msec at 23°C, 76 = 17(5)
at 29° C, and 83 +13(5) msec at 37° C. To consider
the relative contribution of these changes in APD to EC
coupling at the different temperatures, these data have
been expressed as a percent change with respect to the

FIGURE 4. Influence of temperature on action
potentials recorded from rabbit ventricle muscle in
the absence (A,D) and presence (B,C,E,F) of
ryanodine (100 nM). The upper trace of each panel
shows dVidt (offset with respect to the action
potential), while the middle and lower traces of each
panel show, respectively, action potential and ten-
sion records. Muscles were equilibrated at 0.5 Hz
stimulation rate and were maintained at either 37°
or 23° C. Panels A and D show control recordings
made at 37° and 23° C, respectively. Panels B (37°
C) and E (23° C) show recordings made after 5
minutes of exposure to ryanodine (100 nM) and
panels C (37° C) and F (23° C) after 60 minutes of
ryanodine exposure. Qualitatively similar results
were obtained when these experiments were done at
29° C.
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pre-ryanodine control value. The time-course of these
changes in APD at 37°, 29°, and 23° C is shown in
Figure 5. The rate of onset of the effects of ryanodine
on APD can be seen to be temperature-dependent with
the changes being most rapid at 37° C and slowest at
23° C. The time course of tension decline induced by
ryanodine demonstrated a similar temperature depen-
dence (not shown). The temporal association between
the electrophysiologic changes and the tension changes
may support the suggestion®'** that these effects of
ryanodine are mediated by a single intracellular action.

Rat. Figure 6A—C shows action potentials recorded
from rat ventricular muscle maintained at 37° C in the
absence of ryanodine (A) and after 5 minutes (B) and
60 minutes (C) of ryanodine exposure. After S minutes
of superfusion at 37° C with 100 nM ryanodine, the late
plateau phase of the rat action potential was reduced,
as has been described previously by Mitchell et al.’
During this first 5 minutes of ryanodine exposure, the
developed tension was seen to fall by 50%. A further
reduction in the late plateau phase of the rat action
potential and peak developed tension was observed and
these changes equilibrated after approximately 45
minutes. In Figure 6C, at 37° C, tension was reduced
to 1-2% of control (undetectable at the oscilloscope
gain used in Figure 6C), and the late plateau phase of
the action potential was considerably reduced with
respect to the control action potential shown in Figure
6A. Itis apparent from Figure 6A—C that ryanodine did
not affect the rate of rise of the rat action potential at
37° C. The influence of hypothermia (23° C) on this
process is shown in Figure 6D—F. From Figure 6D, it
is apparent that hypothermia itself enhanced the late
plateau phase of the rat action potential and reduced its
rate of rise. After 5 minutes of ryanodine exposure
(Figure 6E), the late plateau phase can be seen to be
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FIGURE 5. Time course for the ryanodine-induced changes in
the duration of the action potential recorded from rabbit
ventricular muscles maintained at either 37°, 29°, or 23°C. The
experimental protocol was as described in Figure 4, and data
are expressed as a percent of the initial pre-ryanodine control
value at each temperature (mean = SEM; n=35 for each group).

reduced but with little concomitant reduction in tension
development. After 60 minutes of ryanodine exposure,
the late plateau phase was further reduced and tension
had equilibrated in this example at 25% of control.
From Figure 6, it is apparent that the effects of
ryanodine on the rat action potential and tension
development are antagonized by hypothermia. Under
steady-state conditions, 100 nM ryanodine abolished
the late plateau phase of the rat action potential at 37°
C, but at 23° C, this effect was considerably reduced.
Similarly, at 37° C, ryanodine virtually eliminated
tension development, while at 23° C, a considerable
fraction of control tension remained in the presence of

FIGURE 6. Influence of temperature on action po-
tentials recorded from rat ventricular muscle in the
absence of (A,D) and presence (B,C,E,F) of rvano-
dine (100 nM). Upper trace of each panel shows dV/dt

N/mm2 (offset with respect to the action potential), while the

middle and lower traces of each panel show, respec-
tively, action potential and tension records. Muscles
were equilibrated at 0.5 Hz stimulation rate and were
maintained at either 37° or 23° C. Panels A and D
show control recording made at 37° and 23° C,
respectively. Panels B (37° C) and E (23° C) show
recordings made after 5 minutes of exposure to
ryanodine and panels C (37° C) and F (23° C) after
60 minutes of ryvanodine exposure.
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100 nM ryanodine, which is a submaximal concentra-
tion at that temperature (see Figure 1B).

