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“All things are poison and nothing is without poison; only the dose

permits something not to be poisonous.”

Paracelsus (1493-1541)



Abstract

It has been estimated that, at any one time, more than one million people in the
U.K. are taking the anticoagulant drug warfarin, for the treatment or prevention
of venous thromboembolism. The incidence of life threatening haemorrhage,
due to overdose, is approximately two per one hundred patient years. It is well
known that there is great inter-individual variability in reaching and maintaining
a therapeutic level of oral anticoagulants, in part, due to the combined effect of
gender, age, body size and drug interactions. '

In recent years, single nucleotide polymorphisms (SNPs) have been identified,
which significantly reduce the amount of warfarin required for an individual to
reach a therapeutic level. Consequently, the optimum dose of warfarin can be
predicted in a higher percentage of patients using an algorithm, which includes
pharmacogenomic information rather than one with clinical and demographic
data alone.

The aim of this study was to create two rigorous, composite algorithms, one
clinical and one pharmacogenetic, which combined as many influencing factors
as possible, in an effort to improve the predictability of warfarin dosing beyond
that of other published studies to date. The study was carried out using three
groups of subjects, after obtaining ethical committee approval and informed
consent. Group 1 subjects (n=12) were healthy, non-warfarin treated laboratory
staff, whose DNA was used to optimise the DNA extraction procedure. Group 2
subjects (n=207) consisted of warfarin patients, who had had a stable
therapeutic International Normalised Ratio (INR) for at least two months. A
comprehensive list of clinical and demographic data was obtained from each
patient, as well as DNA samples for SNP analysis of the VKORC1, CYP2C9
and CYP4F2 genes. Group 3 subjects (n=20) comprised of pre-warfarinised
patients who provided the same data as in group 2. In addition, venous blood
samples were obtained for the measurement of the baseline levels of the
vitamin K dependent coagulation factors and albumin. The stable warfarin dose
for each of the group 3 patients was obtained retrospectively, after several
weeks of warfarin therapy.

The two algorithms were then constructed using the data from a random
selection of group 2 patients (n=160). These were then used to predict the
warfarin dose of the remaining patients in the group (n=47). By plotting the
predicted dose against the actual stable dose, the percentage predictability of
the new algorithms was calculated. In addition, the predictability of eleven
previously published algorithms, eight pharmacogenetic and three clinical, was
calculated using the same 47 patients. The clinical algorithm from this study
showed the lowest predictability (R?=0.188) when compared to the three
published algorithms (R®=0.203-0.268). However, the pharmacogenetic
algorithm was able to account for a higher proportion of the warfarin dose
(R?=0.553) than any of the other eight published algorithms (R?=0.383-0.525).

In the group 3 patients, no relationship was demonstrated between the warfarin
dose and either the albumin levels or the baseline levels of the vitamin K-
dependent coagulation factors, with the exception of factor IX, which showed a
negative correlation.
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Chapter 1

1.1 Introduction

It is estimated that between 500,000 and 1 million people in the United Kingdom
are currently being prescribed oral anticoagulant therapy (OAT) and of these
warfarin is the main drug of choice among clinicians at the present time in the
treatment of venous thromboembolism (VTE) (Greaves, 2005; Baglin et al,
2006).

Despite having few side effects, the commonest complication by far is the risk of
haemorrhage, due to over-anticoagulation and which, if severe enough, can be
life threatening. The rate of these occurrences is estimated to be in the order of
2 per 100 patient years, with minor bleeding being more common. Conversely,
under-anticoagulation may lead to the development of thrombosis or
propagation of an existing thrombus, either of which may also be life threatening
(Palareti et al, 1996). There are several causes for such serious adverse
events; numerous factors are responsible for either potentiating or attenuating
the pharmacological effects of OAT. The therapeutic range between over- and
under-anticoagulation is narrow and compliance can be problematic, especially
in elderly patients. Consequently, it has been estimated that patients are only
within the target range between 50-70% of the time, even under the best
available management (Greaves, 2005).

