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Abstract

Claire Y Hepburn.
Studies investigating the mechanisms of the cardioprotective effects of CBD.
A thesis submitted in partial fulfilment for the degree of Doctor of Philosophy.

The phytocannabinoid cannabidiol (CBD) has a complex pharmacology which is thought to include,
but is not limited to, an ability to act as an inverse agonist at the CB; and CB, receptors and an
antagonist of GPR55. Moreover, is has been shown to reduce infarct size and ameliorate reductions in
left ventricular function in vivo. These improvements in the pathogenesis of experimental Ml are
accompanied by a reduction in inflammatory cell migration to the area at risk. More recently it has
been shown that CBD is anti-arrhythmic in acute experimental MI. Thus, it was suggested that the
cardioprotective effects of CBD might be due to an anti-inflammatory action. In addition, GPR55
receptor activation is acknowledged to mediate mobilisation of intracellular Ca** (Ca®*;)) which could
potentially be pro-arrhythmic and so CBD, as an antagonist may confer cardioprotection via GPR55.
However, the receptors and/or mechanisms responsible for mediating the cardioprotective effects of
CBD are get to be determined. The present studies were therefore performed to; (1) better understand
the pharmacology of CBD by assessing haemodynamic responses to CBD and other cannabinoids
ligands in anaesthetised rats, (2) investigate the receptors involved in the anti-arrhythmic effect of
CBD in a rat model of coronary artery occlusion (CAO), and (3) investigate if CBD can alter [Ca?']; in
isolated rat cardiomyocytes. The characterisation of the pharmacology of CBD in vivo showed that;
firstly, CB; receptor activation causes a hypotensive response which can be dose-dependently
inhibited by AM251; secondly, both CBD and AM251 alone (a CB; receptor antagonist and GPR55
agonist) can induce vasodepressor responses and finally, CBD can potentiate the AM251-mediated
hypotension when co-administered, suggesting possible cross-talk between the CB; and GPR55.
Results from CAO studies showed that CBD and AMZ251 each have the capacity to reduce
arrhythmias. Moreover, when CBD and AM251 were co-administered the anti-arrhythmic capacity of
either alone was potentiated. However, the degree of potentiation was dependent on the order of
administration, suggesting that more than one receptor is involved in the summative anti-arrhythmic
effects. The investigation of cardiomyocyte [Ca®']; suggested that AM251 can modulate [Ca®']; at the
level of the cardiomyocyte, while CBD cannot. These data give novel insight into the anti-arrhythmic
effects of CBD and, moreover, for the first time demonstrate that AM251 is anti-arrhythmic. In

addition, these data suggest a role for GPR55 in increasing [Ca®']; via AM251.

Keywords: Myocardial Ischaemia, Arrhythmias, Cannabinoids, Cannabidiol, GPR55, CB; receptor.
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1. General Introduction



1.1 Prevalence of cardiovascular disease

Diseases of the heart and circulatory system are known generically as cardiovascular disease (CVD)
and this terms encompasses myocardial infarction, angina pectoris, heart failure and many more
conditions (Roger et al., 2012). Each year CVD is the principle cause of mortality in Europe and
accounts for the deaths of approximately 4.1 million individuals each year in Europe alone (as
referenced in Nichols et al., 2013). Moreover, CVD is not a disease which manifests only in old age, it
accounts for 31% deaths before 65 in men and 27% of deaths before 65 in women in Europe (as
referenced in Nichols et al., 2013). The financial burden of CVD in Europe runs to €196 billion a year
(as referenced in Nichols et al., 2013). Therefore, the prevention and improved management of CVD
remains a prominent concern of governments and health care professionals not only across Europe but

across the globe.

CVD also includes disorders of cardiac rate or rhythm, arrhythmias, (Levick, 2003) and incidences of
atrial fibrillation (AF) are increasing (Go et al., 2001; Deo and Varosy, 2012), in addition, no single
treatment has been found that can alone mitigate the effects of AF (Deo and Varosy, 2012) or
ventricular arrhythmias (Della Bella et al., 2013). As such, any emerging strategies which can help to

abate the burden arrhythmias and CVD would likely be of significant interest.

1.2 Physiology of the heart

The primary function of the cardiovascular system is to maintain homeostasis within the entire body;
this is achieved by efficient provision of oxygen and nutrients and removal of products of cellular
metabolism from tissues. The heart, a double pump that moves blood around the systemic and

pulmonary circulations, meets these criteria.

The impulse-conducting system of the heart is responsible for initiating and maintaining synchronous
pumping of the heart. The impulse-conducting system consists of the sino-atrial (SA) node,
atrioventricular (AV) node and the His-Purkinje system; the electrophysiological properties of each of
the components of the impulse-conducting system differs which allows for staggered activation of

myocardial contraction as this permits most efficient pumping.



1.2.1 Electrophysiological properties of the myocardium

Synchronous contraction of the heart relies upon ordered transmission of electrical impulses through
the impulse-conducting system. There are three types of cells in the cardiac tissue capable of electrical
excitation: the pacemaker cells which are those that are found in the SA and AV nodes, specialised
tissues of the impulse-conducting system (the His-Purkinje system) and, finally, the ventricular and

atrial muscle cells.

1.21.1 SA node

Under physiological conditions there is a slow depolarisation during phase 4 of the action potential in
the SA node. This results in spontaneous depolarisation of SA nodal cells, without external activation,
which subsequently drives depolarisation of the cells downstream in the impulse-conducting system
and ultimately dictates heart rate (Satoh, 2003; Mangoni and Nargeot, 2008). The genesis of automatic
electrical excitation is dependent upon diastolic depolarisation following repolarisation, a process that
drives the next action potential (Mangoni and Nargeot, 2008). The resting membrane potential of the
SA node is inherently unstable; three principle time-dependent, ionic channel currents bring about its
decay (Figure 1.1; Satoh, 2003):

1. A small inward flow of sodium (Na*) ions is provided by the funny (If) current by way of the
HCN2 and HCN4 subunits of the hyperpolarisation-activated cyclic nucleotide-gated (HCN)
channels (Bucchi et al., 2012). Expression of these subunits is significantly higher in the SA
node than in the wall of the right atrium free wall (Yeh et al., 2009). Pharmacological
blockade of this current slows heart rate and is used clinically in the treatment of angina and
heart failure, this is only activated by hyperpolarisation (DiFrancesco and Camm, 2004;
Bucchi et al., 2012).

2. The Iy current is a slowly decaying, outward potassium (K*) current. Rapidly (lx,) and/or
slowly (lxs) activating channel currents contribute the delayed K* efflux in nodal cells. The
contribution of these two currents to spontaneous depolarisation in the SA nodes shows
variability between species. For example, in the rat SA node, the Ik, blocker E-4031 can
suppress SA nodal cell spontaneity however, a similar effect cannot be achieved with a lys
blocker (Shinagawa et al., 2000; Lei et al., 2001). In contrast, in guinea pig nodal cells both
Ikr and lxs currents play an equal role in contributing to spontaneous depolarisation (Matsuura
et al., 2002).



3. The T-type Ca** channel (lc,7) and the L-type Ca®" channel (lc,,.) currents contribute to
depolarisation, the latter current when the membrane potential reaches values of ~-55mV; this
current is the one that provokes action potential formation (Levick, 2003; Mangoni and
Nargeot, 2008). The a subunits predominantly expressed in the SA node are Ca,3.1 and
Ca3.2 (Cribbs et al., 1998, Satoh, 2003) for the I, current and Ca,1.2 for the high-voltage
activated, Ic,,. channel (Bohn et al., 2000, Satoh, 2003). The contribution of the Ic,,tto the SA
spontaneous AP is thought to be small on the basis that the activation threshold for this current
is similar to the Iy, channel (Satoh, 2003).
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Figure 1.1 Typical SA node action potential which illustrates the channels responsible for spontaneous
depolarisation. Adapted from Levick, (2003).

There is a degree of variability between species in the currents involved in the development of action
potentials. For example, in the guinea pig a rapidly activating K* current (l,;) and a sustained inward
current (ls;) have been shown to also contribute to the spontaneity of the SA nodal cells. In the monkey
the inwardly rectifying K* (l,;) with a reduced I¢ current contributes to SA node spontaneity (Guo et
al., 1997; Shinagawa et al., 2000; Mitsuiye et al., 2000; Satoh, 2003).

The automaticity exhibited by the SA node propagates action potential generation elsewhere in the

impulse conducting system, including the ventricular myocytes. The action potential of the ventricular



myocytes differs in waveform morphology from those of the automatic cells of the heart. The five
phases of ventricular cell depolarisation are illustrated in Figure 1.2:
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Figure 1.2 An illustration of a ventricular myocyte action potential. The channels which generate each
phase are detailed in blue, phase numbers in red. Adapted from Nattel and Carlsson, (2006) as referenced
by Grant, (2009).

e Phase 0: This phase is characterised by rapid depolarisation with reversal of the membrane
potential. The Iy, current is responsible for this phase, with activation occurring at around -
60mV.

e Phase 1: Phase 1 brings about early repolarisation of the overshoot caused during phase 0. The
channels, which bring about this phase carry the transient outward K* (l;,) current and open
transiently in response to rapid depolarisation of the cell membrane. This phase determines the
activation of the Ca®*-dependent ion channels and thereby its physiological function appears to
be to modulate the plateau phase of the action potential. Moreover, in rats who exhibit high I,
there is a propensity for action potentials to be extremely short and there is lack of a distinct
plateau (Gussak et al., 2000; Niwa and Nerbonne, 2010). There are both rapid (I, ) and slow
(lo,s) facets of this current and the expression of each varies across the myocardium (Oudit et
al., 2001). K,4.2/4.3 subunits are responsible for I, and K,1.4 subunits drive the function of
ls (Niwa and Nerbonne, 2010).



e Phase 2: Unique to the cardiac action potential, this phase is typified by the inward current Ic,.
This phase is crucial in prevention of rapid repolarisation (Bers and Guo, 2005). Ca** entry in
this phase is facilitated by L-type Ca®* channels (LTCC; Ca,1.2) and to a lesser extent, T-type
Ca” channels (Ca,3.1 and Ca,3.2) and the influx of Ca** facilitates calcium release from the
sarcoplasmic reticulum (SR); this process consequently causes contracture of the myocyte
(Grant et al., 2009; Meza et al., 2013).

e Phase 3. After the plateau of phase 2 has completed, the repolarisation phase begins to
dominate ion movement once again. Repolarisation is the process of time-dependent increase
in the conductance of K" and is induced by opening of the delayed inward rectifier K*
channels, of which two distinct channels, Ik, and Ixs, carry rapid and slow rectification

currents, respectively (Natell, 2008).

e Phase 4: This phase is termed the resting phase and it is the function of the inward rectifier
channel K current (lky) during this phase that sets the resting membrane potential of the
subsequent action potential. The I, current in ventricular myocytes is a composite of Kir2.1
and Kir 2.2 voltage-dependent ion channels, and ultimately determines terminal repolarisation
(Biliczki et al., 2002; Nagy et al., 2013).

The intensity of the rapid upstroke and plateau are readily influenced by the transmembrane potential
at depolarisation (Gettes and Reuter, 1974). The contraction of cardiac myocytes transpires as a result
of transient changes in cytosolic calcium concentration; this is directly modified upon transmembrane
depolarisation (Stern and Lakatta, 1992).

1.2.2 Excitation-contraction coupling

Excitation-contraction coupling is the process that occurs in myocytes whereby action potentials are
translated into activation of the contractile machinery. This process is reliant on transient changes in
intracellular calcium (Ca?") ion concentrations and it is critical for guaranteeing the synchronous and

timely contraction of the heart as a whole (Stern and Lakatta, 1992).

In physiological conditions action potentials in cardiomyocytes are initiated by the pacemaker cells of
the SA node, this stimulates the cell interior to depolarise concurrently opening voltage-sensitive,
membrane-bound, LTCC. Ca**ions enter the cell interior down their concentration gradient and induce

intracellular Ca*" ion mobilisation from the SR; this process termed calcium-induced calcium release



(CICR). The free cytosolic Ca** then binds to the troponin C molecules on the actin-troponin-
tropomyosin complex. This induces a conformational change in the troponin C that results in
revelation of the myosin binding site on the actin filaments. A complex series of protein interactions
then occurs, terminating in formation of an actin-myosin cross-bridge which facilitates the contractile
cycle of the myocytes (Levick, 2003; Stern and Lakatta, 1999).

1.3 Myocardial ischaemia

Myocardial ischaemia (M) is the process whereby occlusion of a coronary artery causes insufficient
provision of oxygen and nutrients and deficient removal of metabolic waste products from cardiac
myocytes. The early consequences of ischaemia are metabolic changes accompanied by deterioration
in ion homeostasis and consequent electrophysiological changes. Late changes include alterations in

contractile function and induction of cellular necrosis (Carmeliet, 1999).

1.4 Manifestations of ischaemia

The manifestations of ischaemia can be immediate or delayed. The immediate changes occur within
minutes of occlusion and include depletion of energy-rich phosphate stores. The depleted adenosine
triphosphate (ATP) concurrently leads to ion derangements, all of which contributes to loss of normal

contractile function and generation of arrhythmias.

1.4.1 Depleted energy generation

A prolonged reduction in coronary blood flow perturbs substrate metabolism in the myocardium and
MI is associated with both a reduction in fatty acid oxidation and an increase in glycolysis (Knuuti and
Tuunanen, 2010). This in turn reduces the production of energy-rich phosphates like ATP (Jaswal et
al., 2011), which causes reduced tension generation in the myocardium with a concurrent decrease in
stroke volume. A cascade then occurs involving loss of ion homeostasis and electrical inhomogeneity
and cardiovascular performance is consequently compromised. In addition, the acute reduction in ATP
causes an alteration in ion homeostasis and leakage of K* and Ca*" across the myocardial cell
membrane, thus perturbing the electrophysiological properties of the cardiomyocyte. The rising

concentrations of purine precursors, which arise as a result of failed ATP generation, are degraded to



xanthine and hypoxanthine. These metabolites are substrates for xanthine oxidase, a superoxide
producer, during ischaemia (Maxwell and Lip, 1997).

1.4.2 Perturbation of normal ion balance

Augmented oxidative phosphorylation causes ion concentrations to be disturbed with Na*, K*, Ca**
and hydrogen (H") being the principle victims. Derangement of ion homeostasis can cause immediate
cell death if extreme and can further impede recovery of those cells that have incurred non-fatal injury
(Carmeliet, 1999; Piper, Meuter and Schafer, 2003).

1421 Na*

As a result of decreased energy generation during ischaemia, intracellular Na* concentrations [Na*] are
amplified. These changes are brought about by impaired function of the Na* channels which cause a
persistent inward Na* current (late Iy,) coupled with reduced active outward flow (Hoyer et al., 2011).
Although the late Iy, is present in healthy myocytes and contributes to normal Na* accumulation, it is
the incomplete block of Na*/K*-ATPase, caused by the reduction in energy generation upon occlusion,
which induces reduced removal of Na® ions from the cytosol. Moreover oxidative stress from oxygen
free radicals has been implicated as a factor responsible for pump inhibition (Soliman et al., 2012).
This accumulation is worsened still by acidosis. Acidosis induces the Na*/H" exchanger to move H”
across the cell membrane to the cell exterior concomitantly moving Na* into ischaemic myocytes
(Carmeliet, 1999). Previous studies have shown that blockade of this exchanger can reduce Na*
accumulation post-occlusion, substantiating this hypothesis (Anderson et al., 1991; Pike et al., 1993;
Carmeliet, 1999). In a bid to counter the accumulation of intracellular Na* and hence depolarisation,
the Na'/Ca?* exchanger is reversed (Soliman et al., 2012). The prevention of Na® overload
inadvertently triggers Ca?" overload, a development that induces contracture and thus myocellular
damage but it is also proarrhythmic (Carmeliet, 1999; Piper, Meuter and Schafer, 2003). Reduction of
the late Iy, in isolated ventricular myocytes can suppress arrhythmic activity, for example, delayed
after depolarisations (DADs) and triggered activity (Song, Shryock and Belardinelli, 2008).
Furthermore, blocking this current in the isolated guinea pig heart caused a reduction in energy loss

and an improvement of contractile function (Hoyer et al., 2011).



1.4.2.2 K*

Within minutes of cessation of coronary blood flow ischaemic cells within the ischaemic zone
depolarise (Janse and Kleber, 1981). This depolarisation is directly attributable to extracellular
accumulation of K* ions whose concentrations can exceed 20mmol I (Janse and Kleber, 1981; Janse
and Wit, 1989; Wilde and Aksnes, 1995; Carmeliet, 1999; Miura et al., 2012). The build up of
extracellular K* [K']. during ischaemia typically occurs in three phases; a rapid accumulation
occurring within the first 20 seconds, a plateau which occurs during 3 to 10 minutes post-occlusion,
and a second accumulation which occurs more slowly during the period 15 to 30 minutes post-
occlusion (Carmeliet, 1999).

Under physiological conditions there is a passive K* efflux from myocytes, which is actively balanced
by K* uptake by the Na*/K* pump; ischaemia disturbs this homeostatic mechanism (Carmeliet, 1999).
There are three prime factors proposed to be responsible for perturbation of K* homeostasis, these are;
altered K efflux, diminished K" influx and osmosis. Accumulation of metabolic waste products alters
the osmotic balance across the cell membrane of cells in the ischaemic zone, which concurrently
causes water to move from the extracellular to intracellular spaces, decreasing the volume of the
extracellular space. Accumulation of osmotically charged particles in the cytosol of ischaemic
myocytes encourages K* loss to the extracellular environment. The Na*/K* pump is responsible for the
maintenance of K™ homeostasis in physiological conditions. Upon coronary occlusion the function of
this ATP-requiring pump diminishes as intracellular ATP levels are depleted. A direct consequence of
deteriorating Na*/K* pump function is an increase in [K*]. due to the passive K* efflux from the cell
not being actively matched. The weakening of pump activity is by no means extreme but is adequate
to perturb normal K* ion balance. Interestingly, free radicals have been implicated in depression of
pump activity in addition to the ATP-related effects (Matsuura and Shattock, 1991; Carmeliet, 1999).
The final mediator of [K*]. accumulation is proposed to be increased K* efflux. Ultimately this

increased K™ efflux will cause cardiomyocytes to depolarise (Carmeliet, 1999).

The elevated [K*]. can acutely affect the electrophysiological properties of the ischaemic myocytes.
As mentioned above, a direct result of ischaemia is depolarisation of those cells in the ischaemic zone
with concomitant reduction in amplitude of cardiac action potentials. In addition, action potentials of
reduced size and duration are observed. Together these factors favour the occurrence of reentry-
induced arrhythmias (Carmeliet, 1999). Moreover, the electrophysiological perturbations of ischaemia
can be mimicked simply by an increase in [K*]e (Hill and Gettes, 1980; Hirche et al., 1980). More
recently, investigators have shown that a regional but not global increase in [K']e, can initiate

sustained arrhythmias in a mechanism which is, in part, mediated by Ca® uncoupling from the
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myofilaments and thereby, uncoordinated excitation-contraction coupling and non-uniform [Ca®'];
(Miura et al., 2012).

1.4.2.3 ca**

During ischaemia cytosolic free Ca®* [Ca®]; rises in a more delayed fashion than that observed for
extracellular K* ion accumulation, although there is disagreement over the precise time-course of Ca?*

ion perturbation during ischaemia (Carmeliet, 1999).

The initial increase in cytosolic free Ca®* ion concentration occurs as a consequence of the
displacement of Ca®* ions from their binding sites by accumulating H* (Carmeliet, 1999). The
prolonged build-up of intracellular Ca** during ischaemia occurs secondary to Na* ion derangement.
Reversal of the Na‘*/Ca®" exchanger occurs in a bid to reduce intracellular Na* levels and a direct
outcome of this process is an intracellular Ca®* ion overload. Coupled with this, uptake of Ca®* ions by
the sarcoplasmic reticulum (SR) is decreased. This reduced uptake by the SR is due to lowered V. Of
the Ca?*-ATPase, a consequence of both low ATP levels and oxygen free radical-induced disulphide
bridge formation (Griese et al., 1988; Kukreja et al., 1991; Carmeliet, 1999; Ottolia et al., 2013).
Perturbations in [Ca®]; have also been shown to be caused by regional accumulation of [K'].

following ischaemia (Miura et al., 2012).

The ability of the cardiomyocyte to coordinate excitation and contraction is altered by perturbations of
[Ca®*]. For example, there is a reduction in conduction velocity and changes in prolonged
refractoriness, which together can lead to the development of an environment which favours the
generation of arrhythmias (Downar, Janse and Durrer, 1977). Accumulation of [Ca®']; in isolated
myocytes have been shown to occur prior to the initiation of spontaneous fibrillation (Thandroyen et
al., 1991). In addition, Ca®" overload in ischaemia has critical repercussions for the survival of those
cells that have been reversibly damaged during ischaemia as contracture can develop and induce
necrosis in potentially viable cells (Piper, Meuter and Schafer, 2003). The effects of ischaemia-
induced elevations in [Ca®]; are not limited to ischaemia itself but can continue to affect
cardiomyocytes post-reperfusion. More specifically, the uptake of Ca®* by the mitochondria during
ischaemia is a critical determinant of the likelihood of the opening of the mitochondrial permeability
transition pore (mPTP), a large, non-specific conductance pore which spans the inner and outer
mitochondrial membranes and whose opening facilitates mitochondrial membrane potential collapse
and ultimately cell death (Crompton et al., 1999; Hausenloy et al., 2003; Hausenloy, Duchen and
Yellon, 2003; Halestrap, Clarke and Javadov, 2004).

-10 -



1424 H*

When the myocardium becomes ischaemic there is retention of CO, and an increase in proton
generation, resulting in a net change in intracellular pH and acidosis (Carmeliet, 1999). The
intracellular acidosis due to ischaemia results because of increased production of H* and deficient
removal of these species. Intracellular H* levels are increased during ischaemia due to three main
mechanisms; (1) ATP production shifts to the glycolytic pathway for the duration of ischaemia with
concomitant H* generation, (2) ATP hydrolysis is coupled with the production of H* and (3) H*
removal is deficient due to CO, retention (Watson et al., 1984; Allen et al., 1985; Eisner et al., 1989;
Dennis, Gevers and Opie, 1991; Carmeliet, 1999). Intracellular acidosis has been implicated as a
factor that may contribute to K* accumulation in the extracellular space. Experiments have shown that
alteration of pH in ischaemic myocardium modifies [K']. immediately (Kleber, Riegger and Janse,
1987; Janse and Wit, 1989). The electrophysiological consequences of acidosis of ischaemic
myocardium are a fall in resting membrane potential, reduced upstroke velocity and a concurrent
increase in action potential duration. These acute changes in the cardiac action potential of cells within
the ischaemic zone are brought about because of altered ion channel function due to acidosis. Altered
conduction and cardiac action potential retardation can increase the likelihood of the occurrence of

triggered activity (Coraboeuf, Deroubaix and Coulombe, 1979; Carmeliet, 1999).

1.4.3 Cell necrosis

Occlusion of a coronary vessel induces ischaemia and irreversible cell death, or necrosis, of
cardiomyocytes in the area at risk. The incidence of cellular necrosis post-occlusion is well correlated
with infarct size. The cellular changes which result from ischaemia include alterations in
mitochondrial structure and contractile machinery of the myocytes with eventual cellular oedema.
Factors which affect the rate of progression of cellular necrosis upon reperfusion and the likelihood of
its development include the levels of collateral flow and degree of oxygen consumption at the time of
occlusion (Schaper and Schaper, 1988). Furthermore, the loss of plasma membrane integrity (LPMI),
an event typical of necrotic cell death, has been shown to occur within 1 hour of reperfusion and lasts
for up to 24 hours thereafter. Reactive oxygen species are thought to drive LPMI within the first 3
hours post-reperfusion, after which time the principal mediator is complement deposition, specifically

of complement protein 3 (C3; Charlagorla et al., 2013).
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1.4.4 Functional alterations resulting from ischaemia

The most prominent functional alterations that transpire consequent to MI are arrhythmias.
Arrhythmias develop within minutes of coronary occlusion and can precipitate fatality (Janse and Wit,
1989). The electrophysiological changes which ensue subsequent to a reduction in blood flow are the
main impetus for initiation of arrhythmias (Janse and Kleber, 1981). Moreover, the prolongation of the
cardiac action potential coupled with the increased [Ca®"]; induces negative lusitropic effects, which
concurrently increase left ventricular end diastolic pressure and cardiac stiffness (Bers, Eisner and
Valdivia, 2003; Madonna, Cevik and Nasser, 2013).

1.4.5 Ischaemic preconditioning

When a period of ischaemia due to coronary occlusion is repeatedly interrupted by ischaemia and
reperfusion which precede the prolonged occlusion, the infarct size is reduced by three quarters and in
addition, the incidence of both ischaemia and reperfusion-induced arrhythmias are reduced (Vegh et al.,
1990; Kaszala et al., 1996). Furthermore, after the initial occlusion event there is no additional ATP loss
or necrosis (Jennings et al., 1978; Reimer and Jennings, 1979; Murry et al., 1986; Schott et al., 1990).
This process is termed ischaemic preconditioning. The infarcts in preconditioned models are not
laterally confluent like those of non-preconditioned models; in addition the infarct size in
preconditioned animals is smaller regardless of the level of collateral flow (Murry et al., 1986). The
mechanisms that induce infarct reduction in preconditioning are proposed to be slowing of ATP
depletion in all occlusion episodes after the first and wash out of catabolites during each reperfusive
window (Schott et al., 1990). With regard to the anti-arrhythmic effect of preconditioning, the
cardioprotective effects of preconditioning were shown to be lost when the cyclo-oxygenase pathway
is blocked (Vegh et al., 1990; Parratt and Vegh, 1994).

1.5 Electrophysiology of the ischaemic myocardium and arrhythmias

Arrhythmias can result from both ischaemia and reperfusion (Janse and Wit, 1989). Numerous factors
are responsible for the occurrence of arrhythmias and these are termed substrate, trigger, and
modulating factors. Substrate factors manifest as the physical consequences of ischaemic episodes, for
example functional conduction block. Trigger factors are required to be present for arrhythmias to
develop; they include ventricular premature depolarisations and tachycardia. The substrate and trigger

factors can be altered by the modulating factors, for example electrolyte alterations (Janse and Wit,
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1989). Together these factors define the risk of susceptibility of arrhythmia development (Shah et al.,
2005).

Experimental coronary occlusion produces electrophysiological changes within minutes, the most
noticeable change being depolarisation of cells in the ischaemic zone, together with changes in
transmembrane ion balance (Janse and Wit, 1989). These electrophysiological changes bring about
changes in cardiac action potential, including shortening and decreased amplitude (Janse and Kleber,
1981; Janse and Wit, 1989). Ultimately the outcome of sustained ischaemic events is an increase in the
occurrence of arrhythmias. Following experimental coronary occlusion two periods of arrhythmias
have been identified; those occurring within the first 2-10 minutes are termed immediate ventricular
arrhythmias (IVA or phase la) and those occurring between 12 and 30 minutes are termed delayed
ventricular arrhythmias (DVA or phase Ib) (Harris, 1950; Kaplinsky et al., 1979; Janse and Wit,
1989). These two phases are collectively termed Harris phase | arrhythmias and this bimodal
appearance of arrhythmias has been identified in many species, including the rat and pig (Harris, 1950;
Kaplinsky et al., 1979; Hirche et al., 1980; Parratt, 1982; Janse and Wit, 1989).

1.5.1 Altered cardiac action potentials

Along with depolarisation of cells within the ischaemic zone, alterations in action potential
morphology occur when coronary occlusion is induced. Depolarisation immediately subsequent to
occlusion perpetuates conditions that favour prolongation of action potential duration and extension of
the effective refractory period of those cells within the ischaemic zone. These changes in action
potential morphology are also well correlated with catecholamine flux and transient changes in [K™]e
and the late Iy, These changes act negatively on conduction velocity (Waldo and Kaiser, 1973; Janse
and Wit, 1989; Carmeliet, 1999; Noble and Noble, 2006; Madonna, Cevik and Nasser, 2013).
Additional changes include a decrease in amplitude and upstroke velocity (Janse and Wit, 1989).
These reductions in cardiac action potential parameters occur because the K* efflux induced by MI-
stimulated opening of the Katp channels, this causes a small amount of membrane depolarisation and

thereby a reduction in upstroke velocity (Wirth et al., 2000).

It is the non-homogenous topology of changes in the cardiac action potential in regional ischaemia that
is the critical mediator in the generation of arrhythmias (Madonna, Cevik and Nasser, 2013). Cells in
the border zone experience different alterations in ion balance compared with those of the normal
myocardium and will thus exhibit different alterations in action potential morphology, thus causing
dispersion in the degree of repolarisation of myocytes within the heart through which injury currents

flow (Pollard et al., 2002). The inhomogeneity and pathological changes in action potentials provide a
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suitable milieu for the formation of arrhythmias, for example early afterdepolarisations (EAD) and
reentry (Carmeliet, 1999; Madonna, Cevik and Nasser, 2013).

1.5.2 Altered automaticity

Automatic depolarisation is a characteristic typical of the pacemaker cells of the SA and AV nodes.
Altered automaticity has been implicated as a cause of ventricular arrnythmias (Mangoni and Nargeot,
2008). Spontaneous depolarisations in non-pacemaker cells increase in occurrence following a period
of M1 (Wit and Bigger, 1975). Moreover, in atrial myocytes which exhibit spontaneous depolarisation,
inhibition if the late Iy, was found to reduce the frequency of such spontaneous activity (Song et al.,
2008). Other tissues within the impulse-conducting system are capable of automaticity. In
physiological conditions the more rapid depolarisation of the SA node prevents these alternative sites
dominating and becoming the automatic focus of the heart. Ischaemia increases the rate of
depolarisation of these alternative sites and thus increases the likelihood that they become the

automatic focus (Carmeliet, 1999).

1.5.3 Triggered activity

This form of non-reentrant arrhythmia, as the name suggests, requires the presence of a trigger for its
initiation. Triggered activity is characterised by both EADs and DADs (Janse and Wit, 1989;
Carmeliet, 1999). These arrhythmias occur either before or after completion of repolarisation of an
action potential and are induced by changes in [Ca®']; in the ischaemic cardiomyocyte (Song et al.,
2008; Shryock et al., 2013).

EADs are depolarisations that occur during the plateau or repolarisation phase of the action potential.
These derangements can result from slow repolarisation and subsequent reactivation of Na* and Ca®"
channels, combined with consequent Na*-mediated Ca?*-overload (Song et al., 2008). The persistent
inward sodium current (late ly,) which persists in the ischaemic myocardium is responsible for
prolonging the action potential duration and thereby the induction of EADs (Hoey et al., 1994; Song et
al., 2008; Hoyer et al., 2011; Shryock et al., 2013).

DADs are transitory depolarisations that appear immediately after repolarisation has completed. The

conditions required for this form of arrhythmia are spontaneous Ca”" release from the SR and low

intracellular K*, again conditions typical following a period of ischaemia (Luo and Rudy, 1994;
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Carmeliet, 1999; Shryock et al., 2013). The oscillations in [Ca*]; driven by SR release activate a
transient inward current (I;) which consequently facilitates the formation of DADs (Song et al.,
2008).

1.5.4 Reentry

Reentry is characterised by a conduction disorder that results in the reexcitation of tissue by an
impulse that would ordinarily have died out (Shryock et al., 2013). The conditions required for the
formation of reentry are; (1) the presence of a functional unidirectional conduction block and (2) slow
conduction coupled with short refractory periods (Quan and Rudy, 1990). These criteria are fulfilled
during ischaemia (Carmeliet, 1999). During the initial 30 seconds following ischaemia there is a
noticeable inhomogeneity between the action potential refractory periods, mainly due to spatial
dispersion of excitability because of differing [K™]. in myocytes of the ischaemic zone and those of the
border (Wit and Janse, 2001; Sidorov et al., 2011). This dispersion of refractoriness is postulated to
cause conduction delay and fractionation of wavefronts and this can lead to generation of arrhythmias

by a reentrant mechanism (Levites, Banka and Helfant, 1975; Ferrier, Moffat and Lukas, 1985).

1.6 Reperfusion injury

Readmission of oxygen-rich blood to the myocardium subsequent to ischaemia is the most effective
means of salvaging those cells which have undergone pathological changes but which still remain
retrievable (Litt et al., 1989; Maxwell and Lip, 1997). This process, which is known as reperfusion, is
itself a double-edged sword; reperfusion may rescue potentially viable cells but can result in additional
endothelial destruction, lipid peroxidation, and arrhythmias in the form of oscillatory afterpotentials
and ventricular tachycardia (Ferrier, Moffat and Lukas, 1985; Pogwizd and Corr, 1987; Maxwell and
Lip, 1997). Reperfusion injury is defined as the death of cells which, although damaged after
ischaemia, are potentially viable and die as a direct result of the events which occur at reperfusion
(Kloner, Przyklenk, and Whittaker, 1989; Park and Lucchesi, 1999). Reperfusion injury has been
identified as occurring both immediately succeeding reperfusion (less than 3 hours) and later (more
than 3 hours), and different pathologies define each (Litt et al., 1989; Entman et al., 1991; Jordan et
al., 1999). Furthermore, the pathogenesis of reperfusion has been demonstrated to be due to oxygen-

derived free radicals and/or Ca®* (Maxwell and Lip, 1997).
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Mitochondria play a critical role in determining the viability of myocytes subject to ischaemia and
reperfusion. On one hand, loss of the mitochondrial serine-threonine protein kinase, PTEN
(phosphatase and tensin homologue on chromosome 10)-induced kinase 1 (PINK1)), can increase the
likelihood of cell death following ischaemia by, in part, increasing opening of the mPTP, a large, non-
specific pore found in the inner mitochondrial membrane (IMM), whose opening alone upon
reperfusion of the ischaemic myocardium can induce cell death (Siddall et al., 2013). On the other
hand, it has been shown that mitochondria may be mediators of ischaemic preconditioning (IPC) by
sub-lethal opening of this very pore (Hausenloy et al., 2010).

1.6.1 Reperfusion-induced arrhythmias

The appearance of arrhythmias within seconds of reoxygenation of ischaemic myocytes was first
confirmed by Tennant and Wiggers in 1935. Since then it has be noted that in reperfusion there is a
high incidence of ventricular tachycardia (VT), ventricular fibrillation (VF) and derangement of the
idioventricular rate (Levites, Banka and Helfant, 1975; Naimi et al., 1977; Penkoske, Sobel and Corr,
1978; Pogwizd and Corr, 1987). The mechanisms by which these reperfusion arrhythmias develop are
thought to differ from those of ischaemic arrhythmias, since ischaemic arrhythmias are slow onset and
reperfusion arrhythmias appear almost instantaneously (Kaplinsky et al., 1981). There is a correlation
between the duration of the ischaemic period and the severity and incidence of arrhythmia occurrence
post-reperfusion (Janse and Wit, 1989). The definitive mechanisms that are responsible for the onset
and maintenance of reperfusion arrhythmias remains elusive, however, putative mechanisms include
enhanced automaticity, depression of action potentials and inhomogeneity (Kaplinsky et al., 1981;
Murdock et al., 1980; Pogwizd and Corr, 1987; Janse and Wit, 1989). Immediately after reperfusion
has been initiated, VF dominates over VT (Janse and Wit, 1989). Following a period of ischaemia,
action potentials may be depressed and some cells may even become inexcitable. Re-oxygenation aids
the recovery of transmembrane action potentials however they still exhibit depressed amplitudes and
upstroke velocities. This depression of action potential activity is not uniform however and there is
acute inhomogeneity. This inhomogeneity combined with the intra- and extracellular accumulation of
metabolites and ions increases the chance of reentry (Janse and Wit, 1989). A non-reentrant
mechanism was suspected after it was demonstrated the reperfusion is associated with an increase in
the idioventricular rate (Pogwizd and Corr, 1987). This change in the idioventricular rate enhances
ventricular automaticity and thus the likelihood of arrhythmic activity, for example ventricular
tachycardia (Kaplinsky et al., 1981). Finally, prolongation of refractory periods post-reperfusion has
been shown to be coupled with increases in ventricular ectopic activity, such as EAD and DAD
(Levites, Banka and Helfant, 1975). In this thesis, | have not studied reperfusion arrhythmias but

instead focused on ischaemia-induced arrhythmias.
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1.7  The pharmacology of cannabinoids

Cannabinoids have been used medicinally for almost 4000 years and are the natural bioactive ligands
of the plant Cannabis sativa (Brown, 2007; Ryberg et al., 2007). This plant produces in excess of 80
cannabinoids and they principally act at two established cannabinoid receptors, namely the CB; and
CB; receptors, however their activity has been detected at sites distinct from this including the GPR55
receptor, TRPV1 ion channel and 5-HT; receptors (Brown, 2007; Pertwee, 2007; Console-Bram,
Marcu and Abood, 2012). The most abundant compounds derived from Cannabis sativa are (-)-A°-
tetrahydrocannabinol (A°~THC) and cannabidiol (CBD) (Turner et al., 1980; Chen and Buck, 2000).
Synthetic cannabinoid ligands have been produced in the hope of producing compounds that are
selective for CB; and CB, receptors.

1.7.1 Receptors

In the early 1990s molecular cloning established the principal targets of cannabinoid action, they are
the CB; and CB, receptors, however more recent studies have identified putative targets at sites
distinct from them (Pertwee, 2006; Brown, 2007; Pertwee, 2007). Both the CB; and CB, receptors are
G-protein coupled 7-transmembrane spanning receptors (GPCRs) that exhibit constitutive basal
activity (Turner et al., 1980; Chen and Buck, 2000; Lepicier et al., 2006; Pertwee, 2006).

1.7.2 CB;

The CB; receptors are chiefly expressed within neuronal tissues and in particular the nerve terminals
of the central and peripheral nervous system, where they mediate the psychotropic effects of A-THC
and inhibit the constitutive release of both excitatory and inhibitory neurotransmitters like
acetylcholine and noradrenaline (Szabo and Schlicker, 2005; Pertwee, 2006; Brown, 2007; Ralevic
and Kendall, 2009). In the central nervous system the density and location of CB; receptors is related
to the sites at which cannabinoids generate their psychotropic effects (Devane et al., 1988; Pertwee,
1997).

In addition to those CB; receptors expressed in the central nervous system (CNS), CB; receptors have

been shown to be present in the myocardium and densely populate the cytoplasmic and perinuclear

area of cardiomyocytes. In addition, the hypotensive effects of cannabinoids are mediated by
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activation of the CB; receptors which occupy sympathetic nerve terminals of the peripheral nervous
system (Ishac et al., 1996; Pertwee, 1997; Weis et al., 2010).

CB; receptors together with the endocannabinoid ligands are thought to play an important modulatory
role within the cardiovascular system. In particular, bolus administration of the endocannabinoid,
AEA, has been shown to induce triphasic changes in cardiovascular parameters in anaesthetised rats
and mice. More specifically, phase | is characterised by a significant but transient fall in blood
pressure coupled with a reduction in cardiac contractility and a rise in total peripheral resistance
(TPR). Phase Il is typified by a brief pressor response and a rise in cardiac contractility. Finally, phase
111 produces a protracted fall in blood pressure together with a reduction in cardiac contractility, total
peripheral resistance (TPR) and heart rate (Lake et al., 1997; Malinowska et al., 2001; Pacher et al.,
2004). Two discrete receptors mediate these AEA-induced effects. Capsazepine and ruthenium red
have been shown to block the AEA-mediated effects characteristic of phase I, indicative of
involvement of the vanilloid TRPV1 receptors. The CB; antagonist, SR141617A, abolished the
prolonged hypotension of phase Il at doses effective at blocking CB; receptors (Lee and Lundberg,
1994; Malinowska et al., 2001; Szolcsanyi, 2000). The receptors responsible for phase Il may include
TRPV1 (Pacher et al., 2004); calcium channels (Kwolek et al., 2005) and a combination of N-methyl-
D-aspartate (NMDA) receptors, p-adrenoceptors and thromboxane A, receptors (Malinowska et al.,
2010). Other cannabinoids only activate part of the effects AEA has the capacity to induce

(Malinowska, Baranowska-Kuczko and Schlicker, 2012).

CBy receptors are part of a family of GPCRs and are Class A rhodopsin a-group members (Fredriksson
et al., 2003). The CB; receptor sequence is highly conserved between rats and humans with 93% and
97% identity at the nucleic and amino acids levels, respectively (McPartland and Glass, 2003;
Console-Bram, Marcu and Abood, 2012). Coupling between the components of the CB; receptor and
subsequent downstream signal cascades occurs principally through Gaj,, proteins positively to A-type
outward and inwardly rectifying potassium channels and also to N- and P/Q-type calcium channels.
This coupling to calcium channels may be responsible for the signal cascade accountable for
mediation of the psychoactive effects of cannabinoids (Pertwee, 1997; Lepicier et al., 2006; Pertwee,
2006; Brown, 2007). CB; receptors can affect adenylate cyclase activity by one of two routes,
negatively, if coupled to Gy, proteins or positively, if coupled to Gag proteins. This indiscriminate
CB; receptor coupling may be tissue specific and this may explain any tissue specific actions of

cannabinoids (Pertwee, 2006).

Recent studies demonstrated that the CB; receptor displays constitutive activity (i.e. activation which
occurs devoid of an agonist) after it was noted that mitogen activated protein kinase (MAPK) activity

in CHO cells transfected with the CB; receptor showed basal MAPK activation levels higher than

-18 -



those in untransfected cells. What is more, the CB; antagonist, SR141716A could reduce both agonist
induced changes in MAPK activation and MAPK activation in cells expressing CB; that had not been
treated with an agonist (Bouaboula et al., 1997; Console-Bram, Marcu and Abood, 2012). CB;
receptors also possess at least one allosteric site, occupation of which can modulate positively or
negatively the activation induced by a direct agonist (Price et al., 2005; Adam et al., 2007; Horswill et
al., 2007; Navarro et al., 2009; Pertwee et al., 2010)

CB; receptors have been shown to exist as homomers and also heteromers and oligodimers with other
classes of GPCRs; which may permit cross-talk between multiple receptors subtypes (Pertwee, 2006;
Waldeck-Weiermair et al., 2008; Kargl et al., 2012). Furthermore, the biochemical properties of the
receptors involved in these heteromers can be altered. More specifically, CB/GPR55 receptor
heteromers show enhanced activity in terms of both ERK1/2 phophorylation and nuclear factor of
activated T cell (NFAT) activation (Kargl et al., 2012) and those with the adenosine A2A receptor can

influence the depressant effects of cannabinoids on motor function (Carriba et al., 2007).

1.7.3 CB;,

In 1993 Munro et al. identified a second type of cannabinoid receptor subsequently termed the CB,
receptor. This receptor showed 44% sequence similarity to the CB; receptor (Pertwee, 1997). High
affinity, saturable binding sites identified as the CB, receptor have been detected in inflammatory
cells, cells of the haematopoietic system and in the central nervous system in pathophysiological

settings which are associated with neuroinflammation (Pertwee, 1997; Brown, 2007).

It is widely accepted that CB, receptors are capable of modulating inflammatory cell migration and
cytokine release. Furthermore evidence suggests that CB, knock-out mice can lack T-cell-activating
responses to A-THC in subtypes of immune cells (Brown, 2007). CB, receptors are negatively
coupled to adenylate cyclase and positively coupled to MAPK, unions which are mediated by the Gj,
proteins (Pertwee, 2006; Pertwee et al., 2010).

1.74 GPR55

A number of the vasoactive effects of cannabinoids are not consistent with those which would be
expected upon activation of the designated cannabinoid receptors, leading to the suggestion that

additional cannabinoid receptors exist. More specifically, the synthetic cannabinoid, abnormal
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cannabidiol (abn-CBD) has been shown to induce mesenteric vasodilatation and SR141716A-sensitive
hypotension in both CB,” and CB,” mice. The haemodynamic changes mediated by abn-CBD are also
susceptible to CBD-mediated inhibition (Jarai et al., 1999). Furthermore, the concentration of
SR141716A, a typical CB; receptor antagonist, required to block the actions of AEA in the vasculature
are higher than those required to competitively inhibit the CB; receptor (Hiley and Kaup, 2007).
Recent studies have identified GPR55, an orphan GPCR, as a putative cannabinoid receptor (Brown,
2007). Functional fingerprint identification has however, documented that the human GPR55 receptor
does not share a similar fingerprint to CB; or CB, receptors; this may infer that although this receptor
may operate as a cannabinoid receptor it may not have a typical cannabinoid binding pocket.
Moreover, GPR55 receptors in their active conformations have a binding pocket which is highly
hydrophilic in contrast to the highly hydrophobic binding pocket that typifies the CB; and CB;
receptors (Petitet, Donlan and Michel, 2006; Henstridge et al., 2011; Kotsikorou et al., 2011). GPR55
forms part of the purinergic receptor family and was first identified as a possible cannabinoid target in
a patent from GSK that described activation of this receptor by AM251 and SR141617A in yeast host

strains that expressed human GPR55 receptors (Brown, 2007).

Over recent years there has been much debate over the likelihood that GPR55 is a legitimate third
cannabinoid receptor. Early studies demonstrated that GPR55 is activated by the AEA, 2-AG and
CP55940 in human embryonic kidney 293 (HEK293) cells transfected with this receptor and this
GPCR was initially purported to be the novel cannabinoid receptor responsible for the vasoactive
effects of abn-CBD (Hiley and Kaup, 2007; Ryberg et al., 2007). Subsequent study expanded the
ligand pharmacology to include O-1602 and AM251 (Table 1.2; Fischbach et al., 2007; Johns et al.,
2007; Waldeck-Weiermair et al., 2007). However, Johns et al. (2007) cast doubt on the likelihood of
GPR55 acting as the endothelial anandamide receptor (eAR) having shown that administration of abn-
CBD in GPR55" mice resulted in a rapid hypotension akin to that in wild type (WT) controls.
Furthermore, vasodilatation responses to both abn-CBD and O-1602 were of similar magnitude in
mesenteric arteries taken from GPR55" and WT control mice. More recently the selectivity of some of
the previously proposed ligands of GPR55 has been called into question in a study which identified
only lyosphosphatidylinositol (LPI) as an agonist and discounting the activity of abn-CBD and O-1602
(Kapur et al., 2009). These data however are not supported by a subsequent study in which it was
shown that both LPI and O-1602 can act as agonists at GPR55 to increase miniature excitatory
postsynaptic currents (mMESPCs) in CA1 pyramidal cells (Sylantyev et al., 2013). What is clear is that
the precise ligand pharmacology of GPR55 remains elusive and, therefore, also the physiological and
pathophysiological consequences of GPR55 activation. More recently a number of GPR55-selective,
synthetic benzoylpiperazine compounds have come to the fore which lack activity at CB; and CB..

Interestingly, unlike LPI, these compounds are not equipotent at rodent and human GPR55 but rather,
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specifically activate the human receptor. This may suggest species-distinct binding domains within
this receptor family (Brown et al., 2011; Henstridge et al., 2011).

Ryberg et al. (2007) were one of the first groups to attempt to identify the downstream signal
transduction pathways induced by GPR55 activation. An antibody against the C terminus of Gay3 had
the capacity to inhibit GTPyS binding, an effect not reproducible with antibodies against Gaiiy/,, Gaiz Or
Gos. GPCRs shown to couple to Gy; proteins have also been revealed as having other G proteins
targets, those for GPR55 have yet to be identified (Brown, 2007). More recently, Ga,z activation by
GPR55 have been implicated in Ca®* release from internal stores, transduction conferred by Goiys-
RhoA-ROCK-PLC with subsequent induction of inositol 1,4,5-triphosphate (IP3) and thus Ca®" release
from the endoplasmic reticulum (ER) (Henstridge et al., 2009; Henstridge et al., 2011; Moreno-
Navarrete et al., 2012). GPR55-induced intracellular Ca®* mobilisation has been shown to induce a
number of transcriptional factors for example, ERK 1/2 and p38 MAPK, whose activation may be

involved in modulating cell physiology (Oka et al.,2007; Henstridge et al., 2010; Oka et al., 2010).

