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Antifibrillatory effects of clofilium in the rabbit isolated heart

Gregory S. Friedrichs, Liguo Chi, Alysia L. Green & 'Benedict R. Lucchesi

University of Michigan Medical School, Department of Pharmacology, M6322 Medical Science Building I, Ann Arbor,
Michigan 48109-0626 U.S.A.

1 This study was designed to determine whether clofilium exhibits antifibrillatory activity in a
pinacidil + hypoxia-induced model of ventricular fibrillation (VF) in Langendorff-perfused hearts.

2 Ten minutes after exposure to vehicle or clofilium (0.1, 1.0 and 10.0 uM), hearts were exposed to
pinacidil (1.25 uM), then subjected to 12 min of hypoxia and reoxygenated. Onset to VF was recorded.
Additional groups of hearts were pretreated with UK-68,798 (1.0, 3.0 and 10.0 uM), a delayed rectifier
channel blocker, and 5-hydroxydecanoate (10 uM), a known ATP-dependent K* channel blocker, and
subjected to an identical protocol.

3 Clofilium decreased the incidence of VF in a concentration-dependent manner; 7/9 control hearts
developed VF vs 1/9 hearts (P =0.007, Fisher’s Exact) treated with 10.0 uM clofilium. In addition,
5-hydroxydecanoate protected hearts from VF, while UK-68,798 pretreatment did not.

4 In a separate group of hearts, electrically-induced VF was converted to sinus rhythm in 10/11 hearts
after clofilium was introduced as a bolus.

5 Clofilium is capable of preventing VF in the rabbit isolated heart in a concentration-dependent
manner. We have data to suggest that the ability of clofilium to attenuate the effects of pinacidil +
hypoxia in our model may include blockade of metabolically active K* channels, ie., Karp

(glibenclamide-sensitive) channel.
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Introduction

In view of the inefficacy of Class I agents to prevent sudden
cardiac death, there is a renewed effort in the development of
antiarrhythmic drugs with selected cardiac electro-
physiological properties. Agents with demonstrated experi-
mental efficacy against ventricular arrhythmias include: UK-
68,798 (Black et al., 1991), CK3579 and sematilide (Chi et
al., 1990a), E-4031 (Lynch et al., 1989), ( £ )-sotalol (Lynch
et al., 1984), and amiodarone (Patterson et al., 1983). In each
of the examples ¢ited, the incidence of ventricular fibrillation
(VF), or sudden cardiac death in the conscious dog, was
reduced significantly when compared to vehicle-treated con-
trols. Another promising investigational agent is WAY-
123,398, purported to prolong ventricular refractoriness and
increase the ventricular fibrillation threshold without affect-
ing impulse conduction (Spinelli et al., 1992).

The antiarrhythmic compound clofilium, is a bretylium
congener devoid of sympathomimetic or sympatholygic effects
(Steinberg & Molley, 1975; Steinberg et al., 1981; Lindstrom
et al., 1982). Clofilium has been shown to prolong the
effective refractory period or action potential duration in a
number of animal models (Steinberg & Molley, 19755
Steinberg et al., 1981; Kowey et al., 1985; Wu et al., 19$9; Li
et al., 1990) as well as to increase the refractory period in the
human ventricular myocardium without affecting conduction
time or haemodynamics (Greene et al., 1983). An addi}ional
potential benefit of clofilium derives from its ability to
decrease the electrical energy requirement for ventricular
defibrillation (Kopia et al., 1985; Dorian et al., 1991). How-
ever, its reported mechanism of action varies with species and
model employed. For example, clofilium is capable of induc-
ing closed states in batrachotoxin-actived Na* channels from
rabbit skeletal muscle (Nettleton et al., 1991). Others report a
decrease in outward potassium (delayed rectifier) current of
guinea-pig ventricular myocytes after cloﬁliurp treatment
(Snyders & Katzung, 1985), a finding repeated in ischaemic
Purkinje fibres of the dog (Gough et al., 1988). It has t{een
reported that the delayed rectifier, but not the inward rectifier

! Author for correspondence.

current, is blocked by quaternary clofilium in guinea-pig
ventricular cells (Arena & Kass, 1988). Moreover, clofilium
and its tertiary homologue LY 97119 have been shown to
block the transient outward potassium current (/) in rat
ventricular myocytes (Castle, 1991). Most recently, clofilium
was shown to inhibit glibenclamide-sensitive K* channels in
voltage-clamped Xenopus oocytes (Sakuta et al., 1993).

It is clear the clofilium may have the capacity to affect a
number of potassium channels in the normal or ischaemic
myocardium. To define further its antifibrillatory actions, we
studied clofilium in a Langendorff-perfused rabbit isolated
heart model in which K,rp channels have been implicated in
the genesis of VF (Chi ez al., 1993). The primary objective of
our study was to determine whether clofilium was capable of
antagonizing the effects of pinacidil, a known K,1p channel
opener in ventricular myocardium, especially when applied in
the presence of hypoxia and an associated decrease in tissue
ATP content (Chi ez al., 1993). The conditions for perfusion,
low extracellular K*, pinacidil and hypoxia, favoured the
induction of ventricular fibrillation through activation of the
Karp-dependent or glibenclamide-sensitive K* channel (Chi
et al., 1993). We postulated that clofilium may owe its
antifibrillatory effect to the blockade of the metabolically
active K1p channel or glibenclamide-sensitive K* channel.
We examined this hypothesis in the rabbit perfused isolated
heart.

Methods

Guidelines for animal research

The procedures followed in this study are in accordance with
the guidelines of the University of Michigan Committee on
the Use and Care of Animals. Veterinary care was provided
by the University of Michigan Unit for Laboratory Animal
Medicine. The University of Michigan is accredited by the
American Association of Accreditation of Laboratory
Animal Care. The animal care and use programme conforms
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to the standards in The Guide for the Care and Use of
Laboratory Animals, DHEW Publ. No. (NIH) 86-23.