In order to fully understand the reasons behind the design and implementation
of this study, the thesis will begin with an overview of the haemostatic
mechanism and the pathophysiology of thromboembolism. After this, there will
be a detailed review of warfarin, firstly through its history, pharmacology and
dose monitoring, followed by a comprehensive evaluation of the clinical,
demographic and genetic factors that affect OAT. Finally, the aims and
objectives of this study will be discussed, in order to explain the design and
methodology used in the ultimate development of one clinical and one
pharmacogenetic algorithm for the prediction of the warfarin dose in patients

prior to the commencement of treatment.



1.2 The haemostatic mechanism

The coagulation cascade and platelets are vital mechanisms for the prevention
of haemorrhage. Injury to the blood vessel endothelium results in the exposure
of extravascular structures, with the consequent activation of platelets and the
coagulation pathway. This ultimately forms a stable thrombus, consisting mainly
of an insoluble fibrin mesh and platelets, which occludes the vascular damage
(Dahlback, 2000).

The coagulation cascade involves a series of enzymatic reactions involving
inactive zymogens and other cofactors, which are activated sequentially by
proteolytic cleavage and result in an amplified chain reaction leading to the
production of fibrin (Norris, 2003). This pathway is controlled simultaneously by
the fibrinolytic system, whereby a number of negative feedback reactions
involving natural anticoagulants prevent further activation of the cascade and
therefore limit the propagation of the thrombus. Thrombosis occurs when one or
more stages in the coagulation mechanism and/or the fibrinolytic system are
affected by genetic or clinical factors, leading to the production of a thrombus,
either in the absence of vascular injury or an inability to limit thrombus
propagation as a result of vessel wall damage (Kroegel & Reissig, 2003).
Traditionally, the coagulation cascade has been described by dividing it into
three sections; the extrinsic (or tissue factor) pathway, the intrinsic (or contact
factor) pathway and the common pathway and all the proteins involved are
denoted by Roman numerals. Most of these proteins are serine proteases, with
the exception of three cofactors, [factor V, factor VIIl and high molecular weight
kininogen (HMWAK)] and one transglutaminase, factor Xl (Norris, 2003).

The intrinsic pathway involves the conversion of inactive factor Xli to its active
form (Xlla) by contact with a negatively charged surface, particularly collagen,
which is exposed during vascular injury. This in turn causes the activation of
factor XI to Xla and, together with the cleavage of HMWK, results in the
formation of factor 1Xa (Fig1.1) (Norris, 2003).
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‘The extrinsic pathway is initiated when tissue factor (TF), a cellular membrane-
bound protein, becomes exposed to the plasma following vascular damage and
binds to factor VII, forming the TF-Vlla complex, the most potent activator of the
coagulation system. This complex then activates factor X to Xa, converging with
the product of the intrinsic pathway (Norris, 2003).

The overall result of both pathways is to produce what is known as the ‘tenase’
complex, in which IXa, together with Villa, calcium and phospholipid, combine
to activate factor X to Xa, (which is also produced by TF-Vlla). The ‘tenase’
complex is fundamental to the overall function of the coagulation cascade and
deficiency in either factor VIl or factor IX results in one of two severe
haemorrhagic disorders (haemophilia A and B respectively) (Norris, 2003). The
‘tenase’ complex is responsible for the formation of the prothrombinase
complex, which consists of Xa, the non-enzymatic cofactor Va, calcium and
phospholipid, which in turn activates factor Il (prothrombin) to lla (thrombin).
Thrombin has a central role in the whole haemostatic mechanism, being
responsible for the upstream activation of factors V, VI, IX and XI, as well as
platelets and the fibrinolytic protein C (Norris, 2003). Nonetheless, a pivotal
function of thrombin is at the end of the coagulation cascade, involving the
conversion of factor | (fibrinogen) to factor la (fibrin). However, fibrin is produced
as soluble monomers and consequently forms an unstable thrombus. The
monomers are cross-linked to form insoluble fibrin by the action of factor Xllla,

which itself is activated by thrombin.

