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Kawada, Toru, Toji Yamazaki, Tsuyoshi Akiyama, Ka-
zunori Uemura, Atsunori Kamiya, Toshiaki Shishido, Hidezo
Mori, and Masaru Sugimachi. Effects of Ca®* channel antago-
nists on nerve stimulation-induced and ischemia-induced myocar-
dial interstitial acetylcholine release in cats. Am J Physiol Heart
Circ Physiol 291: H2187-H2191, 2006. First published June 9,
2006; doi:10.1152/ajpheart.00175.2006.—Although an axoplasmic
Ca** increase is associated with an exocytotic acetylcholine (ACh)
release from the parasympathetic postganglionic nerve endings, the
role of voltage-dependent Ca®* channels in ACh release in the
mammalian cardiac parasympathetic nerve is not clearly under-
stood. Using a cardiac microdialysis technique, we examined the
effects of Ca?* channel antagonists on vagal nerve stimulation-
and ischemia-induced myocardial interstitial ACh releases in anes-
thetized cats. The vagal stimulation-induced ACh release [22.4 nM
(8D 10.6), n = 7] was significantly attenuated by local adminis-
tration of an N-type Ca®* channel antagonist w-conotoxin GVIA
[11.7 nM (SD 5.8), n = 7, P = 0.0054), or a P/Q-type Ca®*
channe! antagonist w-conotoxin MVIIC [3.8 nM (SD 2.3), n = 6,
P = 0.0002] but not by local administration of an L-type Ca%*
channel antagonist verapamil {23.5 nM (SD 6.0), n = 5, P =
0.758]. The ischemia-induced myocardial interstitial ACh release
[15.0 nM (8D 8.3), n = 8] was not attenuated by local adminis-
tration of the L-, N-, or P/Q-type Ca?* channel antagonists, by
inhibition of Na*/Ca?* exchange, or by blockade of inositol
1.4,5-trisphosphate [Ins(1,4,5)P3] receptor but was significantly
suppressed by local administration of gadolinium [2.8 nM (SD
2.6), n = 6, P = 0.0283]. In conclusion, stimulation-induced ACh
release from the cardiac postganglionic nerves depends on the N-
and P/Q-type Ca®* channels (with a dominance of P/Q-type) but
probably not on the L-type Ca?* channels in cats. In contrast,
ischemia-induced ACh release depends on nonselective cation
channels or cation-selective stretch activated channels but not on
L-, N-, or P/Q type Ca®* channels, Na*/Ca®* exchange, or
Ins(1,4,5)P3 receptor-mediated pathway.

cardiac microdialysis; w-conotoxin GVIA; w-conotoxin MVIIC; KB-
R7943; verapamil; vagal stimulation

ALTHOUGH N-TYPE Ca?* cHANNELs play a dominant role in
norepinephrine release from sympathetic nerve endings (8, 33,
34), the type(s) of Ca®* channels controlling ACh release in
the- mammalian parasympathetic system is not fully understood
and show diversity among reports. To name a few, in isolated
parasympathetic submandibular ganglia from the rat, neuro-
transmission is mediated by Ca?* channels that are resistant to
the L-, N-, P/Q-, and R- type Ca®" channel antagonists. (29).
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When the negative inotropic response to field stimulation was
examined in the isolated guinea pig atria, Hong and Chang (8)
reported the importance of P/Q-type Ca** channels, whereas
Serone et al. (28) reported the importance of N-type Ca?*
channels. Because field stimulation in the isolated preparations
could induce responses different from those in the in vivo
conditions, we aimed to examine the effects of Ca?™* channel
antagonists on the vagal nerve stimulation-induced myocardial
interstitial ACh release in the in vivo feline heart.

Aside from the important role of the normal physiological
regulation of the heart, the vagal nerve can be a therapeutic target
for certain cardiovascular diseases (2, 3, 13, 22, 27). In previous
studies, we have shown that acute myocardial ischemia causes
myocardial interstitial ACh release in the ischemic region inde-
pendently of efferent vagal nerve activity (12, 14). The compar-
ison of the effects of Ca®* channel antagonists on the ACh
releases induced by vagal nerve stimulation and by acute myo-
cardial ischemia may deepen our understanding about the ische-
mia-induced myocardial interstitial ACh release.

A cardiac microdialysis technique offers detailed analyses of
in vivo myocardial interstitial ACh release (1, 15). Because the
local administration of pharmacological agents through a dial-
ysis probe can modulate ACh release without significantly
affecting systemic hemodynamics, a combination of cardiac
microdialysis with local pharmacological interventions is use-
ful for analyzing the mechanisms of ACh release in vivo. In the
present study, we examined the effects of Ca®>* channel antag-
onists on nerve stimulation- and ischemia-induced ACh re-
leases in anesthetized cats. The results indicate that stimula-
tion-induced ACh release from the cardiac parasympathetic
postganglionic nerves depends on the N- and P/Q-type Ca®*
channels but probably not on the L-type Ca®* chamnels. In
contrast, ischemia-induced myocardial interstitial ACh release
is resistant to the inhibition of L-, N-, and P/Q-type Ca®”*
channels. In addition, the ischemia-induced myocardial ACh
release is resistant to the inhibition of Na*/Ca?* exchanger
and the blockade of inositol 1,4,5-trisphosphate [Ins(1,4,5)P3]
receptor but is suppressed by gadolinium, suggesting that
nonselective cation channels or cation-selective stretch-acti-
vated channels are involved.

MATERIALS AND METHODS
Common Preparation

Animal care was provided in accordance with the Guiding Princi-
ples for the Care and Use of Animals in the Field of Physiological
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Sciences approved by the Physiological Society of Japan. All proto-
cols were approved by thé¢ Animal Subjects Committee of the Na-
tional Cardiovascular Center. Adult cats weighing from 2.2 to 4.2 kg
were anesthetized via an intraperitoneal injection of pentobarbital
sodium (30-35 mg/kg) and ventilated mechanically with room air
mixed with oxygen. The depth of anesthesia was maintained with a
continuous intravenous infusion of pentobarbital sodium (1-2
mg-kg~'-h™?!) through a catheter inserted from the right femoral
vein. Systemic arterial pressure was monitored from a catheter in-
serted from the right femoral artery. The vagi were sectioned bilater-
ally at the neck. The esophageal temperature of the animal, which was
measured by a thermometer (CTM-303, TERUMO, Japan), was
maintained at around 37°C using a heated pad and a lamp.

With the animal in the lateral position, the left fifth and sixth ribs
were resected to expose the heart. A dialysis probe was implanted
transversely, using a fine guiding needle, into the anterolateral free
wall of the left ventricle perfused by the left anterior descending
coronary artery (LAD). Heparin sodium (100 U/kg) was administered
intravenously to prevent blood coagulation. At the end of the exper-
iment, the experimental animals were killed with an overdose of
pentobarbital sodium. Postmortem examination confirmed that the
dialysis probe had been threaded in the middle layer of the left
ventricular myocardium. The thickness of the left ventricular free wall
was ~7-8 mm, and the semipermeable membrane of the dialysis
probe was positioned ~3-4 mm from the epicardial surface.

Dialysis Technigue

The materials and properties of the dialysis probe have been
described previously (1). Briefly, we designed a transverse dialysis
probe. A dialysis fiber of semipermeable membrane (13 mm length,
310 pm OD, 200 pm ID; PAN-1200, 50,000 molecular weight cutoff,
Asahi Chemical, Japan) was glued at both ends to polyethylene tubes
(25 cm length, 500 um OD, 200 pm ID). The dialysis probe was
perfused at a rate of 2 wl/min with Ringer solution containing a
cholinesterase inhibitor eserine (physostigmine, 100 wM). Experi-
mental protocols were started 2 h after the dialysis probe was im-
planted when the ACh concentration in the dialysate reached a steady
state. The ACh concentration in the dialysate was measured by
high-performance liquid chromatography with electrochemical detec-
tion (Eicom, Kyoto, Japan).