There is mounting evidence that GPR55 may play a significant role in physiological function and in
some instances it may even promote progression of several pathologies. Early studies in GPR55" mice
showed that following adjuvant-induced inflammation there was no inflammatory mechanical
hyperalgesia for up to 14 days after adjuvant injection (Staton et al., 2008). This pointed to an
important role for GPR55 in the treatment of neuropathic pain. It is thought that the presence of
GPR55 on large diameter neurones is why they may play a role in inflammatory pain (Lauckner et al.,
2008; Henstridge et al., 2011). As described earlier, some effects of cannabinoids in the vasculature
cannot be rationalised as a CB; or CB, receptor-mediated response; the vasodilatation induced by A%-
THC cannot be inhibited by the selective CB; receptor antagonist, rimonabant (O’Sullivan, Kendall
and Randall, 2005) moreover; abn-CBD can induce vasorelaxation in rat mesenteric artery from both
CB,” and CB,” mice (Jarai et al., 1999). This cannabinoid ligand sensitive vascular receptor was
purported to be GPR55, however, similar changes in mean arterial blood pressure were observed in
WT and GPR55" mice, thus, the likelihood that this vascular receptor is GPR55 was contentious. Ina
more recent study, a fluorescent derivative of the reputed GPR55 receptor agonist, AM251, has
identified GPR55 receptors in mouse mesenteric arteries (Daly et al., 2010). The role of GPR55 in
regulating inflammatory cell migration and chemotaxis is controversial; that being said, mMRNA for
this receptor has been identified on human neutrophils among other inflammatory cell types (Balenga
et al., 2011; Henstridge et al., 2011). GPR55 receptors have also been implicated in the control of
cancer cell proliferation, more specifically, in cancers of the brain, pancreas and breast (Guzman,
2003; Sarfaraz et al., 2008; Henstridge et al., 2011; Caffarel et al., 2012).
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1.7.5 Vanilloid receptors

Caterina et al. first cloned the vanilloid receptor in 1997. It is a ligand-gated, non-selective cation
channel that has a membrane topology and binding domain configuration similar to typical cation
channels (Malinowska, Kwolek and Gothert, 2001; Hogestatt and Zygmunt, 2002; Howlett et al.,
2002). It belongs to a family of transient receptor cation channels which have a 6 transmembrane
spanning domain and a non-selective cation channel (Pertwee et al., 2010). This channel has been
acknowledged as participating in the mediation of inflammation-induced thermal hyperalgesia with
ligands for this receptor including heat (>43°C), capsaicin and pH (Caterina et al., 2000; Davis et al.,
2000; Hogestatt and Zygmunt, 2002). Although this channel was originally identified as the
recognition site of capsaicin, studies have demonstrated that some cannabinoids (AEA, N-
arachidonoyl dopamine (NADA), and CBD) can bind and act as full agonists at this site (Zygmunt et
al., 1999; Smart et al., 2000; Bisogno et al., 2001; Molinowska, Kwolek and Gothert, 2001; Ross et
al., 2001; Hogestatt and Zygmunt, 2002; Howlett et al., 2002; Pertwee et al., 2010). The site at which
these cannabinoids interact is thought to be the same as its typical agonist, capsaicin (Jordt and Julius,
2004). Moreover, CB; receptors can inhibit vanilloid receptor function by TRPV1 receptor
dephosphorylation, the consequences of which may influence the pro-inflammatory signaling cascade
induced by TRPV1 (Yang et al., 2013). TRPV1 receptors and CB; receptor activation by cannabinoids
has also been shown to reduce carcinoma invasion (Farsandaj, Ghahremani, and Ostad, 2012). This
again highlights the potential significance of cannabinoid receptors and their ligands which activate

both receptors and moreover, their roles in physiological and pathological processes.

1.7.6 Allosteric sites

Literature exists which has described functional allosteric modulation of 5-HT; receptors by
cannabinoids, furthermore, a putative allosteric site has been identified on the CB; receptor itself
(Barann et al., 2002; Godlewski et al., 2003; Price et al., 2005; Ross, 2007). An allosteric binding site
is topographically discrete from the typically recognised orthosteric binding site and binding of
modulators to such a site causes a conformational change in the receptor which facilitates modification

of binding affinity and efficacy of ligands for the orthosteric site (Price et al., 2005; Ross, 2007).

Cannabinoids can exert effects discrete from those of a psychotropic nature, including modulation of
emesis and sensations of pain; this is a function shared with 5-HT;3 receptors. It has previously been
acknowledged that 5-HT; receptors possess sites whose properties permit allosteric modulation.

Barann et al. (2002), were the first to confirm that cannabinoid receptor ligands inhibit 5-HT3za-
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induced current in transfected HEK293 cells. This modulation of 5-HT3za-induced current was
proposed to occur as a result of allosteric modulation, since radioligand binding studies confirmed
absence of the typical cannabinoid receptors in this process. Further study confirmed the presence of
cannabinoid agonist-induced modulation of 5-HT; receptors in vivo (Godlewski, Gothert and
Molinowska, 2003).

In 2005 Price et al. (2005) identified novel allosteric modulators of the CB; receptor. Three
compounds, ORG27569, ORG27759 and PSNCBAM-1 have been recognised as having ligand-
dependent effects, typical of allosteric modulators, in HEK293 cells expressing hCB; receptors. These
compounds were shown to bind to the allosteric site and induce a conformation change such that the
agonist affinity for the orthosteric site was increased. This postulated allosteric site on CB; receptors
in thought to be recognised by small synthetic molecules (Price et al., 2005; Ross, 2007). More
recently, it has been shown that ORG27569 and PSNCBAM-1 increase the effect of the orthosteric
agonist by increasing the rate at which the CB; receptor is desensitised and delaying its internalisation,

while the early signalling events driven by CB; at Ga; are unaffected (Cawston et al., 2013).

Cannabinoid agonists, both synthetic and endogenous, have been shown to modulate ion channel
function in an allosteric or non-competitive manner (Pertwee et al., 2010). Derivatives of arachadonic
acid were shown to modulate the 1,4-dihydropyridine (DHP) calcium channel antagonist binding site
in a manner suggesting that these derivatives were non-competitive antagonists (Johnson et al., 1993).
A more recent investigation found that AEA blocked the DHP binding site, in addition to 1,5-
benzothiazepine and phenylalkylamine sites on the LTCC (Shimasue et al., 1996). These binding sites
are acknowledged to interact by way of allosteric modulators and thus, these authors suggested that
AEA might be acting at one of these sites and that this interaction allosterically modulates the binding
and/or function of the other sites. Potassium (K*) channels have also been shown to be sensitive to
cannabinoids in a CB; receptor-independent mechanism and at nanomolar to low micromolar
concentrations (Pertwee et al., 2010). AEA can inhibit K* conductance by suppressing the delayed

rectifier outward current of the voltage gated K* channel (Vignali et al., 2009).

Voltage-gated sodium channels are no less affected by allosteric modulation by cannabinoids, namely,
2-AG and NADA. These cannabinoids inhibit binding of [(3)H]batrachotoxinin A-20alpha-benzoate
([(3)H]BTX-B) to site 2 of the sodium channel in a non-CB; dependent, allosteric manner (Duan, et
al., 2008; Duan, Zheng and Nicholson, 2008).
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1.7.7 Ligands

The agonists of the classical cannabinoid receptors include those which are synthetic or natural ligands
of Cannabis sativa and those that are endogenous cannabinoids. Stereoselectivity for each of the
receptors occurs; furthermore, these ligands are capable of acting at sites distinct from the CB; and
CB, receptors. Development of selective cannabinoid receptor antagonists rapidly followed the
discovery of the cannabinoid binding sites. Pertinent examples include AM251, SR141617A and
AMG630 (Pertwee, 1997; Howlett et al., 2002; Pertwee et al., 2010).

1.7.8 Agonists

The agonists (Table 1.1) of the classical cannabinoid receptors are typically classified according to

their chemical structure, for example;

The classical cannabinoids — A category that includes dibenzopyran analogues and derivatives e.g. A*-
THC and CBD.

The non-classical cannabinoids — A category comprising of bi- and tri-cyclic analogues of A°-THC, for
example CP 55,940 and DALN. This group was crucial in finding functional cannabinoid receptors
within the brain.

The aminoalkylindole cannabinoids — Typified by WIN-55,212-2, and JWH-015.

The eicosanoid cannabinoids — The endocannabinoids are all eicosanoids and pertinent examples
include N-arachidonylethanolamide, also known as AEA, and 2-arachidonyl glycerol (2-AG). The
eicosanoids are susceptible to hydrolysis by fatty acid amide hydrolase (FAAH) or monoacylglycerol
lipase (MAGL) (Johnson and Melvin, 1986; Pacheco et al., 1991; Martin et al., 1991; Devane et al.,
1992; Pertwee, 1997; Howlett et al., 2002; Pertwee, 2006).

The identification of the CB; receptor subsequently led to the discovery of an endogenous ligand
active at the CB; receptor, namely, AEA (Di Marzo et al., 1998). The endocannabinoid system (ECS)
describes the principal cannabinoid receptors and their endogenous ligands, the endocannabinoids.
Endocannabinoid synthesis and subsequent release is initiated by post-synaptic increases in
intracellular calcium (Pertwee, 2007). Some of the cannabinoid receptor agonists are capable of
marked stereoselectivity for either receptor; this is principally due to the presence of a chiral centre
within the compound. However, CB; and CB; selective agonists have been developed, examples being
arachidonyl-2’-chloroethylamide (ACEA) and L-759633 respectively. CB; selective agonists are
chiefly AEA analogues and CB selective agonists A*>-THC analogues (Pertwee, 1997; Howlett et al.,
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2002). The authentication of reputed cannabinoid receptor agonists is reliant upon in vivo and in vitro
bioassays such as the mouse tetrad for CB; receptor agonists and membrane transfection experiments
for CB; and CB; receptors agonists (Pertwee, 1997).
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Cannabinoid Receptor Experiment Properties Pharmacological target Species Reference
. Rinaldi-Carmona
CB In vitro displacement of Ki 353 ("M) Partial agonist of CB; and
(-)-A°-THC 5 Rat et al. (1994)
[’H]CP55,940 CB; receptors
CB; Ki 3.9 (M) Pertwee (2008)
Hypothermia (in vivo )
] EDs 1.p 0.11 mg )
SR141716A CB; antagonism of - Antagonist at CB; Rat As above
WIN55212-2) J
CB; o Ryberg et al.
GTPyS binding ) ]
) 1C5, >30000 Partial agonist at CB, and (2007)
CBD (antagonism of ECs, of Rat
CB, (nM) CB; receptors Thomas et al.
CP55,940)
(2007)
CB; GTPyS binding ICs0 8 (NM)
) ) Ryberg et al.
AM251 (antagonism of ECs, of Antagonist at CB; Rat (2007)
CB 1Csp 2915 (nM
2 CP55,940) 0 2915 (nM)
Radioligand binding ) Hillard et al.
ACEA CB; Ki 1.4 (nM) Agonist at CB; Rat
assay (1999)
ACEA B Radioligand binding Adonist at CB Rat Hillard et al.
onist a a
? assay Ki3.1 (M) J ' (1999)

Table 1.1 The pharmacology of selected cannabinoids at the CB; and CB, receptors.
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Cannabinoid Receptor Experiment Properties Pharmacological Species Reference
target
GTPyS binding )
) Antagonist at
CBD GPR55 (antagonism of ECs 1Cs0 445 (NM) GPRES Rat
of CP55,940) Ryberg et al.
GTPyS binding (2007)
AM251 GPR55 (antagonism of ECs Agonist at GPR55 Rat
of CP55,940)
) HEK?293 cells
0-1602 GPR55 GTPyS binding ECs 1.4 (NM) Agonist at GPR55 Johns et al. (2007)

expressing GPR55

Table 1.2 Pharmacology of selected cannabinoids at the GPR55.
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1.7.9 Antagonists

Some notable competitive, surmountable antagonists of the cannabinoid receptors have been
identified. Among those are SR141716A, WIN 56,098, AM251 and AM630, of which some have
receptor selectivity (Pertwee, 1997; Howlett et al., 2002; Pertwee, 2006).

The first cannabinoid receptor antagonist to be identified was WIN 56,098 after it was shown that this
compound antagonises WIN 55212-2-induced inhibition of cAMP generation. Subsequently,
SR141716A demonstrated [*H] CP 55,940 displacement from cannabinoid receptors; furthermore this
compound was shown to inhibit typical cannabinoid-induced effects (Pacheco et al., 1992; Rinaldi-
Carmona et al., 1994; Pertwee, 1997). Curiously however, later publications reported that SR141716A
produced effects opposite to those expected of a cannabinoid agonist at CB; receptors, a response
characteristic of an inverse agonist. It was further proposed that the CB; receptor must exist in a
constitutively active state, capable of downstream signal transduction despite the absence of an agonist
and that SR141716A must bind and induce the receptor to assume a constitutively inactive state
(Milligan et al., 1995; Compton et al., 1996; Pertwee, 1997; Pertwee, 2005; Pertwee, 2006). However,
studies in models of mutant CB; receptor and CB; transfected endocannabinoid-free Chinese hamster
ovary (CHO) cells, have shown that some of the inverse agonist effects of SR141716A occur
independently of endocannabinoid activation of the receptor (Bouaboula et al., 1997; Pan et al., 1998;
Pertwee, 2005).

Selective cannabinoid receptor antagonists which block agonist induced activation of CB; or CB;
receptor have been developed and include AM251, the CB; receptor selective antagonist and AM630,
the CB, receptor antagonist. Antagonists of cannabinoid receptors have been exploited in the clinic for
the treatment of obesity, such as rimonabant (Despres, Golay and Sjostrom, 2005; Van Gaal et al.,
2005; Pertwee, 2006). Other selective antagonists of the CB; receptor include, AM251 and AM281,
whose use has also highlighted the potential for inverse agonism at the CB; receptor. AM251 can
induce depression of food intake in rats (McLaughlin et al., 2003; Pertwee, 2005) and AM281 can
increase locomotor activity in mice (Cosenza et al., 2000; Pertwee, 2005). It is likely that some of the
inverse agonist activities of these compounds are due to antagonism of the effects of endocannabinoid

induced activation of CB; receptors.
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1.8 Cannabidiol

CBD was first isolated in the early 1940°s yet its structure was not fully described until the early
1960’s (Mechoulam, Parker and Gallily, 2002). This constituent of the plant Cannabis Sativa is non-
psychotropic and most abundant only after A°~THC and, like A>-THC, CBD is a classical cannabinoid
(Pertwee, 1997, Pertwee, 2006). The structure of CBD is depicted in figure 1.3:

OH

HO

Figure 1.3 The chemical structure of the phytocannabinoid (-)-cannabidiol. Adapted from Pertwee.,
(2007).

Like many other cannabinoids CBD is a chiral molecule, the (-) (3R, 4R) enantiomer occurs naturally
in Cannabis sativa, whilst the (+) (3S, 4S) enantiomer is a synthetic derivative. The chirality of CBD
can affect receptor activity (Hanus et al., 2005; Pertwee, 2004). In [°H]CP55940 displacement
experiments CBD was shown to displace at concentrations in the micromolar range, suggesting low
affinity for the classical cannabinoid receptors (Showalter et al., 1996; Thomas et al., 2004; Pertwee,
2007; Thomas et al., 2007). Indeed, CBD has been shown to antagonise CP55940-induced inhibition
of electrically evoked contractions of vas deferens however, this antagonism occurred at
concentrations below those required for established CB; receptor activity (Pertwee et al., 1995;
Pertwee et al., 2002; Thomas et al., 2004). It was concurrently recognised that CBD’s activity at the
CBy receptor was similar to that observed for the CB; -selective antagonist, SR141716A (rimonabant).
Furthermore, like rimonabant, a CB; inverse agonist/antagonist, CBD exhibits an ability to increase
electrically evoked contractions in mouse vas deferens (Pertwee et al., 1995; Pertwee et al., 2002;
Thomas et al., 2004; Thomas et al., 2007). Therefore, despite brief confusion regarding whether CBD
could indeed act at classical cannabinoid receptors, evidence to date infers that CBD can act as a hon-
competitive antagonist of CB; receptors. What's more it has also been proposed that any inverse
agonist activity exhibited by CBD is CB; receptor-mediated following experiments which showed no
inhibition of [**S]GTPyS binding in untransfected CHO cells membranes compared with hCB;-CHO
cell membranes (Pertwee, 2007; Thomas et al., 2007). With regard to CB, receptors, Thomas et al.,
(2007) identified that in hCB,-CHO cell membranes CBD had a K; of 4.9uM for the displacement of [.
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*H]CP55940, furthermore CBD demonstrated inhibition of [**S]GTPyS binding in these membranes
similar to that of the CB; receptor inverse agonist, SR1445283.

Further putative sites of action for CBD have been identified and include; the post-synaptic oy-
adrenoceptor (at which allosteric modulation by CBD is proposed), a possible site of the dopamine D,
receptor and the AEA membrane transporter, which results in modulation of endocannabinoid uptake
(Bloom, 1984; Bloom and Hillard, 1985; Howlett et al., 2002; Pertwee et al., 2002; Pertwee, 2004).
The activity of CBD at GPR55 has also been investigated and it was identified that although it does
not affect GPR55 GTPyS binding and thus is probably not an agonist, it has the capacity to antagonise
that action of CP55940 in the same assay. CBD was also shown to block the activation of rhoA, racl
and cdc42 in GPR55-expressing HEK293 cells stimulated with AEA or O-1602. Thereby, these data
suggest a role for CBD as an antagonist at GPR55 (Ryberg et al., 2007). Finally, CBD has been shown
to modulate the transcriptional activity of peroxisome proliferator-activated receptor gamma (PPARYy;
O’Sullivan et al., 2006).

CBD is capable of initiating a plethora of actions some of which may confer cardioprotective effects,

for example:

e Inhibition of delayed rectifier K* channels in isolated guinea-pig ventricular myocytes.
Derangement of potassium channel function has been implicated in the pathophysiology of

MiI-reperfusion injury (Carmeliet, 1999; Mamas and Terrar, 1998).

e Further modulation of ion channel function includes that of the cardiac LTCCs, which in the
presence of 0.32 to 3.2uM CBD, have demonstrated reduced Ca* movement (Mamas and
Terrar, 1998). Conversely, another group have demonstrated that CBD facilitated elevations in
[Ca®]; in hippocampal cells in a partly LTCC-dependent manner (Drysdale et al., 2006;
Pertwee et al., 2010). Ca®* overload is noted to play a significant role in the perturbation of
normal electrophysiological properties of cardiac myocytes during MI-reperfusion injury
(Lubbe, Podzuweit and Opie, 1992; Ugdyzhekova et al., 2001).

e Inin vivo models of stroke CBD was shown to reduce infarct volume, which is thought to be
due principally to the ability of CBD to alter inflammatory cell migration. Functional inverse
agonist activity at the CB, receptor is acknowledged to accompany retarded immune cell
migration to sites of inflammation (Chen and Buck, 2000; Hampson et al., 2000; Pertwee,
2004; Pertwee, 2007).
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It has been found that in addition to modulating immune cell function, CBD is capable of
modifying production and/or release of mediators of immune cell function, for example
cyclooxygenase, lipooxygenase and inflammatory cytokines like TNF-a. (White and Tansik,
1980; Furmukong et al., 1991; Watzl, Scuderi and Watson, 1991a; Watzl, Scuderi and
Watson, 1991b; Srivastava, Srivastava and Brouhard, 1998; Costa et al., 2002; Pertwee,
2004). In a viral model of multiple sclerosis, CBD was shown to protect from inflammation by
reducing expression of vascular cell adhesion molecule (VCAM) expression and cytokine pro-
interleukin-1L-1B (IL-1B) (Mecha et al., 2013). VCAM expression is significantly up-
regulated following acute Ml in rats (Grieve et al., 2013). Moreover, II-1p expression also
increases after induction of MI in rats (Sandanger et al., 2013). Thus, the cardioprotective

effects of CBD could be in part attributed to an anti-inflammatory action.

CBD is a potent anti-oxidant, as determined by cyclic voltammetry and through analysis of a
spectrophotometric assay of oxidation in a Fenton reaction. Moreover, CBD has been shown
to offer comparable protection with butylated hydroxytoluene (BHT) in a model of glutamate
neuronal toxicity (Hampson et al., 2000; Booz et al., 2011). Generation of ROS occurs during
MI and it is thought that the accumulation of ROS and opening of the mPTP upon reperfusion
may be key protagonists in reperfusion-induced myocardial injury (Halestrap, Clarke and
Khaliulin, 2007; Santos et al., 2011).

The endogenous autocoid adenosine plays a significant cardioprotective role during both
ischaemia and reperfusion by impeding development of necrosis and moderating endothelial
cell injury, effects mediated by Ay, A, or As receptors (Olafsson et al., 1987; Babbitt, Virmani
and Forman, 1989; Pitarys et al., 1991; Zhao et al., 1993; Jordan et al., 1997). Durst et al.
(2007) postulated that the cardioprotective effect of CBD observed after left anterior
descending (LAD) coronary artery ligation was conferred by the adenosine receptors.
Adenosine accumulates in the ischaemic myocardium and it has been suggested that its
cardioprotective actions are the product of inhibition of neutrophil migration in to the
ischaemic and necrotic zones, inhibition of platelet aggregation and inhibition of ATP-
sensitive K* channels (Cronstein et al., 1983; Cronstein et al., 1989; Engler et al., 1986;
Kitakaze et al., 1991; Gross and Auchampach, 1992; Toombs et al., 1992; Zhao et al., 1993).
CBD has been shown to transactivate adenosine receptors and thus enhance adenosine
signalling which could be cardioprotective (Wainwright and Parratt, 1993; Mecha et al.,
2013).

-31-



e CBD has been established as being a modulator in endocannabinoid signalling. CBD can
inhibit both hydrolysis and uptake of the endocannabinoid, AEA, which has been shown to
induce a triphasic change in cardiovascular parameters (Bisogno et al., 2001; Malinowska,
Kwolek and Gothert, 2001; Ross, 2003).

e CBD has been demonstrated to protect against serum-deprived cell death at submicromolar
concentrations. This action is thought to be brought about by antioxidant-based mechanisms
(Chen and Buck, 2000), which would prove beneficial following the burst of oxygen free
radicals that occurs immediately upon reperfusion (Kloner, Przyklenk, and Whittaker, 1989).

Durst et al. (2007) demonstrated that CBD can reduce infarct size and also ameliorate reduction in left
ventricular function following the induction of experimental occlusion. They noted that the reduction
in infarct size was accompanied by a reduction in inflammatory cell migration to the area at risk.
Furthermore, studies from our laboratory have demonstrated that acute administration of CBD is
significantly anti-arrhythmic when given prior to the induction of coronary occlusion (Walsh et al.,
2010). In a model of diabetic cardiomyopathy in mice, Rajesh et al. (2010) showed that chronic CBD
treatment has the capacity to reduce cardiac dysfunction, fibrosis, ROS formation and NF-KB
activation. Most recently, it was shown that CBD can ameliorate cardiotoxicity induced by
doxorubicin (Fouad et al., 2013). This cardioprotection is thought to be afforded by reducing
inflammatory mediators like TNFa, preventing the reduction of vital components of cardiac
antioxidant reserves like selenium and zinc, and finally by stabilising [Ca®'];. Moreover, CBD has
been shown to be safe during chronic use and it has no detrimental effects on cardiovascular
parameters (Bergamaschi et al., 2011; Martin-Santos et al., 2012; Fouad et al., 2013). Moreover, it can
induce vasorelaxation in pre-constricted human arterial segments (Stanley and O’Sullivan, submitted
for publication, see Stanley et al., 2013). Although there is evidence to suggest a cardioprotective role
for CBD, there remains no firm consensus as to which receptors CBD may confer its effects through.
It may be possible that the cardioprotective effects of CBD may be owed to the antagonism of CB;
receptors and thereby, preferential activation of infarct sparing CB, receptors by upregulated
endocannabinoids (whose synthesis and degradation is modulated such that concentrations are
increased; Hajrasouliha et al., 2008; Kourliouros et al., 2009; Lim et al., 2009; Barana et al., 2010).

1.9  The endocannabinoid system and the cardiovascular system

As discussed earlier in this chapter (sections 1.7.2 and 1.7.3), CB; and CB; receptors are expressed in

healthy myocardium (Weis et al., 2010). Recently, discussion regarding the modulation of the ECS as
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a potential target for the pathologies of the cardiovascular system has increased (Batkai and Pacher,
2009; Montecucco and Di Marzo, 2012; Tuma and Steffens, 2012; Stanley et al., 2012; Pacher and
Kunos, 2013; Pertwee, 2013). Functional ablation of the ECS in healthy animals produces little
functional effect and therefore suggests that the ECS contributes little to normal physiological function
(Pacher, Batkai and Kunos, 2006; Pacher and Mechoulam, 2011; Pacher and Kunos, 2013), moreover,
the ECS produces endocannabinoids in response to pathophysiological stimuli. Initiators of such
synthesis include; oxidative stress and inflammation, conditions apparent during episodes of
tachyarrhythmias. Interestingly, neuronal tissues which contain excess [Ca**]; and are highly
stimulated, are also characterised by upregulated endocannabinoid synthesis, an environment
classically perpetuated during instances of atrial fibrillation (Kourliouros et al., 2009; Barana et al.,
2010). The haemodynamic effects of cannabinoids are less apparent in conscious animals except in
conditions of hypertension (Gardiner et al., 2002; Batkai et al., 2004; Wheal et al., 2007). This would
again suggest that in pathological conditions the ECS may play an important role in cardiovascular
function. Endocannabinoid function with respect to hypotension can have significant implications in
the pathogenesis of some cardiovascular conditions, for example, the AEA generated by macrophages
and the 2-AG generated by platelets in rats suffering from shock can induce hypotension when
administered to healthy rats. Thus, suggesting that the endocannabinoids produced by these cells can
contribute to shock-induced hypotension (Wagner et al., 1999). Given the potential role that
endocannabinoids play in the exacerbation of cardiovascular pathologies it is important to give due
consideration to their investigation of their involvement in such conditions and also the effects on
normal physiological function. Moreover, even in healthy animals, the activation of CB; receptors
induces negative ionotropy (Pacher et al., 2008). Agonism of the CB, receptor by HU-210 has been
shown to reduce the area of necrosis and confers anti-arrhythmic effects following experimentally-
induced ischaemia (Krylatov et al., 2001; Ugdyzhekova et al., 2001; Ugdyzhekova et al., 2002; Durst
et al., 2007). In preclinical studies and in clinical trials, the selective antagonism or inverse agonism of
CB; receptors improved cardiovascular risk factors in obese individuals (Despres, Golay and
Sjostrom, 2005; Van Gaal et al,. 2005; Scheen et al., 2006; Nissen et al., 2008; Rosenstock et al.,
2008; Despres et al., 2009; Hollander et al., 2010; Pacher and Kunos, 2013). Thus, both of the
cannabinoid receptors have been shown to play a role in the modulation of cardiovascular function in

health and disease.

1.10 Statement of aims

It is clear that the diverse pharmacology of CBD may grant some cardioprotective effects, however as
yet the clear mechanisms of these reputed benefits are not established. Thus, the aim of this project is

to further characterise the cardioprotective mechanisms of CBD.
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The specific objectives of this project were to:

(a) Better understand the pharmacology of CBD by investigating the effect of bolus CBD
administration on haemodynamic variables in vivo by pharmacological manipulation of the
CB; and GPR55 receptors;

(b) Investigate and identify the receptors involved in the anti-arrhythmic effects of CBD in acute
MI;

(c) Determine whether the cardioprotective effects of CBD are mediated by modulation of [Ca?'];
at the level of the cardiomyocyte.
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2. General Methods
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2.1 Invivo studies

All in vivo studies were carried out in accordance with the Animal (Scientific Procedures) Act 1986
under personal licence number 60/1116. Animals were maintained to standards set out in the Home
Office Code of Practice for the Housing and Care of Animals used in Scientific Procedures (Part 1,
Section 2). They were housed in a specific pathogen-free facility, in conventional open caging, with a
12 hour light/dark cycle and had access to CRM pelleted diet (SDS diets, Essex, UK) and water ad
libitum. Animals were accommodated in groups not exceeding 4 animals per cage and their
environment enriched with corn cob, paper wool and a play tunnel. The temperature range in which
they were accommodated was 19-22°C and humidity of 55 £+ 10%. Animals were obtained on a daily
basis from the Medical Research Facility (Aberdeen University) and transferred to the short-term
holding facility within the Robert Gordon University. Animals did not undergo any experimental

procedure until a 30 minute acclimatisation period had elapsed.

2.2 Surgical procedure

Animals were anaesthetised via intraperitoneal injection of sodium pentobarbital salt (60mg kg™), with
maintenance of anaesthesia via bolus intravenous injection (3-4mg kg?). The necessity for
administration of maintenance anaesthesia was determined by assessment of the pedal withdrawal
reflex, with return of this reflex indicative of requirement for anaesthetic top-up. The assessment of
the animal’s reflex responses was carried out every 15-30 minutes. The left carotid artery and right
jugular vein were isolated by blunt dissection using forceps and cannulated with portex polythene
tubing (0.58mm ID x 0.96mm OD: Smiths Medical International Ltd., Kent, UK) to permit
measurement of arterial blood pressure and drug administration, respectively. The arterial cannula
contained heparised saline (NaCl; 40U ml™) and the venous cannula, saline (NaCl). A tracheostomy
was also performed to allow artificial respiration on room air (54 strokes min™, volume 1.5ml 100g™)
in order to maintain blood pCO,, pO, and pH within physiological limits (18-24mmHg; 100-
130mmHg and 7.4, respectively; Harvard small animal respiration pump, Harvard Apparatus Ltd,
Kent, UK). Mean arterial blood pressure (MABP) was recorded from the left carotid artery using a
physiological pressure transducer (MLT844 physiological pressure transducer; ADIntruments,

Oxfordshire, UK) and calculated using the following equation:

MABP = Diastolic BP + 1/3 (Systolic BP — Diastolic BP)

Equation 2.1 Equation for the calculation of MABP
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Heart rate (HR) was calculated from a lead | ECG recorded from subcutaneous limb electrodes. Both
MABP and HR data were relayed to the LabChart software (ADInstruments, Oxfordshire, UK) from
the transducer via a bridge amplifier and Animal Bio Amplifier (ADIntruments, Oxfordshire, UK).
Body temperature was monitored by a digital rectal thermometer and maintained at 37-38°C by way of
a Vetcare heat pad (Harvard Apparatus Ltd, Kent, UK).

2.2.1 Surgical procedure for experimental coronary artery occlusion

Following completion of the basic surgery described in section 2.1, animals were prepared for in vivo
experimental coronary artery occlusion (CAQ), as previously described by Clark et al. (1980). In brief,
the thorax was opened by performing a left thoracotomy between the third and fourth intercostal
spaces, 2mm from the border of the sternum. The incision was then extended by cutting the third and
fourth ribs, before the pericardium was removed by way of passing blunt dissection forceps carefully
around the borders of the heart. The heart was then gently excised from the pericardium and
externalised from the chest cavity, by application of gentle pressure to the right side of the chest and
pushing the left side of the chest under the heart by means of forceps. A reverse cutting needle
attached to silk suture (6/0, 11mm, 3/8c reverse cutting needle, Ethicon, Edinburgh, UK) was then
passed around the left coronary artery, 3-4mm distally from its egress from the aorta, at the point distal
to its emergence from the left atrial appendage. Subsequent to occlusion of the ligature, the heart was
replaced in the chest cavity and the animal was allowed 25 minutes to stabilise before commencement
of the experimental protocol. Ischaemia was induced by placing the suture ends in a round-ended
plastic stopper, pulled firm so that the stopper made contact with the surface of the myocardium and
secured in place using an augmented pipette tip, leading to occlusion of the coronary artery (Figure
3.1). Regional ischaemia was induced for 30 minutes; successful ligation of the coronary artery was
confirmed by an increase in amplitude of the ECG, specifically the QRS complex, coupled with a fall
in MABP. Any animal that experienced dysrhythmia or a MABP of less than 70 mmHg during the
stabilisation period was excluded from further study. Cardiovascular variables were monitored
throughout the protocol. Following completion of the experimental protocol, animals were terminated

by anaesthetic overdose of sodium pentobarbital salt.
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2.2.2 Analysis of haemodynamic responses

Haemodynamic responses to both occlusion and bolus drug administration were recorded using
LabChart software, the data being relayed to this by way of a pressure transducer connected to an
arterial cannula. To fully quantify both the magnitude and duration of the blood pressure changes, area
under the curve analysis was performed on the 120 seconds pre- and 300 seconds post-bolus drug

administration.

2.2.3 Analysis of ventricular arrhythmias

Ventricular arrhythmias were analysed according to the Lambeth Conventions (I1): guidelines for the
study of animal and human ventricular and supraventricular arrhythmias (Walker et al., 2013). A
ventricular arrhythmia was defined as being a ventricular premature beat (VPB) which appears as an
isolated premature QRS complex devoid of the accompanying P wave. A salvo referred to two
(couplet) or three (triplet) consecutive VPB’s. A succession of four or more VPB’s, was defined as
VT. The presence of VT was also associated with a slight fall in MABP (the BP trace remained
pulsatile) and a HR which exceeded 500 beats min™. The occurrence of VF was defined as a lack of
definable QRS complexes which tended to be associated with a precipitous fall in MABP to 0 mmHg.
Arrhythmias were quantified as single VPB’s, salvos, VT, total VPB’s and total percentage incidence
of both reversible and irreversible VF (r.VF and ir.\VF, respectively). The distribution of arrhythmias
occurring over the entire ischaemic period was also quantified. The incidence of arrhythmias that

occurred over the entire ischaemic period was recorded.

2.3 Histological staining

2.3.1 Tissue processing

Following removal from the animal, whole heart tissues were fixed in ready-to-use 10% formalin
(Shandon Formal Fixx) for 1-2 days, after which the hearts were sliced from base to apex in 2-3 mm
slices and stored in phosphate buffered saline (PBS) at room temperature. Heart tissue samples were
processed in cassettes through a sequence of graded alcohols, histosolve and paraffin wax using an

autoprocessor (Citadel 1000, Thermo Shandon, Cheshire, UK) which employed the following steps:
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Tissue processing protocol

1 Absolute alcohol (100%) 2 hours
2 Absolute alcohol (100%) 2 hours
3 Absolute alcohol/Histosolve (50:50) 1 hour
4 Histosolve (100%) 1 hour
5 Paraffin wax 2 hours
6 Paraffin wax 2 hours

Table 2.1 Tissue processing protocol employed for processing of tissue samples

Upon completion of tissue processing, heart tissues were embedded in paraffin wax using a tissue
embedding centre (Histocentre 2, Thermo Shandon, Cheshire, UK). 4-5 um sections were cut from
blocks using a microtome (Finesse 325, Thermo Shandon, Cheshire, UK). Sections were floated out in
a tissue floatation bath at 40°C. These sections were then mounted on superfrost glass slides (for
standard histology; Thermo Scientific, Leicestershire, UK) or polysine adhesion slides (for
immunohistochemistry; Thermo Scientific, Leicestershire, UK). Drying was completed in a section
dryer at 70°C for 2-3 hours. Sections were mounted on slides at least 24 hours prior to commencement

of histological analysis.

2.3.2 Immunohistochemical staining for GPR55

Detection of the presence and locality of GPR55 staining by immunohistochemistry (IHC) in
myocardial tissue sections was completed by colleagues at AstraZeneca in Molndal, Sweden.

In brief, sections were cut (3-4 um) from wax-embedded myocardial blocks, prepared as detailed in
section 2.3.1, before being mounted on SuperFrost Ultra Plus adhesion slides (Thermo Scientific,
Germany). Drying was completed at 60°C for 30-60 minutes. The IHC protocol described in the
subsequent paragraph was completed in the automated IntelliPATH Flex Immunostainer (Biocare
Medical, Concord, USA). Antigen unmasking was completed with the aid of a pressure cooker and
DIVA decloaker and was completed in 5 minutes, followed washing with TBS automation wash
buffer (TBS buffer). Non-specific antigen binding by the primary antibody was prevented using
Peroxidazed 1, which quenched endogenous peroxidise activity, for 5 minutes, followed by the
universal blocking reagent, Background Sniper, for 10 minutes. Each of these steps was succeeded by
a wash in tris buffered saline (TBS) buffer solution. Following completion of the blocking steps, the

slides were subject to incubation with the primary rabbit polyclonal antibodies directed to GPR55 (LS-
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Al162 and LS-A6817) for 1 hour. Once incubation with the primary antibody was complete, slides
were washed in TBS buffer before continuing with primary antibody detection using the MACH 3 pre-
prepared, biotin-free, micro-polymer detection Kit; the first step using a horseradish peroxidise (HRP)
probe lasted 10 minutes, with subsequent incubation with a HRP polymer for 10 minutes, each
incubation with the detection kit called for TBS buffer washes to be completed twice. The chromogen
used was Betazoid DAB chromogen kit and incubation with this agent persisted for 5 minutes,
followed by rinsing in distilled water. Counterstaining was completed by addition of Tachas
haematoxylin for 5 minutes. Following counterstaining, sections were dehydrated and cleared as
described in

Table 2.2, before being permanently mounted in Mountex Mounting Medium and viewed at between
x5 and x40 magnification. In these studies, positive controls were employed and in this instance,
pancreatic tissue samples used. The negative control involved substituition of the MACH detection
system with buffer. This aided in identifying any non-specific secondary antibody binding to tissue

samples.

Dehydration and clearing protocol for GPR55 IHC

1 80% Alcohol 2 min
2 95% Alcohol 2 min
3 99.5% Alcohol 2 min
4 99.5% Alcohol 2 min
5 Xylene 5 min
6 Xylene 5 min

Table 2.2 Dehydration and clearing protocol employed by AstraZeneca in IHC for GPR55

2.4  Cardiomyocyte isolation

2.4.1 Preparation of cell extracts from adult rat ventricles

Those animals from which tissues were to be harvested for either histological analysis or isolation of
cardiomyocytes, were euthananised under Schedule 1 by CO, asphyxiation, followed by cervical
dislocation. The hearts were rapidly excised and the aorta cannulated before being mounted on the
self-contained Langendorff apparatus (ML176 V; ADInstruments, Oxford, UK). The method used for

enzymatic dispersion was an adaptation of a method described by Bates and Gurney, (1999). In brief,
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retrograde perfusion at 37°C and a rate of 12ml min™ was initiated with a nominally Ca**-free buffer
solution (
Table 2.3).

Nominally Caz+-free buffer

NaCl 120mM
KCI 5.4mM
MgSO, 5mM
Na-Pyruvate sSmM
Glucose 20mM
Taurine 20mM
HEPES 10mM
Distilled water 1000ml
pH 6.96

Table 2.3 Composition of nominally Ca®*-free buffer solution for cardiomyocyte isolation

This ensured that any residual blood was washed from the coronary vasculature, allowing the
subsequent, enzyme-containing solutions, to fully perfuse the tissues via the coronary circulation.
After 6 minutes, the buffer solution was changed to nominally Ca?-free buffer solution containing
proteinase (4u ml™; Type XXIV), for 3 minutes, followed by perfusion with a nominally Ca**-free
buffer solution containing collagenase (0.3mg ml™; Type Il from Clostridium histolyticum) and
hyaluronidase (0.6mg ml™; Type I-S) for 11 minutes. The hearts were then removed from the
Langendorff apparatus, the atria removed and discarded and the ventricles incubated twice in
collagenase (0.3mg ml™; Type I1) at 37°C for 10 minutes. The tissue was then washed in Krebs-
Henseleit buffer solution to prevent continued digestion and finely minced with a scalpel and stored at
37°C in Krebs-Henseleit buffer solution until required for loading with fluorescent dye (

Table 2.4). All buffer solutions used in the preparation of cell extracts were oxygenated with 95%
0,/5% CO,.

-42 -



Krebs-Henseleit buffer solution

NaCl 120mM
KCI 2.5mM
MgCl, 2.5mM
NaH,PO, 0.5mM
KH,PO, 0.5mM
NaHCO; 15mM
CaCl, imM
Glucose 10mM
HEPES SmM
Distilled water 1000ml
pH 7.4

Table 2.4 Krebs buffer solution for cardiomyocyte isolation

2.4.2 Detection of intracellular Ca*"in isolated ventricular myocytes

Intracellular Ca®* was detected by observing changes in fluorescence intensity in cells loaded with the
Ca*"-sensitive, cell-permeant, non-fluorescent acetoxymethyl (AM) ester of fluo-4. Once inside the
cell, non-specific esterases cleave the lipophilic groups, which aid passage into the cell, yielding the
green fluorescent, Ca" indicator, fluo-4. A small sample of minced ventricular tissue was placed in a
1.5ml micro-centrifuge tube containing 1ml of Krebs-Henseleit buffer solution and subjected to gentle
mechanical separation by trituration with a glass-fired pipette. The cell extracts were then incubated
with fluo-4 AM (5uM) for 30 minutes at room temperature (20 £ 3 °C). The fluorescence-labelled cell
suspension (100ul) was then pipetted onto a cell perfusion chamber (capacity ~1ml) and mounted on
the stage of a Leica DMI 4000B (Leica Microsystems, Milton Keynes, UK), before being washed with
1ml of Krebs buffer. Cells were first brought into focus using phase light and since fluo-4 exhibits a
spectral wavelength of excitation maxima of 494nm and emission maxima of 516 nm when Ca** is

bound, cells were illuminated using the red-green-blue (RGB) filter. Dye loading between different
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cell isolates showed slight variability, as such, conditions for optimal image capture (aperture size,
exposure etc) were set at the beginning of each experiment and maintained for the duration. Digital
adjustment of the fluoresced cells was made on each isolate to ensure the ideal digital output.

2.5 Statistical analysis

All results are presented as mean £ SEM, unless otherwise stated. N indicates the number of animals
used and n indicates the number of cells, each is detailed in the methods section of each chapter.
Statistical significance (P<0.05) was determined by T-tests, ANOVA and Fisher’s exact test as

appropriate and the details are provide in the relevant methods section of each chapter.

2.6 Materials

For a detailed list of suppliers and preparation methods for each chemical, refer to appendix I.

All of the agents used in the in vivo studies were sourced from Sigma-Aldrich (Gillingham, UK), with
the exception of heparin from Leo Laboratories (Buckinghamshire, UK) and finally, Immu-mount

from Anatomical Pathology International (Cheshire, UK).

All chemicals for the completion of histological and immunohistochemical analyses were purchased
from Biocare Medical (Concord, USA), with the exception of; PBS, TTC and Haematoxylin, Gill no.3
from Sigma-Aldrich (Gillingham, UK), normal horse blocking serum, IMmPRESS reagent, rabbit 1gG,
VectaMount and Vector VIP from Vector Laboratories (Burlingame, USA), Formal Fixx and toluidine
blue from Thermo Fisher Scientific (Leicestershire, UK), CB; receptor primary antibody and AKT1
primary antibody from Abcam (Cambridge, UK), DIVA Decloaker and pertex mounting medium from
HistoLab products (Gothernburg, Sweden), and finally, GPR55 primary antibody from MBL

International Corporation (Massachusetts, USA).

All of the agents used in the isolation and study of cardiomyocytes were from Sigma-Aldrich
(Gillingham, UK), with the exception of fluo-4 AM which was sourced from Molecular Probes
Invitrogen (Paisley, UK).

All salts used in the preparation of buffer solutions were obtained from Sigma-Aldrich (Gillingham,
UK), with the exception of NaCl and MgCl, from Fisher Scientific (Loughborough, UK), tri-sodium
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citrate and glucose from Fisons (Loughborough, UK), trypsin from Invitrogen (Paisley, UK),
NaHCOs;, Na-pyruvate and KOH from BDH Chemicals (Poole, UK).
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3. Characterisation of the
anaesthetised rat model of

myocardial ischaemia
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3.1 Introduction

The induction of experimental MI was first reported in 1862 (Bezold and Boyemann, 1862) and since
then advances in the technique, be it in vivo or ex vivo, have produced highly reproducible models.
Many of these models are regarded as being realistic representatives of clinical MI and have been
routinely used to investigate novel cardioprotective agents (Johnston, MacLeod and Walker, 1983; as
reviewed by Mitsos et al., 2009). The parameters commonly quantified in the rat model of acute Ml
include changes in heart rate and blood pressure, size of infarcted tissue and finally, the incidence and

development of ischaemia-induced ventricular ectopic activity.

As discussed in Chapter 1, the distribution of arrhythmias over a 30 minute period of ischaemia in
animal models is acknowledged to be bimodal and, although in close temporal association, both are
defined by distinct phases (Clark et al., 1980). Those arrhythmias which occur in the first 10 minutes
after ligation of a coronary artery are termed phase la (or immediate ventricular arrhythmias)
arrhythmias. During phase la the subepicardial zones in the ischaemic myocardium have been
demonstrated to exhibit significant diastolic bridging, indicated by fractionated ECGs and likely due to
non-homogenous conduction, which indicates a re-entry-based mechanism of induction (Scherlag et
al., 1970; Boineau and Cox, 1973; Waldo and Kaiser, 1973; El Sherif, Scherlag and Lazzara, 1975;
Kaplinsky et al., 1979; Russell et al., 1984; Carmeliet, 1999). In contrast, the arrhythmias that
characterise phase Ib (delayed ventricular arrhythmias) are devoid of the slowed conduction within
epicardial tissues and the heterogeneity that typifies phase la (Kaplinsky et al., 1979; Russell et al.,
1984; Carmeliet, 1999). Phase Ib arrhythmias emerge between 12 and 30 minutes after cessation of
local regional circulation, a time when action potentials are recovering but when ischaemic tissues
experience significantly higher plasma levels of catecholamines. This phenomenon is induced by
transmembrane efflux of catecholamines via the reversal of carrier-mediated transport (Schomig et al.,
1984; Carlsson, Abrahamsson, and Almgren, 1985; Schomig et al., 1987; Schomig et al., 1988;
Schomig et al., 1991).

3.2 Aim

The aim of the experiments described herein was to perform a series of control experiments using the
anaesthetised rat CAO model, in order to characterise the effect of acute ischaemia on haemodynamics
and the development of ventricular ectopic activity. This data was then used to identify the most

important variables for subsequent drug intervention experiments detailed in Chapter 5.
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3.3 Methods

3.3.1 Surgical procedure for experimental coronary artery occlusion

Male Sprague Dawley rats (250-450g; n=11) were prepared for surgery and experimental coronary
artery occlusion as described in sections 2.2 and 2.2.1.

3.3.2 Assessment of haemodynamic parameters and occurrence of

ventricular premature beats (VPBs)

Haemodynamic parameters and occurrence of VVPBs were monitored throughout each experimental

protocol, as described in sections 2.2.2 and 2.2.3.

3.3.3 Exclusion Criteria

Any animal that displayed a starting MABP of less than 70mmHg or those animals in which
spontaneous arrhythmias developed in the stabilisation period were discounted from analysis.
Furthermore, any animal which experienced irreversible VF were excluded from arrhythmia

quantification.

3.3.4 Experimental Protocol

Figure 3.1 illustrates the experimental protocol used in this study. All control animals were allowed a
25 minute stabilisation period, which followed the completion of surgery but was before induction of
coronary artery occlusion and was achieved by compressing the occlusion device against the surface
of the myocardium (Figure 2.1). Coronary occlusion was maintained for 30 minutes, at which point
the animals were euthanised by anaesthetic overdose. The exclusion criteria used in this study are
defined in 3.3.3.

3.3.5 Statistical analyses

For the haemodynamic data, a one way ANOVA with Dunnett’s post hoc test was used to compare

pre- and post-ligation MABP and HR to determine the effect of ligation of the LAD coronary artery.
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Figure 3.1 Experimental protocol for the characterisation of the haemodynamic and electrocardiographic

response to CAO in anaesthetised rats.
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3.4 Results

16 animals underwent the surgical procedure for experimental coronary occlusion. Of these, 5 died
prior to or during the stabilisation period either as a result of excessive post-surgery bleeding or
premature arrhythmias and were considered technical exclusions. Of the remaining 11 animals, 3
succumbed to post-ligation, ischaemia-induced, irreversible VF and were identified as arrhythmia-
associated mortalities. The remaining 8 animals survived the entire period of coronary occlusion and

the resultant ischaemia-induced ventricular arrhythmias were analysed.

3.4.1 Haemodynamic and electrocardiographic responses to coronary

artery occlusion

The ligation of the coronary artery resulted in an instantaneous reduction in MABP with an
accompanying increase in the amplitude of QRS complexes as evidenced by changes in R-wave height
and ST segment elevation. Examples of these changes in haemodynamics are shown in Figure 3.2 and
Figure 3.3. Induction of coronary artery occlusion resulted in a fall in MABP of approximately 55%,
from 143 £ 8 mmHg (at the end of stabilisation) to 64 + 12 mmHg (1 minute post-occlusion;
P<0.0001; Figure 3.4). Blood pressure showed only a partial recovery to pre-ligation values during the
occlusion period. In contrast, coronary occlusion had little effect on HR (442 + 19 at the end of

stabilisation vs. 427 = 16 BPM at 1 minute post-occlusion; Figure 3.5).
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Figure 3.2 Baseline MABP and ECG trace. A typical example of a trace of arterial blood pressure (top

panel) and ECG (bottom panel) in an anaesthetised rat.
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Figure 3.3 Ischaemia-induced changes in MABP and ECG. A typical trace example of changes in MABP

and ECG observed on ligation of the coronary artery in an anaesthetised rat (indicated by the dashed

line). There is a fall in MABP and an increase in the amplitude of the R wave of the ECG immediately
upon CAO.
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Figure 3.4 The impact of CAO on MABP. MABP was recorded throughout the surgical protocol . Data is

expressed at mean + SEM (n=8).
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Figure 3.5 The impact of CAO on HR. HR was recorded throughout the surgical protocol. Data is

expressed at mean + SEM (n=8).
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3.4.2 Characterisation of ischaemia-induced ventricular arrhythmias

Ligation of the coronary artery resulted in the development of ectopic activity within 3 minutes of
occlusion. VPBs were defined as isolated, premature QRS complexes, devoid of an associated P wave
and classified according to the Lambeth Conventions (Walker et al., 2013). Activity was categorised
into single VPBs (Figure 3.6), salvos (couplets and triplets; Figure 3.7), VT (Figure 3.8) and VF
(Figure 3.9).