Although there are negative feedback loops within the coagulation cascade,
mainly mediated by thrombin, the antithesis of fibrin clot formation is the
fibrinolytic system. Using a similar notation to the coagulation pathway, the
inactive zymogen plasminogen is activated either intrinsically (by FXlla and
kallikrein) or extrinsically by tissue plasminogen activator (t-PA) from the
endothelium. The activated product, plasmin, is a serine protease which
hydrolyses peptide bonds not only in fibrin, thereby degrading a thrombus, but
also in fibrinogen, FV and FVIIl, leading to their inactivation (Hoffbrand and
Pettit, 1993).



A second pivotal pathway in fibrinolysis is the formation, by thrombin and
thrombomodulin, of the activated protein C/protein S (PC/PS) complex, which
not only inactivates t-PA inhibitors but more importantly it is responsible for the
inactivation of the coagulation cofactors FVa and FVIlla, resulting in further
suppression of thrombus formation. In addition, activated FX (FXa) is inhibited
by a glycoprotein, protein Z (PZ), which has a similar structure to PC and PS
(Broze & Miletich, 1984).

1.3 The vitamin K cycle

Vitamin K was first suggested as being involved in the coagulation mechanism
by Henrik Dam in the 1930’s, who noticed that chickens fed on a fat-free diet
developed spontaneous haemorrhages (Lindh, 2009). Dam postulated the
existence of a fat-soluble vitamin (designated vitamin K, from the German word
‘Koagulation’) and, following its subsequent purification and the determination of
its molecular structure, Dam was awarded the Nobel Prize for medicine with
Edward Doisy in 1943.

Within the haemostatic mechanism, several factors produced in the liver (Il, VII,
IX, X, PC, PS and PZ) require the presence of vitamin K in order to become
functional molecules and are known as the vitamin K-dependent factors
(Hoffborand and Pettit, 1993). A reduced form of vitamin K (vitamin K,
dihydroxyquinone) acts as an electron donor to the enzyme y-glutamyl
carboxylase (GGCX) and, together with carbon dioxide and oxygen, causes the
carboxylation of glutamic acid residues in the active site of the haemostatic
proteins, producing a negatively-charged complex (fig. 1.2). This enables them
to undergo conformational changes when activated by calcium cations, thereby
allowing them to bind to co-factors present on phospholipid surfaces (Ansell et
al, 2008). As a result, the reduced vitamin K is oxidised to vitamin K epoxide
and must undergo two electron reductions in order to be regenerated
(McDonald et al, 2009). This is mediated by the enzyme vitamin K epoxide
reductase (VKOR), which is encoded for by the gene vitamin K epoxide
reductase complex subunit 1 (VKORC1), and is the target molecule for the
action of warfarin.
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1.4 The pathophysiology of venous thromboembolism (VTE)

In 1856, Virchov proposed three major causes of VTE, which came to be known
as Virchov's triad (Virchov, 1856). These were hypercoagulability, changes in
the vessel wall and haemodynamic defects resulting in stasis. Although it has
been modified over the years, the triad is still the basis of our understanding of
VTE today (Sevitt, 1974).

Two distinct but interrelated aspects of VTE are pulmonary embolism (PE) and
deep vein thrombosis (DVT), which are major causes of morbidity and mortality
within the developed world. The incidence of these two diseases has not
decreased significantly over several decades, despite improvements in
diagnosis and treatment (Kroegel and Reissig, 2003) and it is estimated that 1
in 1000 people are affected every year in the UK alone (Dahlbéack, 2000). The
thrombus in VTE is mainly composed of fibrin, derived ultimately from activation
of the coagulation cascade, some trapped erythrocytes and a small layer of
platelets (Lopez et al, 2004), which is attached to the vessel wall. However,
VTE is seldom associated with vessel wall damage (as occurs in arterial
thrombosis), indicating that the coagulation mechanism must be activated by
other means (Lopez & Chen, 2009). There is general agreement that VTE
involves the initiation of coagulation via TF, but most research has involved the
use of animal models with vessel wall damage (Esmon, 2009). However, other
studies have shown that TF can originate from blood cells, especially
monocytes, or from leukocyte-derived microparticles, which not only contain TF
but also the cell-cell adhesion molecule P-selectin (Myers et al, 2003). Inhibition
of P-selectin has been shown to inhibit thrombus formation (Myers et al, 2005)
and, as it is important for platelet function and platelet-leukocyte interaction, it
has been postulated that it is important for the production of the platelet
component in the fibrin-dominant layer of a thrombus and therefore may confer
stability to the clot (Esmon, 2009). Inflammation has also been implicated in
thrombus formation, whereby there is localized activation of the vessel wall
endothelium, causing the release of von Willebrand factor and P-selectin from
Weibel-Palade bodies. However, both molecules remain attached to the