Isolated heart preparation

New Zealand, white rabbits (1.8-2.0kg) were rendered
unconscious by cervical dislocation. A median sternotomy
was performed immediately therafter and the heart removed.
The aorta was cannulated (Langendorff preparation) and
perfused with a buffer solution at a constant rate of
18-20 ml min~'. The time taken to complete the isolation of
the heart and initiate perfusion was less than 10s. The
isolated heart was allowed to stabilize for approximately
20 min during which time, flow rate (Master Flex Roller
Pump, Cole Parmer, Chicago, IL, U.S.A.) was adjusted to
produce a coronary artery perfusion pressure of
50 * 5mmHg. Once a steady state had been established,
pump settings remained constant throughout the protocol.
The buffered perfusion medium (pH 7.4) was composed of
(in mM): NaCl 117, KCl 141, CaCl, 2.4, MgCl, 1.2,
NaHCO, 25, KH,PO, 1.1, glucose 5.0, L-glutamate (Na*
salt) 5.0 and sodium pyruvate 2.0. The final K* concentra-
tion in the perfusate was 2.5 mM.

The perfusion medium was passed through an ‘artificial
lung’ that consisted of 6 m of medical grade gas permeable
tubing (Silastic, Dow Corning Corp, Midland, MI, U.S.A))
placed in a double-walled, water-heated chamber. Changing
the oxygen mixture in the lung chamber caused the perfusion
medium to equilibrate with the introduced gas mixture within
60s.

During normoxia, the chamber was gassed continuously
with 95% 0,/5% CO,. Hypoxia was produced by gassing the
chamber with 95% N,/5% CO,. The temperature of the
perfusion medium and isolated heart were maintained at
37°C using a temperature controlled circulating water bath.
The hearts were paced electrically from the right atrium at a
frequency of 20-30% above the intrinsic sinus rate. Electri-
cal pacing was maintained for the duration of each protocol.

A latex balloon was advanced into the left ventricle
through an incision in the left atrial appendage and con-
nected via a rigid cannula to a pressure transducer positioned
at the level of the heart. The intraventricular balloon was
expanded with distilled water to establish a ventricular end-
diastolic pressure of 5 mmHg. Continuous measurement of
left ventricular isovolumic developed pressure and end-
diastolic pressure were made with the intraventricular bal-
loon. A polyethylene cannula was placed in the left ventricle
to vent the chamber of fluid entering the left ventricle via the
Thebesian vessels. A thermistor probe (Tele-thermometer,
Yellow Springs Instrument Co., Yellow Springs, OH, U.S.A.)
was inserted in the left ventricle to monitor the temperature
of the heart. A pressure transducer was attached to a side
arm of the aortic cannula and was zeroed at the level of the
heart. The rate of coronary artery flow was maintained con-
stant by the roller pump. Therefore, changes in perfusion
pressure in the aortic cannula reflected changes in coronary
artery resistance.

Oxygen tension (PO,) of the perfusion buffer was
monitored continuously by an in-line Clark type oxygen
electrode (Instech dual oxygen electrode amplifier model 203,
Instech Laboratories, Plymouth Meeting, PA, U.S.A.) placed
immediately proximal to the aortic cannula. The electrogram
was recorded from leads placed on the aorta and at the
cardiac apex.

The following parameters were recorded with a Model 7
Grass Polygraph (Grass Instrument Co. Quincy, MA,
U.S.A.): electrogram, monophasic action potential, coronary
perfusion pressure, left ventricular pressure and its first
derivative * dP/dt.

Experimental protocol

Hearts were randomized by blind selection of preassigned
treatments. Ten experimental groups, consisting of Langen-

dorff perfused hearts were used in this study: Group I:
Vehicle + pinacidil (1.25 uM) + hypoxia + reoxygenation (n =
9); Group II: clofilium (0.1 uM) + pinacidil (1.25 uM) +
hypoxia + reoxygenation (n = 7); Group III: clofilium (1.0 pm)
+ pinacidil (1.25 puM) + hypoxia + reoxygenation (n = 7); Group
IV: clofilium (10.0 puM) + pinacidil (1.25 pM) + hypoxia + re-
oxygenation (n=9); Group V: electrophysiological studies
(n = 8); Group VI electrically induced ventricular fibrillation,
treatment with clofilium (n=11); Group VII: UK-68,798
(1.0 uM) + pinacidil (1.25 uM) + hypoxia + reoxygenation (n =
5); Group VIII: UK-68,798 (3.0 uM) + pinacidil (1.25 uMm)
+ hypoxia + reoxygenation (n=4); Group IX: UK-68,798
(10.0 uM) + pinacidil (1.25 pM) + hypoxia + reoxygenation (7 =
5); Group X: S-hydroxydecanoate (10.0 uM) + pinacidil (1.25
uM) + hypoxia + reoxygenation (n=9).

A drug-free equilibration period of 20 min elapsed before
the start of each protocol (Figure 1). In groups I-IV, clofilium
or drug-free buffer, perfused the hearts for 10 min. In groups
VII-X either UK-68,798 or 5-hydroxydecanoate was added to
the buffer and perfused the hearts for 10 min. Pinacidil was
added to the buffer to achieve a final concentration of 1.25 uM.
Five minutes after pinacidil was added to the perfusion
medium, global hypoxic perfusion was initiated by changing
the gas mixture in the ‘artificial lung’ to 95% N, 5% CO,. The
state of global hypoxic perfusion was maintained for 12 min
(hypoxic period). Normoxic perfusion was re-established by
returning the gas mixture in the ‘artificial lung’ to 95% O,, 5%
CO, (reoxygenation) for the remaining 40 min of the experi-
mental protocol. The period of time to onset of spontaneous,
sustained ventricular fibrillation (30 s minimum) was recorded.
Groups I-IV and VII-X were studied under conditions of a
reduced potassium concentration (2.5mM) in the perfusion
medium. Under these conditions, during global hypoxic per-
fusion, myocardial ATP content decreases approximately 50%.
We have shown in the past that under conditions of 2.5 mM
K* and reduced ATP, the heart becomes susceptible to the
development of ventricular fibrillation in the presence of
pinacidil (Chi et al., 1993).