Discussion

The basic observation of this study was that the
positive inotropic response to hypothermia can be
elicited even when the SR is inhibited with ryanodine.
While it appears that at least a major fraction of the
cooling-induced inotropy can occur in the absence of
a contribution from the SR, this does not suggest that
the SR does not normally contribute to this process. At
low temperatures, the kinetics of SR calcium release
may be slowed,"”'® and the RCC experiments indicate
that there may be an increase in the SR calcium content.
Whether this increase in SR calcium content results in
an increased calcium release with each beat or whether
the fractional release of SR calcium changes is unclear.
If the fractional SR calcium release is unchanged at low
temperatures, it seems unlikely that this increase in SR
calcium content (which increased RCC magnitude by
62%) underlies the 400—-500% increase in tension seen
at low temperatures. It is clear that even if the SR
calcium release is unchanged or even slightly en-
hanced, the relative contribution of the SR to tension
development may be reduced at temperatures below 37°
C. Further evidence for a decline in the role of the SR
at low temperatures can be seen when the temperature-
dependence of the ryanodine concentration-response
curves (Figure 1 and Table 1) is considered. Hypo-
thermia reduced the ability of ryanodine to inhibit
tension, and this was manifest in two ways. First, the
concentration of ryanodine necessary to maximally
reduce tension increased as the temperature of the
preparation decreased, and it is possible that this simply
reflects a decrease in the binding affinity of ryanodine
to its receptor.”® Second, when the ryanodine concen-
tration was elevated so as to produce a maximal effect,
the percent reduction in tension observed was less in
muscles maintained at temperatures below 37° C
(Figure 1 and Table 1).

It is unlikely that the decline in the ryanodine-
sensitive fraction of tension at low temperatures simply
reflects a decline in drug potency (i.e., a decline in the
ability of a maximal concentration of ryanodine to
totally inhibit SR function). Although hypothermia is
known to slow the onset of ryanodine action,® the
experiments described in the present study were only
performed after steady-state conditions had been es-
tablished. Further evidence against a hypothermia-
induced loss in the ability of ryanodine to inhibit SR
function is provided when the RCC experiments are
considered. Although hypothermia may slow the
ryanodine-induced loss of releasable calcium from the
SR, after 2 seconds of rest at temperatures between 23°
and 37° C, there is no release of calcium from the SR
in the presence of ryanodine. Therefore, we conclude
that, at the 0.5-Hz stimulation rate used in the
concentration-response studies, 1 uM ryanodine com-

‘pletely inhibits SR function at these temperatures. The

reduction in the ryanodine-sensitive fraction of tension
at temperatures lower than 37° C cannot be ascribed to

a loss of ryanodine potency. In other words, once the
ryanodine concentration is sufficient to exert its max-
imal effect at any given temperature, the SR calcium
release at 0.5 Hz is effectively blocked. Since the
maximal concentration of ryanodine did not markedly
change the hypothermia-induced inotropy in rabbit
ventricle (Figure 3A), most of the inotropy in this tissue
is not due to an increase in SR calcium release.

If the SR is not primarily responsible for the increase
in tension development at low temperatures in rabbit
ventricular muscle, then mechanisms, other than those
involving the SR, must be considered in the explanation
of the inotropic response to hypothermia. Hypother-
mia, however, will affect every step in EC coupling,
making it unlikely that a single mechanism underlies
the inotropic response to cooling. At low temperatures,
the activity of the systems responsible for regulating
cytoplasmic calcium may be reduced,'*'"'® resulting in
an elevation of the cytoplasmic calcium concentration.
A rise in the resting free calcium concentration may in
itself exert an inotropic effect. The subsequent release
of SR calcium and the influx of calcium through the cell
membrane upon excitation may result in a larger
increment of tension if the resting free calcium con-
centration is elevated toward the steeper region of the
pCa/tension curve. One factor that may contribute to
the increase in cellular calcium content at low tem-
peratures may be the elevation of [Na]; that has been
recently described on cooling ventricular muscle.®® The
relation between [Na], and tension has been shown to
be very steep around normal intracellular values.” That
is, a small change in [Na], is associated with a large
change in tension presumably by favoring a calcium
influx via the Na-Ca exchange mechanism.*® The
reduction in the sodium gradient by a hypothermia-
induced rise in {Na), would raise the intracellular
calcium concentration under steady-state conditions.”
Such arise in [Na], would also tend to enhance calcium
entry and depress calcium efflux during the action
potential via the Na-Ca exchange mechanism." The
Na-Ca exchanger is only indirectly dependent on
metabolic energy, via the establishment of the sodium
gradient and hence has a relatively low Q,, between 35°
and 25° C of 1.35" as compared to the Na-pump
current, which has a Q,, of approximately 3.0 over the
same temperature range (extrapolated from the data of
Eisner and Lederer'?). The activity of the Na-Ca
exchange mechanism is therefore likely to be less
affected by the reduction of temperature than is the
Na-pump. The Na-Ca exchange may therefore play a
role in cellular calcium loading at low temperatures due
to the hypothermia-induced decline in the sodium
gradient.®"