endothelial surface and attract leukocytes, which in turn shed microparticles
9



from their membrane and result in activation of the coagulation pathway (Lopez
and Chen, 2009).

Two major contributors to the occurrence of VTE are stasis and hypoxia, due to
either dysfunctional venous valves (Esmon, 2009), an increase in the
haematocrit (Hamer ef al, 1981) or possibly the down regulation of two
fibrinolytic proteins, thrombomodulin and the protein C receptor (Brooks et al,
2009). Endothelial cell components such as these are important in many
haemostatic pathways and, when blood moves from larger to smaller vessels,
there is a dramatic increase in the efficacy of these proteins, including TF
pathway inhibitor (Esmon, 1989). This is partly due to an increase in the
endothelial cell surface exposed to the blood. However, if venous stasis occurs,
the blood stays in the large vessels for longer, where the natural anticoagulant
properties are not as efficient as in the microcirculation, due to a reduced ratio
of the endothelial surface to blood volume (Esmon, 2009). It has also been
postulated that venous stasis results in the oxygen desaturation of
haemoglobin, resulting in an hypoxic insult to the local endothelium and the
spontaneous expression of P-selectin (Closse et al, 1997).

The third part of Virchov's triad, hypercoagulability, has been the area of
greatest advances in the past two decades. The discovery of the factor V
Leiden genetic mutation (Dahlbéck et al, 1993) and activated protein C (APC)
resistance has helped to explain 20-40% of all cases of hereditary VTE,
predominantly in populations of Caucasian origin (Dahlback, 2000). In these
cases, the FV molecule produced by a single point mutation has arginine 506
replaced by glutamine, resulting in the loss of one of the activated protein C
cleavage sites. As a consequence, the mutated FV is not sufficiently
deactivated and continues with full procoagulant activity. The risk of VTE in
cases of heterozygous APC resistance is approximately 5-10 fold, but increases
dramatically in homozygotes to 50-100 fold (Dahlback, 2000).

10



The second commonest genetic factor that confers hypercoagulability is the
prothrombin 20210 gene, which was first described in 1996 by Poort ef al. The
mutation causes an increase in the plasma prothrombin concentration, which
therefore not only allows for an increased production of thrombin, but also acts
as an inhibitor of protein C. The 20210 gene is found in 2% of Caucasians and
increases the risk of VTE by 3-5 fold (Dahlback, 2000). Changes in the levels of
other haemostatic proteins have also been implicated in an increased risk of
VTE; increased concentrations of factors VIII, VII and von Willebrand factor
(Bertina, 2004) and decreases in protein C, protein S and antithrombin Il
(Dahlback, 2000) have all been shown to cause variable increases in the risk of
thrombogenesis. Many acquired disorders and demographic factors are
associated with an increased propensity for VTE. In the antiphospholipid
syndrome, autoantibodies, or lupus anticoagulant, can cause both arterial and
venous thrombosis. Antibodies are produced which target p2-glycoprotein 1 and
occasionally prothrombin, and can also be responsible for an increased risk of

miscarriage by forming thrombi in the placental circulation (Dahlback, 2000).