Local administration of a pharmacological agent was carried out
through a dialysis probe. That is to say, we added the pharmacological
agent to the perfusate and allowed 1 h for a settling time. The
pharmacological agent should spread around the semipermeable
membrane, thereby affecting the neurotransmitter release in the vi-
cinity of the semipermeable membrane. Because the distribution
across the semipermeable membrane is required, based on previous
results (33, 34), we used the pharmacological agent at the concentra-
tion 10-100 times higher than that required for complete channel
blockade in experimental settings in vitro.

Specific Preparation and Protocols

Protocol 1. Bipolar platinum electrodes were attached bilaterally to
the cardiac ends of the sectioned vagi at the neck. The nerves and
electrodes were covered with warmed mineral oil for insulation. The
vagal nerves were stimulated for 15 min (20 Hz, 1 ms, 10 V). We
measured the stimulation-induced ACh release in the absence of Ca?™
channel blockade (control, n = 7) and examined the effects of an
L-type Ca®* channel antagonist verapamil (100 pM, n = 5), an
N-type Ca®* channel antagonist w-conotoxin GVIA (10 uM, n = 7),
a P/Q-type Ca?* channel antagonist w-conotoxin MVIIC (10 pM,
n = 6), and combined administration of w-conotoxin GVIA and
w-conotoxin MVIIC (10 uM each, n = 6).

Protocol 2. Because a preliminary result from protocol I suggested
that local administration of verapamil was ineffective in suppressing
stimulation-induced ACh release, we examined the effects of the
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intravenous administration of verapamil (300 pg/kg, n = 6) on
stimulation-induced ACh release in vagotomized animals as a supple-
mental experiment.

Protocol 3. A 60-min LAD occlusion was performed by using a 3-0
silk suture passed around the LAD just distal to the first diagonal
branch. We measured the ACh levels during 45-60 min of ischemia
in the absence of Ca®* channel blockade (control, n 8) and
examined the effects of verapamil (100 uM, n = 5), w-conotoxin
GVIA (10 uM, n = 5), and w-conotoxin MVIIC (10 uM, n = 5). A
previous result indicated that the ischemia-induced ACh release
reached the steady state during 45-60 min of ischemia (14). We also
examined the effects of three additional agents, a Na™/Ca®* exchange
inhibitor KB-R7943 (10 uM, n = 5) (9, 10), an Ins(1,4,5)P; receptor
blocker xestospongin C (500 uM, n = 6) (25), and a nonselective
cation channel blocker or a cation-selective stretch activated channel
blocker gadolinium (1 mM) (5, 17), on the ischemia-induced ACh
release.

Statistical Analysis

All data are presented as mean (SD) values. In protocol 1, we
compared stimulation-induced ACh release among the five groups
using one-way analysis of variance followed by the Student-Neuman-
Keuls test (6). In protocol 2, we used an unpaired-t test (two-sided) to
examine the effect of intravenous verapamil administration on stim-
ulation-induced ACh release. In prorocol 3, we compared ischemia-
induced ACh release among the seven groups using one-way analysis
of variance followed by the Dunnett’ test against the control. For all
analyses, differences were considered significant when P < 0.05.

RESULTS

In protocol 1, the ACh level during electrical vagal stimu-
lation was 22.4 nM (SD 10.6). Local administration of verap-
amil did not affect stimulation-induced ACh release (Fig. 1).
In contrast, local administration of w-conotoxin GVIA or
w-conotoxin MVIIC suppressed stimulation-induced ACh re-
lease. The extent of suppression was greater in the latter. The
ACh level was significantly lower in the simultaneous admin-
istration group (w-conotoxin GVIA + w-conotoxin MVIIC)

40

dialysate ACh (nM)

o

. " @-CTX MVIIC
vehicle verapamit @-CTX GVIA | o-CTX MVIIC + @CTX GVIA
vehicle 0.758 0.0054 0.0002 0.0002
verapamil 0.758 0.0068 0.0002 0.0001
GVIA 0.0054 0.0068 0.033 0.025
MVIIC 0.0002 0.0002 0.033 0.581
MVIC+GVIA 0.0002 0.0001 0.025 0.581

Fig. 1. Effects of local administration of verapamil, w-conotoxin GVIA,
w-conotoxin MVIIC, or w-conotoxin GVIA plus w-conotoxin MVIIC on vagal
nerve stimulation-induced myocardial interstjtial ACh release. Both w-cono-
toxin GVIA and w-conotoxin MVIIC, but not verapamil, suppressed stimula-
tion-induced ACh release. Data are mean (SD) values. *P < 0.01, 1P < 0.05.
The exact P values are presented.
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than that in the w-conotoxin GVIA group but was not different
from the w-conotoxin MVIC group.

In protocol 2, the intravenous administration of verapamil
did not significantly change stimulation-induced ACh release
[21.7 nM (SD 12.8)] compared with the control group (P =
0.91).

In protocol 3, the ACh level in the ischemic region was 14.9
nM (8D 8.3) during 45-60 min of acute myocardial ischemia.
Inhibition of voltage-dependent Ca** channels by local admin-
istration of verapamil, w-conotoxin GVIA, or w-conotoxin
MVIIC did not affect ischemia-induced ACh release (Fig. 2).
- Inhibition of the reverse mode action of Na*/Ca®* exchange
by local administration of KB-R7943 appeared to have aug-
mented rather than suppressed ischemia-induced ACh release,
though there was no statistically significant difference from the
control. Blockade of the Ins(1,4,5)Ps receptor by local admin-
istration of xestospongin C did not affect the ischemia-induced
ACh release. In contrast, blockade of nonselective cation
channels or cation-selective stretch-activated channels by local
administration of gadolinium suppressed the ischemia-induced
ACh release.

DISCUSSION

Ca®™ Channels Involved in Stimulation-Induced
ACh Release

Although neurotransmitter release at mammalian sympa-
thetic neuroeffector junctions predominantly depends on Ca*
.influx through N-type Ca®* channels (23, 33, 34), the type(s)
of Ca®* channels involved in ACh release from cardiac para-
sympathetic neuroeffector junctions show diversity among
reports (8, 28). One possible factor hampering investigations
into parasympathetic postganglionic neurotransmitter release
in response to vagal nerve stimulation in vivo is that the
parasympathetic ganglia are usually situated in the vicinity of
the effector organs, thereby making it difficult to separately
assess ACh release from preganglionic and postganglionic
nerves. In the previous study from our laboratory, intravenous
administration, but not local administration of a ganglionic
blocker, hexamethonium reduced vagal stimulation-induced
ACh release assessed by cardiac microdialysis (1). The negli-
gible effect of local hexamethonium administration on stimu-
lation-induced ACh release suggests the lack of parasympa-

304

[N
[~]
i

dialysate ACh (nM)
T

o-CTX @-CTX KB-
GVIA MvVIIC R7943

P=0.9999 P=0.9998 P=0.9983 P=0.1886 P=0.9846 P=0.0283

Fig. 2. Effects of local administration of verapamil, w-conotoxin GVIA,
w-conotoxin MVIIC, KB-R7943, xestospongin C, or gadolinium on acute
myocardial ischemia-induced myocardial interstitial ACh release in the ische-
mic region. Gadolinium alone suppressed the ischemia-induced ACh release.
Data are mean (SD) values. 1P < 0.05. The exact P values are presented.