Electrophysiological effects of clofilium

In Group V hearts, a miniature bipolar plunge electrode
(INAPRES, Norwich, NY, U.S.A.) was sutured over the right
ventricular outflow tract (RVOT) for delivery of the S2 vent-
ricular stimulus from a Grass S8800 square wave stimulator
and stimulus isolation unit (SIUS5; Grass Instrument Co.,
Quincy, MA, U.S.A.). The S2 stimulus duration was 4 ms and
was triggered 250 ms after the R wave of the ECG. The
threshold current was defined as the minimum current required
to elicit a propagated ventricular impulse. To determine
effective refractory period (ERP), stimulation (S2) to the
RVOT (at 1.5 times threshold current) was initiated at a
250 ms delay. The S2 delay stimulation was decreased
repeatedly by 10 ms until the refractory period was reached.
The refractory period determined in the region of the RVOT is
defined as the longest R-wave stimulus interval that fails to
elicit a propagated ventricular complex.

Clofilium 0.1, 1.0, 10.0 pm
Pinacidil 1.25 um

[Hypoxia| \ Reoxygenation \

-5 -5 0 12 52
Time (min)

Figure 1 Experimental protocol for Groups I-IV and VII-X; hat-
ched areas, 95% 0,/5% CO,; open areas, 95% N,/5% CO,.



Determination of the ventricular effective refractory period
under conditions of low K* (2.5 mM) invariably resulted in the
induction of ventricular fibrillation. Therefore, Group IV
hearts were perfused with perfusion medium containing a
potassium concentration of 5.1 mM. Refractory periods were
determined at 5, 15 and 30 min after clofilium was added to
the perfusion medium.

A Ag-AgCl electrode was used to record the endocardial
monophasic action potential duration. Action potential dura-
tions (APD) at 90% repolarization were determined at
baseline, 10 min after addition of clofilium, and 5 min after
pinacidil plus clofilium in groups II-IV.

Group VI hearts received a train of stimuli delivered to the
region of the RVOT (S2, S3, S4-instead of a single impulse)
until ventricular fibrillation occurred. After 30 s of sustained
ventricular fibrillation, a volume of drug diluent (perfusion
medium) was administered immediately proximal to the can-
nulated aorta. Time for injection to reversion of normal sinus
rhythm was recorded. If 30 s had elapsed and reversion was
not evident, clofilium (0.35 or 0.6 ml of 10.0 mM), dissolved in
perfusion medium, was administered rapidly, and time to
return of normal rhythm was recorded.

Drugs

Pinacidil and clofilium were gifts from the Eli Lilly Co.
(Indianapolis, IN, U.S.A.). A stock solution of pinacidil was
prepared daily, by dissolving the drug in acidified perfusate
(pH 2.0-2.5). The stock solution was added to the perfusion
buffer to yield a final concentration of 1.25 puM. Clofilium was
dissolved in the perfusate buffer and prepared just before use
in each experiment. UK-68,798 (dofetilide) was a gift from
Pfizer Central Research (Sandwich, U.K.) and 5-hydroxy-
decanoate was a gift from Parke-Davis (Ann Arbor, MI,
U.S.A)). Analytical grade chemicals used for preparation of
the buffer solution were obtained from commercial sources.

Statistical analysis

The data are expressed as mean * s.e.mean. The difference
between groups (fibrillation occurrence) was analysed by
Fisher’s Exact test. A one-way ANOVA was used for com-
parisons between groups (factorial) at specific time points, as
well as within groups (repeated measures). Differences were
considered significant at P <<0.05.

Results

Antifibrillatory effects of clofilium

The antifibrillatory effect of clofilium was examined in a
Langendorff-perfused rabbit isolated heart model in which
ventricular fibrillation was induced by the combined introduc-
tion of pinacidil (1.25 uM) to the perfusion medium with the
subsequent induction of global hypoxia for 12 min followed by
reoxygenation for 40 min. Exposure of the heart to pinacidil
(1.25 pMm) during normoxic perfusion, did not result in the
development of cardiac arrhythmias. However, when pinacidil-
treated hearts were subjected to 12 min of hypoxia followed by
reoxygenation, there was a 78% (7 of 9 hearts) incidence of
ventricular fibrillation in the control group (Group I). Most of
the hearts in Group I developed ventricular fibrillation during
hypoxia or within the first 20 min of reoxygenation (Figure 2).
Clofilium pretreatment was associated with a concentration-
related suppression in the incidence of ventricular fibrillation.
At a concentration of 10.0 uM, 1 of 9 (11%) hearts developed
ventricular fibrillation during the period of reoxygenation
(P<<0.05 vs vehicle-treated hearts; Figure 2). Clofilium con-
centrations of 0.1 and 1.0puM did not confer a significant
protective effect against the induction of ventricular fibrillation
upon exposure to the combined effects of pinacidil and
hypoxia/reoxygenation.
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Figure 2 Incidence of ventricular fibrillation in the presence of
vehicle or clofilium. Each symbol represents an individual isolated
heart. *P<0.05 vs vehicle, Fisher’s exact test.

Effects of UK-68,798 and 5-hydroxydecanoate on
ventricular fibrillation

Groups VII-IX were added to our study to determine if
another putative Class III antiarrhythmic agent, devoid of
ATP-dependent/glibenclamide-sensitive K* channel blocking
activity, was able to prevent the induction of ventricular fibril-
lation by exposing the perfused heart to the combined effects
of pinacidil and hypoxia. The selective inhibitor of the rapid
component of the delayed rectifier channel, UK-68,798 was
used to test this hypothesis. Finally, Group X was included to
examine a specific ATP-dependent/glibenclamide-sensitive K*
channel blocker, 5-hydroxydecanoate, in the isolated heart
model of ventricular fibrillation.