The risk of VTE increases with age but the exact reason is uncertain (Esmon,
2009). However it is known that, in the elderly, there is an increase in the
concentrations of some coagulation factors without a concomitant increase in
anticoagulant proteins, as well as an increase in D-dimer levels, which suggests
hypercoagulability (Lowe et al, 1997). Furthermore, there is an increased risk of
immobility due to frailty and illness, leading to venous stasis (Esmon, 2009) as
well as an increase in the number of co-morbidities (Silverstein et al, 2007).
Malignancy increases the danger of venous thrombosis and approximately 20%
of cases presenting with VTE have an underlying tumour (Lopez et al, 2004). In
these cases, VTE risk is increased 6-10 fold (Bick, 2003) and is thought to be
due to procoagulant particles containing TF being produced by tumour cells and
initiating a coagulation reéponse (Dvorak et al, 1981). Additionally, some
tumours compress blood vessels and may lead to an increased risk of stasis
(Esmon, 2009).

In summary, VTE is considered to be a multigenic disease (Dahlback, 2000)
and the risk factors are known to act synergistically. For example, obesity and

oral contraceptives are both associated with an increased risk of thrombosis (2
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fold and 4 fold, respectively), however, when present together, the increased
risk is far greater than that of the two combined (Abdollahi et al, 2003).

1.6 The anticoagulant drug warfarin

Warfarin  [(RS)-4-hydroxy-3(-3-oxo-1-phenylbutyl)-2H-chromen-2-one] is a
synthetic derivative of dicoumarol (4-hydroxycoumarin), which is in turn derived
from coumarin, found naturally in many plants. It is one of a number of
coumarin-based drugs, which has been used for many years in the field of
antithrombotic therapy. Warfarin is prescribed both as a treatment for existing
DVT and PE, in order to prevent further propagation and/or embolism of the
thrombus, and prophylactically in cases where thrombosis is likely to occur,
such as in patients with atrial fibrillation (AF), mechanical heart valves or with a
genetic propensity for thrombus formation, also known as hereditary
thrombophilia (Kamali et al, 2000b). At sub-therapeutic levels, the patient is at
risk from propagation of the existing thrombus or the formation of new thrombi;
at super-therapeutic levels, there is a high risk of haemorrhage and the rate of
life-threatening bleeding is approximately two per one hundred patient years,
with minor bleeding being more common (Palareti ef al, 1996).

1.5.1 The history of warfarin

The serendipitous findings that led ultimately to the introduction of oral
anticoagulants began in 1924, when Frank Schofield described a new fatal
haemorrhagic disease in cattle, which had occurred almost simultaneously in
North Dakota, USA and Alberta, Canada (Schofield, 1924). He traced the cause
to the ingestion of sweet clover hay spoiled by the mould Aspergillus and the
disease became known as ‘sweet clover disease’. Schofield also showed that it
wasn't the Aspergillus itself that caused either the bleeding or the prolonged
blood clotting time and that the disease manifested itself as a slow decrease in
clotting ability over approximately 15 days, resulting in fatal internal
haemorrhage between 30-50 days (Copeland & Six, 2009).

In 1931, Lee Roderick demonstrated that the problem was caused by a marked
reduction in one of the coagulation proteins, prothrombin but that the effects

could be corrected with a bovine blood transfusion (Roderick, 1931). Moreover,
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~ there was no effect on any of the other coagulation constituents known at that
time, namely calcium, fibrinogen and platelets. Late in 1932, Karl Link was
invited to set up a research team at the University of Minnesota, in order to
- study Roderick’s findings in more detail. Within a few weeks, Link was visited by
a farmer, Ed Carlson, who arrived with a dead heifer, a milk churn full of non-
clotted blood and a large sample of spoilt sweet clover. By 1939, one of the
team, Harold Campbell, had isolated and purified 6mg of crystalline dicoumarin
from the samples (Campbell, 1941). Two years later, Mark Stahman purified
1.8g of dicoumarin and showed that spoilage of sweet clover by Aspergillus
mould resulted in the oxidation of coumarin to 4-hydroxycoumarin (Link, 1959).
Furthermore, in the presence of formalin, a product of additional decay, the 4-
hydroxycoumarin was converted to 3,3'methylenebis-(4 hydroxycoumarin) or
dicoumarin. Link patented the final product under the trade name dicoumarol.