3.4.3 Quantification of ischaemia-induced arrhythmias and VF incidence

Ventricular ectopic activity during a 30 minute period of ischaemia was composed of the VPBs
defined above. However, the vast proportion of this activity occurred in the form of VT (Figure 3.10).
Of those animals that underwent ligation of the coronary artery, 63% experienced reversible VF, and
27% died from irreversible VF. All of those animals in which irreversible VF was observed had
experienced a preceding reversible VF event. Total incidence of VF for this group was 73% (Figure
3.11). The majority of ventricular ectopic activity occurred in the 7-20 minute post-occlusion period,
with peak ectopic activity occurring 9 minutes post-ligation (242 + 69 VPBs; Figure 3.12).
Furthermore, the majority of arrhythmias presenting as single VPBs and salvos occurred during the
Phase la period of (0-10 minutes post-occlusion) ischaemia-induced ventricular arrhythmias (979 vs.

788 VPBs; Phase la vs. Phase Ib, respectively).
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Figure 3.9 Ventricular fibrillation (VF). A typical trace showing VF, as indicated by the arrows, with the

associated fall in MABP. VF is preceeded by a short period of VT, as indicated by the grey arrow.
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Figure 3.10 Quantification of ischaemia-induced ventricular arrhythmias. The total numbers and types of
ventricular ectopic activity during 30 minutes of ischaemia, following ligation of the coronary artery. Data

is expressed as mean £ SEM (n=8).
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Figure 3.11 Incidence of reversible VF (r.VF) and irreversible VF (ir.VF). The % incidence of r.VF and
mortality post-ligation of the LAD coronary artery. Data is expressed as % of n (n=11).
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Figure 3.12 Time distribution of ischaemia-induced ventricular arrhythmias. The number of VPBs

observed over 30 minutes of ischaemia. Data is expressed as mean + SEM (n=8).
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3.5 Discussion

3.5.1 Animal models of myocardial ischaemia

Animal models that mimic MI can help identify the mechanistic effect of CAO, and may assist in the
development of novel cardioprotective agents. The predominant models used to investigate MI and
reperfusion, are the in vivo coronary artery occlusion model and the Langendorff isolated perfused

heart model primarily in small rodents, although many more are in existence (Abarbenell et al., 2010).

The in vivo coronary artery occlusion rat model, as employed in this study, has significant advantages
over in vitro models in that it allows for the systemic responses to the trauma of ischaemia and
reperfusion to be quantified. For example, use of an in vivo model allows the sampling of circulating
blood for the analysis of platelet aggregability or the quantification of inflammatory cell infiltration
(Verdouw et al., 1998; Black, 2000; Vidavalur et al., 2008; Abarbanell et al., 2010), in addition to
quantification of the occurrence of ischaemia and reperfusion-induced ventricular arrhythmias. In
these present studies the rat was employed for two reasons; firstly because a previous study in our
laboratory investigating the potential anti-arrhythmic effects of CBD was performed in rats (Walsh et
al., 2010), thus allowing direct comparison with the intervention studies in this thesis; second, the rat
represents a consistently reliable model of ischaemia-induced arrhythmias because of the inherent
absence of extensive coronary collaterals, thereby ensuring severe ischaemia in the myocardium
downstream of the ligation site (Johns and Olson, 1954). The ex vivo Langendorff isolated heart
model, the antecedent of which was developed in 1866 (as reviewed by Skrzypiec-Spring et al., 2007;
Zimmer, 1998), relies upon retrograde perfusion of the heart with physiological solution (e.g. Krebs
Henseleit buffer) through an aortic cannula. Pressure transduction by way of the intraventricular
balloon allows for quantification of pressure related-parameters; left ventricular developed pressure,
end diastolic pressure, contraction rate and relaxation rate. In this model either global or regional
ischaemia can be induced in a system devoid of systemic influences (Abarbenell et al., 2010). With
respect to this study, the in vivo coronary artery occlusion model was utilised, because it was
important to maintain influences of the systemic circulation and central and autonomic nervous
systems because cannabinoids receptors are present at these sites in addition to on cardiomyocytes
themselves and we were not sure where the cardioprotection afforded by CBD was a local or more

systemic effect in the outset.
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3.5.2 Study findings

As part of this study it was necessary to first characterise the response to coronary artery occlusion in
the anaesthetised rat since the severity of arrhythmias can vary from operator to operator. Ligation of
the left anterior descending coronary artery resulted in a significant fall in MABP (55%) when
compared with the MABP of the stabilisation period. The same effect was not observed with respect to
HR. With respect to MABP, these data are consistent with previously published studies e.g. Clark et
al. (1980) who, during development of this model of coronary artery ligation, observed a significant
fall in MABP, with negligible effects observed on pre- vs. post-ligation HR. This is further
substantiated by other published data (Johnston et al., 1983), and these data are consistent with results
from other studies performed in this laboratory (Walsh et al., 2009; Walsh et al., 2010). The
mechanism of the fall in MABP upon ligation of a coronary artery is most likely due to a decrease in

stroke volume due to a decreased force of contraction induced by the ion perturbations.

Arrhythmias occurring following ligation of the coronary artery were quantified by type and a vast
proportion of the arrhythmias observed in the 30 minute occlusion period occurred in the form of VT.
These data are in concordance with existing literature (Johnston et al., 1983; Crockett et al., 2000;
Canyon and Dobson, 2004; Kloner et al., 2011). The mechanism of genesis of VT is postulated to be
reentry. Within 15 to 30 seconds following induction of ischaemia, electrophysiological perturbations
begin to manifest. Observable ECG changes at this time include depression of the TQ segment and
elevation of the ST segment. The events hypothesised to engender these perturbations are of a
metabolic and ionic origin, for example; extracellular accumulation of K*, intracellular proton
accumulation, intracellular Ca®* overload, fatty acid accumulation and augmented circulating
catecholamine concentrations (Corr and Sobel, 1979; Hirche et al., 1980; Janse and Kleber, 1981;
Nayler, 1981; Kanayama et al., 1982; Sugiyama et al., 1982; Weiss and Shine, 1982; Kodama et al.,
1984; Fozzard and Makielski, 1985; Reimer and Ideker, 1987).

Ligation of the coronary artery also induced VF, the total incidence of which was 73%. This is
corroborated by the study by Canyon and Dobson (2004), which presented an incidence of 75% VF in
the control group, although this group observed an incidence of irreversible VF of 58% whereas in this
present study the incidence of irreversible VF was recorded as 27%. Mortality from VF is, however,
variable across studies and has been reported to range between 5 and 46% (Crockett et al., 2000;
Johnston et al., 1983; Philp et al., 2006). Mortality as a result of irreversible VF has previously been
identified as being correlated with HR, in as much as HR was higher in those animals that experienced
irreversible VF compared with those that did not (Bolli, Fisher and Entman, 1986). No such

correlation was observed in our study (455 vs. 492 BPM,; rats with irreversible VF vs. those without).
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This correlation, in terms of HR and VF incidence, is clearer in dogs than in rats (Johnston et al.,
1983; Bolli et al., 1986). The incidence of reversible VVF (rat hearts can spontaneously revert to sinus
rhythm) observed in this study was 63%, which is slightly greater than observed in comparable
studies, where reversible VF incidence was found to be between 42% and 55% (Johnston et al., 1983;
Crockett et al., 2000; Philp et al., 2006). Variability in the incidence of reversible VF may be due, in
part, to operator dependent differences in placement of the ligature, since a ligature placed higher will
increase the area at risk and concurrently the incidence of VVF. In this study, death due to surgery, be it
excessive post-surgery bleeding or premature coronary occlusion induced by trauma during ligature
placement, was greater (31%) compared with a similar experimental procedure employed by Johns

and Olson (1954), in which they observed an incidence of operative deaths of 21%.

Induction of experimental MI resulted in the onset of a relatively intense period of ventricular ectopic
activity, which typically occurred around 5 minutes after cessation of regional coronary circulation,
which is consistent with previous studies (Philp et al., 2006). A small burst of ectopic activity was also
observed within the first minute of ligation; however, it is more likely that this arrhythmic activity is
induced by the mechanical ligation process, as opposed to early onset of ischaemia-induced
arrhythmias. Peak ectopic activity was observed between 7 and 20 minutes post-ligation. Indeed, these
results are similar to that observed in comparative studies. In the anaesthetised rat model established
by Clark et al. (1980), onset of ventricular ectopic activity was observed from 5 minutes after
induction of ischaemia. Furthermore, peak arrhythmias in the study were observed to occur between 4
and 18 minutes after ligation. The slightly later onset of peak activity observed in the present study
when compared with the Clark et al., (1980) study may purely be a result of operator dependent
differences in technique. As with previous studies (Clark et al., 1980; Johnston et al., 1983),
ventricular ectopic activity was evident in both phase la and phase Ib, the former having an
electrophysiological mode of onset and the latter, brought on by a flux in circulating catecholamine
concentrations (Kaplinsky et al., 1979; Janse and Kleber, 1981; Russell et al., 1984).

There are two distinct phases of ventricular arrhythmia following acute ischaemia and each phase,
although temporally related, is distinct in aetiology. These phases, termed phases la and Ib are
separated by a period free of VPBs (Harris, 1948). This period of quiescent ectopic activity was not
observed in this study, with arrhythmias being recorded during both phases. This may be in part due to
the distribution of arrhythmias into distinct phases being more evident in the dog, than rat (Kaplinsky
et al., 1979; Russell et al., 1984; Janse et al., 1999).

In summary, these preliminary experiments have shown that in response to ligation of the left anterior
descending coronary artery in anaesthetised rats, there is an immediate fall in MABP and the onset of

ventricular ectopic activity within minutes post-occlusion, the severity/magnitude of both being
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similar to those reported previously in the literature. Moreover, this same model has been shown to be
sensitive to arrhythmia suppression by cannabinoid agents. Thus, it was confirmed that the model was
a suitable method for subsequent experiments assessing the effect of cannabinoid drug interventions
on ventricular arrhythmias.
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pharmacology of CBD in

VIVO
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4.1 Introduction

4.1.1 The complex haemodynamic responses to cannabinoids

In addition to the well-documented psychotropic effects of cannabinoids, they can also cause complex
changes in blood pressure (BP) which are dependent on; species, cannabinoid and type of anaesthesia
(Malinowska, Baranowska-Kuczko and Schlicker, 2011). What is more, the endogenous cannabinoids,
AEA and 2-AG, and the cannabinoid receptors (CB, and CB,) have been identified as potential
mediators of the pathogenesis of several cardiovascular conditions, namely, hypertension and
atherosclerosis and myocardial infarction (Batkai and Pacher, 2009; Malinowska, Baranowska-
Kuczko and Schlicker, 2011). Given the BP changes induced by cannabinoids and the potential role
endocannabinoids play in cardiovascular disease, the ECS has become a source of interest with respect

to treating pathologies of the cardiovascular system.

In anaesthetised rats, the endocannabinoid AEA, when administered by 1.V. bolus injection, causes
triphasic changes in cardiovascular parameters (Malinowska, Baranowska-Kuczko and Schlicker,
2011). Specifically, transitory bradycardia and associated hypotension with a successive pressor
response and finally, a protracted depression of BP (Jarisch and Richter, 1939; Szolcsanyi et al., 1991;
Varga et al., 1995; Lake et al., 1997; Malinowska, Kwolek and Gothert, 2001; Hogestatt and
Zygmunt, 2002; Wheal et al., 2007).

The triphasic changes in cardiovascular parameters have been shown to be mediated by different
receptors. Phase | is defined by a pronounced but transient bradycardia and fall in BP (also known as
the Bezold Jarisch reflex; Lupinski et al., 2011), which is coupled with a fall in cardiac contractility
and an increase in TPR. This phase was shown to be absent in TRPV1" mice (Pacher et al., 2004), can
be blocked by a selective TRPV1 receptor antagonist and induced by a TRPV1 agonist (Malinowska
et al., 2001; Pacher et al., 2004), suggesting that this phase was induced by activation of the vanilloid
TRPV1 receptor (Malinowska, Baranowska-Kuczko and Schlicker, 2011).

Phase Il of the triphasic changes induced by bolus AEA administration consists of a brief pressor
response which is not a causal effect of the preceding hypotension of phase | (Varga et al., 1995;
Kwolek et al., 2005), but more likely partially due to activation of TRPV1 receptors as it was again
shown to be absent in TRPV1” mice. Additional receptors have also been implicated in the mediation
of phase Il, including the L-type Ca** channel (Kwolek et al., 2005; Malinowska, Baranowska-Kuczko
and Schlicker, 2011).
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It has been shown that the main mechanism responsible for the prolonged hypotension which
characterises phase Il is activation of the CB; receptor, as there was attenuation of the hypotension in
CB,” mice (Jarai et al., 1999; Ledent et al., 1999) and following the administration of either
rimonabant or AM251 (Varga et al., 1995; Varga et al., 1996; Vidrio et al., 1996; Lake et al., 1997;
Malinowska et al., 2001; Kwolek et al., 2005; Zakrzeska et al., 2010; Malinowska, Baranowska-
Kuczko and Schlicker, 2012). It is thought that the CB; receptors that mediate the phase IlI
hypotension in response to AEA are presynaptic CB; receptors located within the sympathetic nervous
system (Varga et al., 1996; Szabo et al., 2001). However, it has also been suggested that postsynaptic
CB; receptors located in the myocardium induce a negative ionotropic response which may also, in
part, mediate phase 11l (Bonz et al., 2003; Pacher et al., 2004; Batkai and Pacher, 2009; Malinowska,
Baranowska-Kuczko and Schlicker, 2012).

Marked differences exist in the haemodynamic responses to cannabinoids observed in rodents
depending on whether they are conscious or anaesthetised. This is mostly due to the prevailing
inhibitory effects of anaesthesia on numerous phases of the haemodynamic response (Malinowska,
Baranowska-Kuczko and Schlicker, 2012). In conscious rodents, there is a brief pressor response to
AEA, with additional bradycardia and hypotension at high doses (Lake et al., 1997; Gardiner e al.,
2001; Gardiner et al., 2002; Gardiner et al., 2009; O’Sullivan et al., 2007), while the protracted
hypotension of phase Ill is absent in conscious rodents (Malinowska, Baranowska-Kuczko and
Schlicker, 2012). There are also significant regional differences in the haemodynamic responses to
AEA. In rat isolated mesenteric and hepatic arteries, AEA induced vasodilatation (Zygmunt et al.,
1999), while in conscious rats, AEA produced transient vasoconstriction of renal, mesenteric and

hindquarter vascular beds (Gardiner et al., 2002).

4.1.2 Non-vanilloid, non-CB; receptor-mediated haemodynamic responses

Some cannabinoid ligands have been shown to modulate blood vessel function through sites
independent of CB; or vanilloid receptors (Jarai et al., 1999; Wagner et al., 1999; Ho and Hiley, 2003;
Ho and Hiley, 2004; Johns et al., 2007; Unpublished findings Wainwright et al.).

Abn-CBD, a synthetic analogue of the CBD, induces hypotension in vivo and relaxation of isolated
blood vessels from mice devoid of the CB; and CB, receptors implying an action at a vascular site
other than the ‘classical’ cannabinoid receptors (Jarai et al., 1999; Ho and Hiley, 2004). Although this
vasorelaxation is sensitive to SR141716A, it is not sensitive to other potent CB; selective antagonists
such as HU-210, suggesting that this vascular site is potentially a third cannabinoid receptor (Jarai et

al., 1999). The recently de-orphanised GPCR GPR55 was initially purported to be the novel
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cannabinoid receptor responsible for the vasoactive effects of abn-CBD (Hiley and Kaup, 2007;
Ryberg et al., 2007) since the GPR55 agonist, O-1602, causes vasorelaxation through an endothelium-
dependent and SR-141716A sensitive mechanism (Jarai et al., 1999). Furthermore, although the
GPR55 antagonist CBD does not induce hypotension itself (Adams et al., 1977), it does inhibit the
vasorelaxation induced by abn-CBD (Jarai et al., 1999). However, Johns et al. (2007) cast doubt on
the likelihood of GPR55 as the novel cannabinoid receptor having shown that 1.V. administration of
abn-CBD in GPR55™ mice resulted in a rapid hypotension akin to that in WT, controls. Furthermore,
vasorelaxant responses to both abn-CBD and O-1602 were of similar magnitude in mesenteric arteries
taken from GPR55” and WT control mice. That being said, recent data from our laboratory has shown
GPR55 receptor activation in WT mice can induce a vasodepressor response which is absent in
GPR55™ mice (unpublished findings Wainwright et al). Moreover, CBD induces vasodilator
responses in isolated mesenteric arteries (Ho and Hiley, 2004), although it has no apparent

hypotensive effect in vivo (Adams et al., 1977; Jarai et al., 1999)

42  Aim

Much of the contention around whether or not GPR55 mediates vasodepressor responses appears to
arise from the nature of the ligands used, as it is now becoming apparent that some “selective” CB;
ligands also possess activity at GPR55 receptors, and vice versa for GPR55 ligands (Ryberg et al.,
2007; Thomas et al., 2007). In order to better understand which receptors are involved in mediating
the previously reported anti-arrhythmic effects of CBD (Walsh et al., 2010), this initial study was
undertaken to clarify the cardiovascular pharmacology of CBD in vivo. To do this | investigated
whether CBD was acting at the CB; receptors by comparing it with a known CB; receptor agonist
(ACEA) both in the presence and absence of a CB; receptor antagonist (AM251). Then to confirm
whether, as the literature suggests, CBD acts as a GPR55 antagonist, | sought to block the effects of
0-1602 (a proposed GPR55 agonist) with CBD.
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4.3 Methods

4.3.1 Investigation of the effect of CBD and AM251 on CB; and GPR55

mediated haemodynamic responses

Following stabilisation, control BP and HR responses to bolus doses of ACEA (3mg kg™) or vehicle
(tween 80, dimethyl sulfoxide (DMSQO) and NaCl in the ratio 1:2:8, respectively) were obtained (n=8-
14). Once the BP had returned to normal (~25 min), AM251 (1 mg kg™) was given and a response to
ACEA obtained 10 minutes later. Following normalisation of BP, a third response to ACEA was then
obtained following a higher dose (3 mg kg™) of AM251. In a separate group of rats (n=8) this
protocol was repeated in the presence CBD (50pg kg™), which was given 10 min prior to the
administration of the control dose of ACEA. As described in section 2.2 the cardiovascular variables

of each animal were recorded throughout using LabChart 5 software.

4.3.2 Investigation of the effect of ACEA and O-1602 on CB; and GPR55

mediated haemodynamic responses

The protocol followed was as described above with the exception that O-1602 (30ng kg™*; chosen from
the literature) was employed in place of ACEA (n=4 for AM251 alone; n=6 for AM251 + CBD).

4.3.3 Determination of the dose-dependent effects of 0-1602 on

cardiovascular variables

In light of the finding that the dose of O-1602 employed in the experiments described above was
insufficient to induce a marked fall in arterial blood pressure, a dose-response study of the effects of
0-1602 (5, 15, 30, 50, 65 and 100ng kg™; n=4) was performed. Intravenous bolus injections were
given in increasing doses every 5-10 minutes (or until cardiovascular parameters had returned to pre-

injection levels) and the responses measured. Each animal operated as its own control.
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4.3.4 Data expression

To take account for variable response times to administration of cannabinoids on MABP,
measurements were taken from 100 seconds prior to and 300 seconds post-administration. Changes in
MABP from baseline were calculated as % change and the time course of MABP changes were plotted
to allow area above the curve (AAC) analysis for depressor responses. All results are presented as

mean values + SEM.

4.3.5 Statistical analysis

All % change in MABP data were subjected to analysis by two-way ANOVA followed by a
Bonferroni post-hoc test and all comparisons were made to the control responses. All AAC analyses
were subject to a Student’s test and comparisons were made with vehicle control responses. n indicates

the number of animals which underwent an experimental procedure.
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4.4 Results

4.4.1 The effect of CB; receptor activation on MABP and HR in vivo

Bolus 1.V. ACEA (3mg kg™) administration produced a significant depressor response which peaked
60 seconds after administration (7987 + 1172 (ACEA) vs. 482 + 108 AAC (vehicle); P<0.005; Figure
4.1 and Figure 4.3). This effect was restricted to an effect on MABP with no observable effect on HR
(Figure 4.2). Baseline MABP in these groups was 151 = 3 and 134 = 5 mmHg, vehicle control and
ACEA, respectively. Baseline HR was 455 + 13 and 422 + 22 BPM, vehicle control and ACEA,
respectively.

4.4.2 The effect of AM251 on the ACEA-mediated depressor effects in

Vivo

The CB; receptor antagonist AM251 attenuated the depressor response mediated by ACEA (Figure
4.3) in a dose dependent manner (4798 + 1667 (1mg kg’ AM251) and 1641 + 1223 (3mg kg™
AM251; P<0.05) vs. 7987 £ 1172 AAC (Control response)).

4.4.3 Investigation of the effect of CBD on CB; receptor-mediated

hypotension

Pre-treatment with CBD appeared to ameliorate the ACEA-mediated fall in MABP, but this was not
significant. In contrast, CBD inhibited the AM251-mediated blockade of the ACEA response (Figure
4.4).
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Figure 4.1 Effect of ACEA on MABP in vivo. Bolus ACEA (3mg kg™) 1.V administration was made at 0

seconds. Data is expressed as mean % change in MABP + SEM (n= 8-14).
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Figure 4.2 Effect of ACEA on HR in vivo. Data is expressed as mean % change in HR + SEM (n=8-14).
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Figure 4.3 Effect of CB; receptor antagonism on area above curve (AAC) of MABP responses to ACEA.
Data is expressed as mean AAC of MABP + SEM (n=8-14). * indicates P<0.005 vs. vehicle and # indicates
P<0.05 vs. ACEA (3mg kg™).
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Figure 4.4 Effect of CBD and AM251 alone and in combination on the depressor responses to ACEA in
vivo. Data is expressed as mean AAC + SEM (n=5-14). * indicates P<0.05 vs. ACEA (3mg kg™) alone.
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4.4.4 The effect of CBD on AM251-mediated hypotension

AM251 alone produced no significant change in MABP. However, the presence of CBD unmasked a
pronounced dose-dependent depressor response to AM251, which was significant at the higher dose of
AM251 (P<0.001; Figure 4.5).

4.45 Determination of the effect of AM251 and CBD on responses to O-
1602

When tested across a wide dose range, O-1602 did not induce any changes in either MABP or HR in
(Figure 4.6 and Figure 4.7). Although a single bolus dose of O-1602 (30ng kg™*) produced a negligible
haemodynamic response, a small depressor response was unmasked by AM251 at the highest dose
(p=0.09; Figure 4.8). This depressor response to O-1602 was not observed when the rats were pre-
treated with CBD (Figure 4.8).

4.4.6 Investigation of the effect of CBD on MABP and HR in vivo

CBD itself induced a small but significant depressor response upon bolus 1.V. administration (1286 +
324 vs. 316 £ 69; AAC; P<0.05; Figure 4.9, and Figure 4.11), whilst having no effect on HR (

Figure 4.10). Baseline MABP in these groups was 151 £3 and 146 + 5 mmHg, vehicle control and
CBD, respectively. Baseline HR in these groups was 455 + 13 and 413 + 9 BPM, vehicle control and
CBD, respectively.
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Figure 4.5 Effect of AM251 on MABP in the presence and absence of CBD. Data is expressed as mean
AAC * SEM (n=7-14). * indicates P<0.001 vs. vehicle and CBD.
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Figure 4.6 The dose-dependent effects of O-1602 on MABP in vivo. Data is expressed as mean % MABP *

SEM (n=4).
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Figure 4.7 The dose-dependent effects of O-1602 on HR in vivo. Data is expressed as mean % HR + SEM

(n=4).
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Figure 4.8 AAC of depressor responses induced by O-1602 in the presence of AM251 and CBD. Data is
expressed as mean AAC + SEM (n=3-5).
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Figure 4.9 Effect of CBD on MABP in vivo. CBD (50ug kg™) was administered as a bolus dose (1.V.) at 0
seconds. Data is expressed as mean % change in MABP + SEM (n=7-14).
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Figure 4.10 Effect of CBD on HR in vivo. CBD (50pg kg*)was administered as a bolus dose at 0 seconds.

Data is expressed as mean % change in HR = SEM (n=7-14).
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Figure 4.11 AAC of depressor responses to CBD in vivo. Data is expressed as mean AAC + SEM (n=6-10).

* indicates P<0.05 vs. vehicle.
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45 Discussion

This series of experiments sought to better understand the involvement of CB; and GPR55 receptors in
mediating changes in haemodynamic variables in vivo. In addition experiments were carried out to
confirm that AM251 is a selective CB; receptor antagonist and furthermore, to establish the ability of
CBD to block GPR55. These studies sought to inform the interpretation of the studies regarding the
potential anti-arrhythmic effects of cannabinoids described later in this thesis. The data shows that in
the anaesthetised rat the proposed GPR55 agonist, O-1602 did not significantly affect cardiovascular
parameters. In contrast, ACEA-induced CB; receptor activation led to a significant depressor effect
reversed by AM251. Administration of CBD not only abrogated the antagonistic effect of AM251 on
ACEA-induced hypotension but also revealed an AM251-mediated depressor response which was

absent when AM251 was administered alone.

4.5.1 Activation and antagonism of CB; receptors - the effect of MABP in

Vivo

The first finding from these experiments was that the CB; receptor agonist ACEA caused a fall in
MABP in the anaesthetised rat while having no effect on HR, which may suggest that the former is
due to a fall in peripheral vascular resistance (Haddy, Overbeck and Daugherty, 1968; Levick, 2003).
Ford et al. (2002) showed that in an isolated rat heart model, bolus ACEA administration produced a
fall in left ventricular developed pressure and coronary vasodilatation. Furthermore, Montecucco and
Di Marzo (2012) showed that CB; receptor activation induces transient bradycardia and hypotension.
It has been demonstrated previously that the coronary vasodilator haemodynamic responses to ACEA
are unaffected by a CB; receptor agonist (JWHO015) (Ford et al., 2002), however, the effect of a CB;
receptor antagonist on ACEA-induced hypotension in vivo has not been investigated until now. The
depressor response induced by ACEA was blocked by the CB; receptor antagonist AM251 in a dose-
dependent manner, providing evidence that the depressor effects of ACEA are mediated by the CB;

receptor and that AM251 is acting as a CB; antagonist.

Although classified as a GPR55 antagonist (Ryberg et al., 2007), CBD attenuated the hypotension
induced by ACEA, although this was not statistically significant, suggesting that under the present
experimental conditions it is exhibiting some activity as a CB; receptor antagonist. Indeed, it has been
shown that CBD can act as a weak antagonist and inverse agonist at the classical cannabinoid
receptors, CB; and CB, in mouse brain membranes and in CHO cells stably expressing CB; or CB,
receptors (Thomas et al., 2007). CBD was also found to reverse the ability of AM251 to block ACEA-

-83-



induced hypotension. Since both CBD and AM251 are pharmacologically active at CBy, it is
conceivable that pre-treatment with CBD prevents the inhibition of ACEA-induced vasodepression by
AM251 because the receptor site is already occupied by CBD.

Interestingly, CBD itself induced a depressor response, which supports existing literature in which
CBD was found to reduce mean, systolic and diastolic blood pressure in pithed rats (Zakrzeska et al.,
2010) and to induce vasorelaxation in rat aorta (O’Sullivan et al., 2009). This is consistent with data
from our own laboratory which has shown that CBD induces a depressor response in both WT and
GPR55" anaesthetised mice (unpublished findings, Wainwright et al.), demonstrating that this effect is
independent of an action at GPR55. Zakrzeska et al. (2010) also investigated the involvement of CB;
receptors and the haemodynamic responses to AEA, they found that CBD antagonised the phase 11
effects of AEA, leading to the conclusion that both AEA and CBD were acting at a non-CB; vascular

cannabinoid receptor.

45.2 Determination of the involvement of GPR55 in the mediation of

haemodynamic responses

The consequences of GPR55 receptor activation with regard to blood pressure have not been fully
characterised, although Johns et al. (2007) have shown that baseline BP and HR are not significantly
different between WT and GPR55” mice, suggesting that GPR55 activation does not contribute to
normal BP control. | have shown that the selective GPR55 agonist, O-1602 produced no discernible
change in either MABP or HR in the anaesthetised rats across a wide range of doses, suggesting a lack
of GPR55 receptors in the vasculature and/or myocardium. This is in contrast to the study by Johns et
al. (2007) who found that O-1602 could reverse phenylephrine-induced tone in mouse mesenteric
arteries. However, controversy exists regarding the ligand pharmacology of GPR55. For example, O-
1602 has been shown to increase GPR55-dependent GTPyS signalling (Johns et al., 2007) but not -
Arrestin-2 GPR55 complex formation (Kapur et al., 2009). What is more, it is proposed that the
primary pharmacological target of O-1602 is GPR18 and not GPR55 (McHugh and Ross, 2009).
Although it was initially proposed that the vasoactive effects of O-1602 were mediated by GPR55,
subsequent investigation of the pharmacology of GPR55 has led to speculation of the specificity of the
ligands for GPR55 (Fischbach et al., 2007; Hiley and Kaup, 2007; Johns et al., 2007; Ryberg et al.,
2007; Waldeck-Weiermair et al., 2007; Kapur et al., 2009; Sylantyev et al., 2013). Therefore, it is
possible that rather than reaching the conclusion from the present experiments that GPR55 activation

does not induce hypotension, it might be a case that O-1602 is not causing activation of GPR55.
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In the experiments to determine the effects of AM251 on ACEA-induced depressor responses it was
identified that AM251 caused a transient fall in MABP. Although AM251 was initially used as a
selective CB; receptor antagonist, since CB; receptor activation causes a transient bradycardia and
prolonged hypotension (Montecucco and Di Marzo, 2012), the brief depressor response observed in
response to AM251 cannot be rationalised as a CB;-dependent effect, since CB; receptor antagonism
would be expected to increase rather than decrease BP. Recent accounts of the pharmacology of this
ligand suggest that it is not as selective as anticipated, as it is reported to possess potent agonist
activity at GPR55 (ECs, = 39nM; Ryberg et al., 2007). Moreover, recent data from this laboratory has
shown that, similar to the current observation in rats, AM251 induces a depressor response in WT
mice. The absence of a response in GPR55” mice suggests that this effect is through an action GPR55
(unpublished observations, Wainwright et al.).

To confirm whether the transient hypotension caused by AM251 was GPR55 mediated, CBD was
used as a GPR55 receptor antagonist. Interestingly, when CBD was given prior to AM251, there was
a marked potentiation of the depressor response to AM251, which based on their reported opposing
pharmacologies at GPR55 was unexpected and this may suggest that both AM251 and CBD have ‘off
target’ effects beyond those their initial pharmacological profiles suggested. However, CB; receptors
and GPR55 receptors are acknowledged to be co-localised (Kargl et al., 2012) and evidence exists in
the literature which describes cross-talk between GPR55 and CB; receptors, through integrin
clustering. In particular, when the integrins are unclustered, CB; receptor activation results in a
signalling cascade which includes, but is not limited to, spleen tyrosine kinase (Syk), which in turn
inhibits a key protein in the GPR55 signal transduction cascade. However, when integrins are
clustered, Syk is no longer able to inhibit GPR55 signalling (Waldeck-Weiermair et al., 2008). As
such, it is feasible that instead of acting as an antagonist at GPR55, CBD is acting at CB; receptors in
a manner which relieves CB;-receptor mediated inhibition of GPR55, thereby unmasking a GPR55-

mediated vasodilator response to AM251.

4.5.3 Summary and conclusions

In summary, this series of experiments have shown that CB; receptor activation by ACEA results in a
significant fall in MABP which can be dose-dependently inhibited by the CB; receptor antagonist and
GPR55 receptor agonist, AM251. Furthermore, the data shows that both CBD and AM251 themselves
can induce transient depressor responses by mechanisms that may be CB; mediated and GPR55-
mediated, respectively. While the ‘selective’ GPRSS5 agonist, O-1602 does not induce hypotension in
the anaesthetised rat, the lack of response may be due to the poorly defined pharmacology of this

compound rather than an indication that GPR55 does not mediate a vasodilator response. Finally,
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CBD has been shown to be capable of potentiating AM251-induced hypotension, suggesting possible
cross-talk between these two receptors. Moreover, these findings suggest that neither AM251 nor
CBD are selective antagonists for CB; or GPR55, respectively.

Taken together these findings led to the design of the subsequent series of experiments outlined in the
next chapter of this thesis focusing on assessing the ability of each agent, alone and in combination,
against ischaemia-induced arrhythmias rather than using AM251 simply as a pharmacological tool to
rule out or confirm the role of CB; receptors in the cardioprotective effect of CBD.
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5. Assessment of the
effects of CBD and AM251

on ischaemic arrhythmias
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5.1 Introduction

5.1.1 Cannabinoids and arrhythmias

Cannabinoid receptors are widely expressed in a multitude of tissues, including cardiomyocytes,
where they can inhibit activity of adenylate cyclase (AC) and synthesis of CAMP, thereby
cannabinoids may potentially play a significant role in arrhythmia initiation and propagation (Li and
Ng, 1984; Lubbe et al., 1992; Pacher and Hasko, 2006). The endocannabinoid, AEA has been shown
to protect against adrenaline-induced arrhythmias in a rat model, an effect unchanged by addition of
CB; (SR141716A) or CB, (SR144528) receptor antagonist (Ugdyzhekova et al., 2001). Moreover, it
has been identified that cannabinoids are involved in mediating cardioprotection. In addition, AEA
and its metabolically stable analogue, R-(+)-methanandamide, reduce ischaemia and reperfusion-
induced arrhythmias (Krylatov et al., 2002). More recently, Li et al. (2009 and 2012), showed that
AEA mediates its anti-arrhythmic effects by suppressing AP duration, modulating LTCC function,
suppressing ly, currents by a non-CBy,-dependent pathway and finally, by increasing lxarp current by a

CB,-dependent pathway.

5.1.2 Cannabidiol and the cardiovascular system

CBD, the non-psychotropic derivative of Cannabis sativa, most abundant only after A>-THC, was first
isolated by Mechoulam and Shvo (1963). This phytocannabinoid has been shown to act in an
anomalous manner at the CB; and CB, receptors, following observations that CBD was shown to
produce dextral shifts in the [*S] GTPyS binding dose-response curves of CP55940 and WIN55212,
initially indicating non-competitive antagonist-like pharmacology. It was also observed that alone
CBD had the capacity to inhibit [*S] GTPyS binding, indicating inverse agonism at CB; and CB,
(Thomas et al., 2007). In addition, CBD is an inhibitor of fatty FAAH (Wantanabe et al., 1996), an
agonist at the 5-HT 4 receptor (Russo et al., 2005), and an antagonist of GPR55 (Ryberg et al., 2007).
Although the exact pharmacology of CBD is still, as yet, not completely clear, existing evidence
suggests that it may be tissue protective. Indeed, CBD is cerebroprotective following episodes of
cerebral ischaemia, an effect attributed to reductions in neutrophil accumulation and inhibition of
myeloperoxidase activity (Hayakawa et al., 2007). Furthermore, Durst et al. (2007) observed that in an
in vivo model of Ml and reperfusion, chronic CBD administration reduced infarct size. This effect was
attributed to a reduction in inflammatory infiltration into the ischaemic and necrotic zones of the
myocardium. Interestingly, this protective effect was not observed in a comparative in vitro model,

further substantiating the role of systemic influences on the mediation of the observed protection. In
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the acute phase of in vivo Ml CBD is protective inasmuch as it can reduce ischaemia-induced
ventricular arrhythmias and reduce infarct size (Walsh et al., 2010).

5.1.3 The putative cannabinoid receptor, GPR55

First isolated in 1999, the GPCR receptor, GPR55 has been identified as a putative cannabinoid
receptor (Sawzdargo et al., 1999). The GPR55 receptor demonstrates only 13.5% sequence homology
with the CB; receptor (Ryberg et al., 2007). Investigation of the functional fingerprints of both the
classical cannabinoid receptors and GPR55 revealed that human GPR55 does not share a functional
fingerprint with CB; and CB, receptors (Petitet, Donlan and Michel, 2006). Functional fingerprints are
the key residues involved with dealing with the binding and/or activity of ligands. The ligands
examined in the identification of the functional fingerprints of GPR55, CB; and CB, receptors were
those purported to be active at all three receptors and as such the data would suggest that although
GPR55 may be activated by cannabinoids, it does not possess a binding pocket similar to that of CB;
and CB, receptors (Petitet, Donlan and Michel, 2006). Confirmed agonists of GPR55 are
lysophosphatidylinositol (LPI), rimonabant and AM251 (Kapur et al., 2009). CBD can antagonise
[**S] GTPyS binding with AEA, CP55940 and 0-1602 in HEK293 cells transfected with GPR55
(Ryberg et al., 2007). When activated GPR55 is coupled with either Gi3, G4 and Gy, and there is a
resultant increase in cytosolic [Ca*']; in a IPs-mediated manner (Ryberg et al., 2007; Lauckner et al.,
2008; Henstridge et al., 2009; Kapur et al., 2009; Henstridge et al., 2010; Pertwee et al., 2010).

It has recently been demonstrated that activation of GPR55 by the proposed endogenous ligand, LPI,
can, in cultured ventricular myocytes, induce Ca®" mobilisation via LTCCs, IP; receptors or endo-
lyososomes, depending on the site of activation and may therefore suggest a role for GPR55 in the
myocardium. Moreover, the LPI-induced Ca®* release from endo-lysosomes requires signalling via
NAADP and can consequently increase SR Ca®* load and this may infer that the recently de-
orphanised receptor could modulate contraction of cardiomyocytes (Yu et al., 2013). Data from our
laboratory has demonstrated that GPR55 expression or function is modified by ischaemia because LPI
was only able to increase infarct size when global ischaemia in Langendorff perfused hearts, and not
post-ischaemia (Robertson-Gray, unpublished). The complexity of the data so far gleaned from
investigation of the pharmacology of GPR55 means that identification of a functional effect of GPR55

receptor activation in the cardiovascular system more intriguing.
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52 Aim

Numerous studies have investigated the effects of cannabinoids in the cardiovascular system,
including identification of the negative ionotropic effects of CB; receptor activation (Ford et al., 2002;
Bonz et al., 2003) and examination of the variable vasodilator effects of the endocannabinoid AEA
(Mukhopadhyay et al., 2002; O’Sullivan et al., 2004). Moreover, AEA has been demonstrated to
reduce arrhythmia incidence, although it is not likely that CB; or CB, are involved (Ugdyzhekova et
al., 2001; Krylatov et al., 2002; Li et al., 2009; Li et al., 2012). Phytocannabinoids, like CBD, have
also been shown to be anti-arrhythmic, although the pharmacological target is not known (Walsh et
al., 2010). CBD has a complex pharmacology including, but not limited to, a capacity to act as an
antagonist at the recently deorphanised GPR55, a receptor whose role in the CVS is still not clear but
may involve modulation of Ca?'; handling (Ryberg et al., 2007; Yu et al., 2013).

In the previous chapter we identified that neither CBD nor AM251 are selective antagonists for CB,
and GPR55, respectively. Moreover, we demonstrated that AM251 appears to induce haemodynamic
changes via GPR55 activation. Therefore, the aim of this series of experiments was to identify the
ability of CBD and AMZ251, alone and in combination against ischaemia-induced ventricular

arrhythmias.
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CBD

CB; receptor Inverse agonist (Pertwee, 2003; Thomas
et al., 2007)
Antagonist (Pertwee, 2005)

GPR55 Antagonist (Sylantyav et al., 2013)

Table 5.1 Pharmacological targets for CBD and AM251.

AM251
Antagonist (Lan et al., 1999)

Agonist (Ryberg et al., 2007;
Henstridge et al., 2010)
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5.3 Methods

5.3.1 Surgical procedure for experimental coronary artery occlusion

Male Sprague Dawley rats (250-450g; n=30 before any exclusion criteria were applied) were prepared
for surgery and experimental coronary artery occlusion as described in sections 2.2 and 2.2.1.

5.3.2 Assessment of haemodynamic parameters and occurrence of VPBs

Haemodynamic parameters and occurrence of VVPBs were monitored throughout each experimental
protocol, as described in 2.2.2 and 2.2.3. Quantification as described by the Lambeth conventions
(Walker et al., 2013) was completed as described in 3.4.2.

5.3.3 Experimental Protocol

Figures 5.1-5.4 illustrate the experimental protocols used in this study. All animals were allowed a 25
minute stabilisation period before bolus drug administration at 5 minute intervals. Experimental
groups were; (i) vehicle control (n=6), (ii) CBD (50pg kg™) alone (n=6), (iii) AM251 (1mg kg™) alone
(n=6), (iv) CBD followed by AM251 (n=6), and (v) AM251 followed by CBD (n=6). The vehicle
control was a combination of the vehicles used for CBD and AM251, which was EtOH and a tween,
DMSO, NaCl mixture (in the ratio 1:2:8), respectively. After the final administration of the vehicle
control or drug, induction of coronary artery occlusion was commenced by compressing the snare
against the surface of the myocardium, thereby ligating the LAD coronary artery. A timetable of drug
treatments was prepared in advance of completion of this series of experiments in order to randomise
the completion of each drug intervention over the duration of this series of experiments. Moreover, the
files for each experiment were labelled by date rather than drug treatment in order to maximise

randomization of drug interventions.

5.3.4 Immunohistochemical staining for GPR55

In order to identify whether GPR55 receptors were present in the rodent myocardium, colleagues at
AstraZeneca in Molndal, Sweden performed IHC staining for its detection, as described in section

2.3.2. Whole heart sections were fixed, processed and embedded before being cut at 3-4um and
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mounted on slides for IHC staining with a specific antibody directed against GPR55. The primary
antibody, GRP55-A162T750 was diluted 1:750 using DaVinci Green Diluent before incubation with
the myocardial sections. Staining was performed in sham (those which has undergone the full
experimental procedure with the exception of having the heart exteriorized and ligature loosely placed
around the LAD coronary artery) hearts, hearts subject to ischaemia by ligation of the LAD coronary
artery and hearts subject to ischaemia but pretreated with CBD (50ug kg™).

5.3.5 Exclusion criteria

Any animal that displayed a starting MABP of less than 70mmHg, or those animals in which
spontaneous arrhythmias developed in the stabilisation period, were discounted from further study.
Furthermore, any animal which experienced irreversible VF were excluded from VPB quantification
and arrhythmia time course analysis. All data sets, once collated were subject to analysis by the
Grubbs’ test to identify if there were any significant outliers from the rest of the data set. If a
significant outlier was detected, it was excluded from further analysis and was not included for

presentation in this chapter.

5.3.6 Statistical analyses

For analysis of haemodynamic variables, an unpaired T test was used to compare the pre- and post-
injection MABP and HR data to determine any effect of bolus administrations of the drugs. A one-way
ANOVA with Dunnett’s post-hoc test was used to compare the pre- and post-occlusion values to
determine the effect of ligation of a coronary artery on MABP and HR. A two-way ANOVA with
Bonferroni post-hoc test was used to determine the effects of drug treatments on ischaemic MABP and
HR. For the arrhythmia studies, a two-way ANOVA with Bonferroni post-hoc test was used to
investigate the effect of drug treatment on number of VPBs in each of the quantified arrhythmia
groups. The analysis of the drug treatment on distribution of arrhythmias in the 30 minutes ischaemic
period was completed using a two-way ANOVA with Bonferroni post-hoc test. The Fisher’s exact test
was used to compare the effects of the drug interventions on the incidence on VF and in comparison of
the onset on VF following drug treatment, a one-way ANOVA and Dunnett’s post-hoc test was

employed.
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Drug

Stabilisation administration

Time (mins)
-25 -10 -5 0 30
Vehicle CBD Occlusion Termination
50ug kg™

Figure 5.1 Experimental protocol for the characterisation of the outcome of CAO in anaesthetised rats in
the presence of CBD (50ug kg™).
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Drug

Stabilisation administration

Time (mins)
25 -10 -5 0 30
AM251 Vehicle Occlusion Termination
img kg™

Figure 5.2 Experimental protocol for the characterisation of the outcome of CAO in anaesthetised rats in
the presence of AM251 (1mg kg™).
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Drug

Stabilisation administration

Time (mins)
-25 -10 -5 0 30
AM251 CBD Occlusion Termination
img kg™ 50ug kg™

Figure 5.3 Experimental protocol for the characterisation of the outcome of CAO in anaesthetised rats in
the presence of AM251 followed by CBD.
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Drug

Stabilisation administration

Time (mins)
-25 -10 -5 0 30
CBD50ug kgt AM251 Occlusion Termination
img kg™

Figure 5.4 Experimental protocol for the characterisation of the outcome of CAO in anaesthetised rats in
the presence of CBD followed by AM251.
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5.4 Results

5.4.1 Exclusions

A total of 5 animals were excluded from analysis having met the exclusion criteria. 4 animals (3 from
vehicle control and 1 from CBD (50ug kg™)) were excluded after not presenting changes in the ECG
that indicate successful induction of MI, 1 (CBD (50ug kg™)) animal was excluded on the basis of low
pre-occlusion BP.

Following quantification of VVPBs for each experimental group, 4 animals (1 from AM251 (1mg kg™),
2 from CBD then AM241 and 1 from AM251 then CBD) were also excluded from VPB quantification

and arrhythmia time course analysis, having developed irreversible VF.

5.4.2 Haemodynamic effect of pre-ischaemic treatment with CBD and
AM251

Changes in MABP to bolus drug administration were also calculated in order to identify if any of the
treatments significantly affected MABP in the 300 seconds post-administration (Figure 5.5 and Figure
5.6). CBD alone caused no change in MABP post-administration (Figure 5.5). Pre-treatment with
AM251 caused a small but non-significant fall in MABP which recovered by bolus administration of
CBD.

Bolus AM251 administration when given alone or when preceeded by CBD had no significant effect
on MABP (Figure 5.6).

5.4.3 Haemodynamic effects of drug intervention and coronary artery

occlusion

Occlusion of the LAD coronary artery induced an immediate fall in MABP of approximately 50%
(115 £ 13 vs. 58 £ 13 mmHg; -25 and 1 minute, respectively; Figure 5.5 and Figure 5.6). Rats given
CBD alone showed change (55% fall) in MABP similar to that observed in vehicle control treated
animals following coronary occlusion (Figure 5.5). When CBD treatment was preceeded by AM251,

the change in MABP upon CAO were similar to those seen with either CBD alone or vehicle control.
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Post-ligation MABP recovery showed a trend toward improvement with AM251 both alone and when
preceeded by CBD treatment (24% and 29%, respectively vs. 37%; % recovery between 1 and 30

minutes; Figure 5.6).
None of the treatment groups had any significant effect on HR changes observed in vehicle control

animals (Figure 5.7 and Figure 5.8).
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Figure 5.5 The effect of CBD, alone and in combination with AM251, on CAO-induced changes in MABP
in anaesthetised rats. MABP was recorded prior throughout the protocol. Data is expressed as mean *

SEM (n= 3-6).
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Figure 5.6 The effect of AM251, alone and in combination with CBD, on CAO-induced changes in MABP
in anaesthetised rats. MABP was recorded throughout the protocol. Data is expressed as mean = SEM (n=

3-6).
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Figure 5.7 The effect of CBD, alone and in combination with AM251, on CAO-induced changes in HR in

anaesthetised rats. HR was measured throughout the protocol. Data is expressed as mean + SEM (n= 3-6).

-102 -



6001

5001 T

—

HR (BPM)
—

4001
CBD AM251/Vehicle control T
300+ Vehicle control n=3
T Stabilisation AM251 (Img/kg) n=6
«—»p Occlusion

=l CBD then AM251 n=6
0 T i | T T T T I T T 1
-30 -20 -10 -8 -6 -4 -2 0 10 20 30

Time (minutes)

Figure 5.8 The effect of AM251, alone and in combination with CBD, on CAO-induced changes in HR in

anaesthetised rats. HR was measured throughout the protocol. Data is expressed as mean + SEM (n= 3-6).
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5.4.4 Effect of CBD and AMZ251 on ischaemia-induced ventricular

arrhythmias

Induction of experimental coronary artery occlusion induced all the forms of arrhythmic activity
quantified in this study. This ventricular ectopic activity was present in all drug treatment groups
(Figure 5.9 and Figure 5.10). In the vehicle control group, the majority of VPBs manifested as VT.
None of the drug treatments had any significant effect on the number of arrhythmias which occurred

as singles or salvos.