UK-68,798 pretreatment was not associated with a
concentration-related suppression in the incidence of ven-
tricular fibrillation. At a concentration of 10.0uM, 3 of 5
(60%) hearts developed ventricular fibrillation during the
period of reoxygenation (Figure 3). UK-68,798 concentrations
of 1.0 uM (80% VF) and 3.0 uM (100% VF) did not confer a
significant protective effect against the induction of ventricular
fibrillation upon exposure to the combined effects of pinacidil
and hypoxia-reoxygenation. However, at a concentration of
10 uM, 5-hydroxydecanoate, reduced the incidence of ven-
tricular fibrillation to 2 of 9 (22%) hearts during the period of
reoxygenation (P<<0.05 vs vehicle treated hearts).

Effects of clofilium on cardiac function

Coronary perfusion pressure (Table I) did not differ between
Groups I-IV at baseline. The highest concentration of

Non-
Baseline Ventricular fibrillation fibrillation
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Pinacidil 1.25 pym |00
5-HD 10.0 um ooo o o ooo*
" o oo0o 00
Pinacidil 1.25 um (2 °9 00
6 12 10 20 30 40 min

12 min 40 min Reoxygenation
Hypoxia

Figure 3 Incidence of ventricular fibrillation in the presence of
UK-68,798 and 5-hydroxydecanoate (5-HD). Each symbol represents
an individual isolated heart. * P <<0.05 vs vehicle, Fisher’s Exact test.
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Table 1 Coronary perfusion pressure (mmHg) in the rabbit isolated heart treated with vehicle or clofilium

Vehicle 0.1 pm 1.0 uMm 10.0pum
Baseline 5213 (9) 521 () 61t4 (7) 58+ 309
Clofilium (10 min) - 572 (7 66+ 6 (7 50+2 (9)*
Pinacidil (5 min) 37+2 9¢° 452 (T 50+ 4 (7 48+ 2 (9
Hypoxia (5 min) 31+4 (7 38+4 (77 4214 (7¢ 38+3 (8)°
Hypoxia (12 min) 40%4 (7¢ 4513 (6 556 (7) 5314 (8)
Reoxygen (10 min) 48+ 3 (5 5719 (3) 5916 (5 554 (8)
Reoxygen (40 min) - - 82+18 (4) 75+6 (8)°

Data are expressed as mean * s.e.mean, n in parentheses.

2P <0.05 vs. corresponding baseline; ®P <<0.05 vs. respective clofilium (10 min); P <0.05 vs 1.0 pM clofilium

clofilium (10.0 uM) produced a reduction in coronary perfusion
pressure from baseline, 58 + 3 mmHg to 50 £ 2 mmHg after
10 min of exposure (P <0.05). More striking was the coronary
perfusion pressure (CPP) response upon the subsequent
administration of pinacidil (1.25 pM). For hearts treated with
0.1 and 1.0 uM clofilium, CPP decreased in the presence of
pinacidil. In contrast, hearts treated with 10.0 uM clofilium
exhibited a modest reduction of CPP. Clearly, at a concentra-
tion of 10.0 uM clofilium attenuates the vasodilator effects of
pinacidil. Hypoxia further decreased CPP in each group and
there were no differences in coronary artery perfusion pressure
among groups during hypoxia or reoxygenation.

Clofilium produced minimal effects upon myocardial con-
tractile performance when added to the perfusion medium
(10.0 uM) compared to the control group of hearts. In hearts
exposed to clofilium followed by pinacidil (1.25 pM), + dP/dt
was 475+ 6 mmHg s~', compared to 4709 mmHg .s™!
before pinacidil treatment. Vehicle-treated hearts typically
exhibit a 10% reduction in + dP/dt upon the addition of
pinacidil (1.25 pM), clofilium attenuated this response. During
hypoxia, (= 12 min) + dP/dt was 355+ 14 mmHg s~' in the
clofilium-treated group. Lower concentrations of clofilium
failed to show significant haemodynamic changes compared to
vehicle-treated hearts throughout the experimental protocol.

Electrophysiological effects of clofilium

As shown in Table 2, a group of hearts was used for the
characterization of the ventricular effective refractory period
(ERP) determinations in the absence and presence of
cumulative concentrations of clofilium (0.3, 1.0 and 3.0 uM). In
the presence of the lowest concentration of clofilium (0.3 uMm),
ERP increased 17 £ 5% above baseline after 30 min of
exposure (P<<0.05). At a concentration of 1.0 uM, clofilium
progressively increased ERP 251 9% above baseline after

Table 2 Ventricular effective refractory periods (ms) of
paced rabbit isolated hearts in the presence of graded
concentrations of clofilium

Concentration Predrug 5 min 15 min 30 min
0.3um (n=28) 156 £ 13 173£ 16 17517 170+ 9°
1.0pm (n=16) - 17715 18415 1899
3.0uMm (n=16) - 190+ 15 203+ 13 213t 16°

Data are mean * s.e.mean. *P<<0.05 relative to predrug
value.

30 min of exposure to the drug in the perfusion medium. An
additional prolongation to 213 * 16 ms was found after 30 min
of exposure to 3.0 uM clofilium (P<<0.05 vs baseline). The
total increase in ERP was 37 £ 18% compared to baseline
values. Stepwise increases above 3.0 uM clofilium decreased
atrioventricular conduction velocity and interfered with the
ability to maintain atrial pacing. Therefore the elect-
rophysiological effects of clofilium at concentrations greater
than 3.0 uM were not studied.