It is interesting to note that calcium entry during
individual contractions has been shown to be enhanced
by reducing the sodium gradient with the cardio-
active steroid acetylstrophanthidin.”® This acetyl-
strophanthidin-induced inotropy, like the hypothermia-
induced inotropy, has been shown to occur in the
presence of caffeine or ryanodine.” In other experi-
ments (not shown), caffeine also failed to inhibit the
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hypothermia-induced inotropy. Thus, a functional SR
is not required for increases in tension produced either
by acetylstrophanthidin or by hypothermia. It is,
therefore, possible that at low temperatures, the con-
tribution of Na-Ca exchange to trans-sarcolemmal
calcium influx, during an individual contraction, may
be enhanced. In this regard, it is interesting to note that
a hypothermia-induced increase in tension of a single
twitch has been observed even when the temperature
was only reduced for the duration of that single
contraction.”” An enhanced calcium influx via the
Na-Ca exchange mechanism would also be favored at
low temperatures by the prolongation of the action
potential. If the Na-Ca exchange is indeed involved in
the elevation of the intracellular calcium concentration,
either during a single beat or under steady-state
conditions, then the APD and the configuration of the
AP may be important determinants of tension devel-
opment.

Ryanodine is known to prolong the action poten-
tial,® and it is possible that if this prolongation is
particularly marked at low temperatures, the negative
inotropic effect of ryanodine could be reduced by the
maintenance of tension during the longer plateau of the
action potential. This, however, does not appear to be
the case because the results described here indicate that
the prolongation of the action potential was less at 23°
C (both in absolute and relative terms) than at 29° or
37° C. The decline in the ability of ryanodine to reduce
tension at low temperatures, therefore, does not appear
to be attributable to a disproportionate increase in APD
at these temperatures.

It is interesting to compare rabbit and rat ventricular

muscle in terms of their responses to ryanodine at

different temperatures. At each temperature studied,
the K,,, for ryanodine action was almost identical in rat
and rabbit (see Table 1). The difference between the two
species, however, was the extent to which tension could
be reduced with a maximal concentration of ryanodine.
In rat ventricle, a maximally effective ryanodine
concentration can almost abolish contractile force at all
temperatures. This suggests that there is a species
difference in the relative contribution of the SR to EC
coupling.?® Furthermore, while the inotropic re-
sponse to cooling was still seen in rat ventricle in the
presence .of ryanodine, developed tension was consid-
erably reduced at all temperatures. Thus, the SR may
be more important both in the development of tension
under control conditions and in the inotropic response
to hypothermia in the rat ventricle than in the rabbit
ventricle, ,
In conclusion, therefore, the inotropic response to
hypothermia seen in mammalian ventricle can still be
observed when the SR is inhibited with ryanodine. This
implies that mechanisms, other than those involving the
SR, can contribute to the hypothermia-induced ino-
tropy. In rabbit ventricle, a tissue in which EC coupling
is thought to be relatively dependent on trans-sarco-

‘lemmal calcium influx, the positive inotropic response

to hypothermia was virtually unaffected by ryanodine.
In rat ventricle, a tissue in which EC coupling is
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thought to be more dependent on SR calcium release,
the positive inotropy was still observed although
ryanodine substantially réduced developed tension at
all temperatures. The decline in the ability of a
maximal concentration of ryanodine to inhibit tension
at low temperatures may imply that the relative
contribution of SR calcium release to tension devel-
opment is reduced as the temperature is lowered below
37° C. This decline in the relative importance of the SR
to tension development at lower temperatures suggests
that other cellular mechanisms must be considered in
any attempt to explain the inotropic response to
hypothermia.

Acknowledgments

The technical assistance of Rosalyn Richards and
Richard D. Takeda is gratefully acknowledged.