Administration of CBD alone prior to ischaemia attenuated the number of VPBs which occurred as
VT (715 £ 205) when compared with the vehicle control (1441 + 1049 VPBs; Figure 5.9) and
consequently reduced the total number of VPBs (977 + 229 vs. 1645 + 974 VPBs; Figure 5.9)
although this effect was not statistically significant. When bolus CBD administration was preceeded
by AM251, there was a significant reduction in both the incidence of VT and the total number of
VVPBs when compared with the vehicle control (37 = 16 (VT) and 133 + 31 (total VPBs) vs. 1441 *
1049 and 1645 + 974; VPBs P<0.05 Figure 5.9).

Administration of AM251 alone reduced the number of arrhythmias which occurred as VT (253 £ 105
vs. 1441 + 1049 VPBs) and total VPBs (496 + 84 vs. 1645 * 974; P>0.05; Figure 5.10) compared to
vehicle control. When CBD was given 5 minutes prior to administration of AM251 a reduction in both
VT and the total number of VPBs, similar to that seen with AM251 alone was observed (400 + 220
(VT) and 351 * 314 (total VPBs) vs. 1441 + 1049 and 1645 + 974; CBD then AM251; Figure 5.10).

5.45 Effect of CBD and AM251 on the time distribution of ischaemia-

induced ventricular arrhythmias

In control animals, ventricular ectopic activity occurred predominantly in the 7-17 minutes post-
ligation, with peak activity occurring at 11 minutes after cessation of regional blood flow (Figure
5.11). Arrhythmias were present in both phase la (2-10 minutes post-occlusion) and Ib (12-30 minutes

post-occlusion) of the ischaemic period.
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Figure 5.9 Effect of CBD (50ug kg™), separately and in combination with AM251 (1mg kg?), on

ischaemia-induced ventricular arrhythmias. The incidence of each type of arrhythmia induced by ligation

of a coronary artery was quantified and the data expressed as mean = SEM (n=3-5). * indicates P<0.05 vs.

vehicle control.
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Figure 5.10 Effect of AM251 (Img kg™), separately and in combination with CBD (50ug kg™), on
ischaemia-induced ventricular arrhythmias. The incidence of each type of arrhythmia induced by ligation

of a coronary artery was quantified and the data expressed as mean + SEM (n=3-5).
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Figure 5.11 Time distribution of ischaemia-induced ventricular arrhythmias in control rats. The number of VPBs

observed over 30 minutes of ischaemia. Data is expressed as number of VPBs (n=3).
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Animals treated with CBD prior to ischaemia showed a similar time to onset of ventricular ectopic
activity i.e. 5 minutes, and there was no marked difference in the distribution of arrhythmias within
phase la and 1b when compared with the vehicle control treated animals (Figure 5.12) There was no
significant differences in the overall arrhythmia distributions (Figure 5.12).

When CBD administration was preceded by AM251 (AM251 then CBD) VPB activity only presented
in phase la (6-11 minutes post-occlusion), while in the vehicle control group, it occurred in both
phases (Figure 5.13). The bi-phasic presentation of VPB activity which was observed with CBD alone
was not observed when CBD treatment was preceded by AM251. Significant reductions in VPBs were
seen at 8 (151 + 69 vs. 272 + 269 VPBs; P<0.05; Figure 5.13), 10 (10 £ 6 vs. 316 + 159 VPBs;
P<0.001; Figure 5.13) and 11 (68 +45 vs. 354 + 163 VPBs; P<0.001; Figure 5.13) minutes post-

occlusion, when compared with vehicle control.

Animals treated with the CB; receptor antagonist and proposed GPR55 agonist, AM251, demonstrated
a similar time to onset of ventricular ectopic activity as was seen with the vehicle treated animals (5
minutes; Figure 5.14). However, distribution of VPBs in this group was quite distinct from that
observed in the vehicle control group as all VPBs occurred toward the latter stages of phase la and the
beginning of phase Ib, in that a bi-phasic appearance of VPB activity was observed between 6-12
minutes (phase la) and the latter between 22-23 minutes (phase Ib) post-occlusion. Although, the
period from onset to cessation of VPB activity in this group was lengthier than in control animals,
there were significant reductions in the number of VPBs at 10 (10 + 6 vs. 316 + 159 VPBs; P<0.001)
and 11 (68 + 44 vs. 354 + 163 VPBs; P<0.005; Figure 5.14) minutes post-occlusion (the phase when

re-entry induced arrhythmias predominate) when compared to the control.

Interestingly, co-administration of both compounds in the reverse order (CBD then AM251) did not
provide as intense an additive effect, as was observed with AM251 then CBD (Figure 5.15). In this
drug treatment group, the onset of VPBs was slightly later than that observed in control animals (6
minutes vs. 5 minutes). VPB activity was present in both phases in this group. That being said, there
were significant reductions in the number of VPBs at; 10 (63 + 27 vs. 316 + 159 VPBs; CBD then
AM251 vs. vehicle control; P<0.05; Figure 5.15) and, 11 minutes (17 = 17 vs. 354 + 163 VPBs; CBD
then AM251 vs. vehicle control; P<0.001; Figure 5.15). Compared with AM251 alone, CBD then
AM251 didn’t potentiate the reduction seen with AM251 alone, but the significant reductions in VPBs

observed at 10 and 11 minutes post-occlusion remained.
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Figure 5.12 Effect of CBD (50pg kg™) on the distribution of ischaemia-induced ventricular arrhythmias.
The number of VPBs observed over 30 minutes of ischaemia. Data is expressed as number of VPBs (n=4).

* indicates P<0.05 vs. corresponding time point in vehicle control.
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Figure 5.13 Effect of AM251 followed CBD on the distribution of ischaemia-induced ventricular
arrhythmias. The number of VPBs observed over 30 minutes of ischaemia. Data is expressed as number of
VPBs (n=5).
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Figure 5.14 Effect of AM251 (1mg kg™) on the distribution of ischaemia-induced ventricular arrhythmias.
The number of VPBs observed over 30 minutes of ischaemia. Data is expressed as number of VPBs (n=5).

* indicates P<0.05 vs. corresponding time point in vehicle control.
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Figure 5.15 Effect of CBD followed by AM251 on the distribution of ischaemia-induced ventricular
arrhythmias. The number of VPBs observed over 30 minutes of ischaemia. Data is expressed as number of
VPBs (n=4).
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5.4.6 Effect of CBD and AM251 on the incidence of ventricular

fibrillation following coronary artery ligation

Occlusion of the LAD coronary artery in the vehicle control group, induced a total incidence of VF of
77%, of which 60% was reversible and 17% resulted in mortality (Figure 5.16 and 5.17). Pre-
ischaemic administration of CBD abrogated the incidence of irreversible VF (0 vs. 17%; CBD and
vehicle control, respectively) and also, brought about a reduction in the incidence of reversible VF.
AM251 pre-treatment also induced a reduction in reversible VF (40 vs. 60%; AM251 and vehicle
control, respectively) although, irreversible VF in this group was still present, total VF was reduced to
50%. Co-administration of AM251 then CBD induced a significant reduction in total VF (17 vs. 77%;
AM251 then CBD vs. vehicle control; P<0.05) and elimination of reversible VF (0 vs. 60%) compared
with vehicle control. No such effect was observed with CBD followed by AM251; in contrast, in this
drug treatment group there was exacerbation of all forms of VF. Overall, mortality was reduced by all
drug treatments, with the exception of the co-administration of CBD followed by AM251, in which,

mortality showed a trend toward being increased.
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Figure 5.16 Effect of CBD with and without AM251 pre-treatment, on the incidence of VF following
ligation of a coronary artery. The incidence of total, irreversible and reversible VF were quantified and

the data expressed as % incidence (n=1-4). * indicates P<0.05 vs. vehicle control.
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Figure 5.17 Effect of CBD and AM251, together and separately, on the incidence of VF following ligation
of a coronary artery. The incidence of total, irreversible and reversible VF were quantified and the data

expressed as % incidence (n=1-4).
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54.7 Effect of CBD and AMZ251 on ventricular fibrillation following

coronary artery ligation

VF was present in all drug treatment groups (Table 5.2). CBD alone reduced the time to onset of VF
compared with vehicle control (480 + 36 vs. 696 + 54; CBD vs. vehicle control, respectively). Pre-
treatment with AM251 did not affect CBD-mediated changes in time to VF onset. AM251 alone
significantly reduced time to VF onset (437 = 102 vs. 696 + 54; AM251 vs. vehicle control,
respectively; P<0.05). This AM251-mediated reduction in time to VVF onset was potentiated by pre-
treatment with CBD (8 vs. 696 + 54; CBD then AM251 vs. vehicle control, respectively) although, VF

was only recorded in 1 rat in this group and thus statistical significance could not be ascertained.
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Timetoonset  Vehicle control CBD AM251 CBD then AM251 then

(secs)
n=3 (50ug kg™t (1mg kg™ AM251 CBD
n=3 n=3 n=1 n=4
VF 696 + 54 480 + 36 437 +102* 8 408 + 138

Table 5.2 Effect of CBD (50ug kg™) and AM251 (1mg kg™), separately and in combination, on the onset of
ischaemia-induced VF. The onset of VF was quantified from ECG recordings following ligation of a

coronary artery. * indicates P<0.05 vs. vehicle control. Data is expressed as mean = SEM (n=1-4).
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5.4.8 Identification of GPR55 receptor in rodent myocardium

Rodent myocardium stained by IHC with a specific antibody directed against GPR55 showed positive
staining. In sham tissue this staining was observed in cardiomyocytes, endothelial cells and also in
inflammatory cells (Figure 5.18). In the sections from hearts subject to Ml there is evident damage to
the myocardium as it appears the cardiomyocytes had become separated from one another. However,
staining for GPR55 was still evident in the cardiomyocytes and endothelial cells of the lumens of
blood vessels (Figure 5.19). GPR55 staining in hearts subject to pre-ischaemic bolus CBD treatment
showed more diffuse positive staining in cardiomyocytes, however, endothelial cells were stained to a

similar degree as was observed in sham and ischaemic heart sections (Figure 5.20).
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Figure 5.18 IHC staining for GPR55. Light micrographs of sections of rat heart tissue at (A) x100 and (B)
X200 magnifications and an antibody concentration of 1:750. Image (A) shows positive staining for GPR55
in the cardiomyocytes (CM) and endothelial cells (EC). Image (B) shows, at a higher magnification,

positive staining in inflammatory cells (1C). Scale bar is 170um.
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Figure 5.19 IHC staining for GPR55 in ischaemic heart tissue. Light micrographs at (A) x100 and (B)
x400 magnifications. Image (A) shows positive staining for GPR55 in the cardiomyocytes (CM) and
endothelial cells (EC). Image (B) shows positive staining for GPR55 in the inflammatory cells (IC). Scale
bar is 170um.
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(A)

EC

(B) CM

EC

Figure 5.20 IHC staining for GPR55 in CBD-treated ischaemic heart tissue. Light micrographs at (A)
x100 and (B) x200 magnifications. Image (A) shows diffuse positive staining for GPR55 in cardiomyocytes
(CM) and positive staining in endothelial cells (EC) which is shown in detail in image (B). Scale bar is
170pm.
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55 Discussion

5,5.1 Effects of CBD on ischaemia-induced ventricular arrhythmias,
MABP and HR

In this study bolus CBD administration was shown to have no apparent effect on MABP or HR before
or during CAO.

The phytocannabinoid CBD, when administered prior to the onset of a period of MI, possesses the
capacity to reduce ischaemia-induced ventricular arrhythmias by reducing VT, although this was not
statistically significant. The anti-arrhythmic effect was principally due to a reduction in phase la
arrhythmias. VF incidence was unaffected by treatment with CBD. These findings are consistent with
those previously reported (Walsh et al., 2010). In the presence of AM251, data in this study
demonstrated that CBD significantly reduced VPBs and abolished arrhythmias in phase Ib. Moreover,

there was a marked reduction in VF incidence.

In hearts subjected to coronary artery occlusion, ventricular action potentials undergo a biphasic
change which includes an initial lengthening, followed by a more prolonged shortening. In addition
the refractory period of the ventricular action potential shortens in line with the shortening of action
potential duration (Brooks et al., 1960; Janse and Wit, 1989). These changes in refractoriness, coupled
with the slowed conduction in the ischaemic myocardium, provide a suitable milieu for the facilitation
of reentry (Osadchii, 2010). It has been proposed that reentry is the dominant mechanism responsible
for the initiation of ventricular tachycardia in the early stages of myocardial infarction (Boineau and
Cox, 1973; Janse and Wit, 1989). During M, activation of delayed rectifier potassium current (ly.)
prevents excess activation of myocytes in the ischaemic zone and therefore, may prevent the
generation of arrhythmias. I, has been shown to be induced by activation of the CB; receptor (Felder
et al., 1995) while CBD has been reported to inhibit both the rapid and slow activating facets of I, in
isolated ventricular myocytes (Mamas and Terrar., 1998). In light of the findings in Chapter 4 that, at
the dose used in the present study, CBD appears to exhibit some CB; antagonist activity; this could
conceivably represent the mechanism of its anti-arrhythmic effects. However, since CBD does not
prolong QT interval prior to ischemia or potentiate ischaemia-induced QT interval prolongation, it
seems unlikely that this is the mechanism by which CBD is anti-arrhythmic (Walsh et al., 2010). In
the presence of AM251, the effects of CBD could not be reversed but instead enhanced its effects. It

demonstrated that AM251 is itself anti-arrhythmic. This may also infer that the CB; receptor is not

-120 -



involved in the mediation of the anti-arrhythmic effect of CBD. Moreover, the failure of AM251 (CB;
antagonist) to reverse the effects of CBD similarly points to a lack of involvement of CB;.

An alternative explanation could be a direct action of CBD at LTCCs, since compounds which block
LTCCs, aid in the protraction of conduction and refractoriness in the myocardium (Harrison, 1985)
and are used clinically as a first-line treatment for prevention of fatal arrhythmias following
myocardial infarction (British National Formulary, 2013). Indeed CBD has been observed to slow
intracellular Ca** accumulation by inhibition of LTCCs (Mamas and Terrar, 1998). Further
investigation of the effect of CBD on intracellular Ca®* homeostasis and excitation-induced Ca**

mobilisation are discussed in chapter 6.

The complex pharmacology of CBD is such that involvement of non-classical cannabinoid receptors
in the mediation of cardioprotection must be given due consideration. Indeed, evidence from our
laboratory shows that CBD is unable to prevent the hypotensive effect of the CB; receptor agonist
ACEA in vivo, suggesting that CBD is not operating as an antagonist at the CB; receptor. It is now
well established that CBD acts as an antagonist of the de-orphanised GPCR, GPR55. Daly et al.
(2010) used a novel, putative, fluorescent form of AM251 (also known to act as a GPR55 ligand) to
identify the localisation of a cannabinoid-type receptor purported to be GPR55 in the small arteries of
the tail and mesentery of C57BI/6J mice and Wistar rats. Positive staining for GPR55 was localised to
the endothelium of rat tail arteries and around the nucleus of Schwann cells. In addition, histological
analysis of GPR55 in the myocardium and vasculature by our laboratory has shown that GPR55 is
located in both the heart and the vasculature. Furthermore, GPR55 receptor localisation is observed to
be concordant with that of the classical cannabinoid receptors suggesting that GPR55 may be involved
in the mediation of the cardioprotective effects of CBD and that there may be an element of
dimerisation or synergism between cannabinoid receptors and GPR55 (Ryberg et al., 2007; Staton et
al., 2008; Daly et al., 2010).

Another consideration as to the mechanism of CBD-induced cardioprotection is the involvement of the
purine nucleoside, adenosine. Adenosine is widely distributed within the body but interestingly, the
extracellular concentrations of it are significantly amplified during periods of ischaemia (Schulte and
Fredholm, 2003; Cohen and Downey, 2008). What is more, adenosine is profoundly anti-arrhythmic
(Wainwright & Parratt, 1988), has been found to initiate ischaemic preconditioning by direct coupling
to protein kinase C (PKC), and has been used in the treatment of supraventricular arrhythmia (Liu et
al., 1991; Cohen and Downey, 2008). CBD has been shown to transactivate adenosine receptors
(Wainwright and Parratt, 1993) and thus enhancement of adenosine signalling which is known to anti-

arrhythmic may play a role in its cardioprotective effects.
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5.5.2 Effects of AM251 on ischaemia-induced ventricular arrhythmias

This study has demonstrated for the first time that the CB; receptor antagonist AM251 has significant
anti-arrhythmic effects when administered before the onset of ischaemia. This is in contrast to the
findings by Hajrasouliha et al. (2008), who showed that AM251 provided no anti-arrhythmic benefit
in a rat study whose experimental design was comparable with the present study. However, the VT
count in the control group in the Hajrasouliha et al., study was much lower than that observed in
control animals in the present study and similar to that observed in the AM251 treatment group and.
The control animals in our study showed VT and total VPB incidences comparable with those in
existing literature (Johnston et al., 1983; Crockett et al., 2000; Canyon and Dobson, 2004; Kloner,
Dow and Bhandari, 2011). Since the Hajrasouliha et al. study had a lower starting arrhythmia counts, a

reduction in arrhythmias by AM251 was likely compromised.

While the rationale for the use of AM251 in this present study was fundamentally to further
investigate the pharmacology of CBD’s anti-arrhythmic effects and to determine whether or not CBD
was acting at CB; receptors, the fact that AM251 itself was anti-arrhythmic merits some discussion.
The mechanisms involved in the suppression of arrhythmias by AM251 may be in part due to
blockade of the CB; receptor, thereby allowing cardioprotective endocannabinoids (upregulated
following ischaemia) to preferentially act at the CB; receptor, since the CB, receptor has been well
characterised to confer cardioprotection (Krylatov et al., 2001; Zhang et al., 2008; Lim et al., 2009).
Indeed there is evidence that CB; receptor expression is downregulated in the presence of increased
endogenous AEA levels (e.g. in MI), representing a possible endogenous response to protect against
ischaemia-induced injury/electrophysiological disturbances (Mukhopadhyay et al., 2007; Nucci et al.,
2007; Cappellano et al., 2013). The involvement of both cannabinoid receptors in the induction of
resistance to ischaemia and prevention of arrhythmias has been shown previously with the CByy,
receptor agonist, HU-210 in a rat model of global ischaemia in the isolated heart. The addition of HU-
210 in vitro was associated with a reduction in the biomarker creatine phosphokinase in the coronary
effluent and a reduction in left ventricular developed pressure (Krylatov et al., 2001; Lasukova et al.,
2008). In addition, it has previously been proposed that CBD-mediated increased in [Ca®']; may
stimulate endocannabinoid release, which may in turn activate the cannabinoid receptors (CByp;
Drysdale et al.,, 2006). That being said, more recent data questions the likelihood that
endocannabinoids protect against ischaemia-induced ventricular arrhythmias, since in a rat an isolated
heart model of acute ischaemia, AEA and 2-AG both failed to reduce the incidence reperfusion-
induced VF (Andrag and Curtis, 2013). In addition, they showed that in the late stage of acute regional

ischaemia (30-60 minutes), AM251 exacerbated the incidence and duration of episodes of VF.
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Lim et al. (2009) identified that a different CB, receptor antagonist, rimonabant, reduces infarct size.
They hypothesised that the beneficial effects of rimonabant were associated with increased levels of
the infarct sparing, anti-fibrillatory, fat-derived protein, adiponectin (Li and Liu, 2009; Kourliouros et
al., 2011). However, although adiponectin has been shown to be synthesised in cardiomyocytes
(Ishikawa et al., 2003; Takahashi et al., 2005) and rimonabant to increase its levels in adipose tissue
(Bensaid et al., 2003), adiponectin levels in blood serum and heart tissue were only marginally
different from those observed in control animals (Lim et al., 2009). Furthermore, there was no
significant correlation between circulating adiponectin concentrations and the incidence of atrial
fibrillation (Rienstra et al., 2012). Since it is unclear whether AM251 affects adiponectin synthesis,
whether or not adiponectin plays a part in the anti-arrhythmic mechanism of AM251 remains to be
determined.

An interesting finding in the present study was that AM251-had a marked suppressant effect on phase
1b arrhythmias, which are largely due to catecholamine flux. Existing literature has shown that CB;
receptor agonists reduce, rather than increase, electrically evoked (and thus noradrenaline-dependent)
contractions in nerve-muscle preparations (Schlicker and Kathmann, 2001). This would therefore rule
out a mechanism for AM251 involving a reduction in noradrenaline (NA) release. Further evidence
against a role for an effect of AM251 on NA release comes from the work of Kurihara et al. (2001),
which showed that in rat heart sympathetic neurons, AM251 reversed the HU-210-induced inhibition
of NA release. What is more, AM251 did not affect basal NA release, highlighting that the CB;
receptor is not tonically activated by endogenous ligands. Taken together, this suggests that the anti-
arrhythmic effects of AM251 observed in our study are not mediated by reductions in NA release from
sympathetic neurons in the heart. That being said, although AM251 may not affect NA release from
nerve terminals, literature exists to suggest that AM251 has the capacity to reduce NA synthesis.
Catecholamine synthesis is rate-limited by a step early in the cascade of synthesis, which is catalysed
by tyrosine hydroxylase. AM251 has been shown to reduce tyrosine hydroxylase expression in fawn-
hooded rats (Femenia, et al., 2010). If a reduction in expression occurred in the present study,
downstream adrenaline and NA synthesis would be hindered. Thus, this may possibly explain the
reduction in catecholamine-induced arrhythmias of phase Ib recorded in rats treated with AM251
(1mg kg™).

Alternatively, activation of a non-classical cannabinoid receptor by AM251 may be responsible for the
observed cardioprotection. Indeed, the studies described in Chapter 4 show clearly that at the dose
used in this study AM251 is activating GPR55. AM251 is acknowledged to trigger the extracellular
signal-regulated kinase, ERK, and the phosphatidylinositide-3-OH kinase (PI3K) through GPR55;
these kinases are key players in the initiation of the anti-apoptotic, pro-survival kinase cascade known

as the reperfusion injury salvage kinase (RISK) pathway (Cross et al., 2000). Activation of ERK and
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PI3K in the setting of MI and reperfusion is acceded to mediate cell protection and survival (Shimiza
et al., 1998; Yue et al., 2000). The means by which this is thought to be mediated include the
prevention of cytoplasmic Ca®* overload by promotion of SR-mediated re-uptake, inhibition of
conformational changes in pro-apoptotic kinases thereby preventing apoptosis (Marzo et al., 1998;
Yamaguchi et al., 2001; Tsuruta et al., 2002) and inhibition of the opening of the mPTP (Marzo et al.,
1998). While it is plausible that AM251 mediates its infarct sparing effect by activation of the RISK
pathway, this pathway is not linked to arrhythmia generation. However, since there is a paucity of
literature between any link between GPR55 and electrophysiological changes in the heart, an action at
this receptor cannot be ruled out. That being said, a recent study from Yu et al, (2013) showed that
GPRS55 activation by its endogenous ligand LPI induces mobilisation of Ca®; If AM251 were acting
as an agonist at GPR55, then these data suggest that there would be an increase in [Ca*;, which

would be pro-arrhythmic, rather than anti-arrhythmic.

CBD and AM251 alone acted with the same effect on arrhythmias, albeit to different extents. They
also acted in an analogous manner on MABP (as described in Chapter 4). Nonetheless, this would
suggest that the effects of CBD and AM251 on MABP and VPBs are mediated by the same receptor.

No significant effects of drug treatment, either on HR prior to occlusion or during the course of
ischaemia were observed and as such the protective effects of drug treatments are not likely to be due
to changes in HR. Although, the protective effect of HR on ischaemia-induced arrhythmias is a
contentious issue in itself high HR determined incidence of VPBs and low HRs being protected (Bolli,
Fisher and Entman, 1986; Bernier, Curtis and Hearse, 1989).

5.5.3 Effect of co-administration of CBD and AM251 on ischaemia-

induced ventricular arrhythmias

In this study, it was observed that the individual anti-arrhythmic capacity of CBD and AM251, were
either enhanced or maintained dependent upon the order in which the compounds were administered.
These data may suggest that a more complex relationship than just that of inverse agonist/antagonist at
the CB; receptor may be occurring and encourages consideration of alternative sites of action.
Moreover, the disparity between the profiles of the anti-arrhythmic effects of these agents, depending
upon the order of administration, further implies the involvement of other receptors than simply the
CB; receptor. It has previously been recognised that in a co-administration study involving a CB;
receptor antagonist and a CB, receptor agonist, that each alone reduced infarct volume and that when

co-administered this effect was potentiated. These authors hypothesised that there may be a degree of
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synergism occurring between the two receptors (Zhang et al., 2008). Furthermore, the likelihood of a
synergist relationship occurring between CBD and AM251 is not limited to ischaemia and reperfusion
(I/R), as a previous study in our laboratory has identified possible synergism occurring in the setting of
platelet aggregation (unpublished data). In particular, the modest ex vivo anti-aggregatory capacity of
CBD was found to be significantly enhanced in the presence of AM251. Since a degree of crosstalk
between the CB; receptor and related sites has already been established it could infer the possibility
that there may be crosstalk with other related sites.

The putative cannabinoid receptor GPR55, a pharmacological target for both CBD and AM251, as an
antagonist and agonist, respectively (Pacher and Hasko, 2008; Lim et al., 2009), may be one such
target. GPR55 receptors were positively identified on endothelial cells, cardiomyocytes and
inflammatory cells in both sham and ischaemic heart tissue. This confirms earlier reports of the
presence of low level GPR55 receptor expression in the heart expression of this receptor predominates
on the plasma membrane and membranes endo-lysosomes in ventricular cardiomyocytes and distinct
signalling pathways are activated dependent upon receptor location (Yu et al., 2013). Our data
showing GPR55 receptor staining in the heart supports this and may suggest that if AM251 and/or
CBD are acting at this receptor to modulate arrhythmia occurrence, it seems likely that they are doing
so directly at the level of the cardiomyocyte. In support of this, both the CB; receptor and GPR55 are
found to interact in vitro. The link between CB; and GPR55 is determined by integrins, as described in
more detail in Chapter 5. If conditions of clustered integrins persist, administration of the CB; and
GPR55 agonist, AEA, induces CB;-dependent activation of Syk which prevents AEA activation of
GPR55-induced Ca?* mobilisation from the endoplasmic reticulum (ER). If however, activation of the
CB; receptor is prevented by the CB; receptor antagonist, AM251 (10 uM), integrin clustering is
disengaged and there is a relief of CB;-mediated inhibition of GPR55. This relief can unmask an
AEA-induced increase in [Ca*]; by mobilisation from the ER subsequent to GPR55 activation.
(Waldeck-Weiermair et al., 2008). The question is whether the intracellular accumulation of Ca?,
which occurs during I/R, is sufficient to induce gross changes in the extracellular Ca®" concentration,
adequate to induce integrin clustering. This is doubtful and prevention of intracellular Ca®*
accumulation via an inhibition of GPRS55’s ability to mobilise Ca? from the ER, would irrefutably

worsen the Ca?" overload typical of I/R.

The notion that the cardioprotective effects of CBD and AM251 may be mediated by distinct receptors
is further substantiated by data in this study which shows that CBD alone appears to suppress phase Ib
re-entry-induced arrhythmias, while AM251 alone appears to suppress phase la catecholamine flux-
induced arrhythmias. In the co-administration studies, AM251 followed by CBD showed an additive
effect in terms of reducing the arrhythmia incidence during the ischaemic period, however the same

was not observed in the CBD then AM251 treatment group. The observed reduction in reentry-
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induced arrhythmias with CBD may be in part due to a direct electrophysiological effect, as described
in detail earlier in this discussion. With regard to the AM251-mediated reduction in catecholamine-
induced arrhythmias (again covered earlier in this discussion) this may have been induced by changes
in the availability of NA. Again, the inconsistency in the arrhythmic phases affected by the order of
administration, indicates that the order of receptor occupancy and the sites of occupancy are critical.
The anti-arrhythmic effects of each alone are summative when AM251 is given before CBD, but not
in the reverse order. We postulate that since both compounds act at CB; and GPR55, is it sensible to
assume that the observed effects must in some way involve these receptors. The detailed mechanism
proposed is outlined in Figure 5.21 and Figure 5.22.

Of course, the observed disparity of anti-arrhythmic capacity of co-administration of CBD and AM251
depending on the order of administration could simply be down to preferential activation of their
respective pharmacological targets. To summarise their respective pharmacologies; CBD acts as an
inverse agonist at CB; and at GPR55 as an antagonist, whereas AM251 acts as an antagonist at CB;
and at GPR55 as an agonist. CBD is a weak inverse agonist of the CB; receptor (ICsy 3.35uM;
Thomas et al., 2007) compared with the relatively more potent antagonist AM251 (ICso 8nM), thus
when AM251 is administered prior to CBD, blockade of the CB; receptor would likely occur. As
illustrated in Figure 5.21, CBD would then be left to block GPR55, possibly preventing any significant
intracellular Ca®* mobilisation, achieved through occupancy by an endogenous ligand at this receptor
(Lauckner et al., 2008). In addition, blockade of the CB; receptor by AM251 may facilitate the
endogenous cardioprotective cannabinoids to mediate protection by preferential activation of the CB,
receptor (Zhang et al., 2008; Lim et al., 2009). Therefore, the full extent of CB, receptor involvement

in the mediation of the cardioprotective effects of CBD and AM251 requires further investigation.

Co-administration in the reverse order (CBD followed by AM251) did not produce the same additive
effect in terms of the cardioprotection afforded when AM251 was administered before CBD. This may
in part be due to pre-treatment with CBD interacting with and blocking tonic activity at the CB;
receptor (and thus preventing AM251 from gaining access to the receptor site). Activation of CB; has
been shown to be proarrhythmic in a model of global ischaemia in the isolated rat heart (Andrag and
Curtis, 2013). Figure 5.21 and Figure 5.22 illustrates a proposed hypothesis to explain the current
findings. We hypothesise that CBD may be acting principally at the CB; receptor if it is given prior to
AM251 administration and, although the beneficial or indeed detrimental role of the CB; receptor in
I/R remain disputed, the blockade of tonic activity by CBD might be responsible for the conferred
anti-arrhythmic effect. Consequently, when AM251 is then administered the remaining site of action
could be GPR55, resulting in the potentiation of ischaemia-induced arrhythmias quantified over the 30
minute ischaemic period. Indeed GPR55 activation has been identified as a potential mediator of cell
injury (Kapur et al., 2009; Sharir and Abood, 2010).
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Alone, CBD and AM251 bolus administration produced a small reduction in VF incidence. The effects
of CBD on VF were markedly enhanced by AM251 (AM251 then CBD), however co-administration
in the reverse order (CBD then AM251) completely reversed the small reduction in VF mediated by
AM251. These data would suggest the involvement of more than just the CB; receptor in the
mediation of reduction in VF incidence.
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AM251 then CBD

Ischaemia

CBD AM251

Figure 5.21 Proposed pharmacological activation of the CB; receptor and GPR55 depending on the
order of administration of CBD and AMZ251. It is proposed that when AM251 administration
preceeds that of CBD, there is pharmacological blockade (antagonism — green arrow) of the CB;
receptor by AM251. This would allow 2AG and AEA (whose production is upregulated as a
consequence of ischaemia) to activate CB, receptor exclusively. The second effect may involve CBD
acting at GPR55 as its site of action at CB; is no longer available as a result of occupation by
AM251. CBD would antagonise (green arrow) GPR55 potentially preventing intracellular Ca*
mobilisation induced by an endogenous ligand such as LPI. Dashed arrows indicate the additional
pharmacological actions of CBD, AM251 and the endocannabinoids, those actions being prevented
by the proposed activity indicated by the bold arrows (blue arrow — agonism; red arrow — inverse

agonism, grey arrow — agonism).
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CBD then AM251

Ischaemia

CBD AM251

Figure 5.22 Proposed pharmacological activation of the CB; receptor and GPR55 depending on the
order of administration of CBD and AM251. We propose that when AM251 is given after bolus
CBD administration, CBD acts principally at CB; receptors as an inverse agonist (red arrow), thus
preventing constitutive receptor activity. CB; receptor activation in Ml has been demonstrated to
be proarrhythmic (Andrag and Curtis, 2013). What is more, AM251 when administered could act
as an agonist at GPR55 (blue arrow). GPR55 has been implicated in the development of
arrhythmias in myocardial ischaemia. Dashed arrows indicate the additional pharmacological
actions of CBD, AM251 and the endocannabinoids, those actions being prevented by the proposed

activity indicated by the bold arrows (green arrow — antagonism; grey arrow — agonism).
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5.5.4 Summary and conclusions

This study confirmed previous observations which showed that CBD is anti-arrhythmic and is the first
to demonstrate that AM251 is cardioprotective in an anaesthetised rat model of MI. Moreover, co-
administration of CBD and AM251, in either order was identified as anti-arrhythmic. Interestingly, the
order of administration of CBD and AM251 appears to affect the degree of potentiation of anti-
arrhythmicity of either compound alone. None of the drug treatment regimes had any significant effect
on recovery of MABP following ligation of the coronary artery. However, attempts to identify the
receptors responsible for mediating the anti-arrhythmic effects of either drug were hampered by the
complex pharmacology of the two compounds, which in both cases involved CB; and GPR55 and the
likelihood of ‘cross-talk’ between the two receptors. As a result the next series of studies sought to

explore the role of [Ca*]; in the action of both CBD and AM251.
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6. Development of a
method to measure
changes in [Ca2*]i in
isolated rat ventricular

myocytes
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6.1 Introduction

Intracellular Ca®* ([Ca*'];) plays a fundamental role in the propagation of the spontaneously generated
action potentials of the SA node, while the inward movement of Ca®" in atrial and ventricular
myocytes creates the prolonged depolarisation typical of these cells, known as the plateau phase
(Irisaw, Brown and Giles, 1993; Levick, 2003; Pollock and Richards, 2004; Figure 1.2). The electrical
excitation of cardiac myocytes initiates contraction in a process termed excitation-contraction coupling
(Bers, 2002). The synchronous contraction of atrial and ventricular syncytiums ensures the efficient
pumping of the heart and propulsion of blood to the lungs and systemic circulation (Levick, 2003;
Pollock and Richards, 2004). The reliance of the heart on Ca®* was first identified in 1883 (Ringer),
and since that discovery it has been shown that without extracellular Ca*, Ca®*-induced rises in

intracellular Ca*" cannot occur, leading to prevention of myocardial contraction (Levick, 2003).

Perturbation of physiological concentrations of Ca®* rapidly results in deterioration of cardiac cell
physiology. Increased Ca®* in cardiac myocytes predisposes the heart to electrical instability and,
consequently the likelihood of triggered automaticity, reentry and electrical inhomogeneity leading to
subsequent ventricular fibrillation and tachycardia (Lubbe, Podzuweit and Opie, 1992; Ugdyzhekova
et al., 2001). [Ca*]; overload subsequent to a period of ischaemia can also result in reoxygenation-
induced contracture in rat perfused hearts (Steenbergen et al., 1990). Hypercontracture is a perpetual,
ischaemia-induced, stiffening of the myocardium which, if persistent enough, inhibits the recovery of
contractile function of the myocardium (Ladilov et al., 2003). Thus, given the fundamental role [Ca®'];
plays in the electrophysiology and mechanical function of the heart, it is important to consider the role
it may play in the mediation of the anti-arrhythmic effects of CBD and AM251 that were described in
Chapter 5.

6.1.1 Myocardial ischaemia and Ca?*

As detailed in Chapter 1, the electrophysiological changes induced by an episode of acute Ml begin
with the extracellular accumulation of K* within 10 seconds of cessation of coronary flow (Hill and
Gettes, 1980; Hirche et al., 1980; Nayler, 1981; Fozzard and Makielski, 1985; Janse, 2000). This
begins a cascade of ionic disturbances, with the rise in [Ca®']; occurring subsequent to the extracellular
[K™]e rise and intracellular [Na']; accumulation and with comparative delay to K*and Na* (Allen and
Orchard, 1983). Concomitant to these ionic changes, there is a depolarisation of cells within the
ischaemic zone, in a process thought consequent to alterations in [K™]e (Kleber, 1983; Coronel et al.,
1988; Janse and Wit, 1989).
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In the early stages of acute MI the perturbation in [Ca*]; is caused initially by displacement of Ca**
from its intracellular cytoplasmic buffer sites by accumulating H* (Gambassi et al., 1993; Isenberg et
al., 1993; Carmeliet, 1999). Reversal of the Na'-Ca®* exchanger, induced in compensation for the
concurrent rise in [Na'];, then further increases [Ca*];, as demonstrated in isolated rat heart and
isolated ferret papillary muscle (Figure 6.1; Smith and Allen, 1988; Tani and Neely, 1989; Haigney et
al., 1994; Chen and Li, 2012; Ottolia et al., 2013). Finally, the inadequate SR re-uptake of Ca®,
following slowing of the ATP dependent Ca®* pump due to reduction of the maximal rate (Via) of
Ca*" movement, increases [Ca"); further still (Kaplan et al., 1992; Carmeliet, 1999; Ottolia et al.,
2013).

Thandroyen et al. (1992) used an isolated, cultured rat ventricular myocyte model to determine the
sequence of ionic alterations which transpire as a consequence of hypoxia, and how these relate to the
initiation and development of cellular injury. In this model, metabolic inhibition by hypoxia resulted in
a loss of intracellular K* and magnesium ions (Mg**) with a concomitant gain of intracellular Na* and
Ca”" (Buja et al., 1985; Morris et al., 1989; Jones et al., 1989; Buja et al., 1990; Thandroyen et al.,
1992). The changes in [Ca*]i induced by hypoxia in isolated rat ventricular myocytes are dependent
on simultaneous extracellular acidosis (Pravdic, Vladic and Bosnjak, 2009). These biochemical
changes are similar to those observed in both in vitro and in vivo models of hypoxia (Buja et al., 1985;
Morris et al., 1989; Jones et al., 1989; Buja et al., 1990; Thandroyen et al., 1992). Thus it is clear that
changes in [Ca*];, by the induction of MI, can have a significant and profound effect on the
electrophysiology of the myocardium, which ultimately provides an environment ideal for the

generation of VVPBs.
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Figure 6.1 Schematic of Ca?* signalling in the cardiac myocyte (blue arrows) and changes in this signalling
induced by MI (red arrows). Depolarisation of the area around the t-tubule begins the process of
contraction of the cardiac myocyte through stimulation of Ca®* entry by way of the voltage-dependent
LTCC. Ca* entry triggers further rises in cytosolic Ca** by ryanodine receptor-mediated release from the
SR. The intracellular Ca*" binds to the myofilaments initiating contraction. In the setting of MI there is a
reversal of Na'-Ca*" exchanger (NCX) and inadequate SR reuptake of Ca** by the sarcoplasmic
reticulum calcium transport ATPase (SERCA), which leads to cytosolic and mitochondrial Ca?* overload.
These perturbations coupled with the loss of Na*-K* ATPase and acidosis, leads to the increased likelihood
of mMPTP opening in the IMM. Adapted from Crompton, 1999; Bers, 2000; Suleiman, Halestrap and
Griffiths, 2001.
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6.1.2 Effect of accumulating [Ca**]; following acute myocardial ischaemia

Changes in ion flux induced by acute ischaemia change the basic electrophysiological properties of the
cardiac cell (Janse and Wit, 1989). This results in a reduction in conduction velocity, variability in
refractoriness and provides a suitable milieu for the genesis of arrhythmias (Czarnecka, Lewartowski
and Prokopczk, 1973; Downer, Janse and Durrer, 1977; Kleber et al., 1978; Janse and Wit, 1989).
Indeed, accumulation of [Ca®']; in isolated cardiomyocytes (to micromolar concentrations), has been
found to precede the commencement of spontaneous fibrillation in neonatal rat myocytes. This
intracellular accumulation of [Ca®];, as a consequence of the progressive extracellular [Ca*]
elevation, was used to identify the role [Ca®*]; played in the development of premature beats
(Thandroyen et al., 1991). Increased [Ca®]; is typically found after a period of MI (Steenbergen et al.,
1990; Carmeliet, 1999). In fact, elevated [Ca®']; has been identified as a mediator in the induction of
triggered automaticity, reentry and electrical inhomogeneity (Clusin, Buchbinder and Harrison, 1983;
Opie et al., 1988; Thandroyen et al., 1991), which are critical precursors to the occurrence of VF and
VT (Lubbe, Podzuweit and Opie, 1992).

In addition to the electrophysiological abnormalities that increased [Ca®']; can produce, additional
pathogenic alterations may occur which can limit the recovery of the post-ischaemic myocardium. The
prevention of adequate ATP synthesis, coupled with the ionic imbalances that occur during Ml, can
impair the regulatory processes that maintain baseline [Ca*]; within the 10”M range in the cardiac
myocyte (Steenbergen et al., 1990). As detailed above, Ml is associated with increases in [Ca®']; and it
is this accumulation of [Ca®']; that can induce Ca®* overload-induced contracture upon reperfusion
(Ladilov et al., 2003; Piper, Meuter and Schafer, 2003). The high [Ca®']; coupled with re-activation of
ATP synthesis upon reperfusion leads to uncontrolled initiation of contraction in cardiac myofibrils
ultimately leading to the shortening and stiffening of the myocardium which is termed contracture
(Steenbergen et al., 1990; Ladilov et al., 2003; Piper, Meuter and Schafer, 2003). The development of
contracture in the post-ischaemic myocardium, if persistent, can lead to cytoskeletal defects that cause

structural instability in cardiac myocytes (Piper, Meuter and Schafer, 2003).

High [Ca?"]; following MI can induce opening of the mPTP which causes apoptotic and necrotic cell
death upon reperfusion of the ischaemic myocardium (Hausenloy, Duchen and Yellon, 2003). The
uptake of Ca** by mitochondria during a period of ischaemia is the crucial factor that will ultimately
predict the death or survival of the cardiomyocyte, since this is the driving force in changing the
probability of the opening of the mPTP (Crompton and Costi, 1988; Hausenloy, Duchen and Yellon,
2003).
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6.1.3 Cannabinoids and [Ca**];

The determination of survival of cardiac myocytes following an episode of acute Ml can thus be, at
least in part, attributed to the maintenance of homeostasis of [Ca*]; (Janse and Wit, 1989; Carmeliet,
1999; Hausenloy, Duchen and Yellon, 2003). What is more, calcium-mediated perturbations in normal
electrophysiology, for example slowing of the action potential, early and delayed after depolarisations
and reentry, have been implicated in the development of arrhythmias (Thandroyen et al., 1991;
Kranias and Bers, 2007). Reduction of [Ca®"]; through the use of Ca®* channel blockers have been
shown to reduce arrhythmia incidence in an isolated multicellular cardiomyocyte model (Thandroyen
et al., 1991). Cannabinoids (synthetic, endogenous and plant-derived alike) have been shown to act on
both Ca”*"-dependent processes and on Ca”* homeostasis on post-synaptic cells of the nervous system,
at the TRPV1 receptor and in the heart (Brenowitz and Regehr, 2003; van der Stelt et al., 2005; Currie
et al., 2008; Drysdale et al., 2009). Ca** signalling implicated in the generation of arrhythmias in rats
has been linked to IP; receptor mediated signalling (Mackenzie et al., 2002) and furthermore,
endothelin-induced arrhythmogenic Ca®* mobilisation in mice can be ameliorated in 1P; receptor
knock-out mice (Li et al., 2005). Interestingly, IP; receptor-mediated Ca** mobilisation can also be
modified by AEA and AM251 (Currie et al., 2008), suggesting a role for cannabinoids in the
modulation of Ca®* signalling. Indeed, CBD has been shown to alter [Ca®"]; in numerous cell types
including, but not limited to, hippocampal neurons, leukocytes and mast cells (Kaplan et al., 2003;
Drysdale et al., 2006; Giudice et al., 2007), although to date there is no data on its effect on Ca®" in
cardiomyocytes. CBD is known to effect [Ca®']; changes by modulating NMDA-elicited Ca®" signals
and through inhibition of voltage-gated calcium channels (Mackie and Hille, 1992; Twitchell, Brown
and Mackie, 1997; Netzeband et al., 1999; Drysdale et al., 2006). In neurons and glial cells, CBD
causes an increase in [Ca®']; that is sustained even after washout of CBD, and is independent of an
action at CB; receptors (Drysdale et al., 2006) and is believed to be due to release of Ca*" from
intracellular stores. In support of the latter, Ryan et al. (2009) demonstrated that application of CBD to
primary rodent hippocampal cells kept under conditions of high excitability, reduced [Ca®']; and
prevented [Ca?"]; oscillations, leading them to propose that the intracellular site of action of CBD was

principally the mitochondrial sodium-calcium exchanger.
Additionally, AM251 has been shown to prevent dysfunction of mitochondria in a model of hepatic

lipogenesis (Chen, Ho and Lee, 2013) and CBD can modulate [Ca*"]; depending on the excitability of

the cell in a manner in part aided by mitochondria (Ryan et al., 2009).

- 136 -



Thus, in light of the anti-arrhythmic effects observed with CBD and AM251 in this present study, this
study explored their potential to modulate Ca®* and mitochondrial membrane potential as a possible
mechanism underlying their anti-arrhythmic effects.

6.1.4 Use of an ex vivo model of simulated ischaemia in freshly isolated rat

cardiomyocytes

In light of the findings from the in vivo studies (described in Chapter 5) which identified the anti-
arrhythmic capacity of CBD and AM251 it was postulated that a potential mechanism of their action
was to stabilise [Ca*]; following induction of acute MI. Furthermore, in light of the pharmacological
targets of both CBD and AM251 being similar, namely CB; receptors and GPR55, it was pertinent to
attempt to investigate the involvement of these receptors in any observed changes in [Ca*"]; during
normoxia and simulated ischaemia. Thus the aims of this study were to:

e To optimise a method for the isolation of ventricular cardiomyocytes from the rat heart,

e To develop a method to detect changes in cardiomyocyte [Ca®]i using fluorescent
microscopy,

e To establish an ex vivo model of simulated ischaemia (in an effort to mimic the effects of
oxygen deprivation induced by acute, regional MI in vivo) to determine the effects of this
pathophysiological state on [Ca*; in isolated cardiomyocytes,

e A further aim was to identify whether CBD and/or AM251 affect basal [Ca®']; or any changes
in [Ca?"]; mediated by simulated ischaemia and whether these changes are mediated by CB; or
GPR55 receptors using a similar pharmacological approach to that used for the arrhythmia

studies.
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6.2 Methods

6.2.1 Preparation of cell extracts from adult rat ventricles and detection

of intracellular Ca* in isolated ventricular myocytes

Male Sprague Dawley rats (n=29; before exclusion criteria were applied; final n numbers can be found

in the appropriate results section) were euthanised by CO, asphyxiation as described in section 2.4.1.

6.2.2 Enzyme digestion and isolation of adult rat ventricular

cardiomyocytes

The method of cell isolation from adult rat ventricles is described in Chapter 2. Isolation of cells was
achieved by a modification of the original protocol described by Bates and Gurney et al., (1999),

specifically:

1. To improve cell yield and cell viability during the isolation process, a number of
modifications were made to the technique; firstly, perfusion times for each of the solutions
were extended to allow adequate time for perfusate to percolate through the entirety of the
tissue mass. Perfusion extensions were thus, 6 minutes with Ca**-free solution, 3 minutes with
Ca®*-free solution containing proteinase and 11 minutes with Ca*'-free solution containing
collagenase and hyaluronidase.

2. Upon conclusion of ventricular mincing, the tissue was transferred to a microcentrifuge tube
where it was bathed in Krebs-Henseleit solution and gently titurated with a glass-fired pipette
prior to placing in an incubator at 37°C until required for fluorescence staining. The original

protocol from which these modifications were made is detailed in appendix II.

Viable cells were those which showed typical morphology of a cardiomyocyte when observed under a
light microscope, namely an elongated, rod-shaped cell, with a smooth outer edge. Cardiomyocytes
which have been over digested during enzymatic dispersion will typically be more spherical in shape.
The identification of striations also helped to confirm the successful isolation of the correct cell type
(Figure 6.3).
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6.2.3 ldentification of the effect of CBD and AM251 on the mitochondrial

membrane potential

Having obtained viable cardiomyocytes, a series of experiments was performed that sought to identify
the effect of CBD and AM251 on mitochondria membrane potential using redox sensor red CC-1 (CC-
1), a redox sensitive fluorescent dye which selectivity accumulates in mitochondria (and lysosomes)
following oxidisation in the cytosol of the cell (Shukla et al., 2003). The hypothesis for this series of
experiments was that CBD or AM251 may be preventing or delaying depolarisation of the
mitochondria due to mPTP opening, which typically occurs following ischaemia (Siddall et al., 2013).
Thus, CC-1 was used as a detector of mitochondrial membrane potential and FCCP was used to
uncouple the mitochondria in order to identify if CBD or AMZ251 could reduce membrane
depolarisation. The initial experiments aimed to identify the optimal concentrations of CC-1 and the
mitochondrial uncoupling agent, FCCP, the latter of which was used to indicate the effect of
mitochondrial uncoupling, on fluorescence intensity. The concentrations of CC-1 used were 1, 3 or
5uM and the concentration range of FCCP tested was 10 and 1M and 100nM. Cells were isolated as
described in section 6.2.2. 300ul of cell suspension was pipetted into each well of the 96 well plate
(Millipore, Massachusetts, USA), cells were allowed 1, 3 or 5 hours to become adherent in an
incubator at 37°C. Plates were laminin coated by incubating each well with 50ul with laminin
overnight. FCCP was incubated (37°C) for 10 minutes prior to CC-1 addition. CC-1 was incubated for
10 minutes at 37°C. The bath solution was pipetted off from each well before cells were washed once
in Krebs solution; each well was then refilled with 300ul of Krebs solution. Fluorescence intensity
was read using a Bio-tek FL600 microplate flourescence reader (MTX Lab Systems Inc, Virginia,
USA) the data for which was relayed to a desktop computer equipped with CS4 software. Plates were
read from below and sensitivity was set to 25, excitation wavelength was set to 560/20 and emission
wavelength to 590/20.