Action potential durations (APD) at 90% repolarization
were determined at baseline, 10 min after addition of clofilium,
and 5 min after pinacidil plus clofilium in groups II-1V. Table
3 summarizes the results. The changes in APD were not as
profound in our preparation as were the changes in measured
refractory period after clofilium exposure. An important result
was obtained in this portion of the study. While we measured
only slight increases in APD after clofilium alone, there was a
significant change in APD after pinacidil had been
administered. After the lowest 2 concentrations of clofilium
had been administed (0.1 and 1.0 pM), pinacidil reduced APD
(P<0.05 vs corresponding baseline). In the presence of
10.0 pM clofilium, there was no reduction in APD compared to
baseline. These findings indicate that the prevention of APD
shortening by 10.0puM clofilium may contribute to its
antifibrillatory action.

Chemical defibrillatory effects of clofilium

Hearts in Group VI were used to explore the ability of
clofilium to achieve chemical defibrillation in the isolated per-
fused heart. Ventricular fibrillation was induced by direct cur-
rent pulses applied to the RVOT of the isolated heart while
coronary flow was maintained constant. Ventricular fibrillation
was permitted to persist for a period of 30s to ensure the
presence of a persistent state of fibrillation after which a
volume of vehicle buffer was administered just proximal to the
aorta. Repeated administration of the drug diluent did not
influence the fibrillation status of the isolated heart. Isolated
perfused hearts, while in ventricular fibrillation, were given a
single dose of clofilium (0.35 or 0.60 ml of a 10 mM solution)
rapidly, immediately above the aorta. Conversion of the
electrically-induced VF to normal sinus rhythm occurred in 10
of 11 hearts (Figure 4). The mean time to conversion was
14t 2s in 5/5 hearts (P<<0.05 vs vehicle), using 0.35 ml of
100 mM clofilium. Time to conversion after 0.60 ml of
10.0 mM clofilium was 42+ 13s in 5/6 hearts (P<<0.05 vs
vehicle). The longer time to conversion in the latter group was
related to sinus arrest associated with exposure to 0.6 ml of

Table 3 Action potential duration (ms) on paced rabbit isolated hearts during baseline, and in the presence of clofilium and pinacidil

Concentration Baseline
0.1pyM (n=6) 139+ 6
1.0uM (n=17) 141£9
10.0uM (n=5) 143+ 13

Clofilium (10 min)

143+6 (3+2)
150+9 (7£3)
150+ 12 (5+2)

Clofilium + pinacidil

123+ 8 (-=9%5)
1348 (-4%5)
142+ 11 (+42°)

Data are mean + s.e.mean at 90% repolarization (ms). Values in parentheses represent % change from baseline. *P <0.05 vs
corresponding clofilium (10 min) value. ®P<0.05 relative to 0.1 uM clofilium + pinacidil (1.25puM) % change.
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Figure 4 (a) Electrogram (left), and corresponding left ventricular pressure (right); under baseline conditions. (b) Electrogram after
60 s of sustained ventricular fibrillation (L) and left ventricular function (R). (c) Electrogram after induction of clofilium bolus
(0.6 ml of 10 mM) to the heart (L) and left ventricular function (R). (d) Electrogram 30 s post administration of clofilium (L) and
left ventricular function (R). (¢) Electrogram 60 s post administration of clofilium (L) and left ventricular function (R).

10 mM clofilium. The administration of a non-drug containing
volume of perfusion buffer was used as a vehicle control.
Introduction of the placebo buffer never resulted in the conver-
sion of ventricular fibrillation to sinus rhythm.

Discussion and conclusions

The inefficacy of many Class I agents for the prevention of
sudden cardiac death has prompted a renewed effort in the
development of antiarrhythmic drugs. Class III antiarrhyth-
mic therapy targeting lethal arrhythmias is receiving much
attention. Several Class III agents in various stages of
development have been reported to be efficacious in animal
models characterized by the development of ventricular fibril-
lation (Lynch et al., 1984; Chi et al., 1990a; Black et al.,
1991). It is novel however to find an agent that possesses not
only an antiarrhythmic/antifibrillatory capacity, but a
defibrillatory capacity. Reports in the past have ascribed this
effect to bretylium (Bacaner, 1968; Sanna & Arcidiacono,
1973), but the effects of bretylium on the sympathetic ner-
vous system, i.e., release of catecholamines from sympathetic
nerve terminals (Boura & Green, 1959) and side effects of
hypotension contributed to its lack of widespread use.

Clofilium, another quaternary antiarrhythmic agent has been
shown to prolong the effective refractory period or action
potential duration in animal models (Steinberg & Molloy,
1975; Steinberg et al., 1981; Kowey et al., 1985; Wu et al.,
1989; Li et al., 1990) as well as increase the refractory period
in man without affecting conduction time or haemodynamics
(Greene et al., 1983). The role of clofilium as an
antifibrillatory agent has been shown to be beneficial by
lowering defibrillation requirements (Kopia et al., 1985;
Dorian et al., 1991). To date, there has not been a report
that systematically describes the chemical defibrillatory
ability of clofilium. We have evidence that clofilium, which
up to now has been considered to be a I,,/Ix (Arena & Kass,
1988; Castle, 1991) channel blocker is not only efficacious as
an antifibrillatory agent, but as a defibrillatory agent as well.

While it is generally understood that ATP-dependent
potassium channels (glibenclamide-sensitive channels) are
closed under normal conditions (Noma, 1983), blockade of
channels that are closed would be expected to produce few
measurable effects. Under normal conditions, the rabbit
isolated heart treated with graded concentrations of clofilium
responds by a progressive increase in the ventricular effective
refractory period (Table 2). We observed slight increases in
the duration of the monophasic action potential after
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clofilium administration (Table 3). If the mechanism of
action of clofilium were K,rp channel blockade, we would
expect to find very little change in either measure. This was
not the case, which implies that clofilium does not block the
ATP dependent K* channel under normal conditions during
which the intracellular ATP concentration is not perturbed.
Blockade of delayed rectifier current by clofilium in ischaemic
Purkinje fibres has been reported by several investigators
(Gough et al., 1988; Reeve, 1992). In the present study,
clofilium produced a dose-dependent increase in the effective
refractory period, whereas changes in the monophasic action
potential duration (90% repolarization) failed to reach statis-
tical significance after 10 min of exposure. This is not surpris-
ing since it has been reported that clofilium causes substantial
prolongation of action potential duration in the Purkinje
fibre, but the duration was unchanged in the ventricular
muscle cell (Carlsson et al., 1992).