Xesto-

vehicle  verapamil spongin C gadolinium
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thetic ganglia around the dialysis probe. In support of our
speculation, a recent neuroanatomical finding indicates that
three ganglia, away from the left anterior free wall targeted by
the dialysis probe, provide the major source for left ventricular
postganglionic innervation in cats: a cranioventricular gan-
glion, a left ventricular ganglion 2 (so designated), and an
interventriculo-septal ganglion (11). Therefore, ACh, as mea-
sured by cardiac microdialysis, is considered to predominantly
reflect ACh release from parasympathetic postganglionic
Nerves. :

Local (protocol 1) or intravenous (protocol 2) administration
of verapamil did not affect stimulation-induced ACh release. In
contrast, vagal stimulation-induced ACh release was reduced
in both the w-conotoxin GVIA and w-conotoxin MVIIC groups
but to a greater extent in the latter (Fig. 1). Therefore, both N-
and P/Q-type, but probably not L-type, Ca®* channels are
involved in stimulation-induced ACh release from the cardiac
parasympathetic postganglionic nerves in cats. The contribu-
tion of P/Q type Ca®* channels to ACh release might be greater
than that of N-type Ca®* channels. Hong and Chang (8)
reported that the negative inotropic response to field stimula-
tion depends predominantly on the P/Q-type Ca?™ channels in
isolated guinea pig atria, whereas Serone et al. (28) reported
the predominance of N-type Ca** channels. In those studies,
the field stimulation employed differed from ordinary activa-
tion of the postganglonic nerves by nerve discharge and, in
addition, ACh release was not directly measured. The present
study directly demonstrated the involvement of P/Q- and N-
type Ca®* channels in the stimulation-induced ACh release in
the cardiac parasympathetic postganglionic nerves. These re-
sults support the concept that multiple subtypes of the voltage-
gated Ca®* channel mediate transmitter release from the same
population of parasympathetic neurons (31).

Stimulation-induced ACh release was suppressed by ~50%
in the w-conotoxin GVIA group and by ~80% in the w-cono-
toxin MVIIC group. The algebraic summation of the extent of
suppression exceeded 100%. The phenomenon may be in part
due to the nonlinear dose-response relationship between Ca?*
influx and transmitter release (32). The supra-additive phenom-
enon may be also due to the affinity of w-conotoxin MVIIC to
N-type Ca?* channels (8, 26, 36). Combined local administra-
tion of w-conotoxin GVIA and w-conotoxin MVIIC almost
completely suppressed stimulation-induced ACh release to a
level similar to that achieved by the Na™ channel inhibitor
tetrodotoxin (15). Therefore, involvement of another untested
type of Ca®* channel(s) is unlikely in the stimulation-induced
ACh release from the cardiac parasympathetic postganglionic
nerves in cats.

Ca?* Channels and Ischemia-Induced ACh Release

In a previous study, we showed that acute myocardial
ischemia evokes myocardial interstitial ACh release in the
ischemic region via a local mechanism independent of efferent
vagal nerve activity (14). In that study, the inhibition of
intracellular Ca®?* mobilization by local administration of
3,4,5-trimethoxybenzoic acid 8-(diethyl amino)-octyl ester
(TMB-8) suppressed ischemia-induced ACh release, suggest-
ing that an axoplasmic Ca?* elevation is essential for the
ischemia-induced ACh release. Because tissue K* concentra-
tion increases in the ischemic region (7, 18), high K*-induced
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depolarization could activate voltage-dependent Ca®* channels
even in the absence of efferent vagal nerve activity. However,
ischemia-induced ACh release was not suppressed by local
administration of verapamil, w-conotoxin GVIA, or w-cono-
toxin MVIIC (Fig. 2). Therefore, Ca’* entry through the
voltage-dependent Ca®* channels is unlikely a mechanism for
the ischemia-induced myocardial interstitial ACh release.

Acute myocardial ischemia causes energy depletion in the
ischemic region, which impairs Na*-K*-ATPase activity. Is-
chemia also causes acidosis in the ischemic region, which
promotes Na*/H™* exchange. As a result, ischemia causes
intracellular Na™ accumulation. The decrease in the Na*
gradient across the plasma membrane may then cause the
Na*/Ca?* exchanger to operate in the reverse mode, facilitat-
ing intracellular Ca** overload. KB-R7943 can inhibit the
reverse mode of Na*/Ca* exchange (9, 10) and its potential to
protect against ischemia-reperfusion injury has been reported
(21). In the present study, however, local administration of
KB-R7943 failed to suppress and rather increased ACh release
during ischemia as opposed to our expectation. It is plausible
that the inhibition of reverse mode of Na*/Ca?* may have
facilitated the accumulation of intracellular Na™ and induced
adverse effects that cancelled the possible beneficial effects
derived from the inhibition of Ca®?* entry through the Na*/
Ca®* exchanger itself. In addition, KB-R7943 could inhibit the
forward mode of Na*/Ca?* exchange and reduce Ca®* effiux
(16), contributing to the intracellular Ca®* accumulation and
ACh release. In the present study, we observed the effects of
KB-R7943 only during the ischemic period. However, accu-
mulation of intracellular Na™ through Na*/H* exchange is
enhanced on reperfusion due to the washout of extracellular
H™ (20). The inhibition of Na*/Ca®* exchange to suppress
Ca?* overload might become more important during the reper-
fusion phase. For instance, the percent segment shortening of
the left ventricle was improved by KB-R7943 during reperfu-
sion but not during ischemia (35). -

As already mentioned, the ischemia-induced ACh release
can be blocked by TMB-8 and thus the intracellular Ca®*
mobilization is required for the ischemia-induced ACh release
(14). Besides the Ca®* entries through voltage-dependent Ca?*
channels and via the reverse mode of Na*/Ca?" exchanger,
Ca** may be mobilized from the endoplasmic reticulum via
pathological pathways. As an example, the mitochondrial per-
meability transition pore triggered in pathological conditions is
linked to cytochrome c¢ release. Cytochrome ¢ can bind to the
endoplasmic reticulum Ins(1,4,5)P3 receptor, rendering the
channel insensitive to autoinhibition by high cytosolic Ca®*
concentration and resulting in enhanced endoplasmic reticulum
Ca®* release (4, 30). In the present study, however, blockade
of Ins(1,4,5)P; receptor by xestospongin C failed to suppress
the ischemia-induced ACh release. In contrast, local adminis-
tration of gadolinium significantly suppressed the ischemia-
induced ACh release. Therefore, nonselective cation channels
or cation-selective stretch-activated channels contribute to the
ischemia-induced ACh release. During myocardial ischemia,

the ischemic region can be subjected to paradoxical systolic

bulging. Such bulging likely opens stretch-activated channels
and causes myocardial interstitial ACh release, possibly lead-
ing to cardioprotection by ACh against ischemic injury (2).
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Limitations

First, the experiment was performed under anesthetic con-
ditions, which may have influenced basal autonomic activity.
However, because we sectioned the vagi at the neck, basal
autonomiic activity may have had only a minor effect on ACh
release during the vagal stimulation and during acute myocar-
dial ischemia. Second, we added eserine to the perfusate to
inhibit immediate degradation of ACh (24), which may have
‘increased the ACh level in the synaptic cleft and activated
regulatory pathways such as autoinhibition of ACh release via
muscarinic receptors (24). However, the myocardial interstitial
ACh level measured under this condition could reflect changes
induced by Na™ channel inhibitor, choline uptake inhibitor,
and vesicular ACh transport inhibitor as described in a previ-
ous study (15). Therefore, we think that the interpretation of
the present results is reasonable. Third, tissue and species
differences should be taken into account when extrapolating
the present findings, because significant heterogeneity in the
Ca®* channels involved in the mammalian parasympathetic
system may exist. Finally, we used verapamil to test the
involvement of L-type Ca®* channels in the ACh release.
There are three major types of L-type Ca®* channel antagonists
with different binding domains (verapamil, nifedipine, and
diltiazem) (19). Whether the effects on the ACh release are
common among the three types of L-type Ca?" channel antag-
onists remains unanswered.