6.2.4 The effect of CBD and AM251 on [Ca*']; in normoxia and simulated

ischaemia

The next series of experiments were designed to try and assess cardiomyocyte [Ca®]; using fluorescent
microscopy in both normoxia and simulated ischaemia. The experimental design was changed from
that described in section 6.2.3 because of the difficulty in determining significant changes in
fluorescent intensity between blank and CC-1 loaded cardiomyocytes. While an inital aim during
design of the CAO experiments, was to investigate both the electrophysiological (anti-arrhythmic) and

tissue sparing (infarct size) of CBD, in the interest of time, the study only investigated the former and
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so, study of a tissue sparing end-point (effect on mPTP) in the isolated cardiomyocytes was no longer
applicable. Therefore the experiments were designed to investigate any effect of CBD and AM251 on
ischaemia-induced changes in [Ca®'];, that have been identified as a trigger for multiple forms of
ectopic activity (Clusin, Buchbinder and Harrison, 1983; Opie et al., 1988; Thandroyen et al., 1991,
Lubbe, Podzuweit and Opie, 1992).

Figure 6.2 illustrates the experimental protocol used in this study. Healthy cells isolated from
ventricular tissues were subject to investigation of the effect of a single drug treatment on [Ca®];.
Experimental drug treatment groups were; (i) vehicle control (0.002% dimethyl sulfoxide and 0.25%
ethanol (EtOH)), (ii) CBD (3uM), (iii) AM251 (25uM), (iv) CBD in the presence of AM251, (v)
AM251 in the presence of CBD. [Ca*"]; was detected by loading isolated ventricular cardiomyocytes
with the acetoxymethyl (AM) ester of fluo-4 as described in section 2.4.2. Fluo-4 AM (5puM) was used
as tool to determine [Ca®7i changes in isolated ventricular cardiomyocytes and thus changes in fluo-4
AM fluorescence are referred to as changes in [Ca*]i. All drug treatments were added to the cell-fluo-
4 AM suspension after 20 minutes of fluo-4 AM incubation and the remainder of the incubation period
occurred at room temperature. 100ul of the fluorescence-loaded labelled cells were then pipetted onto
a perfusion chamber mounted on the stage of a Leica DMI 4000B microscope. These cells were
brought into focus at x200 magnification using phase light before being illuminated with fluorescent
light (100w Hg lamp) filtered by the blue-green-red filter cube (excitation band Pass 495/15;
dichromatic mirror 510 and suppression filter 530/30).

The movie setting of the Leica image capture software was then initiated to capture the pre-wash cell
fluorescence. Cells were then superfused with Krebs-Henseleit solution at a rate of 1ml min™. Images
of cells were recorded during this wash period. The bath solution was continually aspirated off by way
of a Dymax air pump (Charles Austen Pumps Ltd, Surrey, UK). Cells were finally stimulated by
switching to a Krebs-Henseleit solution (Table 6.1) containing 60mM KCI and image sequences
recorded. All normoxic solutions were maintained by bubbling solutions with a 95% O, and 5% CO,

gas mix

For simulation of ischaemia, the experimental protocol was comparable to that for normoxic cells with
the exception that Krebs-Henseleit solution was replaced with an ‘ischaemic’ bath solution at the wash
stage of the protocol (Table 6.1) in that the solutions in these series of experiments were gassed with
95% N,/5% CO.,.
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*Fluo-4 AM (5uM) incubated for
30 minutes at room temperature
*Drugs/vehicle added after 20

Flua-4 AM minutes at room temperature

incubation

eCells illuminated with
fluorescent light

eCells perfused with Krebs
solution gassed with 95% O, and
5% CO,

eBaseline cells imaged using Leica
image capture software

*Subsequent measurements of
fluoresecent intensity used to
indicate [Ca?*];in baseline
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\
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J

*Bubbled with 95% 0,and 5% CO)

eStimulated cells imaged using
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solution

Figure 6.2 Drug treatment and experimental protocol for normoxic isolated cardiomyocytes
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Krebs-Henseleit buffer solution and ischaemic bath solution

Salt Normoxic concentration Ischaemia concentration
NaCl 120mM 141.5mM
KCI 2.5mM 8mM
MgCl, 2.5mM 1mM
NaH,PO, 0.5mM 1.2mM
KH,PO, 0.5mM -
NaHCO; 15mM 8.5mM
CaCl, 1mM 1.8mM
Glucose 10mM 5.5mM
HEPES 5mM -
Distilled water 1000ml 1000ml
pH 7.4 6.8

Table 6.1 Composition of Krebs-Henseleit solution and the ischaemic bath solution

6.2.5 Exclusion criteria

The exclusion criterion for these data was a lack of change in fluorescence to stimulation with 60mM

potassium chloride (KCI).

6.2.6 Data analysis and expression

Images were sampled at a frequency of 1Hz. All images were normalised to background fluorescence.
Fluo-4 AM fluorescence in cardiomyocytes was initially calculated as the grey scale value over the
length of 17 pixels in each myocyte, and the same measurement was taken from a cell-free area of

each image to allow for normalisation. Mean changes from baseline in response to both drug additions
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and subsequent KCI stimulation were then calculated in conditions of normoxia and simulated

ischaemia.

To determine any changes in baseline [Ca®*]; by the drug intervention, results were expressed as fold
change in florescence compared with baseline value (F/F,), where F is the measured, unstimulated
fluorescence in drug-treated cells and F, is the unstimulated fluorescence in separate vehicle-treated
cells.

Baseline fluoresence of drug treated cells
Baseline fluoresence of vehicle control cells

Fold change in baseline fluoresence (F/F;) =

Equation 5.1 Equation for calculation of fold changes in baseline fluorescence in isolated cardiomyocytes.

For cells stimulated with 60mM KCI, results were expressed as fold changes in peak fluorescence
compared with baseline value (F/Fo), where F is the fluorescence measured after drug addition and F,

is the corresponding baseline fluorescence for that drug treatment.

Peak fluorescence of drug treated cells

Fold ch [ kfl F/Fy)) =
old change in peak fluorescence (F/Fo) Baseline fluorescence of drug treated cells

Equation 5.2 Equation for calculation of fold changes in peak fluorescence in isolated cardiomyocytes.

For the fluorescence intensity data from the CC-1 experiments, average well fluorescence intensity

was measured in triplicate for each treatment and then repeated in cells from at least 3 more rat hearts.

6.2.7 Statistical analyses

Statistical analyses were performed on all data sets with a one-way ANOVA and Dunnett’s post-hoc
test and significance accepted as P<0.05. The exception to this was the analysis of the effect of
ischaemia on baseline and peak fluorescence in vehicle control cells, which was analysed using a
Student’s t test. Group sizes before application of exclusion criteria were as follows; Vehicle (n=6);
CBD (n=5); AM251 (n=5); CBD then AM251 (n=4) and AM251 then CBD (n=5). Fluorescence for
each intervention was measured in more than one cell (usually 2-3). These readings were then
averaged to produce a single n number for each experiment, with the final n numbers stated being

representative of the total number of hearts per group.
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6.3 Results

6.3.1 Identification of rat ventricular cardiomyocytes

Figure 6.3 shows an example of a viable cardiomyocytes isolated by enzymatic dispersion described in
section 6.2.2. This rod-shaped cardiomyocyte has been incubated with fluo-4 AM which is dispersed
uniformly through the cardiomyocyte. The dark and light striated pattern shows the parallel actin and

myosin filaments.

6.3.2 Determination of optimum CC-1 and FCCP concentrations for

quantification of changes in mitochondrial membrane potential

To optimise the concentration of CC-1 isolated cardiomyocytes were loaded with a concentration
range of 1, 3 and 5 uM were tested. There was no significant difference in fluorescence intensity
between any of the concentrations tested (35 £ 7, 35 £ 5, 30 £ 9 vs. 41 £ 9; CC-1 1, 3 and 5uM,
respectively vs. blank; Figure 6.4), thus, the subsequent experiments were completed at the lowest
concentration of CC-1. Addition of FCCP had no significant effect on fluorescence intensity at any

concentration, compared with either blank or CC-1 (1uM)-treated cells (Figure 6.5).
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Striations

Figure 6.3 An example adult rat ventricular cardiomyocyte showing striated banding. Ventricular
cardiomyocytes were isolated by enzymatic dispersion and tituration, incubated with fluo-4 AM and

viewed at x200 magnification.
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Figure 6.4 The effect of increasing concentrations of CC-1 on fluorescence intensity. Isolated ventricular
cardiomyocytes were incubated with different concentrations of CC-1 to determine the optimal
concentration for the quantification of fluorescence intensity. Data are expressed as mean fluorescence

intensity + SEM (arbitrary units; A.U). Samples were measured in triplicate, n=5.
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Figure 6.5 The effect of increasing concentrations of CC-1 fluorescence intensity. Isolated ventricular
cardiomyocytes were incubated with CC-1 and increasing concentrations of FCCP to determine the
optimal concentration of FCCP to induce significant changes in CC-1 fluorescence intensity. Data are
expressed as mean fluorescence intensity £ SEM (arbitrary units; A.U). Samples were measured in
triplicate, n=4-5.
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6.3.3 Effect of ischaemia on baseline and peak [Ca**];

Induction of simulated ischaemia on isolated cardiomyocytes resulted in a small decrease in baseline
[Ca®*]; compared with the baseline measurements from cells perfused with normoxic solution (0.78 +
0.23 vs. 1 F/Fo; Figure 6.6), however this was not a statistically significant effect. Upon stimulation
with KCI, normoxic cardiomyocytes exhibited a 1.39 + 0.14 fold increase in [Ca®']; from baseline
(Figure 6.7). Under conditions of simulated ischaemia, KCI induced an enhanced fluorescence signal
compared to that observed in normoxic cells (2.24 + 1.46 vs. 1.39 £ 0.14 F/Fy; P=0.05; Figure 6.7).
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Figure 6.6 Effect of simulated ischaemia on baseline fluo-4 AM fluorescence in isolated cardiomyocytes.
Data are expressed as the mean + SEM fold change from baseline fluorescence in normoxic cells + SEM
(n=3-5).
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Figure 6.7 Effect of simulated ischaemia on peak fluorescence, elicited by 60mM KCI. Results are

expressed as a fold change in mean peak fluorescence (n=3-5).
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6.4 Discussion

The aim of this series of experiments was to develop a model of isolation of rodent ventricular
cardiomyocytes and to preliminarily determine the effects of CBD and AM251, alone and in
combination, on baseline and KCl-stimulated [Ca*]; in cardiomyocytes under normoxic and simulated

ischaemic conditions.

6.4.1 Method development of isolation of ventricular cardiomyocytes

The principal aim of this series of experiments was to attempt to develop a model to successfully
isolate ventricular cardiomyocytes from adult rat hearts. The initial protocol employed (Bates and
Gurney, 1999) was modified as described in section 6.2.2 in an effect to improve cell yield and the
reproducibility of quality isolations from adult rat hearts. In spite of these modifications, the isolation
process remained only partially successful and thus, the preliminary data presented herein represents
the effects of simulated ischaemia and drug interventions on [Ca*]; on cells whose appearance
typified a cardiomyocyte when viewed on an inverted light microscope and which subsequently
responded, by a change in fluo 4-AM fluorescence intensity, to application of 60mM KCI (as

described in the experimental protocol; figure 6.2).

The protocol (Bates and Gurney, 1999; Ma et al., 2006) of enzymatic dispersion of cardiomyocytes
from ventricular tissue with collagenase, proteinase and hyaluronidase allows cells to be isolated by
digestion of soluble and insoluble collagen, hydrolysis of protein polypeptide chains and cleavage of
the glycosaminoglycan, hyaluronan, respectively (Stern and Jedrzejas, 2006). However small changes
in tissue levels of the respective targets may mean inadequate or over-digested ventricular tissue. In
either circumstance, there would be minimal, if any, functioning cells yielded by enzymatic
dispersion. Age-dependent differences in collagen content of cardiac tissues have been demonstrated
by Annoni et al. (1998) but not in rats aged less than 12 months. Significant differences in interstitial
collagen content were only observed in rats aged 19 months (Annoni et al., 1998). As such, it is
unlikely that over the duration of the period of the present study, during which rats hearts were
harvested for the enzymatic dispersion of cardiomyocytes, that there would have been a significant

age-dependent change in cardiac collagen content.

Early isolation of adult rat ventricular cardiomyocytes often produced Ca*-intolerant cardiomyocytes
which were only viable for a few hours post-isolation. The protocols used to yield such cells involved

enzymatic dispersion (with collagenase and hyaluronidase or trypsin; Vahouny, 1970; Fabiato and
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Fabiato, 1972) of tissue chunks or by retrograde perfusion of the intact heart. It was demonstrated that,
in these isolated cells, during the process of returning cells to a bathing medium containing
physiological [Ca®], the cardiomyocytes became metabolically deregulated and this led to
hypercontracture, ischaemia and membrane damage (Brierley et al., 1985; Thum and Borlak, 2000).
Aggressive digestion of cardiomyocytes can lead to membrane damage and may be the cause of Ca®*
intolerance, and is typified by a change in the morphology from rod-shaped to spherical and high
levels of lactate dehydrogenase (LDH) and creatine kinase (CK) activity. Moreover, these enzymes are
good indicators for membrane integrity/damage (Thum and Borlak, 2000). The quantification of
viable cells in earlier studies showed a range of viability (55-92%; % of rod-shaped cells) depending
on the isolation technique employed with the latter and more successful isolation protocol using an
enzyme solution containing Joklik solution supplemented with butandione monoxime (BDM),
collagenase type Il and bovine serum albumin (Vahouny, 1970; Fabiato and Fabiato, 1972; Grosso et
al., 1977; Nag and Zak, 1979; Nag et al., 1983; Bkaily et al., 1984; Van der Heide, 1995; Kivisto,
1995; Weisensee, 1995; Thum and Borlak, 2000). Unfortunately cell viability was not quantified in
this study, however from my observations | suspect that the protocol used for this study yielded
viability similar to the early adult cardiomyocyte isolation studies. With this in mind, it may be that
during isolation in this study, the retrograde perfusion of the heart tissue with the enzyme solutions
was too long and the cell membranes became damaged. Thum and Borlak (2000) demonstrated that
addition of the cytoprotective agent BDM significantly reduced LDH and CK activity during isolation
which may indicate healthier cardiomyocyte cell membranes. As such, it may have been pertinent to
include BDM into the perfusion solutions for this study. Improved yield and viability has also been
observed with the addition of EDTA early in the isolation process; these improvements were thought
to be due to modulation of tight junctions between cardiomyocytes which in turn reduces membrane
damage (Thum and Borlak, 2000). Inclusion of these two agents thus may have improved the

reproducibility of cell isolation in this study.

This study used a nominally Ca**-free solution during the enzymatic dispersion of cardiomyocytes by
retrograde perfusion as described previously (Bates and Gurney, 1999). Following retrograde
perfusion the bathing solution was switched immediately to a Ca*"-containing Krebs solution, which
helped to prevent further enzymatic digestion of the cardiomyocytes. More recent investigators have
described a more gradual, step-wise replacement of Ca®" into the bathing solution over the course of
20 minutes (Lim et al., 2008). This may prevent hypercontracture, ischaemia and membrane damage
in cells which may otherwise be lost upon rapid Ca®* replacement (Brierley et al., 1985; Thum and
Borlak, 2000).
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6.4.2 Development of a method to quantify changes in mitochondrial

membrane potential

This study initially sought to gain preliminary data of the effect of CBD and AM251 on mitochondrial
membrane potential, which was to be determined by a change in fluorescence intensity of the redox
sensor red CC-1-loaded cardiomyocytes read on a plate reader and compared with the mitochondrial
protonophore FCCP. This was on the premise that CBD and/or AM251 may be conferring
cardioprotection (chapter 5) by acting to stabilise mitochondrial membrane potential since AM251 has
been shown to attenuate dysfunction of mitochondria in a model of hepatic lipogenesis (Chen, Ho and
Lee, 2013) and CBD can modulate [Ca*']; depending on the excitability of the cell in a manner in part
aided by mitochondria (Ryan et al., 2009). Blank and CC-1 loaded cells showed similar fluorescence
intensity and moreover, there was no change in fluorescence intensity when mitochondria were
uncoupled by any of the concentrations of FCCP tested. It was suspected that a significant number of
the isolated cardiomyocytes were being lost during the washing process and so plates were
subsequently laminin coated and cells were allowed to adhere for 1, 3 or 5 hours to determine if there
was an improvement in fluorescent intensity (appendix 3). This however failed to improve quantifiable
fluorescence. Although it was surmised that cardiomyocytes were free-floating and therefore,
unaffected by laminin coating of plates, colleagues at Astra Zeneca are currently investigating the
physiology of adherent cardiomyocytes using a bind scanner. The difficulty in determining
fluorescence intensity using this protocol could therefore be due to low cell yield and as such it was
thought pertinent to instead quantify fluorescence using the technique detailed in section 6.2.3, as this
protocol is less reliant on high cell yield as the plate reader protocol. In addition, more recently it was
shown that AM251 could have a negative impact on mitochondrial membrane potential by modulation
of oestrogen-related receptor a (ERRa; Krzysik-Walker et al., 2013). With these findings in mind, it
was thought that investigation of the effect of CBD and AM251 on [Ca®']; may give a better insight
into the mechanism by which these agents are anti-arrhythmic, since it is well recognised that
modification of [Ca*"]; reduces arrhythmia. This is in fact thought to be due to reduction in overall
cellular Ca®* rather than an effect directly on the mitochondria (Brown and O’Rourke, 2010). Thus, for

subsequent experiments the new protocol was employed.

6.4.3 Effect of simulated ischaemia on baseline and KCl-stimulated [Ca*'];

Fluo-4 AM is a cell permeant fluorescent Ca*" indicator which is excited upon Ca®* binding; as such,

an increase in fluo-4 AM fluorescence is indicative of increased intracellular [Ca®'];.
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In conditions of simulated ischaemia there was a slight decrease in baseline fluo-4 AM fluorescence,
indicative of a reduction in [Ca®'];. This is in contrast to findings by Li et al. (2013), who found that
simulated ischaemia in cardiomyocytes progressively increased baseline [Ca*]i. This may be due to
the duration of simulated ischaemia in the present study (20 minutes) which was significantly shorter
than the 60 minutes used in the Li et al. (2013) study. Similarly, in the in vivo setting, induction of
ischaemia results in a comparatively slow rise in Ca®* (Levick, 2003).

In control (non drug-treated) cells, upon stimulation with KCI, cardiomyocyte [Ca**]; was increased by
approximately 1.5-fold under normoxic conditions. When challenged with KCI under simulated
ischaemia an approximate 2.5-fold increase in [Ca*"]; was observed, although this did not achieve
statistical significance when compared with normoxic conditions. The increase in [Ca®]; observed
under conditions of simulated ischaemia were also observed in a more long-term investigation of
[Ca®']; in a mouse model of chronic heart failure (CHF) after in vivo myocardial infarction. Isolated
cardiomyocytes from this mouse model of CHF, showed that both 1 week and 10 weeks post-MI, Ca**
transients were higher than in sham animals due to increased Ca*" influx and higher SR Ca®*
concentrations, that being Ca®* mobilisation was mediated by electrical field stimulation which was

used in the present study as opposed to KCI (Mork et al., 2009).

6.4.4 Effects of CBD in normoxic cells on baseline and simulated [Ca®*];

This study demonstrated that under normoxic conditions, CBD had no effect on baseline [Ca®7]; in
single ventricular cardiomyocytes which is in contrast with findings observed previously in a study of
hippocampal cells. Drysdale et al. (2006) showed that CBD (1uM) was a potent mobiliser of [Ca?'],
from both intracellular stores and entry via LTCCs, in neurones and glial cells from the hippocampus.
However, they did note a degree of variability in the responses to CBD depending on cell type; while
77% of glia responded to CBD, only 55% of neurones did. On the basis of the present findings, it may
be that cardiomyocytes are unresponsive to CBD. Furthermore, the study by Drysdale et al. suggests
that [Ca®']; mobilisation in response to CBD may be CB; receptor independent on the basis that the
glia responded most frequently but do not express this receptor. As discussed in the introduction, CBD
has been proposed to mediate reductions in [Ca?']; in conditions of high excitability in hippocampal
cells by inhibition of the mitochondrial sodium-calcium exchanger (Ryan et al., 2009) and as such, it
is unlikely this lack of responsiveness to CBD in our cardiomyocytes is as a result of lack of receptors

through which CBD may mediate this reduction in [Ca*];.

In contrast to the effect of CBD alone, AM251 pre-treatment unmasked an increase in [Ca*]; in

response to CBD. This is consistent with the findings of Drysdale et al. (2006), who observed that the
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response of hippocampal cells to CBD was markedly increased in the presence of a CB; receptor
antagonist. They proposed that this CB; receptor antagonist-mediated facilitation of the effect of CBD
on [Ca*]; was due to prevention of voltage-gated Ca** channel blockade by the tonically active CB;
receptor. Furthermore, they proposed that CBD’s effects were due to release of Ca®* from intracellular
stores, rather than Ca*" entry itself, on the basis that the [Ca**]; response was blocked by thapsigargin
and facilitated by a CB; receptor antagonist. Thus, it could be that in the presence of CB; receptor
blockade CBD is better able to facilitate Ca*" release from intracellular stores, through a possible
action at GPR55. However, activation of GPR55 results in Ca®* mobilisation via G,-facilitated LTCC
activation and release of Ca*" from intracellular stores via inositol 1,4,5-triphosphate (IPsR) and
ryanodine (RyR) receptors (Figure 6.13; Lauckner et al., 2008; Waldeck-Weiermair et al., 2008, Yu et
al., 2013). Therefore it is more likely that, when free to act as a GPR55 antagonist, CBD inhibits,

rather than facilitate, any increase in [Ca*];.

6.4.5 Effects of CBD on [Ca”"]iin simulated ischaemia

Similar to its effects under normoxic conditions, CBD had no effect on [Ca®']; under either baseline
conditions or in KCI-stimulated cells subjected to simulated ischaemia. Thus it is unlikely that that the
anti-arrhythmic effects of CBD described in the previous chapter are through an effect on [Ca®']; at the

level of the cardiomyocyte.

In contrast to the effect of pre-treatment with AM251 prior to CBD application on KCl-induced
increases in [Ca®] under normoxic conditions, under conditions of simulated ischaemia, co-application
of AM251 suppressed the rise in [Ca®*]; suggesting that ischaemia per se induces changes that leads to
a reduction in the [Ca®]; response. Levels of circulating endocannabinoids have been shown to
increase after induction of acute ischaemia and AEA has been shown to be released directly from
cardiomyocytes (Mukhopadhyay et al., 2007) and to inhibit the function of LTCCs. Thus, under
conditions of ischaemia AEA released from the cardiomyocytes may inhibit the KCl-stimulated rise in
[Ca®"]; through blockade of LTCCs, thus negating the effect of any CBD-mediated rise in [Ca®'];.

6.4.6 Effects of AM251 on baseline and stimulated [Ca?*]; in normoxic and

hypoxic cardiomyocytes

AMZ251 alone induced a significant increase in both baseline and KCl-induced increases in [Ca®*];in
normoxic, isolated cardiomyocytes, which is consistent with a previous study demonstrating that
AM251 increases Ca”* currents in HEK 293 cells (Vasquez et al., 2003). If the effects of AM251 are
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through its action as a CB; antagonist, then this increase in [Ca®*]; may be due to lifting the CB;-
mediated inhibition of GPR55 signalling as described above. However, CB; receptors are expressed
only sparsely on normal, healthy cardiomyocytes, which suggests that in normoxic cells the actions of
AM251 are likely to be independent of CB; receptors, and thus more likely involve the activation of
GPRS55 which, would increase internal Ca®* (Lepicier et al., 2007). As mentioned above, GPR55
activation in cardiomyocytes has been shown to regulate [Ca®']; in a L-type Ca®* channel, IPs;R and
RyR-dependent manner (Henstridge et al., 2009; Yu et al., 2013). In addition, GPR55 receptor
activation can induce depolarisation of the cardiomyocyte (Bondarenko et al., 2010; Yu et al., 2013).
Importantly, GPR55 receptor activation can induce different electrophysiological responses depending
on whether activation is sarcolemmal or intracellular, with the former depolarising and the latter
hyperpolarising the cardiomyocyte (Error! Reference source not found.6.16; Yu et al., 2013). The
finding that the increases in baseline and peak [Ca?']; elicited by AM251 were attenuated when cells
were pre-treated with CBD prior to AM251 supports the notion of an action of AM251 at GPR55.

In contrast to the effects on normoxic cardiomyocytes, AM251 decreased the KCI-induced increase in
[Ca®']; and had no effect on baseline [Ca®"];. Moreover, the effect on KCl-induced changes in [Ca®'];
was not modulated by CBD pre-treatment. This suggests once again that ischaemia can alter the
response of cardiomyocyte [Ca®']; to AM251. As discussed in section 6.4.3, the most likely mediator
of reduced [Ca®; in conditions of ischaemia would be increased circulating endocannabinoids that
inhibit Ca?* influx through the LTCCs (Mukhopadhyay et al., 2007). Alternatively, hypoxia/ischaemia
may influence the expression of the receptors within the myocardium, since the expression of both
CB; (Lepicier et al., 2007) and GPR55 (chapter 5) have both been shown to be augmented in
ischaemia/infarcted myocardium; this would inevitably result in alterations in the pharmacological
response to agents acting at these receptors. More specifically, data from our lab has shown that LPI,
the endogenous ligand for GPR55, can only increase infarct size when given prior to ischaemia and
not post-MI (Robertson-Gray, unpublished). This may suggest that ischaemia is associated with a
reduction in GPR55 expression and this may explain the opposing effects of AM251 in the isolated

cardiomyocytes.

6.4.7 Study limitations

The model of simulated ischaemia in isolated ventricular cardiomyocytes used in the present study is
similar to that implemented by O’Brien and Howlett (2008). While is does not mimic precisely the
effects of in vivo MlI, the purpose of this study was to further elucidate the anti-arrhythmic effects of

CBD and AM251 and more specifically, whether they might be acting to alter [Ca*];. As such
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investigation of the isolated cardiomyocyte under conditions of hypoxia, substrate deprivation, and
ionic imbalance was a fair representation of in vivo conditions (Guo et al., 2013).

Acute in vivo ischaemia induced by ligation of a coronary artery causes cessation of local circulation,
thus inducing oxygen deprivation and metabolite accumulation. In the in vitro model of simulated
ischaemia used in this study, an ischaemic bath solution was superfused to the cardiomyocyte
perfusion chamber. Therefore, in this model, there was no cessation of circulation as would be
observed in vivo. Critically, purine precursors, amphiphiles and protons would be washed out, thereby

preventing replication of the deleterious effects of metabolite accumulation (Carmeliet, 1999).

In conditions of acute hypoxia, there are changes in ion channel function which consequently induce
ion concentration perturbations, including but not limited to; the late Na* which is amplified, the fast
Na* which is reduced, the L-type Ca®* current through which basal current is diminished, and finally,
the delayed rectifier K* current, through which the slow component is decreased. The perturbations in
ion homeostasis change action potential morphology duration little unless coupled with J3-
adrenoceptor stimulation (Guar, Rudy and Hool, 2009). The changes in ion channel function following
acute hypoxia are similar to those induced by ischaemia, although since action potential morphology is
altered less, the ion perturbations are less extreme. In hypoxia, the action potential is shortened as in
conditions of coronary artery occlusion but the fall in resting membrane potential is not as great,
furthermore, the maximum upstroke velocity decreases are not as significant (McDonald and
MacLeod, 1973; Carmeliet, 1978; Janse and Wit, 1989; Pacini and Kane, 1991; Carmeliet, 1999). It
has been identified that a combination of lactate (10mM), acidosis (pH 6.8) and the bioactive lipid, a-
lysophosphatidylcholine (LPC; 5uM), most closely reflected the changes in action potential observed
in vivo, however, these in vitro changes were best observed in what would be the late phase of
arrhythmia occurrence in vivo (>6 hours post-occlusion). The changes in AP characteristics induced by
combined acidosis, hypoxia and elevated extracellular K, conditions we employed, produced reliable
reductions in resting membrane potential, action potential amplitude and action potential duration at
50 and 90% repolarisation levels (Pacini and Kane, 1991) thus supporting the use of these conditions

in our model.
The model described herein cannot therefore completely represent the plethora of deleterious changes

induced by acute MI in vivo. However the hypoxic conditions, combined with an ischaemia-like

superfusate, are a viable representation in the isolated, ex vivo setting.
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6.4.8 Summary and conclusions

The key findings are that, CBD has no significant effect on [Ca®*]; in normoxia or simulated
ischaemia, however, AM251 pre-treatment unmasked an increase in [Ca®'];, possibly induced by
activation of SR release or by GPR55-mediated activation by AM251. AM251 however, increased
baseline [Ca*7;, likely due to GPR55 activation as this response could be muted by CBD pre-
treatment, implying a simple, agonist-antagonist effect of the two compounds at GPR55. AM251
either alone or in combination with CBD reduced [Ca®; in hypoxic cardiomyocytes and this may
explain the anti-arrhythmic effects of this drug we described in chapter 5.

- 158 -



7. General Discussion
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7.1 Main findings

7.1.1 CBD and AM251 mediate hypotension in the anaesthetised rat

The role that CB; receptors play in mediating changes in haemodynamic variables has been reasonably
well characterised, having been identified as the principal mediators of the prolonged hypotension
which typifies phase Il of the haemodynamic response to bolus I.V. cannabinoid administration (Jarai
et al., 1999; Ledent et al., 1999). As detailed in sections 4.4.1 and 4.4.2, this study further supports
these data by demonstrating that the selective CB; receptor agonist, ACEA, produces a significant fall
in MABP following bolus 1.V. administration. Furthermore, the CB; receptor antagonist AM251 had
the capacity to abrogate the depressor response induced by ACEA, thus strongly suggesting that the
effects of ACEA were mediated by the CB; receptors.

Unlike the role of CB; receptors in blood pressure regulation, the role of GPR55 has received much
less attention, yet increasing evidence suggests that this recently deorphanised GPCR may play an
important physiological role. In particular it has been identified to play a role in bone metabolism
(Whyte et al., 2009; Sharir et al., 2012), skin tumour development (Perez-Gomez et al., 2013), and the
prevention of oxidative damage and neutrophil migration (McHugh and Ross, 2009; Balenga et al.,
2011; Henstridge et al., 2011). Alone it was observed that AM251 induced a transient depressor
response which could not be explained as a CB; receptor mediated effect given that antagonism at CB;
would be expected to increase, rather than decrease, blood pressure (Montecucco and Di Marzo,
2012). As well as being a CB; antagonist however, AM251 is a potent GPR55 receptor agonist
(Ryberg et al., 2007), and as such, it is possible that the transient fall in MABP induced by AM251 is a
GPR55-dependent effect.

In addition to the haemodynamic changes mediated by each of these agents alone, pre-treatment with
CBD abrogated the AM251 mediated antagonism of ACEA’s depressor effects. CBD (Ryberg et al.,
2007) and AM251 (Fischbach et al., 2007; Johns et al., 2007; Waldeck-Weiermair et al., 2007) have
opposing pharmacological activity at GPR55, as antagonist and agonist, respectively, and as such it
would be unlikely that this abrogation is solely through a GPR55-mediated effect. Rather, literature
exists which suggests that there is a degree of crosstalk between the CB; and GPR55 receptors with
GPR55 signalling being inhibited by CB; receptor activation in a process dependent on the activation
status of integrins (Waldeck-Weiermair et al., 2008). Therefore if this cross-talk is relevant to

modulation of haemodynamic variables then it is possible that CBD is not acting as an antagonist at
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GPR55 but rather as a weak antagonist or inverse agonist at CB;, thus uplifting CB;-mediated
suppression of GPR55 signalling thus allowing AM251 to induce a more profound hypotension.

7.1.2 The selective GPR55 agonist, O-1602, does not mediate hypotension

in the anaesthetised rat

To confirm that the transient hypotension mediated by AM251 was a GPR55-medited effect the
selective GPR55 agonist, O-1602 was employed; however, this failed to induce any change in MABP
or HR, even at the highest dose (100ng kg™) as described in sections 4.4.5. Recent data has however,
cast doubt over the legitimacy of O-1602 as a GPR55 ligand and suggestion was made that rather that
GPR55, GPR18 is its principal pharmacological target (Johns et al., 2009; Kapur et al., 2009; McHugh
and Ross, 2009). Thus the lack of O-1602 induced hypotension in the anaesthetised rat does not rule
out a role for GPR55 in BP regulation.

7.1.3 Pre-ischaemia bolus AM251 administration confers protection

against ischaemia-induced ventricular arrhythmias in vivo

Numerous studies exist which investigate the effects of cannabinoids in the cardiovascular system
including examination of the negative ionotropy induced by CB; receptor activation (Ford et al., 2002;
Bonz et al., 2003) and vasodilator effects of the endocannabinoid AEA (O’Sullivan et al., 2004;
Mukhopadhyay et al., 2002). More recently our lab identified the cardioprotective effects of the
phytocannabinoid, CBD (Walsh et al., 2010). Thus the aim of the present study was to elucidate the

targets which may confer this cardioprotection.

This study has, for the first time, demonstrated the anti-arrhythmic effect of the CB; receptor
antagonist and GPR55 receptor agonist, AM251 in a rat model of acute MI. Although this contrasts
with existing literature (Hajrasouliha et al., 2008), this may be explained by the fact that the VT
incidence in their control animals was comparable in magnitude to that observed for our AM251-
treated animals and therefore, much lower than our control incidences. As detailed in section 5.5.2, it
was initially postulated that the anti-arrhythmic effects of AM251 may be conferred by way of
compensatory activation of CB, receptors owing to the inhibition of CB; receptors coupled with the
possibility that CB; receptor expression is reduced during periods of increased endocannabinoid tone,
which in the setting of ischaemia, would persist (Mukhopadhyay et al., 2007; Nucci et al., 2007). The

role of CB, receptor activation in cardioprotection has been more thoroughly investigated than that of
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CBy, and it is acknowledged to provide protection (Krylatov et al., 2001; Lucsokova et al., 2008; Lim
et al., 2009). Interestingly however, the present study demonstrated that AM251 had a marked
suppressant effect on arrhythmias during acute MI which were likely to be induced by excess
catecholamine release (i.e. phase 1b). One possibility is that AM251 achieves this through inhibition of
tyrosine hydroxylase expression, which it has already been demonstrated to reduce in fawn-hooded
rats (Femenia et al., 2010). Tyrosine hydroxylase is a critical catalyst of the rate limiting step in the
production of adrenaline and noradrenaline (Femenia et al., 2010).

7.1.4 Co-administration of CBD and AM251 can potentiate the reduction

in arrhythmia incidence of either alone

In order to identify potential targets which may mediate the anti-arrhythmic effects of CBD (Walsh et
al., 2010), the effect of CBD in the presence of AM251, which was initially used as a CB; antagonist,
was investigated. During these investigations it became clear than AM251 alone was also able to
reduce the incidence of VT and total VPBs and furthermore, depending on the order of administration,
co-administration of CBD and AM251 could potentiate the observed reductions in VT incidence and
total VPBs compared when either agent is administered alone. The disparity in the degree of
protection afforded by CBD and AM251 depending on the order of administration, points to the
involvement of other receptors, than just the CB; receptor. Therefore it is possible that there is a
degree of synergism between CBD and AM251 at common receptor targets, and this is supported by
unpublished observations from our laboratory that have demonstrated that the modest ex vivo anti-
aggregatory capacity of CBD is enhanced in the presence of AM251. The common receptor targets
may include the putative cannabinoid receptor GPR55. CBD and AM251 both act at GPR55, as an
antagonist and agonist, respectively, moreover, CB; receptors and GPR55 receptors have been shown
to interact in vitro (Lauckner et al., 2008; Pacher and Hasko, 2008; Waldeck-Weiermair et al., 2008;
Lim et al., 2009). However, while it seems unlikely that this synergism is the means via which AM251
and CBD confer an anti-arrhythmic effect, considering the individual actions of these compounds at
these receptors the difference in their anti-arrhythmic capacity based on order of administration may
simply be due to a preferential activation of these targets based on their pharmacologies as detailed in
figures 5.21 and 5.22.
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7.1.5 AM251 can regulate [Ca®*]; in cardiomyocytes

As detailed in section 6.3.4 and 6.3.5, AM251 can increase [Ca”]; in baseline and stimulated
normoxic cardiomyocytes. Although AM251 was initially employed as a CB; receptor antagonist in
the haemodynamic study (Chapter 3) it is now evident that AM251 is not a selective antagonist for
CB; but can in addition, act as an agonist at GPR55 (Ryberg et al., 2007). The present data supported
observations made by Li et al. (2013) and since GPR55 receptor activation can increase [Ca”]; by
mechanisms including LTCC activation and IPsR and RyR mediated release from intracellular stores
(Yu et al., 2013), it seems possible that the increase in [Ca®*]; mediated by AM251 is due to activation
of GPR55.

Conversely, AM251 appeared to induce a decrease in [Ca*]; in stimulated, cardiomyocytes under
ischaemic conditions. This effect was unaltered when CBD was co-administered. The data therefore
suggested that ischaemia itself was altering the response of AM251 on [Ca®; in cardiomyocytes.
Furthermore, our immunohistochemical identification of GPR55 in heart tissue (described in chapter
5) shows that GPR55 receptor expression may be changed following ischaemia and thus, AM251 may
no longer be acting predominantly at GPR55 but rather as an antagonist at CB; receptors which are

tonically active (Romano et al., 2013).

7.1.6 CBD does not mediate changes in [Ca®*]; in cardiomyocytes

CBD had no effect on [Ca?]; in baseline or stimulated cardiomyocytes, under either normoxic or
hypoxic conditions. This contrasted with data from Drysdale et al. (2006), who found CBD to be a
potent mobiliser of Ca?* in neurones and glia. However, these authors noted that there was a degree of
variability in responses to CBD depending on the cell type and thus, it may be that myocytes are
relatively unresponsive to CBD. On the basis that CBD does not affect a change in [Ca®']; in myocytes
under hypoxic conditions, it seems unlikely that the current findings and the previously reported anti-
arrhythmic effects of CBD are mediated by a change in [Ca?]; at the level of the cardiomyocyte
(Walsh et al., 2010).

Pre-treatment with AM251 unmasked an ability of CBD to increase baseline and stimulated [Ca®]; in
normoxic cells. This data supports previous observations which noted that the response of
hippocampal cells to CBD was increased in the presence of a CB; receptor antagonist (Drysdale et al.,
2006). These authors proposed that the facilitation of [Ca*"]; mobilisation was due to relief of voltage-

gated Ca** channel blockade by the tonically active CB; receptor. | also considered the potential
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involvement of GPR55 given the pharmacological profiles of CBD and AM251 at this receptor.
GPRS55 activation is acknowledged to mediate an increase in [Ca*; and thus, the increase in [Ca®™'];
conferred by CBD and AM251 and not CBD alone may be due to activation of GPR55 by AM251.
However, CBD and AM251 did not increase [Ca*]; in conditions of hypoxia, in fact there was a trend
toward a reduction in [Ca*]; in conditions of hypoxia. This may suggest that hypoxia itself could be
inducing a change which may affect [Ca®']; at the level of the cardiomyocyte. Recently, our group has
shown that LPI can increase infarct size when given pre- but not post-ischaemia which would support
the hypothesis that GPR55 activity is modulated by ischaemia (Robertson-Gray, unpublished).

7.1.7 Clinical relevance

This study has demonstrated the beneficial role of cannabinoid and GPR55 receptor ligands in
reducing ischaemia-induced ventricular arrhythmias and furthermore, regulating [Ca®*]; in conditions
associated with hypoxia. In the clinical setting M1 is the cause of angina and cardiac arrhythmias
(Crossman, 2004). Prolonged periods of ischaemia can cause cardiomyocyte death by myocardial
infarction which is defined by ST, T and QRS complex changes on an ECG and an increase in blood
concentrations of specific biomarkers like cardiac troponin. Acute coronary events like myocardial
infarction continue to have a high mortality rate due to life-threatening in the first couple of hours and
furthermore, fatalities in the first month can range from 30-50 % (Armstrong et al., 1972; Tunstall-
Pedoe et al., 1999; Van de Werf et al., 2003). Although these studies focussed on the pre-ischaemic
administration of CBD and AM251 and thus this treatment would not be clinically practical for
myocardial infarction or other acute coronary events, it may be practical for use on occasions which
necessitate cessation of normal circulatory function, for example, coronary artery bypass grafts during

which ischaemia-reperfusion injury routinely occurs (Sabbagh et al., 2013).

7.2 Future work

7.2.1 The role of GPR55 in regulating [Ca®*];

The current literature and this data suggest a role for the GPR55 receptor in regulating [Ca®*]; at the
level of the cardiomyocyte in conditions of normoxia, and perhaps also in hypoxic conditions, as such
and due to the preliminary nature of the isolated cardiomyocyte data presented in this thesis it would

be interesting to repeat the investigations of the effects of AM251 in GPR55" cardiomyocytes to
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precisely determine the role this receptor may be playing. Furthermore, it would be interesting to
determine if the effects of AM251 are due to selective GPR55 activation or whether its ability to act at
CB; receptors also plays a role. Recently, some groups have identified novel GPR55 ligands which
lack activity at CB; and CB; and so use of these could possibly indicate if CB; has any involvement or
not (Brown et al., 2011; Kotsikorou et al., 2011; Kargl et al., 2012).

7.2.2 Cross-talk between CB; and GPR55

It has been recognised that the activation and consequent signalling cascades of CB; and GPR55
receptors are linked (Waldeck-Weiermair et al., 2008; Kargl et al., 2012). Kargl et al. (2012) showed
that GPR55 and CB; receptors can form heteromers and that this process can modulate the signalling
properties of each receptor. Therefore, it would be interesting to investigate whether the responses to
CBD and AM251 are similar in cells expressing each receptor alone and those expressing the
heteromeric receptors to determine if a difference exists between the responses. Moreover, if these
responses were compared in isolated cardiomyocytes in particular they would give an indication as the

whether cross-talk’ is involved in the changes previously observed in [Ca*];.

7.2.3 Examination of the effect of GPR55 on ischaemia-induced

ventricular arrhythmias

Our lab has previously sought to investigate the role of GPR55 receptors in a mouse model of acute
MI; however the effect of AM251 on ischaemia-induced arrhythmias was not quantified. To better
understand the involvement of GPR55 and CB; receptors in mediating the cardioprotective effects of
AM251 and CBD, it would be interesting to repeat this study in the GPR55" model

7.2.4 Determination of the effect of AM251 and CBD on infarct size

It would be interesting to identify whether the effects of CBD on ventricular arrhythmias extend to
myocardial necrosis. As such it would be beneficial to investigate the effect of AM251 and CBD on

infarct size.
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7.3 Conclusions

This study has shown that both the CB; receptor and GPR55 have the potential to induce
haemodynamic changes despite the complex nature of ligand specificity encountered. Moreover, it has
been demonstrated that, while both CBD and AMZ251 compounds have the capacity to reduce
ischaemia-induced ventricular arrhythmias, they probably mediate these changes at distinct sites. In
particular, the cardioprotective effects of CBD do not appear to be mediated by a change in [Ca*]; at
the level of the cardiomyocyte. In contrast, the anti-arrhythmic effects of AM251 are unlikely due to
an effect on [Ca®'];. This data suggests a role for the GPR55 receptor in mediating changes in Ca*" and
also in reducing ischaemia-induced ventricular arrhythmias and thus, it may represent a promising new

target for ameliorating the pathological effects of cardiovascular disease.

- 166 -



References

ABARBANELL, AM., HERRMANN, J.L., WEIL, B.R., WANG, Y., TAN, J,, MOBERLY, S.P.,
FIEGE, J.W. and MELDRUM, D.R., 2010. Animal models of myocardial and vascular injury. The
Journal of surgical research, 162(2), pp. 239-249.

ADAM, L., SALQIS, D., RIHAKOVA, L., LAPOINTE, S., ST-ONGE, S., LABRECQUE, J. and
PAYZA, K., 2007. Positive allosteric modulators of CB1 receptors, 17th Annual Symposium of the
Cannabinoids, Jun 26-Jul 1 2007, International Cannabinoid Research Society, pp. 86.

ADAMS, M.D., EARNHARDT, J.T., MARTIN, B.R., HARRIS, L.S., DEWEY, W.L. and RAZDAN,
R.K., 1977. A cannabinoid with cardiovascular activity but no overt behavioral effects. Experientia,
33(9), pp. 1204-1205.

AKAR, F.G., AON, M.A., TOMASELLLI, G.F. and O'ROURKE, B., 2005. The mitochondrial origin
of postischemic arrhythmias. The Journal of clinical investigation, 115(12), pp. 3527-3535.

ALLEN, D.G., MORRIS, P.G., ORCHARD, C.H. and PIROLO, J.S., 1985. A nuclear magnetic
resonance study of metabolism in the ferret heart during hypoxia and inhibition of glycolysis. The
Journal of physiology, 361, pp. 185-204.

ANDERSEN, G.@., SKOMEDAL, T., ENGER, M., FIDJELAND, A., BRATTELID, T., LEVY, F.O.
and OSNES, J., 2004. Alphal-AR-mediated activation of NKCC in rat cardiomyocytes involves ERK-
dependent phosphorylation of the cotransporter. American Journal Of Physiology.Heart And
Circulatory Physiology, 286(4), pp. H1354-H1360.

ANDERSON, S.E., CALA, P.M., STEENBERGEN, C., LONDON, R.E. and MURPHY, E., 1991.
Effects of hypoxia and acidification on myocardial Na and Ca. Role of Na-H and Na-Ca exchange.
Annals of the New York Academy of Sciences, 639, pp. 453-455.

ANDRAG, E. and CURTIS, M.J., 2013. Feasibility of targeting ischaemia-related ventricular
arrhythmias by mimicry of endogenous protection by endocannabinoids. British journal of
pharmacology, .

ANNONI, G., LUVARA, G., AROSIO, B., GAGLIANO, N., FIORDALISO, F., SANTAMBROGIO,
D., JEREMIC, G., MIRCOLLI, L., LATINI, R., VERGANI, C. and MASSON, S., 1998. Age-
dependent expression of fibrosis-related genes and collagen deposition in the rat myocardium.
Mechanisms of ageing and development, 101(1-2), pp. 57-72.

ANREP, G.V. and SEGALL, H.N., 1926. The central and reflex regulation of the heart rate. The
Journal of physiology, 61(2), pp. 215-231.

ARGAUD, L., GATEAU-ROESCH, O., AUGEUL, L., COUTURE-LEPETIT, E., LOUFOUAT, J.,
GOMEZ, L., ROBERT, D. and OVIZE, M., 2008. Increased mitochondrial calcium coexists with
decreased reperfusion injury in postconditioned (but not preconditioned) hearts. American Journal Of
Physiology.Heart And Circulatory Physiology, 294(1), pp. H386-H391.

ARGAUD, L., GATEAU-ROESCH, O., MUNTEAN, D., CHALABREYSSE, L., LOUFOUAT, J.,

ROBERT, D. and OVIZE, M., 2005. Specific inhibition of the mitochondrial permeability transition
prevents lethal reperfusion injury. Journal of Molecular and Cellular Cardiology, 38(2), pp. 367-374.

- 167 -



ARMSTRONG, A., DUNCAN, B., OLIVER, M.F., JULIAN, D.G., DONALD, K.W., FULTON, M,
LUTZ, W. and MORRISON, S.L., 1972. Natural history of acute coronary heart attacks. A community
study. British heart journal, 34(1), pp. 67-80.

ASSALY, R., DE TASSIGNY, A.D., PARADIS, S., JACQUIN, S., BERDEAUX, A. and MORIN,
D., 2012. Oxidative stress, mitochondrial permeability transition pore opening and cell death during
hypoxia-reoxygenation in adult cardiomyocytes. European journal of pharmacology, 675(1-3), pp. 6-
14.