Addition of pinacidil before induction of hypoxia
unmasked effects of clofilium not associated with blockade of
channels associated with the transient outward (f,) or
delayed rectifier currents. In the presence of lower concen-
trations of clofilium (0.1 and 1.0 uM), pinacidil exposure
produced a reduction in the monophasic action potential
duration. The highest dose of clofilium (10.0 uM), however,
prevented the pinacidil-induced reduction in the monophasic
action potential duration. Therefore the functional data
implicate clofilium in the blockade of ATP-dependent potas-
sium channels in the presence of the K, p channel opener,
pinacidil (Arena & Kass, 1989; Martin & Chinn, 1990). In
support of our functional data is a recent report in which
clofilium was capable of inhibiting glibenclamide-sensitive
K* channels in voltage-clamped Xenopus oocytes (Sakuta et
al., 1993). However, we cannot exclude the possibility of a
functional antagonism by clofilium. The action potential
duration shortening by pinacidil may be counteracted by
blockade by clofilium of transient outward and/or delayed
rectifier currents, the net result being little change in the
duration of the monophasic action potential.

Membrane channel activity becomes more complex as the
biochemical cascade of events associated with hypoxia ensues.
In our experimental model, control hearts subjected to
hypoxia in the absence of pinacidil had a 20% incidence of
ventricular fibrillation as compared to the significant increase
when pinacidil was present in the perfusion medium. The
results indicate that opening of the K p channel by pinacidil,
together with a previous hypoxic insult and decrease in intra-
cellular ATP content, is pivotal in the promotion of ventri-
cular fibrillation (Chi et al., 1993). Clofilium (10.0 uM) con-
sistently prevented the development of ventricular fibrillation
under the same experimental conditions that otherwise pro-
ved to be arrhythmogenic. Moreover, administration of two
additional agents possessing known pharmacological activity
on myocardial potassium channels add support to our
findings. UK-68,798 which has been shown to block selec-
tively the delayed rectifier current (Gwilt ez al., 1989; Ras-
mussen et al., 1992; Carmeliet, 1992) was not effective in
reducing the incidence of ventricular fibrillation in response
to pinacidil plus hypoxia. In contrast, the administration of
5-hydroxydecanoate, a well characterized inhibitor of the
ATP-dependent K* channel (Niho et al., 1987; Notsu et al.,
1992; Notsuto et al., 1992) was equally as effective as
clofilium in preventing the development of ventricular fibril-
lation.

It is reasonable to believe that clofilium is able to block
not only the transient outward and/or the delayed rectifier
potassium currents, but the metabolically active ATP-
dependent potassium channel under conditions of decreased
intracellular ATP that would promote its opening. In the
present experimental model, pinacidil administration in the
presence of a reduced intracellular ATP content, would be
expected to facilitate opening of the ATP-dependent potas-
sium channel. The increase in the outward potassium current

via the ATP-dependent potassium channel most likely
accounts for the initiation of ventricular fibrillation; an event
that can be prevented by glibenclamide (Chi ez al., 1993), and
S-hydroxydecanoate. It follows that clofilium may owe part
or all of its antifibrillatory action to the prevention of action
potential shortening via blockade of ATP-dependent K*
channels. The prevention of ventricular fibrillation in the
present experimental model may be dependent upon a very
specific electrophysiological derangement initiated by opening
of the ATP-dependent potassium of glibenclamide-sensitive
channel. This specific action of clofilium may not occur
under conditions in which the initiation of ventricular fibrilla-
tion is not associated with opening of the ATP-dependent
potassium channel. Hypoxia-induced decrease in myocardial
ATP content increases the responsiveness of the ATP-
dependent K* channel to the opening effects of pinacidil.
The experimental model, therefore, utilizes the vulnerability
of the heart under a specific set of conditions to explore the
role of the ATP-dependent K* channel in the genesis of
ventricular fibrillation. Using this approach, it becomes pos-
sible to identify those pharmacological interventions capable
of preventing ventricular fibrillation arising from opening of
the ATP-dependent potassium channel. Clofilium, in addition
to its other potential effects on myocardial membrane potas-
sium channels, appears to have a salutary effect similar to
that of glibenclamide and 5-hydroxydecanoate, and radically
different from that of dofetilide (UK68,798) in terms of
preventing ventricular fibrillation. These observations sup-
port the concept that clofilium has the potential to modulate
the ATP-dependent potassium channel and to prevent those
electrophysiological changes leading to ventricular fibrillation
associated with decreases in myocardial tissue ATP content.

It is noteworthy that clofilium is capable of reverting elect-
rically induced sustained ventricular fibrillation to sinus
rhythm. This group of hearts was an addendum to our
primary study after we had noted that 4/9 hearts in the
10.0 uM clofilium group reverted to sinus rhythm after tran-
sient episodes of spontaneous ventricular flutter during the
40 min reperfusion period, a phenomenon that has not been
observed in vehicle-treated rabbit hearts. A bolus of clofilium
(0.35ml of 10 mM) slowed the rate of fibrillation, until the
heart resumed normal sino-atrioventricular conduction
within 14 £ 2 5. This event was observed in 5 isolated hearts.
A larger quantity of administered clofilium (n =5, 0.6 ml of
10 mM) to the fibrillating heart, not only slowed the fre-
quency of fibrillatory waves, but elicited sinoatrial arrest.
Since coronary perfusion was maintained constant in our
preparation, and oxygen delivery uncompromised, the heart
was capable of resuming normal sinus rhythm in 42 * 16s.