In conclusion, the N- and P/Q-type Ca®" channels (with the
P/Q-type dominant), but probably not the L-type Ca®* chan-
nels, are involved in vagal stimulation-induced ACh release
from the cardiac parasympathetic postganglionic nerves in
cats. In contrast, myocardial interstitial ACh release in the
ischemic myocardium is resistant to the blockade of L-, N-, and
P/Q-type Ca** channels. In addition, the ischemia-induced
myocardial ACh release is resistant to the inhibition of Na™*/
Ca** exchanger and the blockade of Ins(1,4,5)Ps receptor but
is suppressed by gadolinium, suggesting that nonselective
cation channels or cation-selective stretch-activated channels
are involved.
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Cellular Basis for Trigger

and Maintenance of Ventricular

Fibrillation in the Brugada Syndrome Model

High-Resolution Optical Mapping Study

. Takeshi Aiba, MD, PHD,* Wataru Shimizu, MD, PHD,T Ichiro Hidaka, MS,* Kazunori Uemura, MD,*

Takashi Noda, MD, PuD,* Can Zheng, PHD,* Atsunori Kamiya, MD,* Masashi Inagalﬂ MD,*
Masaru Sugimachi, MD PHD Keniji Sunagawa MD, PuD*

We examined how repolarization and depolarization abnormalities contribute to the
development of extrasystoles and subsequent ventricular fibrillation (VF) in a model of the

Repolarization and depolarization abnormalities have been considered to be mechanisms of
the coved-type ST-segment elevation (Brugada-electrocardiogram [ECG]) and development

We used high-resolution (256 X 256) optical mapping techniques to study arterially perfused
= 20) in baseline and in the Brugada-ECG produced by
administration of terfenadine (5 wmol/l), pinacidil (2 umol/l), and pilsicainide (5 pmol/l).
We recorded spontaneous episodes of phase 2 re-entrant (P2R)-extrasystoles and subsequent
self-terminating polymorphic ventricular tachycardia (PVT) or VF under the Brugada-ECG
condition and analyzcd the epicardial conduction velocity and action potential duration

Forty-one episodes of spontaneous P2R-extrasystoles in the Brugada-ECG were successfully
mapped in 9 of 10 preparations, and 33 of them were originated from the maximum gradient
176 * 54 ms/mm) area in the epicardium, leading to PVT (n =
12) or VF (n = 5). The epicardial GR_,, was not different between PVT and VF.
Wave-break during the first P2R-extrasystole produced multiple wavelets in all VF cases,
whereas no wave-break or wave-break followed by wave collision and termination occurred in

PVT cases. Moreover, conduction velocity restitution was shifted lower and APD restitution

Suita, Japan
OBJECTIVES
Brugada syndrome.
BACKGROUND
of VF in the Brugada syndrome.
METHODS
canine right ventricular wedges (n
(APD) restitutions in each condition.
RESULTS
of repolarization (GR,,:
was more variable in VF cases than in PVT cases.
CONCLUSIONS

Steep repolarization gradient in the epicardium but not endocardium develops P2R-
extrasystoles in the Brugada-ECG condition, which might degenerate into VF by further

depolarization and repolarization abnormalities.

(J Am Coll Cardiol 2006;47:2074—85)
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Brugada syndrome is characterized by ST-segment eleva-
tion in the right precordial leads (V; to V3) of electrocar-
diography (ECG) and a high incidence of ventricular
fibrillation (VF) leading to sudden cardiac death (1-4).
However, not all of the patients with ST-segment elevation
have archythmic events (5,6), indicating that additional
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factors might contribute to development of VF. Previous
studies suggest that an accentuation of transient outward
potassium current (I )-mediated phase 1 notch and loss of
action potential (AP) dome in some areas of the right
ventricular (RV) epicardium but not endocardium increases
transmural dispersion of repolarization (DR), which causes
the ST-segment elevation (7-11). The heterogeneous loss
of AP dome in the epicardium also increases epicardial DR,
and a propagation of AP dome from a site where AP dome
1s restored to a site where it is lost might develop a local
re-excitation called a phase 2 re-entry (P2R), which triggers
a circus movement re-entry in the form of VF (8,9,12). It is
still unclear, however, to what extent the epicardial DR is
required for development of P2R and how phase 2 re-
entrant (P2R)-extrasystoles produce VF. Moreover, depo-
larization abnormality is thought to be one of the potent
arrhythmic substrate in the Brugada syndrome (13—17), but
it is not fully understood how depolarization and repolar-
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Abbreviations and Acronyms

AP = action potential
APD = action potential duration
APDg, = action potential duration measured

at 50% repolarization
BCL = basic cycle length
Brugada-ECG = coved-type ST-segment elevation
Delta-Epi interval = Interval from the earliest to the
latest epicardial activation
DR = dispersion of repolarization

ECG = electrocardiogram/electrocardiography

GR. = maximum gradient of repolarization

Ies = inward calcium current

I atp = ATP-sensitive potassium current

Ina = sodium current

T = transient outward potassium current

P2R = phase 2 re-entrant/entry

RV = right ventricle/ventricular

St-Epi interval = interval from the stimulus to the
earliest epicardial activation

VF = ventricular fibrillation

VT = ventricular tachycardia

ization abnormalities interact and contribute to the devel-
opment and maintenance of VF in the Brugada syndrome.

To investigate the heterogeneities of cellular repolariza-
tion and depolarization and their potential role in the
development of re-entrant arrhythmias, we used a technique
of high-resolution optical mapping, which allowed us to
measure the electrical heterogeneity of APs on the epicardial
or endocardial surface (18). We demonstrated that a steep
repolarization gradient in the RV epicardium but not in the
endocardium plays a key role in initiating P2R. Moreover,
further depolarization and repolarization abnormalities de-
generate the P2R-induced spiral re-entry into multiple
wavelets forming VF in an experimental model of the
Brugada syndrome.

METHODS

Canine RV wedge model of the Brugada syndrome. All
animal care procedures were in accordance with the position
of the American Heart Association research animal use
(November 11, 1984). The methods used for isolation,
perfusion, and recording of transmembrane activity from
the arterially perfused canine RV (anterior wall) is similar to
methods reported with canine wedge preparations (8,9).
Briefly, a transmural wedge with dimensions of approxi-
mately 2 X 1 X 0.7 cm t0 3 X 1.5 X 1 cm was dissected
from the free wall of the RV of male dogs {(n = 20),
cannulated via the branch of right coronary artery, and
placed in a small tissue bath. These preparations were
arterially perfused between 40 and 60 mm Hg with Tyrode’s
solution (35 * 1°C). The inward calcium current (I,) and
sodium current (In,) block with terfenadine (5 pmol/l),
combined with augmentation of ATP-sensitive potassium
current (Ig_ap) With pinacidil (2 umol/l), and I, block
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with pilsicainide (5 umol/l) were used to create an experi-
mental model of the Brugada syndrome (8-10,19).