The team tested dicoumarol on various animal species and made several
observations, which still hold relevance for anticoagulant therapy today (Link,
1943). Firstly, they noted that there was a considerable delay between ingestion
and effect on the clotting mechanism and that repeated administration produced
a cumulative response. Secondly, they found that reduced hepatic and renal
function significantly influenced the intensity and duration of action.
Furthermore, other drugs such as salicylates potentiated the action of
dicoumarol and dietary vitamin K was shown to affect the intensity and duration
of its action. Within days of publishing these findings, the Mayo Clinic requested
samples of dicoumarol and, within 3 months, trials had shown its effect of
increasing the blood clotting time in 6 human subjects (reviewed by Copeland
and Six, 2009).

During this time, Link had also become aware of the similarities in biochemical
structure between dicoumarol and vitamin K, a compound discovered by Henrik
Dam in 1935 and synthesized by Edward Dosey in 1939. In a series of animal
experiments, he demonstrated that vitamin K could reverse the anticoagulant
effect of dicoumarol (Link, 1943). In 1942, field trials were conducted on
dicoumarol for its use as a rodenticide, but it was found not to be potent enough
(Link, 1959), so Link assembled a team to reappraise dicoumarol analogues

and, in 1948, patented a more potent alternative with Mark Stahman and Lester
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Scheel (Link, 1959). This was named warfarin, an acronym derived from the
Wisconsin Alumni Research Foundation (WARF) and the ending “-arin”,

denoting its link with coumarins and it was promoted as a rodent poison.

In 1950, Link recommended the use of the sodium salt of warfarin for use in
clinical medicine, as it was at least five-times more potent than dicoumarol.
Understandably, there was great reluctance from the medical profession to use
a substance that had been promoted as a rat poison on human patients;
however two events occurred soon after which would change the situation. In
1955, a US navy inductee attempted suicide by ingesting 567mg of warfarin
over a period of 6 days. He was subsequently treated with blood transfusions
and intravenous vitamin K, and made a full recovery (Holmes & Love, 1952). In
the same year, Colonel Byron Pollock, who was stationed at the Fitzsimons
Army Hospital in Denver, presented a paper describing his use of warfarin on
100 patients suffering from either myocardial infarction or DVT (Pollock, 1955).
One of the patients was the then President, Dwight D. Eisenhower, following a
heart attack and, within a year, warfarin was declared the anticoagulant of
choice in American hospitals (reviewed by Lindh, 2009).

1.5.2 The pharmacology of warfarin

From a pharmacological perspective, warfarin is more complicated than many
other drugs in use today. Its mode of action and elimination, interaction with
other drugs, narrow therapeutic range, susceptibility to genetic influences and
severe consequences of over- and under-dosing make it difficult to manage
clinically. As a result, patients taking warfarin require frequent laboratory
monitoring (see section 1.5.3) as well as clinical experience and a sound
theoretical knowledge of the drug’s actions (Lindh, 2009).

Warfarin consists of a racemic mixture of two enantiomers, R and S (Figure
1.3). S-warfarin is three to five times more potent in its anticoagulant effect and
has a plasma half-life of approximately 29 hours, compared to R-warfarin, which
has a half-life of 45 hours (Ansell et al, 2008). Warfarin is administered orally,
usually as a sodium salt, and is readily absorbed from the Gl tract, reaching
maximum plasma levels within two hours (Gage & Milligan, 2005). Here, it is

99% bound to plasma proteins, mainly albumin, and it is the unbound drug that
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is pharmacologically active (Beinema et al, 2008). The maximum effect of any
one dose may occur up to 48 hours after administration and may continue for
several days (D’Andrea et al, 2008).