References

1. Blinks JR, Koch-Weser J: Physical factors in the analysis of the
action of drugs on myocardial contractility. Pharmacol Rev
1963;15:531-599

2. Goto M, Tsuda Y, Yatani A, Saito M: Effects of low
temperatures on the membrane currents of bulifrog atrial
muscle. Japn J Physiol 1978;28:211-224

3. Kaufmann R, Fleckenstein A: Zum mechansimus der positiv-
inotropen kaltwirkungen am warmbluter-myocard (abstract).

' Pflugers Arch 1964;281:49

4. Fabiato A: Time and calcium dependence of activation and
inactivation of calcium-induced release of calcium from the
sarcoplasmic reticulum of a skinned canine cardiac Purkinje
cell. J Gen Physiol 1985;85:247-289

5. Mitchell M, Powell T, Terrar DA, Twist VW: Characteristics
of the second inward current in cells isolated from rat
ventricular muscle. Proc Roy Soc Lond Ser B 1983;219:
447-469

6. Cavalie A, McDonald TF, Pelzer D, Trautwein W:
Temperature-induced transitory and steady-state changes in the
calcium current of guinea pig ventricular myocytes. Pflugers
Arch 1985;405:294-296

7. Kohlhardt M: Modifications of a drug-induced cardiac slow
inward current block by cooling, pH variations, and formal-
dehyde in mammalian ventricular myocardium. J Cardiovasc
Pharmacol 1983;5:968-977

8. Shattock MJ: Studies on the Isolated Papillary Muscle Prep-
aration With Particular Emphasis on the Effects of Hypother-
mia, PhD thesis. University of London, 1984

9. Isenberg G, Trautwein W: Temperature sensitivity of outward
current in cardiac Purkinje fibres. Evidence for electrogenicity
of active transport. Pflugers Arch 1975;358:225-235

10. Eisner DA, Lederer WJ: Characterisation of the electrogenic
sodium pump in cardiac Purkinje fibres. J Physiol 1980;
303:441-474

11. Chapman RA: Sodium/calcium exchange and intracellular
calcium buffering in ferret myocardium: An ion-sensitive
microelectrode study. J Physiol 1986;373:163-179 '

12. Mullins LJ: Ion Transport in Heart. New York, Raven Press,
1981

13. Bers DM: Mechanisms contributing to the cardiac inotropic
effect of Na-pump inhibition and reduction of extracellular Na.
J Gen Physiol 1987,90 (in press)

14. Reuter H, Seitz N: The dependence of calcxum efflux from
cardiac muscle on temperature and on external ion composi-
tion. J Physiol 1968;195:451-470

15. Brandt D, Hibberd M: Effect of temperature on the pCa-tension
relation of skinned ventricular muscle of cat (abstract). J
Physiol 1976;258:76P

16. Langer GA, Brady Al: The effects of temperature upon
contraction and ionic exchange in rabbit ventricular myocar-
dium. Relation to control of active state. J Gen Physiol
1968;52:682-713


http://circres.ahajournals.org/

/102 ‘vz Jequimidas uo 1s9nb Aq /B1o'sfeuno feye’salol o//:dny wouj papeojumod

Shattock and Bers

17.

18.

20.

21.

22.

23.

24,

25.

26.

27.

28.

Inesi G, Watanabe S: Temperature-dependence of ATP hy-
drolysis and calcium uptake by fragmented sarcoplasmic
membranes. Arch Biochem 1967;121:665-671

Harigaya S, Schwartz A: Rate of calcium binding and uptake
in normal animal and failing human cardiac muscle, membrane
vesicles (relaxing factor) and mitochondria. Circ Res
1968;25:781-794

. Sutko JL, Kenyon JL: Ryanodine modification of cardiac

muscle responses to potassium-free solutions: Evidence for
inhibition of sarcoplasmic reticulum calcium release. J Gen
Physiol 1983;82:385-404

Sutko JL, Ito K, Kenyon JL: Ryanodine: A modifier of
sarcoplasmic reticulum calcium release. Biochemical and
functional consequences of its dction on striated muscle. Fed
Proc 1985;44:2984-2988

Bers DM: Ca influx and sarcoplasmic reticulum Ca release in
cardiac muscle activation during postrest recovery. Am J
Physiol 1985;248:H366—H381

Bers DM, Bridge JHB, MacLeod KT: The mechanism of
ryanodine action in rabbit ventricular muscle evaluated with
Ca-selective microelectrodes and rapid cooling contractures.
Canad J Physiol Pharmacol 1987,65:610-618

Sutko JL, Willerson JT: Ryanodine alteration of the contractile
state of rat ventricular myocardium. Comparison with dog, cat
and rabbit ventricular tissues. Circ Res 1980;46:333-343
Fry CH, Poole-Wilson PA: Effects of acid-base changes on
excitation-contraction coupling in guinea-pig and rabbit car-
diac ventricular muscle. J Physiol 1981;313:141-160
Langer GA: The effect of pH on cellular and membrane calcium
binding and contraction of myocardium. A possible role for
sarcolemmal phospholipid in E-C coupling. Circ Res
1986;57:374-382

Kurihara S, Sakai T: Effects of rapid cooling on mechanical and
electrical responses in ventricular muscle of guinea-pig. J
Physiol 1985;361:361-378

Bridge JHB: Relationships between the sarcoplasmic reticulum
and transarcolemmal Ca transport revealed by rapidly cooling
rabbit ventricular muscle. J Gen Physiol 1986;88:437-473
Kentish JC, Boyett MR: A simple electronic circuit for
monitoring changes in the duration of the action potential.
Pflugers Arch 1983;398:233-235

29.