After changing ECG to the coved-type ST-segment eleva-

tion mimicking the Brugada syndrome (Brugada-ECG) by
administration of these drugs, 1) we recorded the spontaneous
occurrence of closely coupled extrasystoles and subsequent
non-sustained polymorphic VT (terminated within 5 s) or VF
(sustained more than 5 s) during pacing from the endocardium
at basic cycle length (BCL) of 2,000 ms (n = 10), and 2) we
analyzed restitutions of the epicardial conduction velocity and
action potential variable with a single extra sdmulus (S2)
delivered after every 10th basic beat (S1) paced from the
epicardial surface at BCL of 1,000 ms (n = 10).
Transmembrane AP and ECG recording. A transmural
ECG was recorded with Ag-AgCl electrodes, which were
placed in the Tyrode’s solution bathing the preparation, 1.0
cm from the epicardial and endocardial surfaces (epicardial,
positive pole). The epicardial and endocardial APs were
simultaneously recorded from the epicardial and endocardial
surfaces with separate intracellular floating microelectrodes
(direct current resistance 10 to 20 M&; 2.7 mmoV/l potas-
sium chloride) at positions approximating the transmural
axis of the ECG.
Optical AP recording. After staining with the voltage sen-
sitive dye, di-4-ANEPPS (5 pmol/l for 30 min), wedges were
stabilized against a flat imaging window. Excitation of the
dye’s fluorescence was achieved with 480 = 15 nm light
through a bandpass filter (ANDV8247, Andover, Salem, New
Hampshire) from a bluish-green emission diode (E1L51-
3B0A4-02, Toyoda Gosei, Aichi, Japan). Fluoresced light
from the wedge was split by a dichrotic mirror and narrowed
down to the two frequency bands (approximately 540 or 690
nm) through a bandpass filter (ANDV8368 or ANDV7845,
respectively, Andover). Then, the dual-wavelength lights were
simultaneously focused onto 10-bit 256 X 256 element dual
complementary metal oxide semiconductor (C-MOS) censors
(Hamamatsu Photonics, Hamamatsu, Japan) with image in-
tensifiers (FASTCAM-Ultima, Photron, Tokyo, Japan) at a
500 frames/s (Fig. 1).

Both optical signals were digitized at 0.5 kHz, and other
amplified signals were digitized at 2 kHz with a 12-bit
analog-to-digital converter, stored on the hard disk of a
dedicated laboratory computer system, and analyzed with
the original software of our laboratory. Therefore, after
ratiometry of both signals to subtract a motion artifact, the
voltage of the optical signal recorded at each site was
automatically displayed in color (lowest, black; greatest, red)
and plotted in the 256 X 256 matrix as an isopotential map,
and transmembrane APs from 256 sites (16 X 16 units) on
the RV epicardial or endocardial surface were displayed in
control and in the Brugada-ECG condition with or without
arrhythmic events. Moreover, phase analysis was used to
display the pattern of wave propagation and wave-break
during ventricular tachyarrhythmias (20,21).

Data analysis. Optical action potential duration (APD)
was automatically measured at 50% repolarization (APDs),
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Figure 1. Schematic diagram showing the major components of high-resolution optical mapping of the epicardial (Epi) or endocardial (Endo) surface in
an arterially perfused canine right ventricular (RV) wedge preparation. CMOS = complementary metal oxide semiconductor.

and the distributions of epicardial and endocardial APD.,
were displayed as a repolarization counter map in baseline
(control condition) and after changing to the Brugada-ECG
with or without P2R-extrasystoles. The epicardial and
endocardial DR were calculated from the maximum differ-
ence of repolarization times (activation time + APD) in the
epicardial and endocardial surfaces, respectively. Transmu-
ral DR was calculated from the maximum difference be-
tween the epicardial and endocardial repolarization times

recorded from the floating microelectrodes. Moreover, the
maximum gradient of repolarization (GR,,, = maximum
Delta-APDsy/Delta-distance) in the epicardium and endo-
cardium were calculated in each condition. We also mea-
sured depolarization parameters such as the interval from
the stimulus to the earliest epicardial activation (Sti-Epi
interval) and the interval from the earliest to the latest
epicardial activation (Delta-Epi interval) during pacing
from the endocardium in control and in the Brugada-ECG

. mean CL duration

253 15

331 2.7

3 *‘A‘\/“\/V\W\N\/W 259 3.1

4 —WN\/\W\W\N—— 243 24
5 —/\'\N/\J\/\\/\\/‘\/\/\‘/;
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286 14

1.0s
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Figure 2. Representative episodes of polymorphic ventricular tachycardia or ventricular fibrillation (VF) in 2 canine wedge model of the Brugada
syndrome. All arrhythmias were spontaneously developed after the electrocardiogram with coved-type ST-segment elevation. Many of the
arrhythmias (numbers 1 to 6) terminated within a few seconds, but the others (numbers 7 to 9) with a shorter cycle length (CL) degenerated into

VF, which continued. more than 5 s.
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condition. Conduction velocity (6) was determined by linear
regression of the isochrone distance versus activation time.
Lines parallel and perpendicular to the fiber orientation were
defined as the direction of longitudinal () and transverse (7)
propagation, respectively. The optical data at edge of the
preparation, with apparent contraction artifact, and noise
level more than 20% of AP amplitude were excluded.
Statistical analysis. Statistical analysis of the data was
performed with a Student’s # test for paired data or analysis
of variance coupled with Scheffe’s test, as appropriate. Data

-is expressed as mean = SD or mean * SEM. Significance
was defined as a value of p < 0.05.

RESULTS

Canine wedge model of the Brugada syndrome. Terfe-
nadine combined with pinacidil and pilsicainide produced
the Brugada-ECG in all preparations. There was no ar-
rhythmia in control conditions, whereas combination of the
drugs spontaneously developed a P2R-induced short-
coupled extrasystole and subsequent polymorphic VT or VF
in 9 of 10 preparations (Fig. 2). The QRS interval, QT
interval, and J-point level in the ECG were significantly
greater in the Brugada~-ECG than in the control condition,
but those parameters in the Brugada~-ECG were not signif-
icantly different between beats with and without P2R-
extrasystoles (Table 1). ‘
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Epicardial repolarization abnormality develops P2R-
extrasystoles. .Figure 3 represents the epicardial and endo-
cardial APDg, contour map and optical APs in the control
and in the Brugada-ECG condition with or without P2R-
extrasystoles. In the control condition, the epicardial and
endocardial APs were almost homogeneous (Figs. 3A and
3D). In contrast, in the Brugada-ECG, the AP morphology
in the epicardium but not endocardium changed into
heterogeneous, owing to a combination of abbreviated
(loss-of-dome) and prolonged (restore-of-dome) APs, re-
sulting in increasing DR in the epicardium rather than in
the endocardium (Figs. 3B and 3E). Moreover, further
prolonged AP at some areas in the epicardium was closely
adjacent to the loss-of-dome APs (arrow), thus producing a
repolarization mismatch within a small area and developing
a P2R-extrasystole at the loss-of-dome site (Fig. 3C). The
APs in the endocardium, however, were less heterogeneous
than those in the epicardium even in the Brugada-ECG just
before P2R-extrasystoles (Fig. 3F).

The composite data of repolarization and depolarization
parameters in the control and in the Brugada-ECG condi-
tion with and without P2R-extrasystoles are shown in
Table 1. In the Brugada-ECG, the epicardial maximum
APDs, was significantly prolonged, whereas the epicardial
minimum APDg, was significantly abbreviated compared
with those in the control condition, thus significanty
increasing the epicardial DR and GR_,,,. Moreover, the

Table 1. ECG, Repolarization, and Depolarization Parameters in Control and in the Brugada-
ECG Condition With or Without Phase 2 Re-Entrant Extrasystoles

Brugada-ECG
Control P2R-PVC (-) P2R-PVC (+)
ECG
QRS duration (ms) 35+ 4 63 = 20" 66 *+ 22*
QT interval (ms) 286 = 30 335 = 33* —
J-point (mV) 0.04 = 0.04 0.23 + 0.08" 0.27 = 0.08*
Repolarization
Epicardium
Max APD, (ms) 239 =19 325 = 86" 480 = 92*t
Min APDs, (ms) 192 £ 16 100 = 32* 89 = 28
Mean APDq, (ms) 214 + 18 200 x 62 244 * 68t
DR (ms) 47 = 11 228 = 78" 383 = 93*t
GR,,., (ms/mm) 5*5 46 + 29* 176 + 54*F
Endocardium
Max APD, (ms) 269 = 23 269 * 61 314 = 77
Min APDg, (ms) 214 = 28 171 = 53 183 = 55
Mean APDys, (ms) 244 £ 27 219 = 63 258 = 70
DR (ms) 56 +13 98 = 44 123 = 41*
GRpax (ms/mm) 8+ 4 20 =13 26 = 10*
Transmural
DR (ms) 28+8 135 * 36 131 * 41*
Depolarization
Sti-Epi interval (ms) 26 + 10 46 + 9* 47 + 12¢
Detta-Epi interval (ms) 12x4 19 =18 24 x 20

Values are mean = SD. *p < 0.05 versus control; Tp < 0.05 versus coved-type ST-segment elevation (Brugada-ECG) condition
without P2R-PVC by analysis of variance with Scheffe’s test. .