The ability of clofilium to antagonize the coronary
vasodilator action of pinacidil should not be overlooked.
Before induction of hypoxia, pinacidil alone produced
vasodilatation and a negative inotropic effect on the rabbit
isolated perfused heart. The first derivative of left ventricular
pressure, + dP/dt is reduced approximately 10% within
5min after pinacidil was added to the perfusion medium.
The presence of clofilium in the perfusate attenuated this
effect (see Table 1). It is well known that pinacidil is capable
of specific K p channel activation (Arena & Kass, 1989),
while others report a profibrillatory effect of pinacidil (Chi et
al., 1990a, 1993). This evidence suggests that pinacidil will
promote ventricular fibrillation given the proper substrate or
altered physiological conditions. Clofilium prevents these res-
ponses, thereby leading us to suggest that clofilium (10.0 uM)
may, in part, block the metabolically activated ATP-
dependent potassium channel. This conclusion is supported
by the observation that UK-68,798 (specific delayed rectifier
current antagonist) was not effective, while 5-hydroxy-
decanoate (specific ATP-dependent K* current antagonist)
was effective in attenuating the development of ventricular
fibrillation. It may be that clofilium has been overlooked as a
potentially efficacious antifibrillatory agent.



This work was supported in part by a grant from the National
Institutes of Health, Heart Lung and Blood Institute, HL-05806-34.
G.S.F. was the recipient of a Merck Postdoctoral Fellowship during

References

ARENA, J.P. & KASS, R.A. (1988). Block of heart potassium channels
by clofilium and its tertiary analogs: relationship between drug
structure and type of channel blocked. Mol. Pharmacol., 34,
60-66.

ARENA, J.P. & KASS, RS. (1989). Activation of ATP sensitive K
channels in heart cells by pinaicidil: dependence on ATP. Am. J.
Physiol., 257 (Heart Circ Physiol 26), H2092-H2096.

BACANER, M. (1968). Treatment of ventricular fibrillation and other
acute arrhythmias with bretylium tosylate. Am. J. Cardiol., 21,
530-543.

BLACK, S.C, CHI, L., MU, D.-X. & LUCCESHI, B.R. (1991). The
antifibrillatory actions of UK-68,798, a Class III antiarrhythmic
agent. J. Pharmacol. Exp. Ther., 258, 416—423.

BOURA, A.LA. & GREEN, AF. (1959). The action of bretylium:
adrenergic neuron blocking and other effects. Br. J. Pharmacol.
Chemother., 14, 536—548.

CARLSSON, L., ABRAHAMSSON, C., DREWS, L. & DUKER, G. (1992).
Antiarrhythmic effects of potassium channel openers in rhythm
abnormalities related to delayed repolarization. Circulation, 85,
1491-1500.

CARMELIET, E. (1992). Voltage- and time-dependent block of the
delayed K+ current in cardiac myocytes by dofetilide. J. Phar-
macol. Exp. Ther., 262, 809-817.

CASTLE, N.A. (1991). Selective inhibition of potassium currents in rat
ventricle by clofilium and its tertiary homology. J. Pharmacol.
Exp. Ther., 257, 342-350.

CHI, L., BLACK, S.C, KUO, P.I, FAGBEMI, S.0. & LUCCHESI, B.R.
(1993). Actions of pinacidil at a reduced potassium concentra-
tion: a direct cardiac effect possibly involving the ATP-dependent
potassium channel. J. Cardiovasc. Pharmacol., 21, 179-190.

CHI, L., MU, D.-X., DRISCOLL, EM. & LUCCHESI, B.R. (1990a).
Antiarrhythmic and electrophysiologic actions of CK-3579 and
sematilide in a conscious canine model of sudden coronary death.
J. Cardiovasc. Pharmacol., 16, 312-324.

CHI, L., UPRICHARD, A.C.G. & LUCCHESI, B.R. (1990b).
Profibrillatory actions of pinacidil in a conscious canine model of
sudden coronary death. J. Cardiovasc. Pharmacol., 15, 452-464.

DORIAN, P.,, WANG, M., DAVID, I & FEINDEL, C. (1991). Oral
clofilium produces sustained lowering of defibrillation energy
requirements in a canine model. Circulation, 83, 614-621.

GOUGH, W.B., HU, D. & EL-SHERIF, N. (1988). Effects of clofilium on
ischemic subendocardial Purkinje fibers 1 day post-infarction. J.
Am. Coll. Cardiol., 11, 431-437.

GREENE, H.L., WERNER, JA., GROSS, BW. SEARS, GK,
TROBAUGH, G.B. & COBB, L.A. (1993). Prolongation of cardiac
refractory times in man by clofilium phosphate, a new antiar-
rhythmic agent. Am. Heart J., 106, 492-500.

GWILT, M., DALRYMPLE, H.W., BURGES, R.A., BLACKBURN, K.J.,
ARROWSMITH, J.E., CROSS, P.E. & HIGGINS, AJ. (1989). UK-
68,798 is a novel, potent and selective class III antiarrhythmic
agent. J. Mol. Cell. Cardiol., 21, S11.

KOPIA, G.A., ELLER, B.T., PATTERSON, E., SHEA, M.J. & LUCCHESI,
B.R. (1985). Antiarrhythmic and electrophysiologic actions of
clofilium in experimental canine models. Eur. J. Pharmacol., 116,
49-61.

KOWEY, P.R., FRIEHLING, T.D., O'CONNER, K.M., WETSTEIN, L. &
KELLIHER, G.J. (1985). The effect of bretylium and clofilium on
dispersion of refractoriness and vulnerability to ventricular fibril-
lation in the ischemic feline heart. Am. Heart J., 110, 363—-370.

LI, T., CARR, A.A. & DAGE, R.C. (1990). Effects of MDL 11,939 on
action potential and contractile force in cardiac tissues: a com-
parison with bretylium, clofilium, and sotalol. J. Cardiovasc.
Pharmacol., 16, 917-923.