BAINES, C.P., KAISER, R.A., PURCELL, N.H., BLAIR, N.S., OSINSKA, H., HAMBLETON,
M.A., BRUNSKILL, EW., SAYEN, M.R., GOTTLIEB, R.A., DORN, G.W., ROBBINS, J. and
MOLKENTIN, J.D., 2005. Loss of cyclophilin D reveals a critical role for mitochondrial permeability
transition in cell death. Nature, 434(7033), pp. 658-662.

BAINES, C.P., KAISER, R.A., SHEIKO, T., CRAIGEN, W.J. and MOLKENTIN, J.D., 2007.
Voltage-dependent anion channels are dispensable for mitochondrial-dependent cell death. Nature cell
biology, 9(5), pp. 550-555.

BALENGA, N.AB., AFLAKI, E., KARGL, J., PLATZER, W., SCHRODER, R., BLATTERMANN,
S., KOSTENIS, E., BROWN, A.J., HEINEMANN, A. and WALDHOER, M., 2011. GPR55 regulates
cannabinoid 2 receptor-mediated responses in human neutrophils. Cell research, 21(10), pp. 1452-
1469.

BALENGA, N.A.B., HENSTRIDGE, C.M., KARGL, J. and WALDHOER, M., 2011. Pharmacology,
signaling and physiological relevance of the G protein-coupled receptor 55. Advances in
Pharmacology (San Diego, Calif.), 62, pp. 251-277.

BARANA, A., AMOROS, I., CABALLERO, R.,, GOMEZ, R., OSUNA, L., LILLO, M.P.,
BLAZQUEZ, C., GUZMAN, M., DELPON, E. and TAMARGO, J., 2010. Endocannabinoids and
cannabinoid analogues block cardiac hKv1.5 channels in a cannabinoid receptor-independent manner.
Cardiovascular research, 85(1), pp. 56-67.

BARANN, M., MOLDERINGS, G., BRUSS, M., BONISCH, H., URBAN, B.W. and GOTHERT, M.,
2002. Direct inhibition by cannabinoids of human 5-HT3A receptors: probable involvement of an
allosteric modulatory site. British journal of pharmacology, 137(5), pp. 589-596.

BARANOWSKA-KUCZKO, M., MACLEAN, M.R., KOZLOWSKA, H. and MALINOWSKA, B.,
2012. Endothelium-dependent mechanisms of the vasodilatory effect of the endocannabinoid,
anandamide, in the rat pulmonary artery. Pharmacological Research: The Official Journal Of The
Italian Pharmacological Society, 66(3), pp. 251-259.

BARE, D.J.,, KETTLUN, C.S,, LIANG, M., BERS, D.M. and MIGNERY, G.A., 2005. Cardiac type 2
inositol 1,4,5-trisphosphate receptor: interaction and modulation by calcium/calmodulin-dependent
protein kinase Il. The Journal Of Biological Chemistry, 280(16), pp. 15912-15920.

BATES, S.E. and GURNEY, A.M., 1999. Use-dependent facilitation and depression of L-type Ca2+
current in guinea-pig ventricular myocytes: modulation by Ca2+ and isoprenaline. Cardiovascular
research, 44(2), pp. 381-389.

BEGG, M., BAYDOUN, A., PARSONS, M.E. and MOLLEMAN, A., 2001. Signal transduction of
cannabinoid CB1 receptors in a smooth muscle cell line. The Journal of physiology, 531, pp. 95-104.

- 168 -



BEGG, M., PACHER, P., BATKAI, S., OSEI-HYIAMAN, D., OFFERTALER, L., MO, F.M.,, LIU, J.
and KUNOS, G., 2005. Evidence for novel cannabinoid receptors. Pharmacology & therapeutics,
106(2), pp. 133-145.

BERKEFELD, H., FAKLER, B. and SCHULTE, U., 2010. Ca2+-activated K+ channels: from protein
complexes to function. Physiological Reviews, 90(4), pp. 1437-1459.

BERNARDI, P., 1999. Mitochondria in muscle cell death. Italian Journal of Neurological Sciences,
20(6), pp. 395-400.

BERNIER, M., CURTIS, M.J. and HEARSE, D.J., 1989. Ischemia-induced and reperfusion-induced
arrhythmias: importance of heart rate. The American Journal of Physiology, 256(1), pp. H21-H31.

BERS, D.M., 2000. Calcium fluxes involved in control of cardiac myocyte contraction. Circulation
research, 87(4), pp. 275-281.

BERS, D.M., EISNER, D.A. and VALDIVIA, H.H., 2003. Sarcoplasmic reticulum Ca2+ and heart
failure: roles of diastolic leak and Ca2+ transport. Circulation research, 93(6), pp. 487-490.

BERS, D.M. and GUO, T., 2005. Calcium signaling in cardiac ventricular myocytes. Annals of the
New York Academy of Sciences, 1047, pp. 86-98.

BILICZKI, P., VIRAG, L., 10ST, N., PAPP, J.G. and VARRO, A., 2002. Interaction of different
potassium channels in cardiac repolarization in dog ventricular preparations: role of repolarization
reserve. British journal of pharmacology, 137(3), pp. 361-368.

BISOGNO, T., HANUS, L., DE PETROCELLIS, L., TCHILIBON, S., PONDE, D.E., BRANDI, I.,
MORIELLO, A.S., DAVIS, J.B., MECHOULAM, R. and DI MARZO, V., 2001. Molecular targets
for cannabidiol and its synthetic analogues: effect on vanilloid VR1 receptors and on the cellular
uptake and enzymatic hydrolysis of anandamide. British journal of pharmacology, 134(4), pp. 845-
852.

BISOGNO, T., HANUS, L., DE PETROCELLIS, L., TCHILIBON, S., PONDE, D.E., BRANDI, I.,
MORIELLO, A.S., DAVIS, J.B., MECHOULAM, R. and DI MARZO, V., 2001. Molecular targets
for cannabidiol and its synthetic analogues: effect on vanilloid VR1 receptors and on the cellular
uptake and enzymatic hydrolysis of anandamide. British journal of pharmacology, 134(4), pp. 845-
852.

BLACK, S.C., 2000. In vivo models of myocardial ischemia and reperfusion injury: application to
drug discovery and evaluation. Journal of pharmacological and toxicological methods, 43(2), pp. 153-
167.

BOACHIE-ANSAH, G., KANE, K.A. and PARRATT, J.R., 1989. Cardiac electrophysiological
effects of isoprenaline, phenylephrine, and noradrenaline on normal and mildly "ischaemic" sheep
Purkinje fibers. Journal of cardiovascular pharmacology, 13(2), pp. 291-298.

BOHL, S., MEDWAY, D.J., SCHULZ-MENGER, J., SCHNEIDER, J.E., NEUBAUER, S. and
LYGATE, C.A., 2009. Refined approach for quantification of in vivo ischemia-reperfusion injury in
the mouse heart. American Journal Of Physiology.Heart And Circulatory Physiology, 297(6), pp.
H2054-H2058.

- 169 -



BOHN, G., MOOSMANG, S., CONRAD, H., LUDWIG, A., HOFMANN, F. and KLUGBAUER, N.,
2000. Expression of T- and L-type calcium channel mRNA in murine sinoatrial node. FEBS letters,
481(1), pp. 73-76.

BOINEAU, J.P. and COX, J.L., 1973. Slow ventricular activation in acute myocardial infarction. A
source of re-entrant premature ventricular contractions. Circulation, 48(4), pp. 702-713.

BOLLI, R., FISHER, D.J. and ENTMAN, M.L., 1986. Factors that determine the occurrence of
arrhythmias during acute myocardial ischemia. American Heart Journal, 111(2), pp. 261-270.

BONDARENKO, A., WALDECK-WEIERMAIR, M., NAGHDI, S., POTESER, M., MALLLI, R. and
GRAIER, W.F., 2010. GPR55-dependent and -independent ion signalling in response to
lysophosphatidylinositol in endothelial cells. British journal of pharmacology, 161(2), pp. 308-320.

BONZ, A., LASER, M., KULLMER, S., KNIESCH, S., BABIN-EBELL, J., POPP, V., ERTL, G. and
WAGNER, J.A., 2003. Cannabinoids acting on CB1 receptors decrease contractile performance in
human atrial muscle. Journal of cardiovascular pharmacology, 41(4), pp. 657-664.

BOOZ, G.W., 2011. Cannabidiol as an emergent therapeutic strategy for lessening the impact of
inflammation on oxidative stress. Free radical biology & medicine, 51(5), pp. 1054-1061.

BORUTAITE, V., JEKABSONE, A., MORKUNIENE, R. and BROWN, G.C., 2003. Inhibition of
mitochondrial permeability transition prevents mitochondrial dysfunction, cytochrome c release and
apoptosis induced by heart ischemia. Journal of Molecular and Cellular Cardiology, 35(4), pp. 357-
366.

BOUABOULA, M., PERRACHON, S., MILLIGAN, L., CANAT, X., RINALDI-CARMONA, M.,
PORTIER, M., BARTH, F., CALANDRA, B., PECCEU, F., LUPKER, J., MAFFRAND, J.P., LE
FUR, G. and CASELLAS, P., 1997. A selective inverse agonist for central cannabinoid receptor
inhibits mitogen-activated protein kinase activation stimulated by insulin or insulin-like growth factor
1. Evidence for a new model of receptor/ligand interactions. The Journal Of Biological Chemistry,
272(35), pp. 22330-22339.

BOUCHARD, J.F., LEPICIER, P., LAMONTAGNE, D., 2003. Contribution of endocannabinoids in
the endothelial protection afforded by ischemic preconditioning in the isolated rat heart. Life Sciences,
72(16), pp. 1859-1870.

BRENNAN, J.P., SOUTHWORTH, R., MEDINA, R.A., DAVIDSON, S.M., DUCHEN, M.R. and
SHATTOCK, M.J., 2006. Mitochondrial uncoupling, with low concentration FCCP, induces ROS-
dependent cardioprotection independent of KATP channel activation. Cardiovascular research, 72(2),
pp. 313-321.

BRENOWITZ, S.D. and REGEHR, W.G., 2003. Calcium dependence of retrograde inhibition by
endocannabinoids at synapses onto Purkinje cells. The Journal Of Neuroscience: The Official Journal
Of The Society For Neuroscience, 23(15), pp. 6373-6384.

BROWN, A.J., 2007. Novel cannabinoid receptors. British journal of pharmacology, 152(5), pp. 567-
575.

BROWN, A.J., DANIELS, D.A., KASSIM, M., BROWN, S., HASLAM, C.P., TERRELL, V.R.,

BROWN, J., NICHOLS, P.L., STATON, P.C., WISE, A. and DOWELL, S.J., 2011. Pharmacology of
GPR55 in yeast and identification of GSK494581A as a mixed-activity glycine transporter subtype 1

-170 -



inhibitor and GPR55 agonist. The Journal of pharmacology and experimental therapeutics, 337(1), pp.
236-246.

BROWN, D.A., AON, M.A., AKAR, F.G,, LIU, T., SORARRAIN, N. and O'ROURKE, B., 2008.
Effects of 4'-chlorodiazepam on cellular excitation-contraction coupling and ischaemia-reperfusion
injury in rabbit heart. Cardiovascular research, 79(1), pp. 141-149.

BROWN, D.A., AON, M.A,, FRASIER, C.R., SLOAN, R.C., MALONEY, A.H., ANDERSON, E.J.
and O'ROURKE, B., 2010. Cardiac arrhythmias induced by glutathione oxidation can be inhibited by
preventing mitochondrial depolarization. Journal of Molecular and Cellular Cardiology, 48(4), pp.
673-679.

BROWN, D.A. and O'ROURKE, B., 2010. Cardiac mitochondria and arrhythmias. Cardiovascular
research, 88(2), pp. 241-249.

BUCCHI, A., BARBUTI, A., DIFRANCESCO, D. and BARUSCOTTI, M., 2012. Funny Current and
Cardiac Rhythm: Insights from HCN Knockout and Transgenic Mouse Models. Frontiers In
Physiology, 3, pp. 240-240.

BUJA, L.M., FATTOR, R.A., MILLER, J.C., CHIEN, K.R. and WILLERSON, J.T., 1990. Effects of
calcium loading and impaired energy production on metabolic and ultrastructural features of cell
injury in cultured neonatal rat cardiac myocytes. Laboratory investigation; a journal of technical
methods and pathology, 63(3), pp. 320-331.

BUJA, L.M., HAGLER, H.K., PARSONS, D., CHIEN, K., REYNOLDS, R.C. and WILLERSON,
J.T., 1985. Alterations of ultrastructure and elemental composition in cultured neonatal rat cardiac
myocytes after metabolic inhibition with iodoacetic acid. Laboratory investigation; a journal of
technical methods and pathology, 53(4), pp. 397-412.

BURSTEIN, S.H. and ZURIER, R.B., 2009. Cannabinoids, endocannabinoids, and related analogs in
inflammation. The AAPS Journal, 11(1), pp. 109-119.

CAFFAREL, M.M., ANDRADAS, C., PEREZ-GOMEZ, E., GUZMAN, M. and SANCHEZ, C.,
2012. Cannabinoids: a new hope for breast cancer therapy? Cancer treatment reviews, 38(7), pp. 911-
918.

CAPPELLANO, G., UBERTI, F., CAIMMI, P.P., PIETRONAVE, S., MARY, D.A.S.G.,
DIANZANI, C., MICALIZZI, E., MELENSI, M., BOLDORINI, R., NICOSIA, G., CROSIO, E.,
CHIOCCHETTI, A., AINA, F., PRAT, M., DIANZANI, U., VACCA, G., ARIATTI, C. and
GROSSINI, E., 2013. Different expression and function of the endocannabinoid system in human
epicardial adipose tissue in relation to heart disease. The Canadian journal of cardiology, 29(4), pp.
499-509.

CARDINAL, D.C. and FLOWER, R.J., 1979. The study of platelet aggregation in whole blood
[proceedings]. British journal of pharmacology, 66(1), pp. 94P-95P.

CARMELIET, E., 1999. Cardiac ionic currents and acute ischemia: from channels to arrhythmias.
Physiological Reviews, 79(3), pp. 917-1017.

CARMELIET, E., 1978. Cardiac transmembrane potentials and metabolism. Circulation research,
42(5), pp. 577-587.

-171 -



CARRIBA, P., ORTIZ, O., PATKAR, K., JUSTINOVA, Z., STROIK, J., THEMANN, A., MULLER,
C., WOODS, A.S., HOPE, B.T., CIRUELA, F., CASADO, V., CANELA E.l., LLUIS, C.,
GOLDBERG, S.R., MORATALLA, R., FRANCO, R. and FERRE, S., 2007. Striatal adenosine A2A
and cannabinoid CB1 receptors form functional heteromeric complexes that mediate the motor effects
of cannabinoids. Neuropsychopharmacology: Official Publication Of The American College Of
Neuropsychopharmacology, 32(11), pp. 2249-2259.

CAWSTON, E.E., REDMOND, W.J., BREEN, C., GRIMSEY, N., CONNOR, M. and GLASS, M.,
2013. Real-time characterisation of Cannabinoid Receptor 1 (CB1 ) allosteric modulators reveals
novel mechanism of action. Wiley.

CHARLAGORLA, P., LIU, J., PATEL, M., RUSHBROOK, J.I. and ZHANG, M., 2013. Loss of
plasma membrane integrity, complement response and formation of reactive oxygen species during
early myocardial ischemia/reperfusion. Pergamon Press.

CHAYTOR, A.T., MARTIN, P.E., EVANS, W.H., RANDALL, M.D. and GRIFFITH, T.M., 1999.
The endothelial component of cannabinoid-induced relaxation in rabbit mesenteric artery depends on
gap junctional communication. The Journal of physiology, 520 Pt 2, pp. 539-550.

CHEN, C., L. HO, T. and LEE, T., 2013. CB1 ANTAGONIST, AM251, ATTENUATES
MITOCHONDRIA DYSFUNCTION BY DOWNREGULATING SREBP-1c AND RELATED
MOLECULES IN OBESE MICE WITH STEATOSIS. Journal of Hepatology, 58(S1), pp. S506.

CHEN, D.G. and POUNDS, J.G., 1998. A nonlinear isobologram model with Box-Cox transformation
to both sides for chemical mixtures. Environmental health perspectives, 106 Suppl 6, pp. 1367-1371.

CHEN, Y. and BUCK, J., 2000. Cannabinoids protect cells from oxidative cell death: a receptor-
independent mechanism. The Journal of pharmacology and experimental therapeutics, 293(3), pp.
807-812.

CHEN, Y.Y., HO, K.P., XIA, Q. and QIAN, Z.M., 2002. Hydrogen peroxide enhances iron-induced
injury in isolated heart and ventricular cardiomyocyte in rats. Molecular and cellular biochemistry,
231(1-2), pp. 61-68.

CHEUNG, J.Y., ZHANG, X., SONG, J., GAO, E., CHAN, T.O., RABINOWITZ, J.E., KOCH, W.J.,
FELDMAN, A.M. and WANG, J., 2013. Coordinated regulation of cardiac Na(+)/Ca (2+) exchanger
and Na (+)-K (+)-ATPase by phospholemman (FXYD1). Advances in Experimental Medicine and
Biology, 961, pp. 175-190.

CHOATE, J.K. and FELDMAN, R., 2003. Neuronal control of heart rate in isolated mouse atria.
American Journal Of Physiology.Heart And Circulatory Physiology, 285(3), pp. H1340-H1346.

CHUDIN, E., GOLDHABER, J., GARFINKEL, A., WEISS, J. and KOGAN, B., 1999. Intracellular
Ca(2+) dynamics and the stability of ventricular tachycardia. Biophysical journal, 77(6), pp. 2930-
2941.

CLAPPER, J.R., DURANTI, A., TONTINI, A., MOR, M., TARZIA, G. and PIOMELLI, D., 2006.
The fatty-acid amide hydrolase inhibitor URB597 does not affect triacylglycerol hydrolysis in rat
tissues. Pharmacological Research: The Official Journal Of The Italian Pharmacological Society,
54(5), pp. 341-344.

CLARK, C., FOREMAN, M.I., KANE, K.A., MCDONALD, F.M. and PARRATT, J.R., 1980.
Coronary artery ligation in anesthetized rats as a method for the production of experimental

-172 -



dysrhythmias and for the determination of infarct size. Journal of Pharmacological Methods, 3(4), pp.
357-368.

CLARK, C., FOREMAN, M.I., KANE, K.A., MCDONALD, F.M. and PARRATT, J.R., 1980.
Coronary artery ligation in anesthetized rats as a method for the production of experimental
dysrhythmias and for the determination of infarct size. Journal of pharmacological methods, 3(4), pp.
357-368.

CLUSIN, W.T., BUCHBINDER, M. and HARRISON, D.C., 1983. Calcium overload, "injury"
current, and early ischaemic cardiac arrhythmias--a direct connection. Lancet, 1(8319), pp. 272-274.

COHEN, M.V. and DOWNEY, J.M., 2008. Adenosine: trigger and mediator of cardioprotection.
Basic research in cardiology, 103(3), pp. 203-215.

CONSOLE-BRAM, L., MARCU, J. and ABOOD, M.E., 2012. Cannabinoid receptors: nomenclature
and pharmacological principles. Progress in neuro-psychopharmacology & biological psychiatry,
38(1), pp. 4-15.

CORABOEUF, E., DEROUBAIX, E. and COULOMBE, A., 1979. Effect of tetrodotoxin on action
potentials of the conducting system in the dog heart. The American Journal of Physiology, 236(4), pp.
H561-H567.

CORONEL, R., FIOLET, JW., WILMS-SCHOPMAN, F., SCHAAPHERDER, A.F., JOHNSON,
T.A., GETTES, L.S. and JANSE, M.J., 1988. Distribution of extracellular potassium and its relation
to electrophysiologic changes during acute myocardial ischemia in the isolated perfused porcine
heart. UNITED STATES: Lippincott Williams & Wilkins.

COSENZA, M., GIFFORD, A.N., GATLEY, S.J., PYATT, B., LIU, Q., MAKRIYANNIS, A. and
VOLKOW, N.D., 2000. Locomotor activity and occupancy of brain cannabinoid CB1 receptors by the
antagonist/inverse agonist AM281. Synapse (New York, N.Y.), 38(4), pp. 477-482.

COSTA, B., TROVATO, A.E., COMELLLI, F., GIAGNONI, G. and COLLEONI, M., 2007. The non-
psychoactive cannabis constituent cannabidiol is an orally effective therapeutic agent in rat chronic
inflammatory and neuropathic pain. European journal of pharmacology, 556(1-3), pp. 75-83.

CRIBBS, L.L., LEE, J.H., YANG, J., SATIN, J., ZHANG, Y., DAUD, A., BARCLAY, J.,
WILLIAMSON, M.P., FOX, M., REES, M. and PEREZ-REYES, E., 1998. Cloning and
characterization of alphalH from human heart, a member of the T-type Ca2+ channel gene family.
Circulation research, 83(1), pp. 103-109.

CROMPTON, M., 1999. The mitochondrial permeability transition pore and its role in cell death. The
Biochemical journal, 341 ( Pt 2), pp. 233-249.

CROMPTON, M. and COSTI, A., 1988. Kinetic evidence for a heart mitochondrial pore activated by
Ca2+, inorganic phosphate and oxidative stress. A potential mechanism for mitochondrial dysfunction
during cellular Ca2+ overload. European Journal Of Biochemistry / FEBS, 178(2), pp. 489-501.

CROMPTON, M., VIRJI, S., DOYLE, V., JOHNSON, N. and WARD, J.M., 1999. The mitochondrial
permeability transition pore. Biochemical Society symposium, 66, pp. 167-179.

CROSSMAN, D.C., 2004. The pathophysiology of myocardial ischaemia. Heart (British Cardiac
Society), 90(5), pp. 576-580.

-173 -



CROW, M.T., MANI, K., NAM, Y. and KITSIS, R.N., 2004. The mitochondrial death pathway and
cardiac myocyte apoptosis. Circulation research, 95(10), pp. 957-970.

CRUICKSHANK, E.W., 1930. The Coronary Circulation and its Relation to Cardiac Adaptation.
Canadian Medical Association journal, 22(3), pp. 398-400.

CURRIE, S., RAINBOW, R.D., EWART, M., KITSON, S., PLIEGO, E.H., KANE, K.A. and
MCCARRON, J.G., 2008. IP(3)R-mediated Ca(2+) release is modulated by anandamide in isolated
cardiac nuclei. Journal of Molecular and Cellular Cardiology, 45(6), pp. 804-811.

CURTIS, M.J., 1998. Characterisation, utilisation and clinical relevance of isolated perfused heart
models of ischaemia-induced ventricular fibrillation. Cardiovascular research, 39(1), pp. 194-215.

CURTIS, M.J.,, MACLEOD, B.A. and WALKER, M.J., 1987. Models for the study of arrhythmias in
myocardial ischaemia and infarction: the use of the rat. Journal of Molecular and Cellular Cardiology,
19(4), pp. 399-419.

CURTIS, M.J., HANCOX, J.C., FARKAS, A., WAINWRIGHT, C.L., STABLES, C.L., SAINT,
D.A., CLEMENTS-JEWERY, H., LAMBIASE, P.D., BILLMAN, G.E., JANSE, M.J., PUGSLEY,
M.K., NG, G.A., RODEN, D.M., CAMM, A.J. and WALKER, M.J.A., 2013. The Lambeth
Conventions (I1): Guidelines for the study of animal and human ventricular and supraventricular
arrhythmias. Pharmacology & therapeutics, .

DALY, C.J., ROSS, R.A.,, WHYTE, J., HENSTRIDGE, C.M., IRVING, A.J. and MCGRATH, J.C,,
2010. Fluorescent ligand binding reveals heterogeneous distribution of adrenoceptors and
‘cannabinoid-like' receptors in small arteries. British journal of pharmacology, 159(4), pp. 787-796.

DAVIDSON, S.M., HAUSENLOY, D., DUCHEN, M.R. and YELLON, D.M., 2006. Signalling via
the reperfusion injury signalling kinase (RISK) pathway links closure of the mitochondrial
permeability transition pore to cardioprotection. The international journal of biochemistry & cell
biology, 38(3), pp. 414-419.

DELLA BELLA, P., BARATTO, F., TSIACHRIS, D., TREVISI, N., VERGARA, P., BISCEGLIA,
C., PETRACCA, F., CARBUCICCHIO, C., BENUSSI, S., MAISANO, F., ALFIERI, O.,
PAPPALARDO, F., ZANGRILLO, A. and MACCABELLI, G., 2013. Management of ventricular
tachycardia in the setting of a dedicated unit for the treatment of complex ventricular arrhythmias:
long-term outcome after ablation. Circulation, 127(13), pp. 1359-1368.

DENNIS, S.C., GEVERS, W. and OPIE, L.H., 1991. Protons in ischemia: where do they come from;
where do they go to? Journal of Molecular and Cellular Cardiology, 23(9), pp. 1077-1086.

DEO, R. and VAROSY, P.D., 2012. Invited commentary-Global arrhythmia burden: the public health
implications of the rise in atrial fibrillation comment on "The increasing burden of atrial fibrillation
compared with heart failure and myocardial infarction”. Archives of Internal Medicine, 172(9), pp.
741-742.

DESPRES, J., GOLAY, A. and SIOSTROM, L., 2005. Effects of rimonabant on metabolic risk factors
in overweight patients with dyslipidemia. The New England journal of medicine, 353(20), pp. 2121-
2134,

DEVANE, W.A.,, DYSARZ, F.A., 3, JOHNSON, M.R., MELVIN, L.S. and HOWLETT, A.C., 1988.

Determination and characterization of a cannabinoid receptor in rat brain. Molecular pharmacology,
34(5), pp. 605-613.

- 174 -



DEVANE, W.A.,, HANUS, L., BREUER, A., PERTWEE, R.G., STEVENSON, L.A., GRIFFIN, G.,
GIBSON, D., MANDELBAUM, A., ETINGER, A. and MECHOULAM, R., 1992. Isolation and
structure of a brain constituent that binds to the cannabinoid receptor. Science (New York, N.Y.),
258(5090), pp. 1946-1949.

DHANASEKARAN, N. and DERMOTT, J.M., 1996. Signaling by the G12 class of G proteins.
Cellular signalling, 8(4), pp. 235-245.

DI LISA, F. and BERNARDI, P., 2006. Mitochondria and ischemia-reperfusion injury of the heart:
fixing a hole. Cardiovascular research, 70(2), pp. 191-199.

DI LISA, F., CANTON, M., MENABO, R., KALUDERCIC, N. and BERNARDI, P., 2007.
Mitochondria and cardioprotection. Heart failure reviews, 12(3-4), pp. 249-260.

DI MARZO, V. and DEUTSCH, D.G., 1998. Biochemistry of the endogenous ligands of cannabinoid
receptors. Neurobiology of disease, 5(6), pp. 386-404.

DIAZ, R.J. and WILSON, G.J., 2006. Studying ischemic preconditioning in isolated cardiomyocyte
models. Cardiovascular research, 70(2), pp. 286-296.

DIFRANCESCO, D. and CAMM, J.A., 2004. Heart rate lowering by specific and selective I(f) current
inhibition with ivabradine: a new therapeutic perspective in cardiovascular disease. Drugs, 64(16), pp.
1757-1765.

DOBSON, J.G., J. and FENTON, R.A., 1997. Adenosine A2 receptor function in rat ventricular
myocytes. Cardiovascular research, 34(2), pp. 337-347.

DOBSON,JAMES G.,,JR, SHEA, L.G. and FENTON, R.A., 2008. Adenosine A2A and beta-
adrenergic calcium transient and contractile responses in rat ventricular myocytes. American Journal
Of Physiology.Heart And Circulatory Physiology, 295(6), pp. H2364-H2372.

DOW, J., BHANDARI, A. and KLONER, R.A., 2009. The mechanism by which ischemic
postconditioning reduces reperfusion arrhythmias in rats remains elusive. Journal of cardiovascular
pharmacology and therapeutics, 14(2), pp. 99-103.

DOWNAR, E., JANSE, M.J. and DURRER, D., 1977. The effect of acute coronary artery occlusion
on subepicardial transmembrane potentials in the intact porcine heart. Circulation, 56(2), pp. 217-224.

DRYSDALE, A.J., RYAN, D., PERTWEE, R.G. and PLATT, B., 2006. Cannabidiol-induced
intracellular Ca2+ elevations in hippocampal cells. Neuropharmacology, 50(5), pp. 621-631.

DUAN, Y., LIAO, C., JAIN, S. and NICHOLSON, R.A., 2008. The cannabinoid receptor agonist CP-
55,940 and ethyl arachidonate interfere with [(3)H]batrachotoxinin A 20 alpha-benzoate binding to
sodium channels and inhibit sodium channel function. United States: Elsevier Science.

DUAN, Y., ZHENG, J. and NICHOLSON, R.A., 2008. Inhibition of [3H]batrachotoxinin A-20alpha-
benzoate binding to sodium channels and sodium channel function by endocannabinoids. England:
Pergamon Press.

DURST, R., DANENBERG, H., GALLILY, R., MECHOULAM, R., MEIR, K., GRAD, E., BEERI,
R., PUGATSCH, T., TARSISH, E. and LOTAN, C., 2007. Cannabidiol, a nonpsychoactive Cannabis
constituent, protects against myocardial ischemic reperfusion injury. American Journal Of
Physiology.Heart And Circulatory Physiology, 293(6), pp. H3602-H3607.

-175 -



EGOROVA, M.V., AFANAS'EV, ,S.A. and POPOV, S.V., 2005. A simple method for isolation of
cardiomyocytes from adult rat heart. Bulletin of experimental biology and medicine, 140(3), pp. 370-
373.

EISNER, D.A., NICHOLS, C.G., O'NEILL, ,S.C., SMITH, G.L. and VALDEOLMILLOS, M., 1989.
The effects of metabolic inhibition on intracellular calcium and pH in isolated rat ventricular cells. The
Journal of physiology, 411, pp. 393-418.

ENTMAN, M.L., MICHAEL, L., ROSSEN, R.D., DREYER, W.J., ANDERSON, D.C., TAYLOR,
A A. and SMITH, C.W., 1991. Inflammation in the course of early myocardial ischemia. FASEB
Journal: Official Publication Of The Federation Of American Societies For Experimental Biology,
5(11), pp. 2529-2537.

FELDER, C.C., JOYCE, K.E., BRILEY, E.M., GLASS, M., MACKIE, K.P., FAHEY, K.J.,
CULLINAN, G.J.,, HUNDEN, D.C., JOHNSON, D.W., CHANEY, M.O., KOPPEL, G.A. and
BROWNSTEIN, M., 1998. LY320135, a novel cannabinoid CB1 receptor antagonist, unmasks
coupling of the CB1 receptor to stimulation of cAMP accumulation. The Journal of pharmacology and
experimental therapeutics, 284(1), pp. 291-297.

FELDER, C.C., JOYCE, K.E., BRILEY, E.M., MANSOURI, J., MACKIE, K., BLOND, O., LAI, Y.,
MA, A.L. and MITCHELL, R.L., 1995. Comparison of the pharmacology and signal transduction of
the human cannabinoid CB1 and CB2 receptors. Molecular pharmacology, 48(3), pp. 443-450.

FEMENIA, T., GARCIA-GUTIERREZ, M.,S. and MANZANARES, J., 2010. CB1 receptor blockade
decreases ethanol intake and associated neurochemical changes in fawn-hooded rats. Alcoholism,
Clinical and Experimental Research, 34(1), pp. 131-141.

FENTON, R.A., MOORE, E.D., FAY, F.S. and DOBSON, J.G., J., 1991. Adenosine reduces the Ca2+
transients of isoproterenol-stimulated rat ventricular myocytes. The American Journal of Physiology,
261(6), pp. C1107-C1114.

FERRIER, G.R., MOFFAT, M.P. and LUKAS, A., 1985. Possible mechanisms of ventricular
arrhythmias elicited by ischemia followed by reperfusion. Studies on isolated canine ventricular
tissues. Circulation research, 56(2), pp. 184-194.

FIMIANI, C., LIBERTY, T., AQUIRRE, A.J., AMIN, I., ALI, N. and STEFANO, G.B., 1999. Opiate,
cannabinoid, and eicosanoid signaling converges on common intracellular pathways nitric oxide
coupling. Prostaglandins & other lipid mediators, 57(1), pp. 23-34.

FISCHBACH, T., GREFFRATH, W., NAWRATH, H. and TREEDE, R., 2007. Effects of
anandamide and noxious heat on intracellular calcium concentration in nociceptive drg neurons of rats.
Journal of neurophysiology, 98(2), pp. 929-938.

FISER, S.M., TRIBBLE, C.G., KAZA, AK., LONG, S.M., KERN, J.A., CASSADA, D.C., LINDEN,
J., RIEGER, J., LAUBACH, V.E., MATISOFF, A. and KRON, I.L., 2002. Adenosine A2A receptor
activation decreases reperfusion injury associated with high-flow reperfusion. The Journal of thoracic
and cardiovascular surgery, 124(5), pp. 973-978.

FIVELMAN, Q.L., ADAGU, I.S. and WARHURST, D.C., 2004. Modified fixed-ratio isobologram
method for studying in vitro interactions between atovaquone and proguanil or dihydroartemisinin
against drug-resistant strains of Plasmodium falciparum. Antimicrobial Agents and Chemotherapy,
48(11), pp. 4097-4102.

-176 -



FOLLATH, F., 1989. The role of calcium antagonists in the treatment of myocardial ischemia.
American Heart Journal, 118(5), pp. 1093-1096.

FORD, W.R., HONAN, S.A., WHITE, R. and HILEY, C.R., 2002. Evidence of a novel site mediating
anandamide-induced negative inotropic and coronary vasodilatator responses in rat isolated hearts.
British journal of pharmacology, 135(5), pp. 1191-1198.

FORMUKONG, E.A., EVANS, A.T. and EVANS, F.J., 1988. Analgesic and antiinflammatory
activity of constituents of Cannabis sativa L. Inflammation, 12(4), pp. 361-371.

FOUAD, AA., ALBUALI, W.H., AL-MULHIM, A. and JRESAT, ., 2013. Cardioprotective effect of
cannabidiol in rats exposed to doxorubicin toxicity. Netherlands: Elsevier Science B.V.

FRANZINI-ARMSTRONG, C., PROTASI, F. and TIJSKENS, P., 2005. The assembly of calcium
release units in cardiac muscle. Annals of the New York Academy of Sciences, 1047, pp. 76-85.

FREDRIKSSON, R., LAGERSTROM, M.,C., LUNDIN, L. and SCHIOTH, H.,B., 2003. The G-
protein-coupled receptors in the human genome form five main families. Phylogenetic analysis,
paralogon groups, and fingerprints. Molecular pharmacology, 63(6), pp. 1256-1272.

GAMBASSI, G., HANSFORD, R.G., SOLLOTT, S.J., HOGUE, B.A., LAKATTA, E.G. and
CAPOGROSSI, M.C., 1993. Effects of acidosis on resting cytosolic and mitochondrial Ca2+ in
mammalian myocardium. UNITED STATES: Rockefeller University Press.

GAN, R., HU, G., ZHAO, Y., LI, H., JIN, Z., REN, H., DONG, S., ZHONG, X., LI, H., YANG, B.,
XU, C., LU, F. and ZHANG, W., 2012. Post-conditioning protecting rat cardiomyocytes from
apoptosis via attenuating calcium-sensing receptor-induced endo(sarco)plasmic reticulum stress.
Molecular and cellular biochemistry, 361(1-2), pp. 123-134.

GARDINER, S.M., MARCH, J.E., KEMP, P.A. and BENNETT, T., 2009. Factors influencing the
regional haemodynamic responses to methanandamide and anandamide in conscious rats. British
journal of pharmacology, 158(4), pp. 1143-1152.

GARDINER, S.M., MARCH, J.E., KEMP, P.A. and BENNETT, T., 2002. Complex regional
haemodynamic effects of anandamide in conscious rats. British journal of pharmacology, 135(8), pp.
1889-1896.

GARDINER, S.M., MARCH, J.E., KEMP, P.A. and BENNETT, T., 2001. Effects of the novel
selective endothelin ET(A) receptor antagonist, SB 234551, on the cardiovascular responses to
endotoxaemia in conscious rats. British journal of pharmacology, 133(8), pp. 1371-1377.

GATEAU-ROESCH, 0., ARGAUD, L. and OVIZE, M., 2006. Mitochondrial permeability transition
pore and postconditioning. Cardiovascular research, 70(2), pp. 264-273.

GAUR, N., RUDY, Y. and HOOL, L., 2009. Contributions of ion channel currents to ventricular
action potential changes and induction of early afterdepolarizations during acute hypoxia. Circulation
research, 105(12), pp. 1196-1203.

GEBREMEDHIN, D., LANGE, A.R., CAMPBELL, W.B., HILLARD, C.J. and HARDER, D.R.,

1999. Cannabinoid CB1 receptor of cat cerebral arterial muscle functions to inhibit L-type Ca2+
channel current. The American Journal of Physiology, 276(6), pp. H2085-H2093.

- 177 -



GETTES, L.S. and REUTER, H., 1974. Slow recovery from inactivation of inward currents in
mammalian myocardial fibres. The Journal of physiology, 240(3), pp. 703-724.

GIUDICE, E.D., RINALDI, L., PASSAROTTO, M., FACCHINETTI, F., D'ARRIGO, A,,
GUIOTTO, A., CARBONARE, M.D., BATTISTIN, L. and LEON, A., 2007. Cannabidiol, unlike
synthetic cannabinoids, triggers activation of RBL-2H3 mast cells. Journal of leukocyte biology,
81(6), pp. 1512-1522.

GODLEWSKI, G., GOTHERT, M. and MALINOWSKA, B., 2003. Cannabinoid receptor-
independent inhibition by cannabinoid agonists of the peripheral 5-HT3 receptor-mediated von
Bezold-Jarisch reflex. British journal of pharmacology, 138(5), pp. 767-774.

GOMEZ, L., CHAVANIS, N., ARGAUD, L., CHALABREYSSE, L., GATEAU-ROESCH, O.,
NINET, J. and OVIZE, M., 2005. Fas-independent mitochondrial damage triggers cardiomyocyte
death after ischemia-reperfusion. American Journal Of Physiology.Heart And Circulatory Physiology,
289(5), pp. H2153-H2158.

GOMEZ, O., SANCHEZ-RODRIGUEZ, A., LE, M., SANCHEZ-CARO, C., MOLINA-HOLGADO,
F. and MOLINA-HOLGADOQO, E., 2011. Cannabinoid receptor agonists modulate oligodendrocyte
differentiation by activating PI3K/Akt and the mammalian target of rapamycin (mTOR) pathways.
British journal of pharmacology, 163(7), pp. 1520-1532.

GRANT, A.O., 2009. Cardiac ion channels. Circulation.Arrhythmia And Electrophysiology, 2(2), pp.
185-194.

GRIESE, M., PERLITZ, V., JUNGLING, E. and KAMMERMEIER, H., 1988. Myocardial
performance and free energy of ATP-hydrolysis in isolated rat hearts during graded hypoxia,
reoxygenation and high Ke+-perfusion. Journal of Molecular and Cellular Cardiology, 20(12), pp.
1189-1201.

GRIEVE, S.M., LONBORG, J., MAZHAR, J., TAN, T.C., HO, E,, LIU, C,, LAY, W., GILL, AJ,,
KUCHEL, P., BHINDI, R. and FIGTREE, G.A., 2013. Cardiac magnetic resonance imaging of rapid
VCAM-1 up-regulation in myocardial ischemia-reperfusion injury. Germany: Springer Verlag and the
European Biophysical Societies Association.

GUNTER, T.E. and GUNTER, K.K., 2001. Uptake of calcium by mitochondria: transport and
possible function. IUBMB life, 52(3-5), pp. 197-204.

GUO, J., MITSUIYE, T.and NOMA, A., 1997. The sustained inward current in sino-atrial node cells
of guinea-pig heart. Pflligers Archiv: European Journal Of Physiology, 433(4), pp. 390-396.

GUPPY, L.J. and WALKER, M.J.A., 2002. Unravelling mechanisms underlying ischaemic
arrhythmias - the importance of models. British journal of pharmacology, 137(7), pp. 941-942.

GUSSAK, I., CHAITMAN, B.R., KOPECKY, S.L. and NERBONNE, J.M., 2000. Rapid ventricular
repolarization in rodents: electrocardiographic manifestations, molecular mechanisms, and clinical
insights. Journal of electrocardiology, 33(2), pp. 159-170.

GUZMAN, M., 2003. Cannabinoids: potential anticancer agents. Nature Reviews.Cancer, 3(10), pp.
745-755.

HADDY, F.J., OVERBECK, H.W. and DAUGHERTY, R.M., J., 1968. Peripheral vascular resistance.
Annual Review of Medicine, 19, pp. 167-194.

-178 -



HAIGNEY, M.C., LAKATTA, E.G., STERN, M.D. and SILVERMAN, H.S., 1994. Sodium channel
blockade reduces hypoxic sodium loading and sodium-dependent calcium loading. UNITED
STATES: Lippincott Williams & Wilkins.

HAJRASOULIHA, AR., TAVAKOLI, S., GHASEMI, M., JABEHDAR-MARALANI, P.,
SADEGHIPOUR, H., EBRAHIMI, F. and DEHPOUR, A.R., 2008. Endogenous cannabinoids
contribute to remote ischemic preconditioning via cannabinoid CB2 receptors in the rat heart.
European journal of pharmacology, 579(1-3), pp. 246-252.

HALESTRAP, A.P., DORAN, E., GILLESPIE, J.P. and O'TOOLE, A., 2000. Mitochondria and cell
death. Biochemical Society transactions, 28(2), pp. 170-177.

HALESTRAP, AP., KERR, P.M., JAVADOV, S. and WOODFIELD, K.Y., 1998. Elucidating the
molecular mechanism of the permeability transition pore and its role in reperfusion injury of the heart.
Biochimica et biophysica acta, 1366(1-2), pp. 79-94.

HALESTRAP, A.P., CLARKE, S.J. and JAVADOQV, S.A., 2004. Mitochondrial permeability
transition pore opening during myocardial reperfusion--a target for cardioprotection. Cardiovascular
research, 61(3), pp. 372-385.

HALESTRAP, A.P., CLARKE, S.J. and KHALIULIN, I., 2007. The role of mitochondria in
protection of the heart by preconditioning. Netherlands: Elsevier Pub. Co.

HAMAD, E.A., ZHU, W., CHAN, T.O., MYERS, V., GAQ, E., LI, X., ZHANG, J., SONG, J.,
ZHANG, X., CHEUNG, J.Y., KOCH, W. and FELDMAN, A.M., 2012. Cardioprotection of
controlled and cardiac-specific over-expression of A(2A)-adenosine receptor in the pressure overload.
Plos One, 7(7), pp. €39919-e399109.

HAMPSON, AJ., GRIMALDI, M., AXELROD, J. and WINK, D., 1998. Cannabidiol and (-)Delta9-
tetrahydrocannabinol are neuroprotective antioxidants. Proceedings of the National Academy of
Sciences of the United States of America, 95(14), pp. 8268-8273.

HAMPSON, AJ., GRIMALDI, M., LOLIC, M., WINK, D., ROSENTHAL, R. and AXELROD, J.,
2000. Neuroprotective antioxidants from marijuana. UNITED STATES: New York Academy of
Sciences.

HANNINEN, S.,L., RONKAINEN, J.J., LESKINEN, H. and TAVI, P., 2010. Mitochondrial
uncoupling downregulates calsequestrin expression and reduces SR Ca2+ stores in cardiomyocytes.
Cardiovascular research, 88(1), pp. 75-82.

HANUS, L.O., TCHILIBON, S., PONDE, D.E., BREUER, A., FRIDE, E. and MECHOULAM, R.,
2005. Enantiomeric cannabidiol derivatives: synthesis and binding to cannabinoid receptors. Organic
& Biomolecular Chemistry, 3(6), pp. 1116-1123.

HARRIS, A.S., 1948. Terminal electrocardiographic patterns in experimental anoxia, coronary
occlusion, and hemorrhagic shock. American Heart Journal, 35(6), pp. 895-909.

HAUSENLOQY, D.J,, CIPOLAT, S., YELLON, D.M. and SCORRANO, L., 2007. Abstract 220: The

Cardioprotective Kinase, Akt, Modulates Mitochondrial Dynamics. Circulation, 116(16 Supplement),
pp. 1_23.

-179 -



HAUSENLOQY, D.J., DUCHEN, M.R. and YELLON, D.M., 2003. Inhibiting mitochondrial
permeability transition pore opening at reperfusion protects against ischaemia-reperfusion injury.
Cardiovascular research, 60(3), pp. 617-625.

HAUSENLOQY, D.J,, LIM, S.Y., ONG, S., DAVIDSON, S.M. and YELLON, D.M., 2010.
Mitochondrial cyclophilin-D as a critical mediator of ischaemic preconditioning. Cardiovascular
research, 88(1), pp. 67-74.

HAUSENLOQY, D.J., ONG, S. and YELLON, D.M., 2009. The mitochondrial permeability transition
pore as a target for preconditioning and postconditioning. Basic research in cardiology, 104(2), pp.
189-202.

HAUSENLOQY, D.J., YELLON, D.M., MANI-BABU, S. and DUCHEN, M.R., 2004. Preconditioning
protects by inhibiting the mitochondrial permeability transition. American Journal Of
Physiology.Heart And Circulatory Physiology, 287(2), pp. H841-H849.

HAUSENLOQY, D., WYNNE, A., DUCHEN, M. and YELLON, D., 2004. Transient mitochondrial
permeability transition pore opening mediates preconditioning-induced protection. Circulation,
109(14), pp. 1714-1717.

HEADRICK, J.P., HACK, B. and ASHTON, K.J., 2003. Acute adenosinergic cardioprotection in
ischemic-reperfused hearts. American Journal Of Physiology.Heart And Circulatory Physiology,
285(5), pp. H1797-H1818.

HENSTRIDGE, C.M., BALENGA, N.A.B., FORD, L.A., ROSS, R.A., WALDHOER, M. and
IRVING, A.J., 2009. The GPR55 ligand L-alpha-lysophosphatidylinositol promotes RhoA-dependent
Ca2+ signaling and NFAT activation. FASEB Journal: Official Publication Of The Federation Of
American Societies For Experimental Biology, 23(1), pp. 183-193.

HENSTRIDGE, C.M., BALENGA, N.A.B., KARGL, J.,, ANDRADAS, C., BROWN, A.J., IRVING,
A., SANCHEZ, C. and WALDHOER, M., 2011. Minireview: recent developments in the physiology
and pathology of the lysophosphatidylinositol-sensitive receptor GPR55. Molecular endocrinology
(Baltimore, Md.), 25(11), pp. 1835-1848.

HENSTRIDGE, C.M., BALENGA, N.A., SCHRODER, R., KARGL, J.K., PLATZER, W.,
MARTINI, L., ARTHUR, S., PENMAN, J., WHISTLER, J.L., KOSTENIS, E., WALDHOER, M. and
IRVING, A.J., 2010. GPR55 ligands promote receptor coupling to multiple signalling pathways.
British journal of pharmacology, 160(3), pp. 604-614.

HILEY, C.R., 2009. Endocannabinoids and the heart. Journal of cardiovascular pharmacology, 53(4),
pp. 267-276.

HILEY, C.R. and FORD, W.R., 2003. Endocannabinoids as mediators in the heart: a potential target
for therapy of remodelling after myocardial infarction? British journal of pharmacology, 138(7), pp.
1183-1184.

HILEY, C.R. and KAUP, S.S., 2007. GPR55 and the vascular receptors for cannabinoids. British
journal of pharmacology, 152(5), pp. 559-561.

HILL, J.L. and GETTES, L.S., 1980. Effect of acute coronary artery occlusion on local myocardial
extracellular K+ activity in swine. Circulation, 61(4), pp. 768-778.

- 180 -



HILLARD, C.J., MANNA, S., GREENBERG, M.J., DICAMELLLI, R., ROSS, R.A., STEVENSON,
L.A., MURPHY, V., PERTWEE, R.G. and CAMPBELL, W.B., 1999. Synthesis and characterization
of potent and selective agonists of the neuronal cannabinoid receptor (CB1). The Journal of
pharmacology and experimental therapeutics, 289(3), pp. 1427-1433.

HIRCHE, H., FRANZ, C., BOS, L., BISSIG, R., LANG, R. and SCHRAMM, M., 1980. Myocardial
extracellular K+ and H+ increase and noradrenaline release as possible cause of early arrhythmias
following acute coronary artery occlusion in pigs. Journal of Molecular and Cellular Cardiology,
12(6), pp. 579-593.

HO, W.V. and HILEY, C.R., 2004. Vasorelaxant activities of the putative endocannabinoid
virodhamine in rat isolated small mesenteric artery. The Journal of pharmacy and pharmacology,
56(7), pp. 869-875.

HO, W.V. and HILEY, C.R., 2003. Endothelium-independent relaxation to cannabinoids in rat-
isolated mesenteric artery and role of Ca2+ influx. British journal of pharmacology, 139(3), pp. 585-
597.