APDy, = action potential duration at 50% repolarization; Delta-Epi = interval from the earliest 1o the latest epicardial
activation; DR = dispersion of repolarization; GRy,, = maximum gradient of repolarization; Max = maximum; Min =
minimum; P2R-PVC = phase 2 re-entrant extrasystoles; Sti-Epi = interval from the stimulus to the epicardium.
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Figure 3. Representative action potential duration measured at 50% repolarization (APDs,) contour map on the right ventricular epicardium (Ep1) and
endocardium (Endo) in control condition (A and D, respectively), in the ST-segment elevation (Brugada-ECG) without phase 2 re-entrant (P2R)
extrasystoles (B and E, respectively), and in the Brugada-ECG just before P2R extrasystoles (C and F, respectively) and representative optical action
potentials at each site (a to ¢). White arrow = initial site of P2R. DR = dispersion of repolarization; GR,,,, = maximum gradient of repolarization.

epicardial maximum APDg, was further prolonged in the
Brugada-ECG just before P2R-extrasystoles compared with
that without P2R-extrasystoles, thus remarkably increasing
the epicardial DR and GR_,,. The endocardial repolariza-
tion parameters, however, were not significantly changed
after the Brugada-ECG. Moreover, there was no significant
difference in the endocardial repolarization parameters be-
tween the Brugada-ECG with and without P2R-
extrasystoles. Owing to a different response of APD be-
tween the epicardium and endocardium, transmural DR was
significantly increased in the Brugada-ECG compared with
that in the control condition but was not significanty
different between the Brugada-ECG condition with and
without P2R-extrasystoles.

Regarding depolarization parameters, the Sti-Epi interval
was significantly increased in the Brugada-ECG compared
with in the control condition but was not different between
the condition with and without P2R-extrasystoles. The
Delta-Epi interval was not significantly different among the
three conditions.

Threshold to develop P2R-extrasystoles. A total of 41
episodes of spontaneous P2R-extrasystoles after the
Brugada-ECG were successfully mapped in 9 of 10 prepa-
rations, and 33 (80%) of them were originated from the

GR,,, area in the epicardium. As shown in Figure 4, the
epicardial GR_ ., was significantly greater in the Brugada-
ECG than in control condition. The GR_,,, of 99 ms/mm
(dashed line) showed that P2R-extrasystoles were sponta-
neously developed in the Brugada-ECG. In contrast, the
endocardial GR,,,,, and transmural DR were greater in the
Brugada-ECG condition compared with the control con-
dition but were not different between the Brugada-ECG
condition with and without P2R-extrasystoles.

Figure 5A shows the epicardial isopotential map repre-
senting the distribution of loss-of-dome and restore-of-
dome area in the Brugada-ECG with (beat 2) or without
(beat 1) a P2R-extrasystole. Figures 5B and 5C show the
depolarization map during the P2R-extrasystole and optical
APs at each site on the epicardial surface. At the timing of
phase 2 (120 to 190 ms), the restore-of-dome area {orange-
red) was larger in the beat 2 than in the beat 1. Moreover,
the larger AP dome in the beat 2 moved from a restore-of~
dome site (site a and b) to a nearby loss-of-dome site (site
d), producing re-excitation at the loss-of-dome site and
propagating in a counterclockwise fashion around the re-
fractory region of the epicardium.

P2R-extrasystoles induce polymorphic VT or VF. The
epicardial P2R-extrasystoles produced 12 episodes of self-



JACC Vol. 47, No. 10, 2006
May 16, 2006:2074-85

A

Aiba et al. 2079

Mechanisms of VF in Brugada Syndrome Model

B ® P2R-extrasystole (+)
O P2R-extrasystole (-)

2350 17654 *T
e
300 2501 135236F 131417
e
= 250 | e 200} e
E 200t g o @
& g 150¢F o @
E 150 ' = o 8
5 4620 % @ & 100l g e
ot L R S —— =
Q0 ® 288 @
2013 26%10 50t
01 545 8+4 g l é
o8 = 0

Control Brugada-ECG  Control Brugada-ECG

Epi

Endo

Control Brugada-ECG

Transmural

Figure 4. Scatter plots of the maximum gradient of repolarization (GR,,,,) in the epicardial (Epi) and endocardial (Endo) surfaces (A) and transmural
dispersion of repolarization (DR) (B} in control and the ST-segment elevation (Brugada-ECG) condition with (closed circles) or without (open circles)
phase 2 re-entrant (P2R) extrasystoles. Values are mean *+ SD. *p < 0.05 versus control condition; Tp < 0.05 versus Brugada-ECG condition without

P2R-extrasystole by analysis of varlance with Scheffe’s test.

terminating (<5 s) polymorphic VT and 5 episodes of
sustained (=5 s) VF. The mechanism underlying the
difference between the polymorphic VT and VF is shown in
representative examples in Figures 6 and 7. The epicardial
GR,,, area (arrow) developed P2R-extrasystole in both
cases (Figs. 6A and 7A); however, the epicardial depolar-
ization map paced from the endocardium at BCL of 2,000
ms shows a remarkable conduction delay in the episode of
VFE (Fig. 7B) compared with that of polymorphic VT
(Fig. 6B). We compared the repolarization and depolariza-
tion parameters just before the P2R-induced polymorphic
VT and VF in Table 2. There was no significant difference
in the repolarization parameters between the two groups;
however, the depolarization parameters such as QRS, Sti-
Epi, and Delta-Epi intervals were significantly longer in the
VF group than in the polymorphic VT group.

Figures 6C and 6D represent phase map and optical APs,
respectively, during the P2R~induced polymorphic VT, show-
ing that re-entry was initiated from the epicardial GR_,, area
and rotated mainly in the epicardium without wave-break. In
contrast, Figures 7C and 7D represent those during the
P2R-induced V¥, showing that the development of initial
P2R was similar to that of polymorphic VT, but the first
P2R-wave was broken up into the multiple wavelets,
resulting in degenerating VT into VF. The phase singu-
larity points during the first P2R-wave almost coincided
with the sites of delayed conduction (Fig. 7B). In all VF
cases, the wave was broken up into multiple wandering
~ wavelets during the first P2R-induced extrasystole; how-
ever, in the polymorphic VT cases, only 3 of 12 (25%)
" cases had a wave-break after the second beat, but soon

after the wave had been broken, the waves collided and
finally terminated.

Conduction and APD restitutions by S1-S2 method. In
another 10 preparations, we analyzed the epicardial conduc-
tion velocity and APD restitutions to show the mechanisms
underlying the wave-break during the first re-entrant wave
in the VF cases. The epicardial longitudinal and transverse
conduction velocities (8; and 6y) in the VF cases (n = 5)
were significantly slower than those in the polymorphic VT
cases (n = 5) under the Brugada-ECG condition, and the
conduction velocity restitution curve in the VF cases was
shifted lower in parallel (Fig. 8). )

In contrast, the epicardial APD was abbreviated and
its restitution was flat in the polymorphic VT case under
the Brugada-ECG condition, owing to loss of AP dome
(Fig. 9B); however, in the VF case, shorter $1-S2 interval
(=300 ms) rather prolonged APD because of restoration
of AP dome. Moreover, this restoration was heteroge-
neous in the epicardial surface, increasing the epicardial
DR (Fig. 9C). This “inverse” APD restitution pattern
was observed in four of five VF cases but in only one of
five polymorphic VT cases under the Brugada-ECG
condition.