LINDSTROM, T.D., MURPHY, P.J., SMALLWOOD, J.K., WIEST, S.A. &
STEINBERG, M.I. (1982). Correlation between the disposition of
[14C] clofilium and its cardiac electrophysiological effects. J.
Pharmacol. Exp. Ther., 221, 584-589.

LYNCH, J.J., WILBER, D.J.,, MONTGOMERY, D.G., HSIEH, T.M., PAT-
TERSON, E. & LUCCHESHI, B.R. (1984). Antiarrhythmic and
antifibrillatory actions of the levo- and dextro-rotary isomers of
sotalol. J. Cardiovasc. Pharmacol., 6, 1132-1141.

CLOFILIUM: ANTIFIBRILLATORY ACTIONS 215

the conduct of the study. We thank Lilly Research Laboratories
(Indianapolis, Indiana U.S.A.) for the generous supply of clofilium.

LYNCH, J.J., WILBER, D., MONTGOMERY, D.G., HSIEH, T.M., PAT-
TERSON, E. & LUCCHESHI, B.R. (1989). Suppression of lethal
ischemic ventricular arrhythmias by the class III agent E4031 in a
canine model of previous myocardial infarction (abstr). J. Mol.
Cell. Cardiol., 21 (Suppl II), S154.

MARTIN, C.L. & CHINN, K. (1990). Pinacidil opens ATP-dependent
K* channels in cardiac myocytes in an ATP and temperature
dependent manner. J. Cardiovasc. Pharmacol., 15, 510-514.

NETTLETON, J., CASTLE, N.A. & WANG, G K. (1991). Block of single
batrachotoxin-activated Na* channels by clofilium. Mol. Phar-
macol., 39, 352-358.

NIHO, T., NOTSU, T., ISHIKAWA, H., FUNATO, H.,, YAMAZAKI, M.,
TAKAHASHI, H.,, TANAKA, I, KAYAMOTO, M., DABASKI, F.,
SHINKAWA, T., UEMURA, A. & MIZOTA, M. (1987). Study of
mechanisms and effects of sodium 5-hydroxydecanoate on experi-
mental ischemic ventricular arrhythmia. Folia Pharmacol.
(Japan), 89, 155-167.

NOMA, A. (1983). ATP-regulated K* channels in cardiac muscle.
Nature, 305, 147-148.

NOTSU, T., OHHASHI, K., TANAKA, I, ISHIKAWA, H., NIHO, T,
FUKUTAKE, K. & MIZOTA, M. (1992). 5-Hydroxydecanoate
inhibits ATP-sensitive K+ channel currents in guinea-pig single
ventricular myocytes. Eur. J. Pharmacol., 220, 35-41.

NOTSUTO, T., TANAKA, I, TAKANO, M. & NOMA, A. (1992).
Blockade of the ATP-sensitive K+ channel by 5-
hydroxydecanoate in guinea pig ventricular myocytes. J. Phar-
macol. Exp. Ther., 260, 702-708.

PATTERSON, E,, ELLER, B.T., ABRAMS, G.D., VASILIADES, J. & LUC-
CHESI, B.R. (1983). Ventricular fibrillation in a conscious canine
preparation of sudden coronary death. Prevention by short and
long-term amiodarone administration. Circulation, 68, 857—-864.

RASMUSSEN, H.S., ALLEN, M.J,, BLACKBURN, K.J.,, BUTROUS, G.S.
& DALRYMPLE, H.W. (1992). Dofetilide, a novel class III antiarr-
hythmic agent. J. Cardiovasc. Pharmacol., 20 (Suppl 2),
S96-S1051.

REEVE, H.L. & PEERS, C. (1992). Blockade of delayed rectifier K+
currents in neuroblastoma X glioma hybrid (NG 108-15) cells by
clofilium, a class Il antidysrhythmic agent. Br. J. Pharmacol.,
105, 458-462.

SAKUTA, H., OKAMOTO, K. & WATANABE, Y. (1993). Antiarrhyth-
mic drugs, clofilium and cibenzoline are potent inhibitors of
glibenclamide-sensitive K+ currents in Xenopus oocytes. Br. J.
Pharmacol., 109, 866—872.

SANNA, G. & ARCIDIACONO, R. (1973). Chemical ventricular
defibrillation of the human heart with bretylium tosylate Am. J.
Cardiol., 32, 982-987.

SYNDERS, D.J. & KATZUNG, B.G. (1985). Clofilium reduces the
plateau potassium current in isolated cardiac myocytes. Circula-
tion, 72 (Suppl III), 233.

SPINELLI, W., PARSONS, R.W. & COLATSKY, TJ. (1992). Effects of
WAY-123,398, a new Class III antiarrhythmic agent, on cardiac
refractoriness and ventricular fibrillation threshold in anesthetized
dogs: a comparison with UK-68798, E-4031, and dI-Sotalol. J.
Cardiovasc. Pharmacol., 20, 913-922.

STEINBERG, M.I. & MOLLOY, BB. (1975). Clofilium-a new
antifibrillatory agent that selectively increases cellular refrac-
toriness. Life Sci., 25, 1397-1406.

STEINBERG, M.I, SULLIVAN, M.E., WIEST, S.A., ROCKHOLD, F.W. &
MOLLOY, B.B. (1981). Cellular electrophysiology of clofilium, a
new antifibrillatory agent, in normal and ischemic canine Pur-
kinje fibers. J. Cardiovasc. Pharmacol., 3, 881-895.

WU, K.-M., ROSS, S. & HOFFMAN, B.F. (1989). Monophasic action
potentials during reentrant atrial flutter in the dog: effects of
clofilium and acetylcholine. J. Cardiovasc. Pharmacol., 13,
908-914.

( Received January 18, 1994
Revised March 29, 1994
Accepted April 11, 1994)