HODGE, J., BOW, J.P., PLYLER, K.S., VEMURI, V.K., WISNIECKI, A., SALAMONE, J.D.,
MAKRIYANNIS, A. and MCLAUGHLIN, P.J., 2008. The cannabinoid CBL1 receptor inverse agonist
AM 251 and antagonist AM 4113 produce similar effects on the behavioral satiety sequence in rats.
Behavioural brain research, 193(2), pp. 298-305.

HOEY, A., HARRISON, S.M., BOYETT, M.R. and RAVENS, U., 1994. Effects of the Anemonia
sulcata toxin (ATX 1) on intracellular sodium and contractility in rat and guinea-pig myocardium.
Pharmacology & toxicology, 75(6), pp. 356-365.

HOGESTATT, E.,D. and ZYGMUNT, P.M., 2002. Cardiovascular pharmacology of anandamide.
Prostaglandins, leukotrienes, and essential fatty acids, 66(2-3), pp. 343-351.

HONDA, H.M., KORGE, P. and WEISS, J.N., 2005. Mitochondria and ischemia/reperfusion injury.
Annals of the New York Academy of Sciences, 1047, pp. 248-258.

HORSTICK, G., BERG, O., HEIMANN, A., DARIUS, H., LEHR, H.A., BHAKDI, S., KEMPSKI, O.
and MEYER, J., 1999. Surgical procedure affects physiological parameters in rat myocardial
ischemia: need for mechanical ventilation. The American Journal of Physiology, 276(2), pp. H472-
HA479.

HORSWILL, J.G., BALI, U., SHAABAN, S., KEILY, J.F., JEEVARATNAM, P., BABBS, A.J.,
REYNET, C. and WONG, K.I., 2007. PSNCBAM-1, a novel allosteric antagonist at cannabinoid CB1
receptors with hypophagic effects in rats. England: Wiley.

HOWLETT, A.C., BARTH, F., BONNER, T.l., CABRAL, G., CASELLAS, P., DEVANE, W.A.,
FELDER, C.C., HERKENHAM, M., MACKIE, K., MARTIN, B.R., MECHOULAM, R. and
PERTWEE, R.G., 2002. International Union of Pharmacology. XXVII. Classification of cannabinoid
receptors. Pharmacological reviews, 54(2), pp. 161-202.

HOWLETT, A.C., REGGIO, P.H., CHILDERS, S.R., HAMPSON, R.E., ULLOA, N.M. and
DEUTSCH, D.G., 2011. Endocannabinoid tone versus constitutive activity of cannabinoid receptors.
British journal of pharmacology, 163(7), pp. 1329-1343.

HOYER, K., SONG, Y., WANG, D., PHAN, D., BALSCHI, J., INGWALL, J.S., BELARDINELLI,
L. and SHRYOCK, J.C., 2011. Reducing the late sodium current improves cardiac function during

-181 -



sodium pump inhibition by ouabain. The Journal of pharmacology and experimental therapeutics,
337(2), pp. 513-523.

HYDOCK, D.S., LIEN, C. and HAYWARD, R., 2009. Anandamide preserves cardiac function and
geometry in an acute doxorubicin cardiotoxicity rat model. Journal of cardiovascular pharmacology
and therapeutics, 14(1), pp. 59-67.

ISENBERG, G., HAN, S., SCHIEFER, A. and WENDT-GALLITELLI, M., 1993. Changes in
mitochondrial calcium concentration during the cardiac contraction cycle. ENGLAND: Oxford
Journals.

ISHAC, E.J., JIANG, L., LAKE, K.D., VARGA, K., ABOOD, M.E. and KUNOS, G., 1996.
Inhibition of exocytotic noradrenaline release by presynaptic cannabinoid CB1 receptors on peripheral
sympathetic nerves. British journal of pharmacology, 118(8), pp. 2023-2028.

JANSE, M.J. and KLEBER, ,A.G., 1981. Electrophysiological changes and ventricular arrhythmias in
the early phase of regional myocardial ischemia. Circulation research, 49(5), pp. 1069-1081.

JANSE, M.J. and WIT, A.L., 1989. Electrophysiological mechanisms of ventricular arrhythmias
resulting from myocardial ischemia and infarction. Physiological Reviews, 69(4), pp. 1049-1169.

JARALI Z., WAGNER, J.A., VARGA, K., LAKE, K.D., COMPTON, D.R., MARTIN, B.R.,
ZIMMER, A.M., BONNER, T.l.,, BUCKLEY, N.E., MEZEY, E., RAZDAN, R.K., ZIMMER, A. and
KUNQOS, G., 1999. Cannabinoid-induced mesenteric vasodilation through an endothelial site distinct
from CB1 or CB2 receptors. Proceedings of the National Academy of Sciences of the United States of
America, 96(24), pp. 14136-14141.

JARRAHIAN, A., MANNA, S., EDGEMOND, W.S., CAMPBELL, W.B. and HILLARD, C.J., 2000.
Structure-activity relationships among N-arachidonylethanolamine (Anandamide) head group
analogues for the anandamide transporter. Journal of neurochemistry, 74(6), pp. 2597-2606.

JASWAL, J.S., KEUNG, W., WANG, W., USSHER, J.R. and LOPASCHUK, G.D., 2011. Targeting
fatty acid and carbohydrate oxidation--a novel therapeutic intervention in the ischemic and failing
heart. Biochimica et biophysica acta, 1813(7), pp. 1333-1350.

JAVADOV, S.A,, CLARKE, S., DAS, M., GRIFFITHS, E.J., LIM, K.H.H. and HALESTRAP, A.P.,
2003. Ischaemic preconditioning inhibits opening of mitochondrial permeability transition pores in the
reperfused rat heart. The Journal of physiology, 549, pp. 513-524.

JENNINGS, R.B., HAWKINS, H.K., LOWE, J.E., HILL, M.L., KLOTMAN, S. and REIMER, K.A,,
1978. Relation between high energy phosphate and lethal injury in myocardial ischemia in the dog.
The American Journal Of Pathology, 92(1), pp. 187-214.

JOHNS, D.G., BEHM, D.J., WALKER, D.J., AO, Z., SHAPLAND, E.M., DANIELS, D.A.,
RIDDICK, M., DOWELL, S., STATON, P.C., GREEN, P., SHABON, U., BAO, W., AIYAR, N.,
YUE, T., BROWN, A.J.,, MORRISON, A.D. and DOUGLAS, S.A., 2007. The novel endocannabinoid
receptor GPR55 is activated by atypical cannabinoids but does not mediate their vasodilator effects.
British journal of pharmacology, 152(5), pp. 825-831.

JOHNS, T.N.P. and OLSON, B.J., 1954. Experimental myocardial infarction. I. A method of coronary
occlusion in small animals. Annals of Surgery, 140(5), pp. 675-682.

-182 -



JOHNSON, D.E., HEALD, S.L., DALLY, R.D. and JANIS, R.A., 1993. Isolation, identification and
synthesis of an endogenous arachidonic amide that inhibits calcium channel antagonist 1,4-
dihydropyridine binding. SCOTLAND: Churchill Livingstone.

JOHNSTON, K.M., MACLEQOD, B.A. and WALKER, M.J., 1983. Responses to ligation of a
coronary artery in conscious rats and the actions of antiarrhythmics. Canadian journal of physiology
and pharmacology, 61(11), pp. 1340-1353.

JONES, R.L., MILLER, J.C., HAGLER, H.K., CHIEN, K.R., WILLERSON, J.T. and BUJA, L.M.,
1989. Association between inhibition of arachidonic acid release and prevention of calcium loading
during ATP depletion in cultured rat cardiac myocytes. The American Journal Of Pathology, 135(3),
pp. 541-556.

JORDAN, J.E., ZHAO, Z.Q. and VINTEN-JOHANSEN, J., 1999. The role of neutrophils in
myocardial ischemia-reperfusion injury. Cardiovascular research, 43(4), pp. 860-878.

JORDT, S., BAUTISTA, D.M., CHUANG, H., MCKEMY, D.D., ZYGMUNT, P.M., HOGESTATT,
E.,D., MENG, I.D. and JULIUS, D., 2004. Mustard oils and cannabinoids excite sensory nerve fibres
through the TRP channel ANKTML1. England: Nature Publishing Group.

KAPLAN, B.L.F., ROCKWELL, C.E. and KAMINSKI, N.E., 2003. Evidence for cannabinoid
receptor-dependent and -independent mechanisms of action in leukocytes. The Journal of
pharmacology and experimental therapeutics, 306(3), pp. 1077-1085.

KAPLINSKY, E., OGAWA, S., BALKE, C.W. and DREIFUS, L.S., 1979. Two periods of early
ventricular arrhythmia in the canine acute myocardial infarction model. Circulation, 60(2), pp. 397-
403.

KAPUR, A., ZHAO, P., SHARIR, H., BAI, Y., CARON, M.G., BARAK, L.S. and ABOOD, M.E.,
2009. Atypical responsiveness of the orphan receptor GPR55 to cannabinoid ligands. The Journal Of
Biological Chemistry, 284(43), pp. 29817-29827.

KARGL, J., BALENGA, N., PARZMAIR, G.P., BROWN, A.J., HEINEMANN, A. and
WALDHOER, M., 2012. The cannabinoid receptor CB1 modulates the signaling properties of the
lysophosphatidylinositol receptor GPR55. The Journal Of Biological Chemistry, 287(53), pp. 44234-
44248.

KASE, Y., OBATA, T., OKAMOTO, Y., IWAI, K., SAITO, K., YOKOYAMA, K., TAKINAMI, M.
and TANIFUJI, Y., 2008. Removal of 2-arachidonylglycerol by direct hemoperfusion therapy with
polymyxin B immobilized fibers benefits patients with septic shock. Therapeutic Apheresis And
Dialysis: Official Peer-Reviewed Journal Of The International Society For Apheresis, The Japanese
Society For Apheresis, The Japanese Society For Dialysis Therapy, 12(5), pp. 374-380.

KASZALA, K., VEGH, A., PAPP, J.G. and PARRATT, J.R., 1996. Time course of the protection
against ischaemia and reperfusion-induced ventricular arrhythmias resulting from brief periods of
cardiac pacing. Journal of Molecular and Cellular Cardiology, 28(10), pp. 2085-2095.

KATHMANN, M., WEBER, B. and SCHLICKER, E., 2001. Cannabinoid CB1 receptor-mediated
inhibition of acetylcholine release in the brain of NMRI, CD-1 and C57BL/6J mice. Naunyn-
Schmiedeberg's archives of pharmacology, 363(1), pp. 50-56.

KHANOLKAR, A.D. and MAKRIYANNIS, A., 1999. Structure-activity relationships of anandamide,
an endogenous cannabinoid ligand. Life Sciences, 65(6-7), pp. 607-616.

- 183 -



KIM, J., JIN, Y. and LEMASTERS, J.J., 2006. Reactive oxygen species, but not Ca2+ overloading,
trigger pH- and mitochondrial permeability transition-dependent death of adult rat myocytes after
ischemia-reperfusion. American Journal Of Physiology.Heart And Circulatory Physiology, 290(5), pp.
H2024-H2034.

KLEBER, ,A.G., RIEGGER, C.B. and JANSE, M.J., 1987. Electrical uncoupling and increase of
extracellular resistance after induction of ischemia in isolated, arterially perfused rabbit papillary
muscle. Circulation research, 61(2), pp. 271-279.

KLONER, R.A., PRZYKLENK, K. and WHITTAKER, P., 1989. Deleterious effects of oxygen
radicals in ischemia/reperfusion. Resolved and unresolved issues. Circulation, 80(5), pp. 1115-1127.

KNUUTI, J. and TUUNANEN, H., 2010. Metabolic imaging in myocardial ischemia and heart failure.
The Quarterly Journal Of Nuclear Medicine And Molecular Imaging: Official Publication Of The
Italian Association Of Nuclear Medicine (AIMN) [And] The International Association Of
Radiopharmacology (IAR), [And] Section Of The Society Of Radiophar(TRUNCATED), 54(2), pp.
168-176.

KOKOSZKA, J.E., WAYMIRE, K.G., LEVY, S.E,, SLIGH, J.E., CAl, J., JONES, D.P.,
MACGREGOR, G.R. and WALLACE, D.C., 2004. The ADP/ATP translocator is not essential for the
mitochondrial permeability transition pore. Nature, 427(6973), pp. 461-465.

KOTSIKOROU, E., MADRIGAL, K.E., HURST, D.P,, SHARIR, H., LYNCH, D.L., HEYNEN-
GENEL, S., MILAN, L.B., CHUNG, T.D.Y., SELTZMAN, H.H., BAI, Y., CARON, M.G., BARAK,
L., ABOOD, M.E. and REGGIO, P.H., 2011. Identification of the GPR55 agonist binding site using a
novel set of high-potency GPR55 selective ligands. Biochemistry, 50(25), pp. 5633-5647.

KOZLOWSKA, H., BARANOWSKA, M., SCHLICKER, E., KOZLOWSKI, M., LAUDANSKI, J.
and MALINOWSKA, B., 2007. Identification of the vasodilatory endothelial cannabinoid receptor in
the human pulmonary artery. Journal of hypertension, 25(11), pp. 2240-2248.

KRANIAS, E.G. and BERS, D.M., 2007. Calcium and cardiomyopathies. Sub-cellular biochemistry,
45, pp. 523-537.

KRYLATOV, AV., MASLOV, L.N., ERMAKOQV, S.1., LASUKOVA, 0.V., BARZAKH, E.I.,
CRAWEFORD, D. and PERTWEE, R.G., 2007. [Significance of cardiac cannabinoid receptors in
regulation of cardiac rhythm, myocardial contractility, and electrophysiologic processes in heart].
Izvestiia Akademii Nauk.Seriia Biologicheskaia / Rossiiskaia Akademiia Nauk, 34(1), pp. 28-35.

KRYLATOV, AV., UGDYZHEKOVA, D.S., BERNATSKAYA, N.A., MASLOV, L.N.,
MEKHOULAM, R., PERTWEE, R.G. and STEPHANO, G.B., 2001. Activation of type Il
cannabinoid receptors improves myocardial tolerance to arrhythmogenic effects of coronary occlusion
and reperfusion. Bulletin of experimental biology and medicine, 131(6), pp. 523-525.

KRZYSIK-WALKER, S., GONZALEZ-MARISCAL, |., SCHEIBYE-KNUDSEN, M., INDIG, F.E.
and BERNIER, M., 2013. The biarylpyrazole compound AM251 alters mitochondrial physiology via
proteolytic degradation of ERRa. United States: American Society for Pharmacology and
Experimental Therapeutics.

KUKREJA, R.C., KEARNS, A.A., ZWEIER, J.L., KUPPUSAMY, P. and HESS, M.L., 1991. Singlet

oxygen interaction with Ca(2+)-ATPase of cardiac sarcoplasmic reticulum. Circulation research,
69(4), pp. 1003-1014.

- 184 -



KWOLEK, G., ZAKRZESKA, A., SCHLICKER, E., GOTHERT, M., GODLEWSKI, G. and
MALINOWSKA, B., 2005. Central and peripheral components of the pressor effect of anandamide in
urethane-anaesthetized rats. British journal of pharmacology, 145(5), pp. 567-575.

LADILOV, Y., EFE, O., SCHAFER, C., ROTHER, B., KASSECKERT, S., ABDALLAH, Y.,
MEUTER, K., DIETER SCHLUTER, K. and PIPER, H.M., 2003. Reoxygenation-induced rigor-type
contracture. Journal of Molecular and Cellular Cardiology, 35(12), pp. 1481-1490.

LAKE, K.D., COMPTON, D.R., VARGA, K., MARTIN, B.R. and KUNOS, G., 1997. Cannabinoid-
induced hypotension and bradycardia in rats mediated by CB1-like cannabinoid receptors. The Journal
of pharmacology and experimental therapeutics, 281(3), pp. 1030-1037.

LAMONTAGNE, D., LEPICIER, P., LAGNEUX, C. and BOUCHARD, J.F., 2006. The endogenous
cardiac cannabinoid system: a new protective mechanism against myocardial ischemia. Archives des
Maladies du Coeur et des Vaisseaux, 99(3), pp. 242-246.

LAN, R, LIU, Q., FAN, P., LIN, S., FERNANDO, S.R., MCCALLION, D., PERTWEE, R. and
MAKRIYANNIS, A., 1999. Structure-activity relationships of pyrazole derivatives as cannabinoid
receptor antagonists. Journal of medicinal chemistry, 42(4), pp. 769-776.

LASUKOVA, 0.V., MASLOV, L.N., ERMAKQV, S.I., CRAWFORD, D., BARTH, F.,
KRYLATOV, A.V. and HANUS, L.O., 2008. [Role of cannabinoid receptors in regulation of cardiac
tolerance to ischemia and reperfusion]. Izvestiia Akademii Nauk.Seriia Biologicheskaia / Rossiiskaia
Akademiia Nauk, (4), pp. 471-478.

LAUCKNER, J.E., JENSEN, J.B., CHEN, H., LU, H., HILLE, B. and MACKIE, K., 2008. GPR55 is
a cannabinoid receptor that increases intracellular calcium and inhibits M current. Proceedings of the
National Academy of Sciences of the United States of America, 105(7), pp. 2699-2704.

LAURITA, K.R., KATRA, R., WIBLE, B., WAN, X. and KOO, M.H., 2003. Transmural
heterogeneity of calcium handling in canine. Circulation research, 92(6), pp. 668-675.

LAZZARA, R. and SCHERLAG, B.J., 1988. Generation of arrhythmias in myocardial ischemia and
infarction. The American Journal of Cardiology, 61(2), pp. A20-A26.

LEDENT, C., VALVERDE, O., COSSU, G., PETITET, F., AUBERT, J.F., BESLOT, F., BOHME,
,G.A., IMPERATO, A., PEDRAZZINI, T., ROQUES, B.P., VASSART, G., FRATTA, W. and
PARMENTIER, M., 1999. Unresponsiveness to cannabinoids and reduced addictive effects of opiates
in CBL1 receptor knockout mice. Science (New York, N.Y.), 283(5400), pp. 401-404.

LEE, L.Y. and LUNDBERG, J.M., 1994. Capsazepine abolishes pulmonary chemoreflexes induced by
capsaicin in anesthetized rats. Journal Of Applied Physiology (Bethesda, Md.: 1985), 76(5), pp. 1848-
1855.

LEE, Y.G., CHAIN, B.M. and CHO, J.Y., 2009. Distinct role of spleen tyrosine kinase in the early
phosphorylation of inhibitor of kappaB alpha via activation of the phosphoinositide-3-kinase and Akt
pathways. The international journal of biochemistry & cell biology, 41(4), pp. 811-821.

LEI, M., HONJO, H., KODAMA, |. and BOYETT, M.R., 2001. Heterogeneous expression of the

delayed-rectifier K+ currents i(K,r) and i(K,s) in rabbit sinoatrial node cells. The Journal of
physiology, 535, pp. 703-714.

-185 -



LEPICIER, P., BIBEAU-POIRIER, A., LAGNEUX, C., SERVANT, M.J. and LAMONTAGNE, D.,
2006. Signaling pathways involved in the cardioprotective effects of cannabinoids. Journal Of
Pharmacological Sciences, 102(2), pp. 155-166.

LEPICIER, P., BOUCHARD, J., LAGNEUX, C. and LAMONTAGNE, D., 2003. Endocannabinoids
protect the rat isolated heart against ischaemia. British journal of pharmacology, 139(4), pp. 805-815.

LEPICIER, P., LAGNEUX, C., SIROIS, M.G. and LAMONTAGNE, D., 2007. Endothelial CB1-
receptors limit infarct size through NO formation in rat isolated hearts. Life Sciences, 81(17-18), pp.
1373-1380.

LEVICK, J.R., 2003. Introduction to Cardiovascular Physiology. 4th edn. Great Britian: Arnold.

LEVITES, R., BANKA, V.S. and HELFANT, R.H., 1975. Electrophysiologic effects of coronary
occlusion and reperfusion. Observations of dispersion of refractoriness and ventricular automaticity.
Circulation, 52(5), pp. 760-765.

LI, D.M. and NG, C.K., 1984. Effects of delta 1- and delta 6-tetrahydrocannabinol on the adenylate
cyclase activity in ventricular tissue of the rat heart. Clinical and experimental pharmacology &
physiology, 11(1), pp. 81-85.

LI, K., FICHNA, J., SCHICHO, R., SAUR, D., BASHASHATI, M., MACKIE, K., LI, Y., ZIMMER,
A., GOKE, B., SHARKEY, K.A. and STORR, M., 2013. A role for O-1602 and G protein-coupled
receptor GPR55 in the control of colonic motility in mice. Neuropharmacology, 71, pp. 255-263.

LI, Q., CUIL, N., DU, Y., MA, H. and ZHANG, Y., 2013. Anandamide Reduces Intracellular Ca(2+)
Concentration through Suppression of Na(+)/Ca(2+) Exchanger Current in Rat Cardiac Myocytes.
Plos One, 8(5), pp. €63386-£63386.

LI, Q., MA, H., SONG, S., SHI, M., MA, H., LI, D. and ZHANG, Y., 2012. Effects of anandamide on
potassium channels in rat ventricular myocytes: a suppression of 1(to) and augmentation of K(ATP)
channels. American Journal Of Physiology.Cell Physiology, 302(6), pp. C924-C930.

LI, Q., MA, H., ZHANG, H., Ql, Z., GUAN, Y. and ZHANG, Y., 2009. Electrophysiological effects
of anandamide on rat myocardium. British journal of pharmacology, 158(8), pp. 2022-2029.

LI, X., ZIMA, AV., SHEIKH, F., BLATTER, L.A. and CHEN, J., 2005. Endothelin-1-induced
arrhythmogenic Ca2+ signaling is abolished in atrial myocytes of inositol-1,4,5-trisphosphate(1P3)-
receptor type 2-deficient mice. Circulation research, 96(12), pp. 1274-1281.

LIM, S.Y., DAVIDSON, S.M., YELLON, D.M. and SMITH, C.C., 2009. The cannabinoid CB1
receptor antagonist, rimonabant, protects against acute myocardial infarction. Basic research in
cardiology, 104(6), pp. 781-792.

LIM, M.S,, LIM, P.L.K., GUPTA, R. and BOELSTERLI, U.A., 20086. Critical role of free cytosolic
calcium, but not uncoupling, in mitochondrial permeability transition and cell death induced by
diclofenac oxidative metabolites in immortalized human hepatocytes. Toxicology and applied
pharmacology, 217(3), pp. 322-331.

LIM, S.Y., DAVIDSON, S.M., YELLON, D.M. and SMITH, C.C.T., 2009. The cannabinoid CB1

receptor antagonist, rimonabant, protects against acute myocardial infarction. Basic research in
cardiology, 104(6), pp. 781-792.

- 186 -



LIN, Y.,CHEN, Y., CHANG, S, LIN, Y., CHEN, J., YEH, Y., CHEN, S. and CHEN, Y., 2012. Heart
failure epicardial fat increases atrial arrhythmogenesis. International journal of cardiology, .

LITT, M.R., JEREMY, R.W., WEISMAN, H.F., WINKELSTEIN, J.A. and BECKER, L.C., 1989.
Neutrophil depletion limited to reperfusion reduces myocardial infarct size after 90 minutes of
ischemia. Evidence for neutrophil-mediated reperfusion injury. Circulation, 80(6), pp. 1816-1827.

LOPATIN, A.N. and NICHOLS, C.G., 2001. Inward rectifiers in the heart: an update on I(K1).
Journal of Molecular and Cellular Cardiology, 33(4), pp. 625-638.

LOUGHREY, C.M., MACEACHERN, K.E., COOPER, J. and SMITH, G.L., 2003. Measurement of
the dissociation constant of Fluo-3 for Ca2+ in isolated rabbit cardiomyocytes using Ca2+ wave
characteristics. Cell calcium, 34(1), pp. 1-9.

LOUGHREY, C.M., MACEACHERN, K.E., COOPER, J. and SMITH, G.L., 2003. Measurement of
the dissociation constant of Fluo-3 for Ca2+ in isolated rabbit cardiomyocytes using Ca2+ wave
characteristics. Cell calcium, 34(1), pp. 1-9.

LUBBE, W.F., PODZUWEIT, T. and OPIE, L.H., 1992. Potential arrhythmogenic role of cyclic
adenosine monophosphate (AMP) and cytosolic calcium overload: implications for prophylactic
effects of beta-blockers in myocardial infarction and proarrhythmic effects of phosphodiesterase
inhibitors. Journal of the American College of Cardiology, 19(7), pp. 1622-1633.

LUO, C.H. and RUDY, Y., 1994. A dynamic model of the cardiac ventricular action potential. I1.
Afterdepolarizations, triggered activity, and potentiation. Circulation research, 74(6), pp. 1097-1113.

LUPINSKI, S.L., SCHLICKER, E., PEDZINSKA-BETIUK, A. and MALINOWSKA, B., 2011.
Acute myocardial ischemia enhances the vanilloid TRPV1 and serotonin 5-HT3 receptor-mediated
Bezold-Jarisch reflex in rats. Pharmacological Reports: PR, 63(6), pp. 1450-1459.

LUTEN, D., 1931. Contributory factors in coronary occlusion. American Heart Journal, 7(1), pp. 36-
44,

MA, Y., BATES, S. and GURNEY, A.M., 2006. The effects of paeonol on the electrophysiological
properties of cardiac ventricular myocytes. European journal of pharmacology, 545(2-3), pp. 87-92.

MACCARRONE, M., BARI, M., MENICHELLLI, A., DEL PRINCIPE, D. and AGRO, ,AF., 1999.
Anandamide activates human platelets through a pathway independent of the arachidonate cascade.
FEBS letters, 447(2-3), pp. 277-282.

MACCARRONE, M., BARI, M., MENICHELLI, A., GIULIANI, E., DEL PRINCIPE, D. and
FINAZZI-AGRO, A., 2001. Human platelets bind and degrade 2-arachidonoylglycerol, which
activates these cells through a cannabinoid receptor. European Journal Of Biochemistry / FEBS,
268(3), pp. 819-825.

MACKENZIE, L., BOOTMAN, M.D., LAINE, M., BERRIDGE, M.J., THURING, J., HOLMES, A,
LI, W. and LIPP, P., 2002. The role of inositol 1,4,5-trisphosphate receptors in Ca(2+) signalling and
the generation of arrhythmias in rat atrial myocytes. The Journal of physiology, 541, pp. 395-4009.

MACKIE, K. and HILLE, B., 1992. Cannabinoids inhibit N-type calcium channels in neuroblastoma-

glioma cells. Proceedings of the National Academy of Sciences of the United States of America, 89(9),
pp. 3825-3829.

- 187 -



MACKINS, C.J., KANO, S., SEYEDI, N., SCHAFER, U., REID, A.C., MACHIDA, T., SILVER,
R.B. and LEVI, R., 2006. Cardiac mast cell-derived renin promotes local angiotensin formation,
norepinephrine release, and arrhythmias in ischemia/reperfusion. The Journal of clinical investigation,
116(4), pp. 1063-1070.

MADONNA, R., CEVIK, C. and NASSER, M., 2013. Electrical plasticity and cardioprotection in
myocardial ischemia--role of selective sodium channel blockers. Clinical cardiology, 36(5), pp. 255-
261.

MALINOWSKA, B., KWOLEK, G. and GOTHERT, M., 2001. Anandamide and methanandamide
induce both vanilloid VR1- and cannabinoid CB1 receptor-mediated changes in heart rate and blood
pressure in anaesthetized rats. Naunyn-Schmiedeberg's archives of pharmacology, 364(6), pp. 562-

569.

MALINOWSKA, B., ZAKRZESKA, A., KURZ, C.M., GOTHERT, M., KWOLEK, G., WIELGAT,
P., BRASZKO, J.J. and SCHLICKER, E., 2010. Involvement of central beta2-adrenergic, NMDA and
thromboxane A2 receptors in the pressor effect of anandamide in rats. Germany: Springer Verlag.

MALINOWSKA, B., BARANOWSKA-KUCZKO, M. and SCHLICKER, E., 2012. Triphasic blood
pressure responses to cannabinoids: do we understand the mechanism? England: Wiley.

MANGONI, M.E. and NARGEOQOT, J., 2008. Genesis and regulation of the heart automaticity.
Physiological Reviews, 88(3), pp. 919-982.

MARTEWICZ, S., MICHIELIN, F., SERENA, E., ZAMBON, A., MONGILLO, M. and
ELVASSORE, N., 2012. Reversible alteration of calcium dynamics in cardiomyocytes during acute
hypoxia transient in a microfluidic platform. Integrative Biology: Quantitative Biosciences From Nano
To Macro, 4(2), pp. 153-164.

MARTIN, B.R., COMPTON, D.R., THOMAS, B.F., PRESCOTT, W.R., LITTLE, P.J., RAZDAN,
R.K., JOHNSON, M.R., MELVIN, L.S., MECHOULAM, R. and WARD, S.J., 1991. Behavioral,
biochemical, and molecular modeling evaluations of cannabinoid analogs. Pharmacology,
biochemistry, and behavior, 40(3), pp. 471-478.

MARTIN-SANTOS, R., CRIPPA, J.A., BATALLA, A., BHATTACHARYYA, S., ATAKAN, Z.,
BORGWARDT, S., ALLEN, P., SEAL, M., LANGOHR, K., FARRE, M., ZUARDI, A.W. and
MCGUIRE, P.K., 2012. Acute effects of a single, oral dose of d9-tetrahydrocannabinol (THC) and
cannabidiol (CBD) administration in healthy volunteers. Current pharmaceutical design, 18(32), pp.
4966-4979.

MASTER, A.M., JAFFE, H.L., DACK, S. and SILVER, N., 1943. The course of the blood pressure
before, during, and after coronary occlusion. American Heart Journal, 26(1), pp. 92-107.

MATSUMOTO-IDA, M., AKAO, M., TAKEDA, T., KATO, M. and KITA, T., 2006. Real-time 2-
photon imaging of mitochondrial function in perfused rat hearts subjected to ischemia/reperfusion.
Circulation, 114(14), pp. 1497-1503.

MATSUURA, H. and SHATTOCK, M.J., 1991. Effects of oxidant stress on steady-state background
currents in isolated ventricular myocytes. The American Journal of Physiology, 261(5), pp. H1358-
H1365.

- 188 -



MATSUURA, H., EHARA, T., DING, W., OMATSU-KANBE, M. and ISONO, T., 2002. Rapidly
and slowly activating components of delayed rectifier K(+) current in guinea-pig sino-atrial node
pacemaker cells. The Journal of physiology, 540, pp. 815-830.

MAXWELL, S.R. and LIP, G.Y., 1997. Reperfusion injury: a review of the pathophysiology, clinical
manifestations and therapeutic options. International journal of cardiology, 58(2), pp. 95-117.

MCDONALD, T.F. and MACLEOD, D.P., 1973. Metabolism and the electrical activity of anoxic
ventricular muscle. The Journal of physiology, 229(3), pp. 559-582.

MCLAUGHLIN, P.J., WINSTON, K., SWEZEY, L., WISNIECKI, A., ABERMAN, J., TARDIF,
D.J., BETZ, AJ., ISHIWARI, K., MAKRIYANNIS, A. and SALAMONE, J.D., 2003. The
cannabinoid CB1 antagonists SR 141716A and AM 251 suppress food intake and food-reinforced
behavior in a variety of tasks in rats. Behavioural pharmacology, 14(8), pp. 583-588.

MCPARTLAND, J.M., GLASS, M. and PERTWEE, R.G., 2007. Meta-analysis of cannabinoid ligand
binding affinity and receptor distribution: interspecies differences. British journal of pharmacology,
152(5), pp. 583-593.

MCPARTLAND, J.M. and GLASS, M., 2003. Functional mapping of cannabinoid receptor homologs
in mammals, other vertebrates, and invertebrates. Gene, 312, pp. 297-303.

MCQUEEN, D.S., BOND, S.M., SMITH, P.J.W., BALALI-MOOD, K. and SMART, D., 2004.
Cannabidiol lacks the vanilloid VR1-mediated vasorespiratory effects of capsaicin and anandamide in
anaesthetised rats. European journal of pharmacology, 491(2-3), pp. 181-189.

MECHA, M., FELIU, A, INIGO, ,P.M., MESTRE, L., CARRILLO-SALINAS, F. and GUAZA, C.,
2013. Cannabidiol provides long-lasting protection against the deleterious effects of inflammation in a
viral model of multiple sclerosis: A role for A2A receptors. Academic Press.

MECHOULAM, R. and SHVO, Y., 1963. HASHISH-I THE STRUCTURE OF CANNABIDIOL.
Tetrahedron, 19, pp. 2073-2078.

MECHOULAM, R. and HANUS, L., 2002. Cannabidiol: an overview of some chemical and
pharmacological aspects. Part I: chemical aspects. Chemistry and physics of lipids, 121(1-2), pp. 35-
43.

MECHOULAM, R., PARKER, L.A. and GALLILY, R., 2002. Cannabidiol: an overview of some
pharmacological aspects. Journal of clinical pharmacology, 42(11), pp. 11S-19S.

MEZA, U., BEQOLLARI, D., ROMBERG, C.F., PAPADOPOULOS, S. and BANNISTER, R.A,,
2013. Potent inhibition of L-type Ca2+ currents by a Rad variant associated with congestive heart
failure. Biochemical and biophysical research communications, 439(2), pp. 270-274.

MILLER, S.L.W.,, CURRIE, S., LOUGHREY, C.M., KETTLEWELL, S., SEIDLER, T,
REYNOLDS, D.F., HASENFUSS, G. and SMITH, G.L., 2005. Effects of calsequestrin over-
expression on excitation-contraction coupling in isolated rabbit cardiomyocytes. Cardiovascular
research, 67(4), pp. 667-677.

MINES, G.R., 1914. On circulating excitations in heart muscles and their possible relation to
tachycardia and fibrillation. Transactions of the Royal Society of Canada, 1V, pp. 43-52.

- 189 -



MITSUIYE, T., SHINAGAWA, Y. and NOMA, A., 2000. Sustained inward current during pacemaker
depolarization in mammalian sinoatrial node cells. Circulation research, 87(2), pp. 88-91.

MIURA, M., HATTORI, T., MURAI, N., NAGANO, T., NISHIO, T., BOYDEN, P.A. and
SHINDOH, C., 2012. Regional increase in extracellular potassium can be arrhythmogenic due to
nonuniform muscle contraction in rat ventricular muscle. American Journal Of Physiology.Heart And
Circulatory Physiology, 302(11), pp. H2301-H23009.

MONTECUCCO, F. and DI MARZO, V., 2012. At the heart of the matter: the endocannabinoid
system in cardiovascular function and dysfunction. England: Published By Elsevier In Association
With The International Union Of Pharmacology.

MOOR, AN. and FLIEGEL, L., 1999. Protein kinase-mediated regulation of the Na(+)/H(+)
exchanger in the rat myocardium by mitogen-activated protein kinase-dependent pathways. The
Journal Of Biological Chemistry, 274(33), pp. 22985-22992.

MORENO-NAVARRETE, J., CATALAN, V., WHYTE, L., DIAZ-ARTEAGA, A,, VAZQUEZ-
MARTINEZ, R., ROTELLAR, F., GUZMAN, R., GOMEZ-AMBROSI, J., PULIDO, M.R.,
RUSSELL, W.R., IMBERNON, M., ROSS, R.A., MALAGON, M.,M., DIEGUEZ, C.,
FERNANDEZ-REAL, J.M., FRUHBECK, G. and NOGUEIRAS, R., 2012. The L-a-
lysophosphatidylinositol/GPR55 system and its potential role in human obesity. Diabetes, 61(2), pp.
281-291.

MORRIS, A.C., HAGLER, H.K., WILLERSON, J.T. and BUJA, L.M., 1989. Relationship between
calcium loading and impaired energy metabolism during Na+, K+ pump inhibition and metabolic
inhibition in cultured neonatal rat cardiac myocytes. The Journal of clinical investigation, 83(6), pp.
1876-1887.

MUKHOPADHYAY, P., MOHANRAJ, R., BATKAI, S. and PACHER, P., 2008. CB1 cannabinoid
receptor inhibition: promising approach for heart failure? Congestive Heart Failure (Greenwich,
Conn.), 14(6), pp. 330-334.

MURDOCK, D.K., LOEB, J.M., EULER, D.E. and RANDALL, W.C., 1980. Electrophysiology of
coronary reperfusion. A mechanism for reperfusion arrhythmias. Circulation, 61(1), pp. 175-182.

MURRY, C.E., JENNINGS, R.B. and REIMER, K.A., 1986. Preconditioning with ischemia: a delay
of lethal cell injury in ischemic myocardium. Circulation, 74(5), pp. 1124-1136.

MUSA, H., LEI, M., HONJO, H., JONES, S.A., DOBRZYNSKI, H., LANCASTER, M.K,,
TAKAGISHI, Y., HENDERSON, Z., KODAMA, I. and BOYETT, M.R., 2002. Heterogeneous
expression of Ca(2+) handling proteins in rabbit sinoatrial node. The Journal Of Histochemistry And
Cytochemistry: Official Journal Of The Histochemistry Society, 50(3), pp. 311-324.

MUTHIAN, S., RADEMACHER, D.J., ROELKE, C.T., GROSS, G.J. and HILLARD, C.J., 2004.
Anandamide content is increased and CB1 cannabinoid receptor blockade is protective during
transient, focal cerebral ischemia. Neuroscience, 129(3), pp. 743-750.

MUTHIAN, S., RADEMACHER, D.J., ROELKE, C.T., GROSS, G.J. and HILLARD, C.J., 2004.
Anandamide content is increased and CB1 cannabinoid receptor blockade is protective during
transient, focal cerebral ischemia. Neuroscience, 129(3), pp. 743-750.

NAGY, N., ACSAI,,K., KORMQS, A., SEBOK, Z., FARKAS, A.S., JOST, N., NANASI, P.P.,
PAPP, J.G., VARRO, A. and TOTH, A., 2013. [Ca(2+)] i-induced augmentation of the inward

-190 -



rectifier potassium current (IK1) in canine and human ventricular myocardium. Pflligers Archiv:
European Journal Of Physiology, 465(11), pp. 1621-1635.

NAIMI, S., AVITALL, B., MIESZALA, J. and LEVINE, H.J., 1977. Dispersion of effective
refractory period during abrupt reperfusion of ischemic myocardium in dogs. The American Journal of
Cardiology, 39(3), pp. 407-412.

NAKAMURA, T., HAYASHI, H., SATOH, H., KATOH, H., KANEKO, M. and TERADA, H., 1999.
A single cell model of myocardial reperfusion injury: changes in intracellular Na+ and Ca2+
concentrations in guinea pig ventricular myocytes. Molecular and cellular biochemistry, 194(1-2), pp.
147-157.

NATTEL, S., 2008. Delayed-rectifier potassium currents and the control of cardiac repolarization:
Noble and Tsien 40 years after. The Journal of physiology, 586, pp. 5849-5852.

NATTEL, S. and CARLSSON, L., 2006. Innovative approaches to anti-arrhythmic drug therapy.
Nature Reviews.Drug Discovery, 5(12), pp. 1034-1049.

NAVARRO, H.A.,, HOWARD, J.L., POLLARD, G.T. and CARROLL, F.I., 2009. Positive allosteric
modulation of the human cannabinoid (CB) receptor by RTI-371, a selective inhibitor of the dopamine
transporter. England: Wiley.

NAYLER, W.G., 1981. The heart cell: some metabolic aspects of cardiac arrhythmias. Acta Medica
Scandinavica.Supplementum, 647, pp. 17-31.

NETZEBAND, J.G., CONROQY, S.M., PARSONS, K.L. and GRUOL, D.L., 1999. Cannabinoids
enhance NMDA-elicited Ca2+ signals in cerebellar granule neurons in culture. The Journal Of
Neuroscience: The Official Journal Of The Society For Neuroscience, 19(20), pp. 8765-8777.

NICHOLS, M., TOWNSEND, N., SCARBOROUGH, P. and RAYNER, M., 2013. European
Cardiovascular Disease Statistics 4th edition 2012: EuroHeart 1l. European heart journal, 34(39), pp.
3007-3007.

NISSEN, S.E., NICHOLLS, S.J.,, WOLSKI, K., RODES-CABAU, J., CANNON, C.P., DEANFIELD,
J.E., DESPRES, J., KASTELEIN, J.J.P., STEINHUBL, S.R., KAPADIA, S., YASIN, M., RUZYLLO,
W., GAUDIN, C., JOB, B., HU, B., BHATT, D.L., LINCOFF, A.M. and TUZCU, E.M., 2008. Effect
of rimonabant on progression of atherosclerosis in patients with abdominal obesity and coronary artery
disease: the STRADIVARIUS randomized controlled trial. JAMA: The Journal Of The American
Medical Association, 299(13), pp. 1547-1560.

NIWA, N. and NERBONNE, J.M., 2010. Molecular determinants of cardiac transient outward
potassium current (I(to)) expression and regulation. Journal of Molecular and Cellular Cardiology,
48(1), pp. 12-25.

NOBLE, D. and NOBLE, P.J., 2006. Late sodium current in the pathophysiology of cardiovascular
disease: consequences of sodium-calcium overload. Heart (British Cardiac Society), 92 Suppl 4, pp.
iv1-iv5.

NUCCI, C., GASPERI, V., TARTAGLIONE, R., CERULLI, A., TERRINONI, A., BARI, M., DE
SIMONE, C., AGRO, AF., MORRONE, L.A., CORASANITI, M.T., BAGETTA, G. and
MACCARRONE, M., 2007. Involvement of the endocannabinoid system in retinal damage after high
intraocular pressure-induced ischemia in rats. Investigative ophthalmology & visual science, 48(7), pp.
2997-3004.

-191 -



OKA, S., KIMURA, S., TOSHIDA, T., OTA, R., YAMASHITA, A. and SUGIURA, T., 2010.
Lysophosphatidylinositol induces rapid phosphorylation of p38 mitogen-activated protein kinase and
activating transcription factor 2 in HEK293 cells expressing GPR55 and IM-9 lymphoblastoid cells.
Journal of Biochemistry, 147(5), pp. 671-678.

OKA, S., NAKAJIMA, K., YAMASHITA, A., KISHIMOTO, S. and SUGIURA, T., 2007.
Identification of GPR55 as a lysophosphatidylinositol receptor. Biochemical and biophysical research
communications, 362(4), pp. 928-934.

OPIE, L.H., COETZEE, W.A., DENNIS, S.C. and THANDROYEN, F.T., 1988. A potential role of
calcium ions in early ischemic and reperfusion arrhythmias. Annals of the New York Academy of
Sciences, 522, pp. 464-477.

ORCHARD, C.H., ALLEN, D.G. and MORRIS, P.G., 1985. The role of intracellular [Ca2+] and [H+]
in contractile failure of the hypoxic heart. Advances in Myocardiology, 6, pp. 417-427.

OSADCHII, O.E., 2010. Mechanisms of hypokalemia-induced ventricular arrhythmogenicity.
Fundamental & clinical pharmacology, 24(5), pp. 547-559.

O'SULLIVAN, S.,E., BENNETT, A.J., KENDALL, D.A. and RANDALL, M.D., 2006. Cannabinoids
and peroxisome proliferator-activated receptor gamma (PPARy). Proceedings of the International
Cannabinoid Research Society.

O'SULLIVAN, S.,E., KENDALL, D.A. and RANDALL, M.D., 2005. The effects of Delta9-
tetrahydrocannabinol in rat mesenteric vasculature, and its interactions with the endocannabinoid
anandamide. British journal of pharmacology, 145(4), pp. 514-526.

O'SULLIVAN, S.,E., RANDALL, M.D. and GARDINER, S.M., 2007. The in vitro and in vivo
cardiovascular effects of Delta9-tetrahydrocannabinol in rats made hypertensive by chronic inhibition
of nitric-oxide synthase. The Journal of pharmacology and experimental therapeutics, 321(2), pp.
663-672.

O'SULLIVAN, S..E., SUN, Y., BENNETT, A.J.,, RANDALL, M.D. and KENDALL, D.A., 2009.
Time-dependent vascular actions of cannabidiol in the rat aorta. European journal of pharmacology,
612(1-3), pp. 61-68.

OTTOLIA, M., TORRES, N., BRIDGE, J.H.B., PHILIPSON, K.D. and GOLDHABER, J., 2013.
Na/Ca exchange and contraction of the heart. Journal of Molecular and Cellular Cardiology, .

OUDIT, G.Y., KASSIRI, Z., SAH, R., RAMIREZ, R.J., ZOBEL, C. and BACKX, P.H., 2001. The
molecular physiology of the cardiac transient outward potassium current (I(to)) in normal and diseased
myocardium. Journal of Molecular and Cellular Cardiology, 33(5), pp. 851-872.

PACHECO, M., CHILDERS, S.R., ARNOLD, R., CASIANO, F. and WARD, S.J., 1991,
Aminoalkylindoles: actions on specific G-protein-linked receptors. The Journal of pharmacology and
experimental therapeutics, 257(1), pp. 170-183.

PACHER, P., BATKAI, S. and KUNOS, G., 2005. Cardiovascular pharmacology of cannabinoids.
Handbook of Experimental Pharmacology, (168), pp. 599-625.

PACHER, P. and HASKO, G., 2008. Endocannabinoids and cannabinoid receptors in ischaemia-
reperfusion injury and preconditioning. British journal of pharmacology, 153(2), pp. 252-262.

-192 -



PACHER, P. and MECHOULAM, R., 2011. Is lipid signaling through cannabinoid 2 receptors part of
a protective system? Progress in lipid research, 50(2), pp. 193-211.

PACHER, P.A., BATKAI, S. and KUNOS, G., 2004. Haemodynamic profile and responsiveness to
anandamide of TRPV1 receptor knock-out mice. The Journal of physiology, 558, pp. 647-657.

PACHER, P.A., NAGAYAMA, T., MUKHOPADHYAY, P., BATKAI, S. and KASS, D.A., 2008.
Measurement of cardiac function using pressure-volume conductance catheter technique in mice and
rats. Nature Protocols, 3(9), pp. 1422-1434.

PACHER, P., BATKAI, S. and KUNOS, G., 2006. The endocannabinoid system as an emerging target
of pharmacotherapy. Pharmacological reviews, 58(3), pp. 389-462.

PACHER, P. and KUNQOS, G., 2013. Modulating the endocannabinoid system in human health and
disease--successes and failures. The FEBS Journal, 280(9), pp. 1918-1943.

PACHER, P. and STEFFENS, S., 2009. The emerging role of the endocannabinoid system in
cardiovascular disease. Seminars In Immunopathology, 31(1), pp. 63-77.

PACINI, D.J., BOACHIE-ANSAH, G. and KANE, K.A., 1992. Modification by hypoxia,
hyperkalaemia and acidosis of the cardiac electrophysiological effects of a range of antiarrhythmic
drugs. British journal of pharmacology, 107(3), pp. 665-670.

PALMER, J.D., OROURKE, ,R.A., OLSON, M.S. and PINCKARD, R.N., 1971. Experimental
myocardial infarction. American Heart Journal, 81(5), pp. 729-730.

PAN, X., IKEDA, S.R. and LEWIS, D.L., 1998. SR 141716A acts as an inverse agonist to increase
neuronal voltage-dependent Ca2+ currents by reversal of tonic CB1 cannabinoid receptor activity.
Molecular pharmacology, 54(6), pp. 1064-1072.

PARK, J.L. and LUCCHESI, B.R., 1999. Mechanisms of myocardial reperfusion injury. The Annals of
Thoracic Surgery, 68(5), pp. 1905-1912.

PARRA, S. and BOND, R.A., 2007. Inverse agonism: from curiosity to accepted dogma, but is it
clinically relevant? Current Opinion In Pharmacology, 7(2), pp. 146-150.

PARRATT, J. and VEGH, A., 1994. Pronounced antiarrhythmic effects of ischemic preconditioning.
Cardioscience, 5(1), pp. 9-18.

PENG, J. and L1, Y., 2010. The vanilloid receptor TRPV1: role in cardiovascular and gastrointestinal
protection. European journal of pharmacology, 627(1-3), pp. 1-7.

PENKOSKE, P.A., SOBEL, B.E. and CORR, P.B., 1978. Disparate electrophysiological alterations
accompanying dysrhythmia due to coronary occlusion and reperfusion in the cat. Circulation, 58(6),
pp. 1023-1035.

PEREZ—'GOMEZ, E., ANDRADAS, C., FLORES, J.M., QUINTANILLA, M., PARAMIO, J.M,,
GUZMAN, M. and SANCHEZ, C., 2013. The orphan receptor GPR55 drives skin carcinogenesis and
is upregulated in human squamous cell carcinomas. Oncogene, 32(20), pp. 2534-2542.

PERTWEE, R.G., 2004. Novel pharmacological targets for cannabinoids. Current
Neuropharmacology, 2(1), pp. 9-29.

-193 -



PERTWEE, R.G., 2010. Receptors and channels targeted by synthetic cannabinoid receptor agonists
and antagonists. Current medicinal chemistry, 17(14), pp. 1360-1381.