30.
31.

32.

33.

34.

35.

36.

37.

38.
39.

40.

Temperature and Excitation-Contraction Coupling 771

Frank M, Sleator WW: Effect of ryanodine on myocardial
calcium. Naunyn Schmiedebergs Arch Pharmacol 1975;290:
35-47

Hajdu S: Mechanism of the Woodworth staircase phenomenon
in heart and skeletal muscle. Am J Physiol 1969;216:206-214
Fabiato A: Calcium release in skinned cardiac cells: Variations
with species, tissues and development. Fed Proc 1982;41(7):
2238-2245

Bers DM: Ryanodine and Ca content of cardiac SR assessed by
caffeine and rapid cooling contractures. Am J Physiol 1987; (in
press)

Allen DG, Jewell BR, Wood EH: Studies on the contractility
of mammalian myocardium at low rates of stimulation. J
Physiol 1976;254:1-17

Mattiazzi A, Nilsson E: The influence of temperature on the
time-course of the mechanical activity in rabbit papillary
muscle. Acta Physiol Scand 1976;97:310-318

Lattanzio FA, Schlatterer RG, Nicar M, Campbell KP, Sutko
JL: The effects of ryanodine on passive calcium fluxes across
sarcoplasmic reticulum membranes. J Biol Chem 1987;262:
2711-2718

Ramsey RW: A study of the effects of the neutral alkaloid
ryanodine on skeletal muscle and other tissues. ONR Technical
Report 1956;2:1-8

Im W-B, Lee CO: Quantitative relation of twitch and tonic
tensions to intracellular Na*. Am J Physiol 1984;247:
C478-C487

Fozzard HA, Sheets MF: Cellular mechanism of action of
cardiac glycosides. J Am Coll Cardiol 1985;5:10A-15A
Sheu SS, Fozzard HA: Transmembrane Na* and Ca’* electro-
chemical gradients in cardiac muscle and their relationship to
force development. J Gen Physiol 1982;80:692-700
Sumbera J, Kruta V, Braveny P: Influence of a rapid change of
temperature on the mechanical response of mammalian myo-
cardium. Arch Int Physiol Biochim 1966;74(4):627-641

KEy WorDs * temperature ¢ excitation-contraction coupling
ryanodine * myocardium ¢ action potential


http://circres.ahajournals.org/

1702 ‘vz Jequieldes uo 1sanb Aq /Bio'sfeuno feye'salolio//:dny woly pepeojumod

Circulation {rmt
Research

JOURNAL OF THE AMERICAN HEART ASSOCIATION

I notropic response to hypother mia and the temper atur e-dependence of ryanodine action in
isolated rabbit and rat ventricular muscle: implicationsfor excitation-contraction coupling.
M J Shattock and D M Bers

Circ Res. 1987;61:761-771

doi: 10.1161/01.RES.61.6.761
Circulation Research is published by the American Heart Association, 7272 Greenville Avenue, Dallas, TX 75231
Copyright © 1987 American Heart Association, Inc. All rights reserved.
Print ISSN: 0009-7330. Online ISSN: 1524-4571

The online version of this article, along with updated information and services, islocated on the
World Wide Web at:
http://circres.ahajournal s.org/content/61/6/761

Permissions: Requests for permissions to reproduce figures, tables, or portions of articles originally published in
Circulation Research can be obtained via RightsLink, a service of the Copyright Clearance Center, not the
Editoria Office. Once the online version of the published article for which permission is being requested is
located, click Request Permissions in the middle column of the Web page under Services. Further information
about this process is available in the Permissions and Rights Question and Answer document.

Reprints: Information about reprints can be found online at:
http://www.lww.com/reprints

Subscriptions: Information about subscribing to Circulation Research is online at:
http://circres.ahajournal s.org//subscriptions/



http://circres.ahajournals.org/content/61/6/761
http://www.ahajournals.org/site/rights/
http://www.lww.com/reprints
http://circres.ahajournals.org//subscriptions/
http://circres.ahajournals.org/