DISCUSSION

Repolarization mismatch develops P2R-extrasystoles. All-
or-none repolarization of the ventricular AP and P2R is
considered to be one of the potential mechanism of the
ST-segment elevation and subsequent VF in the Brugada
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Figure 5. Snapshots of a color optical isopotential movie on the epicardial surface for the continuous two beats with (Beat 2) and without (Beat 1) a phase
2 re-entrant extrasystole (P2R-extrasystole) in the Brugada-ECG condition (A). Depolarization map of a P2R-extrasystole (B) and optical action potentials
at each site (a to f) and transmural electrocardiogram (ECG) (C). Please see the Appendix for accompanying video.

syndrome (7-9,12); however, because of limitations of
conventional electrophysiological recording techniques, it
remains unknown to what extent the heterogeneity of
APs is required for developing P2R-extrasystoles in the
Brugada-ECG. In this study, we conducted a high-
resolution optical mapping in canine RV wedge prepara-
tion, which allowed a detailed measurement of cellular
repolarization and depolarization in the epicardial and
endocardial surfaces. First, we photographed the moment
that P2R-extrasystoles in the Brugada-ECG occurred
and produced re-entrant arrhythmias such as polymor-
phic VT or VF. A unique topographical distribution of
both loss-of-dome and restore-of-dome cells in the
epicardium but not endocardium might underlie a key
feature of the Brugada phenotype, including coved-type
ST-segment elevation and susceptibility to P2R-induced
ventricular tachyarrhythmias. It must be essential to
develop P2R-extrasystoles that further prolong the epi-
cardial AP results in loss-of-dome at some areas but not
at the closely adjacent area, making a steep repolarization
mismatch. These data are consistent with some clinical
reports that the QT interval is more prolonged in the
right precordial leads than in other leads during typical
coved-type Brugada-ECG (2,13,22) and that VF in the
Brugada syndrome was frequently induced by the specific

premature ventricular contractions originated from the
free wall of RV outflow tract (23,24).

Ionic backgrounds of Brugada-ECG and P2R-
extrasystoles. Previous experimental studies pharmaco-
logically created the Brugada-ECG by using various
drugs and/or conditions capable of causing an outward
shift in the current active at the end of phase 1 of RV
epicardium (e.g., increase in I ., Ix_arp, and/or Ix_ acn
and decrease in I, and ly,) (4,7-10,19). Moreover, a
development of P2R on the basis of the all-or-none.
repolarization phenomenon might depend on a fine
balance of I, Iy, and I-,. We used block of I, and Iy,
(and other currents) with terfenadine (5 wmol/1), com-
bined with augmentation of Ig zrp with pinacidil (2
wmol/l) and Iy, block with pilsicainide (5 wmol/l); a
combination that is most likely to produce the Brugada-
ECG. The reason a loss-of-dome occurred in some areas
but not others in the epicardium is expected to be owing
to an intrinsic difference in I, (25). Miyoshi et al. (26)
investigated the mechanism of P2R by their mathemat-
ical model and suggested that P2R was developed from
a boundary area (0.8 cm) between loss-of-dome and
restore-of-dome where a fine balance between I, and
Ica,r was required and that I, ; must play an essential
role in the genesis of P2R. This mathematical model
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Figure 6. Representative repolarization and depolarization maps on the epicardial surface in the ST-segment elevation (Brugada-ECG) condition just
before non-sustained polymorphic ventricular tachycardia (VT) (A, B), snapshots of phase movie during polymorphic VT originated from the epicardial
phase 2 re-entry (C), and optical action potentials at each site (a to f) together with a transmural electrocardiogram (ECG) (D). Open circles = singularity
points. APD,,, = action potential duration at 50% repolarization. Please see the Appendix for accompanying video.
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Figure 7. Representative repolarization and depolarization maps on the epicardial surface in the ST-segment elevation (Brugada-ECG) condition Just
before ventricular fibrillation (VF) (A, B), snapshots of phase movie during VF originated from the epicardial phase 2 re-entry (C), and optical action
potentials at each site (a to f) together with a transmural electrocardxogram (ECG) (D). Open circles = singularity points. APD;, = action potential
duration at 50% repolarization. Please see the Appendix for accompanying videos.

supports our data that most of P2R-extrasystoles were
developed from a small area (<0.5 cm) of GR,,.

Maintenance of VF. The only gene linked to the Brugada
syndrome is cardiac sodium channel gene, SCN54 (17,27).
Moreover, sodium channel blockades often unmask
Brugada-phenotype, because a loss of sodium channels
function enhances both repolarization and depolarization
abnormalities (25,28,29). Our experimental study used a
pure sodium channel blocker, pilsicainide, to produce the
Brugada-ECG associated with prolonged QRS duration
and conduction parameters; however, in the Brugada-

ECG condition, the depolarization parameters were not
different in beats with and without P2R-extrasystoles. In
contrast, slower conduction was closely associated with
VF susceptibility. These findings suggest that depolar-
ization disturbance was not directly associated with the
development of P2R-extrasystole, a trigger of VF, but
might contribute to the maintenance of VF in the
Brugada-ECG condition.

Electrophysiologic mechanism of VF in the Brugada
syndrome has been considered to be re-entry because of

high inducibility and reproducibility of VI/VFE by pro-
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Table 2. ECG, Optical Repolarization, and Depolarization
Parameters Just Before Polymorphic VT or VF in the
Brugada-ECG Condition
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increasing conduction time. In this Brugada model, how-
ever, VF was characterized as the shorter cycle length and

PVI(n=12) VF(@m=5) p Value
VT/VF CL (ms) 325 =33 190 = 23 <0.001
QRS duration (ms) 74 £ 18 102 + 23 0.009
J-point (mV) 0.48 = 0.31 0.43 = 0.15 NS
Epi max-min APDg, (ms) 394 = 79 344 + 88 NS
Epi GR,, .« (ms/mm) 169 = 55 157 =22 NS
Sti-Epi interval (ms) 43 *= 10 60 = 16 0.03
Delra-Epi interval (ms) 13x3 41 £ 16 0.001

multiple wandering wavelets (Fig. 7C) in spite of the slower
conduction (Fig. 8), because APD restitution was not flat
but rather an “inverse” pattern (Fig. 9), thus increasing
dispersion of repolarization during tachycardia. Krishnan

and Antzelevitch (25) had demonstrated the incremental

arrhythmogenesis of Na™
epicardium during tachycardia. Flecainide also rate-
dependently slowed down the conduction velocity. Thus,

Values are mean =+ SD.

CL =

abbreviations as in Table 1.

grammed electrophysiologic stimulation (3,6,14,30), al-

averaged tachycardia cycle length; PVT =
tachycardia; VF = ventricular fibrillation; VT = ventricular tachycardia; other

polymorphic ventricular

fast Na™
geneity of repolarization and conduction slowing during
tachycardia in the Brugada-ECG model, which can easily

channel dysfunction in the RV

current inhibition strongly enhances both hetero-

break up the spiral re-entry, thus degenerating polymorphic

though it is still unclear how VF re-entry is maintained in

the Brugada syndrome. In this study, most of the polymor-

phic VT was single or figure-of-eight type re-entry with no
wave-break and terminated within a few seconds (Fig. 6C).

In contrast, wave-break in VF group occurred during the
first re-entrant wave and took place at sites of the delayed
epicardial conduction (Fig. 7B). Wu et al. (31) demon-
strated that Ca®™ and fast Na™

current inhibition turned

fast VF into slow VF by flattering APD restitution and

A

Control

Brugada
PVT

Brugada
VF

VT into VF with multiple wavelets.