PERTWEE, R.G., 2008. The diverse CB1 and CB2 receptor pharmacology of three plant
cannabinoids: delta9-tetrahydrocannabinol, cannabidiol and delta9-tetrahydrocannabivarin. British
journal of pharmacology, 153(2), pp. 199-215.

PERTWEE, R.G., 2007. GPR55: a new member of the cannabinoid receptor clan? British journal of
pharmacology, 152(7), pp. 984-986.

PERTWEE, R.G., 2006. The pharmacology of cannabinoid receptors and their ligands: an overview.
International Journal Of Obesity (2005), 30 Suppl 1, pp. S13-S18.

PERTWEE, R.G., 1997. Pharmacology of cannabinoid CB1 and CB2 receptors. Pharmacology &
therapeutics, 74(2), pp. 129-180.

PERTWEE, R.G.,, HOWLETT, A.C., ABOOD, M.E., ALEXANDER, S.P.H., DI MARZO, V.,
ELPHICK, M.R., GREASLEY, P.J., HANSEN, H.S., KUNQOS, G., MACKIE, K., MECHOULAM, R.
and ROSS, R.A., 2010. International Union of Basic and Clinical Pharmacology. LXXIX.
Cannabinoid receptors and their ligands: beyond CB, and CB,. Pharmacological reviews, 62(4), pp.
588-631.

PERTWEE, R.G., 2013. Elevating endocannabinoid levels: pharmacological strategies and potential
therapeutic applications. The Proceedings of the Nutrition Society, , pp. 1-10.

PERTWEE, R.G., 2012. Targeting the endocannabinoid system with cannabinoid receptor agonists:
pharmacological strategies and therapeutic possibilities. England: The Society.

PERTWEE, R.G., 2009. Emerging strategies for exploiting cannabinoid receptor agonists as
medicines. British journal of pharmacology, 156(3), pp. 397-411.

PERTWEE, R.G., 2005. Inverse agonism and neutral antagonism at cannabinoid CB1 receptors. Life
Sciences, 76(12), pp. 1307-1324.

PERTWEE, R.G., ROSS, R.A., CRAIB, S.J. and THOMAS, A., 2002. (-)-Cannabidiol antagonizes
cannabinoid receptor agonists and noradrenaline in the mouse vas deferens. European journal of
pharmacology, 456(1-3), pp. 99-106.

PETITET, F., DONLAN, M. and MICHEL, A., 2006. GPR55 as a new cannabinoid receptor: still a
long way to prove it. Chemical Biology & Drug Design, 67(3), pp. 252-253.

PHILP, K.L., HUSSAIN, M., BYRNE, N.F., DIVER, M.J., HART, G. and COKER, S.J., 2006.
Greater antiarrhythmic activity of acute 17beta-estradiol in female than male anaesthetized rats:
correlation with Ca2+ channel blockade. British journal of pharmacology, 149(3), pp. 233-242.

PIKE, G.K., BRETAG, A.H. and ROBERTS, M.L., 1993. Modification of the transient outward
current of rat atrial myocytes by metabolic inhibition and oxidant stress. The Journal of physiology,
470, pp. 365-382.

PIKIJA, S., CVETKO, D., HAJDUK, M. and TRKULJA, V., 2009. Higher mean platelet volume
determined shortly after the symptom onset in acute ischemic stroke patients is associated with a
larger infarct volume on CT brain scans and with worse clinical outcome. Clinical neurology and
neurosurgery, 111(7), pp. 568-573.

-194 -



PIPER, H.M., MEUTER, K. and SCHAFER, C., 2003. Cellular mechanisms of ischemia-reperfusion
injury. The Annals of Thoracic Surgery, 75(2), pp. S644-5648.

PODRID, P.J. and POWEY, P.R., 2001. Periinfarction arrhythmias. pp. 863.

POGWIZD, S.M. and CORR, P.B., 1987. Electrophysiologic mechanisms underlying arrhythmias due
to reperfusion of ischemic myocardium. Circulation, 76(2), pp. 404-426.

POLLARD, A.E., CASCIO, W.E., FAST, V.G. and KNISLEY, S.B., 2002. Modulation of triggered
activity by uncoupling in the ischemic border. A model study with phase 1b-like conditions.
Cardiovascular research, 56(3), pp. 381-392.

POLLOCK, G. and RICHARDS, C.D., 2004. Human Physiology The Basis of Medicine. 2nd edn.
New York: Oxford University Press.

PRAVDIC, D., VLADIC, N. and BOSNJAK, Z.J., 2009. Intracellular Ca2+ modulation during short
exposure to ischemia-mimetic factors in isolated rat ventricular myocytes. Collegium antropologicum,
33 Suppl 2, pp. 121-126.

PRICE, M.R., BAILLIE, G.L., THOMAS, A., STEVENSON, L.A., EASSON, M., GOODWIN, R.,
MCLEAN, A., MCINTOSH, L., GOODWIN, G., WALKER, G., WESTWOOD, P., MARRS, J.,
THOMSON, F., COWLEY, P., CHRISTOPOULOS, A., PERTWEE, R.G. and ROSS, R.A., 2005.
Allosteric modulation of the cannabinoid CB1 receptor. United States: American Society for
Pharmacology and Experimental Therapeutics.

QUAN, W. and RUDY, Y., 1990. Unidirectional block and reentry of cardiac excitation: a model
study. Circulation research, 66(2), pp. 367-382.

RAJESH, M., MUKHOPADHYAY, P., BATKAI S., PATEL, V., SAITO, K., MATSUMOTO, S.,
KASHIWAYA, Y., HORVATH, B.,, MUKHOPADHYAY, B., BECKER, L., HASKO, G.,
LIAUDET, L., WINK, D.A., VEVES, A., MECHOULAM, R. and PACHER, P., 2010. Cannabidiol
attenuates cardiac dysfunction, oxidative stress, fibrosis, and inflammatory and cell death signaling
pathways in diabetic cardiomyopathy. United States: Elsevier Biomedical.

RAKHSHAN, F., DAY, T.A., BLAKELY, R.D. and BARKER, E.L., 2000. Carrier-mediated uptake
of the endogenous cannabinoid anandamide in RBL-2H3 cells. The Journal of pharmacology and
experimental therapeutics, 292(3), pp. 960-967.

RALEVIC, V. and KENDALL, D.A., 2009. Cannabinoid modulation of perivascular sympathetic and
sensory neurotransmission. Current Vascular Pharmacology, 7(1), pp. 15-25.

RANDALL, M.D., 2007. Endocannabinoids and the haematological system. British journal of
pharmacology, 152(5), pp. 671-675.

REIMER, K.A. and JENNINGS, R.B., 1979. The "wavefront phenomenon™ of myocardial ischemic
cell death. Il. Transmural progression of necrosis within the framework of ischemic bed size
(myocardium at risk) and collateral flow. Laboratory investigation; a journal of technical methods and
pathology, 40(6), pp. 633-644.

RIENSTRA, M., SUN, J.X,, LUBITZ, S.A., FRANKEL, D.S., VASAN, R.S., LEVY, D.,
MAGNANI, J.W., SULLIVAN, L.M., MEIGS, J.B., ELLINOR, P.T. and BENJAMIN, E.J., 2012.
Plasma resistin, adiponectin, and risk of incident atrial fibrillation: the Framingham Offspring Study.
American Heart Journal, 163(1), pp. 119-124.e1.

-195 -



RINALDI-CARMONA, M., BARTH, F., HEAULME, M., SHIRE, D., CALANDRA, B., CONGY,
C., MARTINEZ, S., MARUANI, J., NELIAT, G., CAPUT, D. and ET. AL., 1994. SR141716A, a
potent and selective antagonist of the brain cannabinoid receptor. FEBS letters, 350(2-3), pp. 240-244.

ROGER, V.L., GO, AS., LLOYD-JONES, D., BENJAMIN, E.J., BERRY, J.D., BORDEN, W.B.,
BRAVATA, D.M,, DA, S, FORD, E.S., FOX, C.S., FULLERTON, H.J., GILLESPIE, C.,
HAILPERN, S.M., HEIT, J.A.,, HOWARD, V.J., KISSELA, B.M., KITTNER, S.J., LACKLAND,
D.T., LICHTMAN, J.H., LISABETH, L.D., MAKUC, D.M., MARCUS, G.M., MARELLI, A,,
MATCHAR, D.B., MOY, C.S., MOZAFFARIAN, D., MUSSOLINO, M.E., NICHOL, G.,
PAYNTER, N.P., SOLIMAN, E.Z., SORLIE, P.D., SOTOODEHNIA, N., TURAN, T.N., VIRANI,
S.S., WONG, N.D., WOO, D. and TURNER, M.B., 2012. Heart disease and stroke statistics--2012
update: a report from the American Heart Association. Circulation, 125(1), pp. e2-e220.

ROSENSTOCK, J., HOLLANDER, P., CHEVALIER, S. and IRANMANESH, A., 2008.
SERENADE: the Study Evaluating Rimonabant Efficacy in Drug-naive Diabetic Patients: effects of
monotherapy with rimonabant, the first selective CB1 receptor antagonist, on glycemic control, body
weight, and lipid profile in drug-naive type 2 diabetes. Diabetes care, 31(11), pp. 2169-2176.

ROSS, H.R., NAPIER, I. and CONNOR, M., 2008. Inhibition of recombinant human T-type calcium
channels by Delta9-tetrahydrocannabinol and cannabidiol. United States: American Society for
Biochemistry and Molecular Biology.

ROSS, R.A., 2009. The enigmatic pharmacology of GPR55. Trends in pharmacological sciences,
30(3), pp. 156-163.

ROSS, R.A., 2007. Allosterism and cannabinoid CB(1) receptors: the shape of things to come. Trends
in pharmacological sciences, 28(11), pp. 567-572.

ROSS, R.A., 2003. Anandamide and vanilloid TRPV1 receptors. British journal of pharmacology,
140(5), pp. 790-801.

ROTHERMEL, B.A. and HILL, J.A., 2008. Adenosine A3 receptor and cardioprotection: enticing,
enigmatic, elusive. Circulation, 118(17), pp. 1691-1693.

RYAN, D., DRYSDALE, A.J., LAFOURCADE, C., PERTWEE, R.G. and PLATT, B., 2009.
Cannabidiol targets mitochondria to regulate intracellular Ca2+ levels. The Journal Of Neuroscience:
The Official Journal Of The Society For Neuroscience, 29(7), pp. 2053-2063.

RYBERG, E., LARSSON, N., SIOGREN, S., HIORTH, S., HERMANSSON, N., LEONOVA, J.,
ELEBRING, T., NILSSON, K., DRMOTA, T. and GREASLEY, P.J., 2007. The orphan receptor
GPR55 is a novel cannabinoid receptor. British journal of pharmacology, 152(7), pp. 1092-1101.

SABBAGH, S., HENRY SALZMAN, M.,M., KLONER, R.A., SIMKHOVICH, B.Z. and
REZKALLA, S.H., 2013. Remote ischemic preconditioning for coronary artery bypass graft
operations. The Annals of Thoracic Surgery, 96(2), pp. 727-736.

SANDANGER, @., RANHEIM, T., VINGE, L.E., BLIKS@ZEN, M., ALFSNES, K., FINSEN, A.V.,
DAHL, C.P., ASKEVOLD, E.T., FLORHOLMEN, G., CHRISTENSEN, G., FITZGERALD, KA.,
LIEN, E., VALEN, G., ESPEVIK, T., AUKRUST, P. and YNDESTAD, A., 2013. The NLRP3
inflammasome is up-regulated in cardiac fibroblasts and mediates myocardial ischaemia-reperfusion
injury. England: Oxford Journals.

- 196 -



SANTOS, C.X.C., ANILKUMAR, N., ZHANG, M., BREWER, A.C. and SHAH, A.M., 2011. Redox
signaling in cardiac myocytes. United States: Elsevier Science.

SARFARAZ, S., ADHAMI, V.M., SYED, D.N., AFAQ, F. and MUKHTAR, H., 2008. Cannabinoids
for cancer treatment: progress and promise. Cancer research, 68(2), pp. 339-342.

SARNE, Y., ASAF, F., FISHBEIN, M., GAFNI, M. and KEREN, O., 2011. The dual neuroprotective-
neurotoxic profile of cannabinoid drugs. British journal of pharmacology, 163(7), pp. 1391-1401.

SATOH, H., 2003. Sino-atrial nodal cells of mammalian hearts: ionic currents and gene expression of
pacemaker ionic channels. Journal of smooth muscle research = Nihon Heikatsukin Gakkai kikanshi,
39(5), pp. 175-193.

SCHAPER, J. and SCHAPER, W., 1988. Time course of myocardial necrosis. Cardiovascular drugs
and therapy / sponsored by the International Society of Cardiovascular Pharmacotherapy, 2(1), pp.
17-25.

SCHEEN, A.J., VAN GAAL, ,L.G., DESPRES, J.P., PI-SUNYER, X., GOLAY, A. and HANOTIN,
C., 2006. [Rimonabant improves cardiometabolic risk profile in obese or overweight subjects:
overview of RIO studies]. Revue Médicale Suisse, 2(76), pp. 1916-1923.

SCHINDLER, C.W., KARCZ-KUBICHA, M., THORNDIKE, E.B., MULLER, C.,E., TELLA, S.R.,
FERRE, S. and GOLDBERG, S.R., 2005. Role of central and peripheral adenosine receptors in the
cardiovascular responses to intraperitoneal injections of adenosine Al and A2A subtype receptor
agonists. British journal of pharmacology, 144(5), pp. 642-650.

SCHLICKER, E. and KATHMANN, M., 2001. Modulation of transmitter release via presynaptic
cannabinoid receptors. Trends in pharmacological sciences, 22(11), pp. 565-572.

SCHLUTER, K. and SCHREIBER, D., 2005. Adult ventricular cardiomyocytes: isolation and culture.
Methods in molecular biology (Clifton, N.J.), 290, pp. 305-314.

SCHOTT, R.J.,, ROHMANN, S., BRAUN, E.R. and SCHAPER, W., 1990. Ischemic preconditioning
reduces infarct size in swine myocardium. Circulation research, 66(4), pp. 1133-1142.

SCHRIEWER, J.M., PEEK, C.B., BASS, J. and SCHUMACKER, P.T., 2013. ROS-mediated PARP
activity undermines mitochondrial function after permeability transition pore opening during
myocardial ischemia-reperfusion. Journal Of The American Heart Association, 2(2), pp. €000159-
e000159.

SHARIR, H. and ABOOD, M.E., 2010. Pharmacological characterization of GPR55, a putative
cannabinoid receptor. Pharmacology & therapeutics, 126(3), pp. 301-313.

SHARIR, H., CONSOLE-BRAM, L., MUNDY, C., POPOFF, S.N., KAPUR, A. and ABOOD, M.E.,
2012. The endocannabinoids anandamide and virodhamine modulate the activity of the candidate
cannabinoid receptor GPR55. Journal Of Neuroimmune Pharmacology: The Official Journal Of The
Society On Neuroimmune Pharmacology, 7(4), pp. 856-865.

SHIMASUE, K., URUSHIDANI, T., HAGIWARA, M. and NAGAO, T., 1996. Effects of anandamide

and arachidonic acid on specific binding of (+) -PN200-110, diltiazem and (-) -desmethoxyverapamil
to L-type Ca2+ channel. NETHERLANDS: Elsevier Science.

-197 -



SHIMODA, L.A. and POLAK, J., 2011. Hypoxia. 4. Hypoxia and ion channel function. American
Journal Of Physiology.Cell Physiology, 300(5), pp. C951-C967.

SHINAGAWA, Y., SATOH, H. and NOMA, A., 2000. The sustained inward current and inward
rectifier K+ current in pacemaker cells dissociated from rat sinoatrial node. The Journal of physiology,
523 Pt 3, pp. 593-605.

SHOWALTER, V.M., COMPTON, D.R., MARTIN, B.R. and ABOOD, M.E., 1996. Evaluation of
binding in a transfected cell line expressing a peripheral cannabinoid receptor (CB2): identification of
cannabinoid receptor subtype selective ligands. The Journal of pharmacology and experimental
therapeutics, 278(3), pp. 989-999.

SHRYOCK, J.C., SONG, Y., RAJAMANI, S., ANTZELEVITCH, C. and BELARDINELLI, L.,
2013. The arrhythmogenic consequences of increasing late INa in the cardiomyocyte. Cardiovascular
research, 99(4), pp. 600-611.

SHUKLA, A., JUNG, M., STERN, M., FUKAGAWA, N.K., TAATJES, D.J., SAWYER, D., VAN
HOUTEN, B. and MOSSMAN, B.T., 2003. Asbestos induces mitochondrial DNA damage and
dysfunction linked to the development of apoptosis. American Journal Of Physiology.Lung Cellular
And Molecular Physiology, 285(5), pp. L1018-L1025.

SIDDALL, H.K., YELLON, D.M., ONG, S., MUKHERJEE, U.A., BURKE, N., HALL, AR,
ANGELOVA, P.R.,, LUDTMANN, M.H.R., DEAS, E., DAVIDSON, S.M., MOCANU, M.M. and
HAUSENLOQY, D.J., 2013. Correction: Loss of PINK1 Increases the Heart's Vulnerability to
Ischemia-Reperfusion Injury. Plos One, 8(6),.

SIDNEY, S., ROSAMOND, W.D., HOWARD, V.J. and LUEPKER, R.V., 2013. The "heart disease
and stroke statistics--2013 update” and the need for a national cardiovascular surveillance system.
Circulation, 127(1), pp. 21-23.

SIDOROQV, V.Y., UZELAC, I. and WIKSWO, J.P., 2011. Regional increase of extracellular
potassium leads to electrical instability and reentry occurrence through the spatial heterogeneity of
APD restitution. American Journal Of Physiology.Heart And Circulatory Physiology, 301(1), pp.
H209-H220.

SMANI, T., HERNAI\[DEZ, A., URENA, J., CASTELLANO, A.G., FRANCO-OBREGON, A.,
ORDONEZ, A. and LOPEZ-BARNEDO, J., 2002. Reduction of Ca(2+) channel activity by hypoxia in
human and porcine coronary myocytes. Cardiovascular research, 53(1), pp. 97-104.

SMITH, G.L. and ALLEN, D.G., 1988. Effects of metabolic blockade on intracellular calcium
concentration in isolated ferret ventricular muscle. UNITED STATES: Lippincott Williams &
Wilkins.

SOLIMAN, D., WANG, L., HAMMING, K.S.C., YANG, W., FATEHI, M., CARTER, C.C.,
CLANACHAN, A.S. and LIGHT, P.E., 2012. Late sodium current inhibition alone with ranolazine is
sufficient to reduce ischemia- and cardiac glycoside-induced calcium overload and contractile
dysfunction mediated by reverse-mode sodium/calcium exchange. The Journal of pharmacology and
experimental therapeutics, 343(2), pp. 325-332.

SONG, Y., SHRYOCK, J.C. and BELARDINELLI, L., 2008. An increase of late sodium current

induces delayed afterdepolarizations and sustained triggered activity in atrial myocytes. American
Journal Of Physiology.Heart And Circulatory Physiology, 294(5), pp. H2031-H2039.

-198 -



STANLEY, C.P., HIND, W.H. and O'SULLIVAN, S.,E., 2013. Is the cardiovascular system a
therapeutic target for cannabidiol? British journal of clinical pharmacology, 75(2), pp. 313-322.

STATON, P.C., HATCHER, J.P., WALKER, D.J.,, MORRISON, A.D., SHAPLAND, E.M.,
HUGHES, J.P., CHONG, E., MANDER, P.K., GREEN, P.J., BILLINTON, A., FULLEYLOVE, M.,
LANCASTER, H.C., SMITH, J.C., BAILEY, L.T., WISE, A., BROWN, A.J., RICHARDSON, J.C.
and CHESSELL, I.P., 2008. The putative cannabinoid receptor GPR55 plays a role in mechanical
hyperalgesia associated with inflammatory and neuropathic pain. Pain, 139(1), pp. 225-236.

STEENBERGEN, C., MURPHY, E., WATTS, J.A. and LONDON, R.E., 1990. Correlation between
cytosolic free calcium, contracture, ATP, and irreversible ischemic injury in perfused rat heart.
Circulation research, 66(1), pp. 135-146.

STERN, M.D. and LAKATTA, E.G., 1992. Excitation-contraction coupling in the heart: the state of
the question. FASEB Journal: Official Publication Of The Federation Of American Societies For
Experimental Biology, 6(12), pp. 3092-3100.

STRIJDOM, H., GENADE, S. and LOCHNER, A., 2004. Nitric Oxide synthase (NOS) does not
contribute to simulated ischaemic preconditioning in an isolated rat cardiomyocyte model.
Cardiovascular drugs and therapy / sponsored by the International Society of Cardiovascular
Pharmacotherapy, 18(2), pp. 99-112.

SUGIYAMA, S., MIYAZAKI, Y., KOTAKA, K., KATO, T., SUZUKI, S. and OZAWA, T., 1982.
Mechanism of free fatty acid-induced arrhythmias. Journal of electrocardiology, 15(3), pp. 227-232.

SULEIMAN, M.S., HALESTRAP, A.P. and GRIFFITHS, E.J., 2001. Mitochondria: a target for
myocardial protection. Pharmacology & therapeutics, 89(1), pp. 29-46.

SULLIVAN, G.W., RIEGER, J.M., SCHELD, W.M., MACDONALD, T.L. and LINDEN, J., 2001.
Cyclic AMP-dependent inhibition of human neutrophil oxidative activity by substituted 2-
propynylcyclohexyl adenosine A(2A) receptor agonists. British journal of pharmacology, 132(5), pp.
1017-1026.

SUN, H., WANG, N., KERENDI, F., HALKOS, M., KIN, H., GUYTON, R.A., VINTEN-
JOHANSEN, J. and ZHAO, Z., 2005. Hypoxic postconditioning reduces cardiomyocyte loss by
inhibiting ROS generation and intracellular Ca2+ overload. American Journal Of Physiology.Heart
And Circulatory Physiology, 288(4), pp. H1900-H1908.

SYLANTYEV, S., JENSEN, T.P., ROSS, R.A. and RUSAKOQOV, D.A., 2013. Cannabinoid- and
lysophosphatidylinositol-sensitive receptor GPR55 boosts neurotransmitter release at central synapses.
Proceedings of the National Academy of Sciences of the United States of America, 110(13), pp. 5193-
5198.

SZABO, B., NORDHEIM, U. and NIEDERHOFFER, N., 2001. Effects of cannabinoids on
sympathetic and parasympathetic neuroeffector transmission in the rabbit heart. The Journal of
pharmacology and experimental therapeutics, 297(2), pp. 819-826.

SZABO, B. and SCHLICKER, E., 2005. Effects of cannabinoids on neurotransmission. Handbook of
Experimental Pharmacology, (168), pp. 327-365.

SZOLCSANYI, J., 2000. Anandamide and the question of its functional role for activation of
capsaicin receptors. Trends in pharmacological sciences, 21(6), pp. 203-204.

-199 -



TANG, X.L., CHO, C.H. and WONG, T.M., 1995. Differential antiarrhythmic potency of adenosine
in normotensive and spontaneously hypertensive rats. Journal of cardiovascular pharmacology, 25(3),
pp. 486-488.

TANI, M. and NEELY, J.R., 1989. Role of intracellular Na+ in Ca2+ overload and depressed
recovery of ventricular function of reperfused ischemic rat hearts. Possible involvement of H+-Na+
and Na+-Ca2+ exchange. UNITED STATES: Lippincott Williams & Wilkins.

THANDROYEN, F.T., MORRIS, A.C., HAGLER, H.K., ZIMAN, B., PAI, L., WILLERSON, J.T.
and BUJA, L.M., 1991. Intracellular calcium transients and arrhythmia in isolated heart cells.
Circulation research, 69(3), pp. 810-819.

THOMAS, A., BAILLIE, G.L., PHILLIPS, AM., RAZDAN, R.K., ROSS, R.A. and PERTWEE,
R.G., 2007. Cannabidiol displays unexpectedly high potency as an antagonist of CB1 and CB2
receptor agonists in vitro. British journal of pharmacology, 150(5), pp. 613-623.

THOMAS, A., ROSS, R.A,, SAHA, B.,, MAHADEVAN, A., RAZDAN, R.K. and PERTWEE, R.G.,
2004. 6"-Azidohex-2"-yne-cannabidiol: a potential neutral, competitive cannabinoid CB1 receptor
antagonist. European journal of pharmacology, 487(1-3), pp. 213-221.

TSANG, A., HAUSENLOQY, D.J., MOCANU, M.M. and YELLON, D.M., 2004. Postconditioning: a
form of "modified reperfusion” protects the myocardium by activating the phosphatidylinositol 3-
kinase-Akt pathway. Circulation research, 95(3), pp. 230-232.

TUNSTALL-PEDOE, H., KUULASMAA, K., MAHONEN, M., TOLONEN, H., RUOKOKOSKI, E.
and AMOUYEL, P., 1999. Contribution of trends in survival and coronary-event rates to changes in
coronary heart disease mortality: 10-year results from 37 WHO MONICA project populations.
Monitoring trends and determinants in cardiovascular disease. Lancet, 353(9164), pp. 1547-1557.

TWITCHELL, W., BROWN, S. and MACKIE, K., 1997. Cannabinoids inhibit N- and P/Q-type
calcium channels in cultured rat hippocampal neurons. Journal of neurophysiology, 78(1), pp. 43-50.

UNDYALA, V., TERLECKY, S.R. and VANDER HEIDE, R.,S., 2011. Targeted intracellular
catalase delivery protects neonatal rat myocytes from hypoxia-reoxygenation and ischemia-
reperfusion injury. Cardiovascular Pathology: The Official Journal Of The Society For
Cardiovascular Pathology, 20(5), pp. 272-280.

VAN GAAL, L.,F., RISSANEN, A.M., SCHEEN, A.J., ZIEGLER, O. and ROSSNER, S., 2005.
Effects of the cannabinoid-1 receptor blocker rimonabant on weight reduction and cardiovascular risk
factors in overweight patients: 1-year experience from the RIO-Europe study. Lancet, 365(9468), pp.
1389-1397.

VAN, D.S., TREVISANI, M., VELLANI, V., DE PETROCELLIS, L., SCHIANO MORIELLO, A,,
CAMPI, B., MCNAUGHTON, P., GEPPETTI, P. and DI MARZO, V., 2005. Anandamide acts as an
intracellular messenger amplifying Ca2+ influx via TRPV1 channels. The EMBO journal, 24(17), pp.
3026-3037.

VARGA, K., LAKE, K.D., HUANGFU, D., GUYENET, P.G. and KUNOS, G., 1996. Mechanism of
the hypotensive action of anandamide in anesthetized rats. Hypertension, 28(4), pp. 682-686.

VARGA, K., LAKE, K., MARTIN, B.R. and KUNQS, G., 1995. Novel antagonist implicates the CB1

cannabinoid receptor in the hypotensive action of anandamide. European journal of pharmacology,
278(3), pp. 279-283.

- 200 -



VARKI, A., CUMMINGS, R. and ESKO, J., 1999. Chapter 11, Proteoglycans and
Glycosaminoglycans. In: A. VARKI, R. CUMMINGS and J. ESKO, eds, Essentials of Glycobiology.
Cold Spring Harbor (NY): Cold Spring Harbor Laboratory Press, .

VASQUEZ, C., NAVARRO-POLANCO, R., HUERTA, M., TRUJILLO, X., ANDRADE, F.,
TRUJILLO-HERNANDEZ, B. and HERNANDEZ, L., 2003. Effects of cannabinoids on endogenous
K+ and Ca2+ currents in HEK293 cells. Canadian journal of physiology and pharmacology, 81(5),
pp. 436-442.

VEGH, A., SZEKERES, L. and PARRATT, J.R., 1990. Protective effects of preconditioning of the
ischaemic myocardium involve cyclo-oxygenase products. Cardiovascular research, 24(12), pp.
1020-1023.

VELDKAMP, M.W., VERKERK, A.O., VAN GINNEKEN, ,A.C., BAARTSCHEER, A,
SCHUMACHER, C., DE JONGE, N., DE BAKKER, ,J.M. and OPTHOF, T., 2001. Norepinephrine
induces action potential prolongation and early afterdepolarizations in ventricular myocytes isolated
from human end-stage failing hearts. European heart journal, 22(11), pp. 955-963.

VENANCE, L., PIOMELLLI, D., GLOWINSKI, J. and GIAUME, C., 1995. Inhibition by anandamide
of gap junctions and intercellular calcium signalling in striatal astrocytes. Nature, 376(6541), pp. 590-
594.

VERDOUW, P.D., VAN DEN DOEL, ,M.A., DE ZEEUW, S. and DUNCKER, D.J., 1998. Animal
models in the study of myocardial ischaemia and ischaemic syndromes. Cardiovascular research,
39(1), pp. 121-135.

VIDRIO, H., SANCHEZ-SALVATORI, ,M.A. and MEDINA, M., 1996. Cardiovascular effects of (-)-
11-OH-delta 8-tetrahydrocannabinol-dimethylheptyl in rats. Journal of cardiovascular pharmacology,
28(2), pp. 332-336.

VIGNALI, M., BENFENATI, V., CAPRINI, M., ANDEROVA, M., NOBILE, M. and FERRONI, S,
2009. The endocannabinoid anandamide inhibits potassium conductance in rat cortical astrocytes.
United States: Wiley-L.iss.

WAGNER, J.A., VARGA, K., ELLIS, E.F., RZIGALINSKI, B.A., MARTIN, B.R. and KUNOS, G.,
1997. Activation of peripheral CB1 cannabinoid receptors in haemorrhagic shock. Nature, 390(6659),
pp. 518-521.

WAGNER, J.A., VARGA, K., JARAI, Z. and KUNOS, G., 1999. Mesenteric vasodilation mediated
by endothelial anandamide receptors. Hypertension, 33(1), pp. 429-434.

WAINWRIGHT, C.L. and PARRATT, J.R., 1993. Effects of R-PIA, a selective Al adenosine agonist,
on haemodynamics and ischaemic arrhythmias in pigs. Cardiovascular research, 27(1), pp. 84-89.

WAINWRIGHT, C.L., 2005. Statins--is there no end to their usefulness? Cardiovascular research,
65(2), pp. 296-298.

WALDECK-WEIERMAIR, M., ZORATTI, C., OSIBOW, K., BALENGA, N., GOESSNITZER, E.,
WALDHOER, M., MALLLI, R. and GRAIER, W.F., 2008. Integrin clustering enables anandamide-
induced Ca2+ signaling in endothelial cells via GPR55 by protection against CB1-receptor-triggered
repression. Journal of cell science, 121, pp. 1704-1717.

-201 -



WALDENSTROM, A., RONQUIST, G., ABERG, A., AHLSTROM, K., HAUCK, P.,
ABRAHAMSSON, P., JOHANSSON, G., BIBER, B. and HANEY, M.F., 2012. Ischaemic
preconditioning reduces myocardial calcium overload in coronary-occluded pig hearts shown by
continuous in vivo assessment using microdialysis. Clinical Physiology And Functional Imaging,
32(2), pp. 133-138.

WALDO, A.L. and KAISER, G.A., 1973. A study of ventricular arrhythmias associated with acute
myocardial infarction in the canine heart. Circulation, 47(6), pp. 1222-1228.

WALKER, M.J., CURTIS, M.J., HEARSE, D.J., CAMPBELL, R.W., JANSE, M.J., YELLON, D.M.,
COBBE, S.M., COKER, S.J., HARNESS, J.B. and HARRON, D.W., 1988. The Lambeth
Conventions: guidelines for the study of arrhythmias in ischaemia infarction, and reperfusion.
Cardiovascular research, 22(7), pp. 447-455.

WALSH, S.K., HEPBURN, C.Y., KANE, K.A. and WAINWRIGHT, C.L., 2010. Acute
administration of cannabidiol in vivo suppresses ischaemia-induced cardiac arrhythmias and reduces
infarct size when given at reperfusion. British Journal Of Pharmacology, 160(5), pp. 1234-1242.

WALSH, S.K., HECTOR, E.E., JONSSON-RYLANDER, A.C. and WAINWRIGHT, C.L., 2011.
Deletion of the GPR55 gene induces cardioprotection in a murine model of myocardial
ischaemia/reperfusion injury. Journal of Molecular and Cellular Cardiology, 51(3), pp. A042.

WALSH, S.K., KANE, K.A. and WAINWRIGHT, C.L., 2009. Mast cells, peptides and
cardioprotection - an unlikely marriage? Autonomic & Autacoid Pharmacology, 29(3), pp. 73-84.

WANG, Q., PENG, Y., CHEN, S., GOU, X., HU, B., DU, J,, LU, Y. and XIONG, L., 2009.
Pretreatment with electroacupuncture induces rapid tolerance to focal cerebral ischemia through
regulation of endocannabinoid system. Stroke; a journal of cerebral circulation, 40(6), pp. 2157-2164.

WATSON, R.M., MARKLE, D.R., RO, Y.M., GOLDSTEIN, S.R., MCGUIRE, D.A., PETERSON,
J.I. and PATTERSON, R.E., 1984. Transmural pH gradient in canine myocardial ischemia. The
American Journal of Physiology, 246(2), pp. H232-H238.

WEIS, F., BEIRAS-FERNANDEZ, A., SODIAN, R., KACZMAREK, I., REICHART, B., BEIRAS,
A., SCHELLING, G. and KRETH, S., 2010. Substantially altered expression pattern of cannabinoid
receptor 2 and activated endocannabinoid system in patients with severe heart failure. Journal of
Molecular and Cellular Cardiology, 48(6), pp. 1187-1193.

WHEAL, A.J., BENNETT, T., RANDALL, M.D. and GARDINER, S.M., 2007. Cardiovascular
effects of cannabinoids in conscious spontaneously hypertensive rats. British journal of
pharmacology, 152(5), pp. 717-724.

WHEAL, A.J., BENNETT, T., RANDALL, M.D. and GARDINER, S.M., 2007. Effects of chronic
nitric oxide synthase inhibition on the cardiovascular responses to cannabinoids in vivo and in vitro.
British journal of pharmacology, 150(5), pp. 662-671.

WHYTE, L.S., RYBERG, E., SIMS, N.A,, RIDGE, S.A., MACKIE, K., GREASLEY, P.J., ROSS,
R.A. and ROGERS, M.J., 2009. The putative cannabinoid receptor GPR55 affects osteoclast function
in vitro and bone mass in vivo. Proceedings of the National Academy of Sciences of the United States
of America, 106(38), pp. 16511-16516.

-202 -



WIENTZEK, M., ALLEN, B.G., MCDONALD-JONES, G. and KATZ, S., 1997. Characterization of
calcium-dependent forms of protein kinase C in adult rat ventricular myocytes. Molecular and cellular
biochemistry, 166(1-2), pp. 11-23.

WILDE, A A. and AKSNES, G., 1995. Myocardial potassium loss and cell depolarisation in
ischaemia and hypoxia. Cardiovascular research, 29(1), pp. 1-15.

WILEY, J.L. and MARTIN, B.R., 2002. Cannabinoid pharmacology: implications for additional
cannabinoid receptor subtypes. Chemistry and physics of lipids, 121(1-2), pp. 57-63.

WILSON, R.I. and NICOLL, R.A., 2002. Endocannabinoid signaling in the brain. Science (New York,
N.Y.), 296(5568), pp. 678-682.

WIRTH, K.J., UHDE, J., ROSENSTEIN, B., ENGLERT, H.C., GOGELEIN, H., SCHOLKENS,
,B.A. and BUSCH, A.E., 2000. K(ATP) channel blocker HMR 1883 reduces monophasic action
potential shortening during coronary ischemia in anesthetised pigs. Naunyn-Schmiedeberg's archives
of pharmacology, 361(2), pp. 155-160.

WISL@FF, U., LOENNECHEN, J.P., FALCK, G., BEISVAG, V., CURRIE, S., SMITH, G. and
ELLINGSEN, O., 2001. Increased contractility and calcium sensitivity in cardiac myocytes isolated
from endurance trained rats. Cardiovascular research, 50(3), pp. 495-508.

WIT, A.L. and BIGGER, J.T., J., 1975. Possible electrophysiological mechanisms for lethal
arrhythmias accompanying myocardial ischemia and infarction. UNITED STATES: Lippincott
Williams & Wilkins.

WIT, A.L. and JANSE, M.J., 2001. Reperfusion arrhythmias and sudden cardiac death: a century of
progress toward an understanding of the mechanisms. Circulation research, 89(9), pp. 741-743.

WOLK, R., KANE, K.A., COBBE, S.M. and HICKS, M.N., 1998. Regional electrophysiological
effects of hypokalaemia, hypomagnesaemia and hyponatraemia in isolated rabbit hearts in normal and
ischaemic conditions. Cardiovascular research, 40(3), pp. 492-501.

WU, X., ZHANG, T., BOSSUYT, J., LI, X., MCKINSEY, T.A., DEDMAN, J.R., OLSON, E.N.,
CHEN, J., BROWN, J.H. and BERS, D.M., 2006. Local InsP3-dependent perinuclear Ca2+ signaling
in cardiac myocyte excitation-transcription coupling. The Journal of clinical investigation, 116(3), pp.
675-682.

YANG, Y., YANG, H., WANG, Z., VARADARAJ, K., KUMARI, S.S., MERGLER, S., OKADA,
Y., SAIKA, S., KINGSLEY, P.J., MARNETT, L.J. and REINACH, P.S., 2013. Cannabinoid receptor
1 suppresses transient receptor potential vanilloid 1-induced inflammatory responses to corneal injury.
Cellular signalling, 25(2), pp. 501-511.

YEH, Y., BURSTEIN, B., Ql, X.Y., SAKABE, M., CHARTIER, D., COMTOIS, P., WANG, Z.,
KUOQ, C. and NATTEL, S., 2009. Funny current downregulation and sinus node dysfunction
associated with atrial tachyarrhythmia: a molecular basis for tachycardia-bradycardia syndrome.
Circulation, 119(12), pp. 1576-1585.

ZAKRZESKA, A., SCHLICKER, E., BARANOWSKA, M., KOZLOWSKA, H., KWOLEK, G. and
MALINOWSKA, B., 2010. A cannabinoid receptor, sensitive to O-1918, is involved in the delayed
hypotension induced by anandamide in anaesthetized rats. British journal of pharmacology, 160(3),
pp. 574-584.

- 203 -



ZHANG, L., XU, C., HONG, Y., ZHANG, J., LIU, Y., ZHAO, M., CAQ, Y., LU, Y., YANG, B. and
SHAN, H., 2010. Propranolol regulates cardiac transient outward potassium channel in rat
myocardium via CAMP/PKA after short-term but not after long-term ischemia. Naunyn-
Schmiedeberg's archives of pharmacology, 382(1), pp. 63-71.

ZHANG, M., MARTIN, B.R., ADLER, M.W., RAZDAN, R.K., GANEA, D. and TUMA, R.F., 2008.
Modulation of the balance between cannabinoid CB(1) and CB(2) receptor activation during cerebral
ischemic/reperfusion injury. Neuroscience, 152(3), pp. 753-760.

ZHAO, Z.Q., MCGEE, S., NAKANISHI, K., TOOMBS, C.F., JOHNSTON, W.E., ASHAR, M.S. and
VINTEN-JOHANSEN, J., 1993. Receptor-mediated cardioprotective effects of endogenous adenosine
are exerted primarily during reperfusion after coronary occlusion in the rabbit. Circulation, 88(2), pp.
709-7109.

ZIMMER, H.G., 2000. Modifications of the isolated frog heart preparation in Carl Ludwig's Leipzig
Physiological Institute: relevance for cardiovascular research. The Canadian journal of cardiology,
16(1), pp. 61-69.

ZORATTI, C., KIPMEN-KORGUN, D., OSIBOW, K., MALLI, R. and GRAIER, W.F., 2003.
Anandamide initiates Ca(2+) signaling via CB2 receptor linked to phospholipase C in calf pulmonary
endothelial cells. British journal of pharmacology, 140(8), pp. 1351-1362.

ZUARDI, A.W., 2008. Cannabidiol: from an inactive cannabinoid to a drug with wide spectrum of
action. Revista Brasileira De Psiquiatria (S4o Paulo, Brazil: 1999), 30(3), pp. 271-280.

ZYGMUNT, P.M., PETERSSON, J., ANDERSSON, D.A., CHUANG, H., SGRGARD, M., DI

MARZO, V., JULIUS, D. and HOGESTATT, ,E.D., 1999. Vanilloid receptors on sensory nerves
mediate the vasodilator action of anandamide. Nature, 400(6743), pp. 452-457.

- 204 -



APPENDIX |

- 205 -



Materials list

ACEA: purchased pre-dissolved in ethanol (EtOH), this was evaporated off in a steady stream of
nitrogen, before being re-solubilised in tween 80, DMSO and NaCl (to the ratio 1:2:8, respectively) to
a concentration of 3mg ml™. Tocris Bioscience, Bristol, UK,

ADP: Diluted in saline to a concentration to 5uM. Chrono-log, Havertown, USA,

AKT1 primary antibody (rabbit polyclonal; phospho S473): Was diluted in TBS. Abcam, Cambridge,
UK,

AM251: solubilised in tween 80, DMSO and NaCl (to the ratio 1:2:8, respectively. Tocris Bioscience,
Bristol, UK,

Anandamide (AEA): pre-dissolved in EtOH to a concentration 5mg ml™. Diluted for experimental
purposes, as required. Tocris Bioscience, Bristol, UK,

Background Sniper: ready-to-use blocking reagent. Biocare Medical, Concord, USA,

Betazoid DAB chromogen kit: prepared as per instructions with the DAB chromogen kit. Biocare
Medical, Concord, USA,

CBD: solubilised in EtOH. Tocris Bioscience, Bristol, UK,

CB; receptor primary antibody (rabbit polyclonal): Was diluted in TBS. Abcam, Cambridge, UK,
Collagenase (Worthington class; Type Il from Clostridium histolyticum): solubilised in nominally-free
Ca” buffer solution. Sigma-Aldrich. Gillingham, UK,

DaVinci Green Dilutent: universal dilutent for GPR55 dissolution. Biocare Medical, Concord, USA,
DIVA decloaker (10x): ready-to-use buffer for antigen unmasking. HistoLab Products AB,
Gothenburg, Sweden,

Evans Blue dye: solubilised in distilled water. Sigma-Aldrich, Gillingham, UK,

Fluo-4AM: re-constituted in 100% DMSO to a concentration of 5mM. Diluted in to the appropriate
working concentration in micro-centrifuge tubes containing 1ml cell suspension. Molecular Probes
Invitrogen, Paisley, UK,

Formal fixx: A ready-to-use 10% neutral buffered formalin solution. Thermo Fisher Scientific,
Leicestershire, UK,

GPR55 primary antibody (rabbit polyclonal; LS-A6817 and LS-A162): Diluted in DaVinci Green
Dilutent. MBL International Corporation, Massachusetts, USA,

Haematoxylin Harris’: Ready-to-use solution. Sigma-Aldrich, Gillingham, UK,

Heparinised saline: Diluted in 0.9% NaCl. Leo Laboratories Buckinghamshire, UK,

Hyaluronidase (Type 1-S; from bovine testes): Solubilised in nominally-free Ca** buffer solution.
Sigma-Aldrich, Gillingham, UK,

Hydrogen peroxide (H,0,): Diluted with distilled water as appropriate. Sigma-Aldrich, Gillingham,
UK,
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IMMPRESS reagent: ready-to-use solution provided with the ImmPRESS universal antibody (anti-
mouse lg/anti-rabbit 1g, peroxidase) polymer detection kit. Vector Labs, Burlingame, USA,
Immu-mount: An aqueous, non-fluorescing mounting media. Anatomical Pathology International,
Cheshire, UK,

KCI: solubilised in distilled water to a stock concentration of 2M,

MACH 3 rabbit HRP detection kit: pre-prepared two-step polymer detection kit. Biocare Medical,
Concord, USA,

Mountex Mounting Medium: Histoab, Sweden,

Noradrenaline: re-constituted in 0.5M HCI to a concentration of 50mg ml™, with working stocks of
0.1uM,

Normal horse blocking serum (2.5%): ready-to-use solution provided with the ImMmPRESS universal
antibody (anti-mouse Ig/anti-rabbit 1g, peroxidase) polymer detection kit. Vector Labs, Burlingame,
USA,

0-1602: solubilised in 100% methyl acetate to a working concentration of 10mg ml™. Working stock
concentration of 30ng ml™ prepared from serial dilutions in saline of 100pg ml™ to 1000ng ml™.
Tocris Bioscience, Bristol, UK,

Pentobarbital sodium salt: solubilised in NaCl to a concentration of 60mg ml™ on a daily basis. Sigma-
Aldrich, Gillingham, UK,

Periodic acid: ready-to-use 1% solution provided with the periodic acid-Schiff (PAS) kit. Sigma-
Aldrich, Gillingham, UK,

Peroxidazed 1: ready-to-use blocking reagent. Biocare Medical, Concord, USA,

Phosphate-buffered saline (PBS): 1 PBS tablet dissolved in 100 ml of distilled water. Final solution
composition; 137mM NaCl, 10mM phosphate, 2.7mM KCI: pH 7.4. Sigma-Aldrich, Gillingham, UK,
Proteinase (Type XXIV; bacterial): dissoluted in nominally-free Ca®* buffer solution. Sigma-Aldrich,
Gillingham, UK,

Rabbit 1gG: reconstituted in 1ml of distilled water. Diluted in TBS as to be Egimolar with the primary
antibody. Vector Laboratories, Burlingame, USA,

Saline: 0.9% NaCl in distilled water,

Schiff’s reagent: ready-to-use solution provided with the periodic acid-schiff (PAS) kit. Sigma-
Aldrich, Gillingham, UK,

Tachas Haematoxylin: Biocare Medical, Concord, USA,

Taurine: dissoluted in nominally-free Ca*" buffer solution. Sigma-Aldrich, Gillingham, UK,

TBS automation wash buffer (20X): diluted as per manufacturer’s instructions. Biocare Medical,
Concord, USA,

TBS plus 0.025% triton X-100: triton x-100 dissoluted in TBS,

Toluidine blue (0.1% w/v): 1% toluidine blue top stock prepared in 70% ethanol. Working stock of

0.1% prepared in saline. Thermo Fisher Scientific, Leicestershire, UK,

- 207 -



Triphenyltetrazonium chloride (TTC): solubilised in distilled water. Sigma-Aldrich, Gillingham, UK,
URB 597: solubilised in EtOH and diluted as appropriate. Enzo Life Sciences, Exeter, UK,
VectaMount: Vector Labs, Burlingame, USA,

Vector VIP: prepared as per protocol provided with the VIP substrate kit for peroxidase. Vector Labs,
Burlingame, USA,

Verapamil: re-constituted in distilled water. Sigma-Aldrich, Gillingham, UK,

2-arachidonylglycerol: solubilised in EtOH. Tocris Bioscience, Bristol, UK.
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Cardiomyocyte isolation

Original protocol for the preparation of cell extracts from adult rat

ventricular myocytes

After terminal anaesthesia with 2ml sodium pentobarbital sodium salt (Sigma-Aldrich), hearts were
excised and the aorta cannulated before being mounted on the Langendorff apparatus (as described by
Bates and Gurney, 1999). The hearts were then subjected to retrograde perfusion, maintained at 12ml
ml™ and 37°C, with a nominally Ca**-free buffer solution (Solution A). This ensured that blood was
washed from the coronary vasculature. Solution A contained (in mM): 120 NaCl, 5.4 KCI, 5 MgSQ,, 5
C3H3NaOgs, 20 glucose, 20 taurine and 10 HEPES (pH 6.96). After 5 minutes of perfusion with
solution A, perfusion was continued with solution A containing 4U ml™* proteinase (sigma type XXIV)
for 2 minutes. The final perfusate was solution A, containing 0.3mg ml™ collagenase (Worthington
class 2) and 0.6 mg ml™ hyaluronidase for 5-10 minutes. Following completion of perfusion, hearts
were dismounted from the Langendorff apparatus, atria cut from the ventricles and discarded. The
ventricular tissue was then finely minced in warm KB solution, which contained (in mM): 30 KCI, 3
MgSQ,, 30 KH,PO,, 10 glucose, 20 taurine, 10 HEPES, 85 KOH, 50 glutamic acid and 0.5 EGTA
(pH 7.4). The minced tissue was then centrifuged briefly, re-suspended in solution A, if being used

immediately, or KB solution, if being stored in the fridge overnight.
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Optimisation of cell adherence of isolated ventricular cardiomyocytes
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Figure 111.1 The effect of extended adherence of ventricular cardiomyocytes on fluorescence intensity.
Samples were measured in triplicate (n=1).

A range of adherence times were investigated in order to determine if fluorescence intensity in isolated
cardiomyocytes could be improved by cardiomyocytes being adhered to laminin-coated plates prior to
incubation with CC-1. Although this experiment was only performed on an n of 1, there appeared to

be no benefit to allowing cells longer to adhere before commencing the experimental protocol.
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