Clinical implication. Previous clinical study suggested that
induction of VF by programmed ventricular stimulation
depended on the severity of depolarization abnormalities
such as a longer QRS duration or His-ventricular interval
but did not predict the recurrence of cardiac events in
symptomatic Brugada syndrome (14,15). Moreover, depo-
larization and repolarization abnormalities in this syndrome
are now considered to be closely correlated (16,29,32,33),
supporting our data that both repolarization and depolar-
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Figure 8. Representative epicardial depolarization maps paced from the epicardium by $1-S2 method in the control and ST-segment elevation
(Brugada-ECG) condition with polymorphxc ventricular tachycardia (PVT) or ventricular fibrillation (VF) (A), and longitudinal (L) and transverse (T)
conduction velocity () restitution curves in each condition (B). Values are mean += SEM.
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Figure 9. Representative epicardial repolarization maps paced from the epicardium by $1-52 method and plot of the restitution of action potential duration
at each site (a to e) and superimposed optical action potentials at site b in control condition (A), and the Brugada-ECG condition with polymorphic
ventricular tachycardia (PVT) (B) or ventricular fibrillation (VF) (C). APDs, = action potential duration at 50% repolarization; DI = diastolic interval.

ization abnormalities were important in the development of
VF. Our results, for the first time, revealed how repolariza-
tion and depolarization abnormalities interact in developing
a trigger of premature ventricular complexes and in main-
taining VF in the Brugada-ECG condition. A steep repo-
larization gradient in the epicardium introduced P2R-
extrasystoles and subsequent non-sustained polymorphic
VT, and further increased depolarization and repolarization
abnormalities maintained VF, thus increasing risk of sudden
cardiac death.

Study limitations. First, we mapped the epicardial or endo-
cardial surface separately in each condition. Therefore, the
two-dimensional mapping technique used in this study pro-
vides only limited insights into the number of spiral waves and
these re-entrant patterns and could not directly evaluate the
relationship between the transmural gradient of repolarization
and arthythmogenesis in the Brugada-ECG condition. A
second limitation is the size of wedge preparation. It is unclear
whether a polymorphic VT or VF in the wedges can result in
those with larger hearts. Third, we pharmacologically created,
similarly to the methods of previous studies, the Brugada-
phenotype, which could not be a complete surrogate for the
Brugada syndrome. Finally, with optical mapping, there is a

major concern about motion artifacts that can greatly distort
the AP recorded, but our ratio-metric methods can reduce
motion artifacts without using an uncoupler.
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APPENDIX

For accompanying videos to Figures 5, 6, and 7, please see
the online version of this article.
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Michikami, Daisaku, Atsunori Kamiya, Toru Kawada, Masashi
Inagaki, Toshiaki Shishido, Kenta Yamamoto, Hideto Ariumi, Sa-
toshi Iwase, Junichi Sugenoya, Kenji Sunagawa, and Masaru Sugi-
machi. Short-term electroacupuncture at Zusanli resets the arterial
baroreflex neural arc toward lower sympathetic nerve activity. Am J
Physiol Heart Circ Physiol 291: H318-H326, 2006. First published
February 24, 2006; doi:10.1152/ajpheart.00975.2005.—Although
electroacupuncture reduces sympathetic nerve activity (SNA) and
arterial pressure (AP), the effects of electroacupuncture on the arterial
baroreflex remain to be systematically analyzed. We investigated the
effects of electroacupuncture of Zusanli on the arterial baroreflex
using an equilibrium diagram comprised of neural and peripheral arcs.
In anesthetized, vagotomized, and aortic-denervated rabbits, we iso-
lated carotid sinuses and changed intra-carotid sinus pressure (CSP)
from 40 to 160 mmHg in increments of 20 mmHg/min while record-
ing cardiac SNA and AP. Electroacupuncture of Zusanli was applied
with a pulse duration of 5 ms and a frequency of 1 Hz. An electric
current 10 times the minimal threshold current required for visible
muscle twitches was used and was determined to be 4.8 = 0.3 mA.
Electroacupuncture for 8 min decreased SNA and AP (n = 6). It
shifted the neural arc (i.e., CSP-SNA relationship) to lower SNA but
did not affect the peripheral arc (i.e., SNA-AP relationship) (n = §).
SNA and AP at the closed-loop operating point, determined by the
intersection of the neural and peripheral arcs, decreased from 100 *+
4 to 80 = 9 arbitrary units and from 108 = 9 to 99 + 8 mmHg (each
P < 0.005), respectively. Peroneal denervation eliminated the shift of
neural arc by electroacupuncture (n = 6). Decreasing the pulse
duration to <2.5 ms eliminated the effects of SNA and AP reduction.
In conclusion, short-term electroacupuncture resets the neural arc to
lower SNA, which moves the operating point toward lower AP and
SNA under baroreflex closed-loop conditjons.

arterial pressure; equilibrium diagram

ALTHOUGH THERE ARE MANY clinical case reports (21, 30, 32, 39,
40, 42), the effects of electroacupuncture on cardiovascular
regulation remain to be systematically investigated. There has
been a recent renewal of interest in the inhibitory effects of
electroacupuncture of the Zusanli acupoint on the cardiovas-
cular' system, inciuding reductions in arterial pressure (AP),
heart rate, (3, 15, 16), and sympathetic nerve activity (SNA)
(25, 42). Such inhibitory effects are observed during low-
frequency (<20 Hz) electroacupuncture. Because the arterial
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baroreflex is one of the most important control systems that
stabilize AP, we quantified the effects of electroacupuncture on
the arterial baroreflex over an entire operating range. System-
atic analysis would help to assess the possible utility of
electroacupuncture as a treatment modality for certain car-
diovascular diseases with vagolytic and sympathotonic states
(26, 38).

One of the best ways to quantitatively analyze changes in the
arterial baroreflex over an entire operating range may be
analysis using a baroreflex equilibrium diagram (10, 23, 31)
(see APPENDIX for details). Briefly, the baroreflex equilibrium
diggram consists of a neural arc representing SNA as a function
of baroreceptor input pressure and a peripheral arc representing
AP as a function of SNA. The intersection of the two arcs
corresponds to an operating point of the AP regulation under
barorefiex closed-loop conditions. Considering the reduced AP
and SNA found in previous studies, we hypothesized that
short-term electroacupuncture resets the arterial baroreflex
neural arc to lower SNA. In the present study, to test this
hypothesis, we constructed a barorefiex equilibrium diagram
with neural and peripheral arcs in anesthetized rabbits. The
present findings indicate that electroacupuncture resets the
baroreflex neural arc to lower SNA, moving the closed-loop
operating point toward lower AP and SNA.

MATERIALS AND METHODS
Surgical Preparation

Animals were cared for in strict accordance with the Guiding
Principles for the Care and Use of Animals in the Field of Physio-
logical Sciences approved by the Physiological Society of Japan.
Twenty-two Japanese White rabbits weighing 2.4-3.3 kg were anes-
thetized via intravenous injection (2 ml/kg) with a mixture of urethane
(250 mg/ml) and a-chloralose (40 mg/ml) and mechanically venti-
lated with oxygen-enriched room air. Supplemental doses were in-
jected as necessary (0.5 ml/kg) to maintain an appropriate level of
anesthesia. Body temperature was maintained at ~38°C with a heat-
ing pad. AP was measured by using a high-fidelity pressure transducer
(SPC-330A, Millar Instruments, Houston, TX) inserted via the left
femoral artery. To record cardiac SNA, we exposed the left cardiac
sympathetic nerve through a midline thoracotomy and attached a pair
of stainless steel wire electrodes (Bioflex wire AS633, Cooner Wire,
Chatsworth, CA) to the nerve. The nerve fibers peripheral to the
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