The two enantiomers are metabolised by different pathways in the liver. S-
warfarin is metabolised to S-7 hydroxywarfarin by the CYP2C9 enzyme of the
cytochrome P450 system (Rettie ef al, 1992) and is excreted in the bile (Ansell
et al, 2008). R-warfarin, on the other hand, is metabolised by three different
cytochrome enzymes, CYP1A1, CYP1A2 and CYP3A4, and is excreted via the
kidneys (Gage & Milligan, 2005).

Figure 1.3 S- and R-enantiomers of warfarin.
* denotes the chiral carbon atom (adapted from Lindh, 2009)

/[ H [ cr.ccn
OH GCH,
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S-warfarin R-warfarin

The mode of action of warfarin is the inhibition of the vitamin K epoxide
reductase enzyme (VKOR) in the vitamin K cycle (see fig 1.2), thus preventing
the reduction of vitamin K epoxide to vitamin K1 dihydroxyquinone (McDonald
et al, 2009). When approximately 70% of the VKOR molecules have been
inactivated in the liver by warfarin, the supply of vitamin K; dihydroxyquinone
available to y glutamyl carboxylase (GGCX) is no longer sufficient for the
carboxylation of the coagulation factors to take place (Lindh, 2009). This results
in the secretion into the circulation of large amounts of uncarboxylated factors I,
VIl, IX and X, which are unable to participate in the coagulation cascade and
are known as PIVKA proteins (proteins induced by vitamin K absence or
antagonism) (Hoffbrand and Pettit, 1993). The overall reduction in the activity of
the coagulation mechanism takes place over several days following initiation of
warfarin therapy, depending on the half-life of the clotting factors affected.
Factor VIl shows low levels of functionality within 48 hours, due to a half-life of 6
hours, whereas the potency of factors Il and X may take several more days to
15



be sufficiently suppressed. In addition, warfarin rapidly reduces the
carboxylation of the fibrinolytic proteins C, S and Z, which leads to the
paradoxical state of hypercoagulability in the first few days of therapy (Reynolds
et al, 2007).

1.5.3 The laboratory control of warfarin therapy

The laboratory test for the monitoring of oral anticoagulant therapy is based on
the prothrombin time (PT), which measures the activity of factors |, Il, V, VIl and
X (Hall & Malia, 1991). The patient's plasma is incubated with tissue
thromboplastin in vitro, in order to simulate the activation of the coagulation
cascade in vivo. Calcium ions, in the form of CaCl,, are then added and the time
taken for a fibrin clot to form is measured. In order to standardise the control of
anticoagulant therapy, it is necessary to be able to compare results between
different laboratories, not only because of the wide variety of automated
methods used, but also because of the numerous types and batches of
thromboplastin available, each with differences in their sensitivity.
Consequently, results are expressed as the International Normalised Ratio or
INR (WHO, 1983). All thromboplastins are now calibrated against a WHO
standard and their sensitivity is expressed as the International Sensitivity Index
(1S1), where the primary standard has an IS| of 1.0. The manufacturer must
calibrate every batch of thromboplastin and mark the ISI value clearly on the
reagent label.

Within each laboratory, a normal range for the PT must be established every
time a new batch or brand of thromboplastin is used, or when an automated
system is replaced. This is determined by measuring the PT of at least 20
healthy adults and calculating the geometric mean or Mean Normal Prothrombin
Time (MNPT) (Hall and Malia, 1991). This is used for the calculation of all
subsequent INRs using the formula:

ISI

Patient PT
INR = MNPT
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1.5.4 Clinical indications for anticoagulation

In the UK, indications for the commencement and maintenance of OAT have
been proposed by the British Committee for Standards in Haematology (BCSH,
1998) and revised (BCSH, 2006) and broadly fall into two categories. Firstly,
OAT is indicated in patients who have an increased risk of thrombosis i.e. AF
and/or mechanical prosthetic heart valves, as well as patients with an inherited
thrombophilia or following orthopaedic surgery (Baglin et al, 2006). Secondly,
patients require OAT if they have an existing thromboembolic event, such as PE
or DVT, in order to prevent further propagation of the thrombus and also to

reduce the risk of embolisation.

In either case, therapy may be maintained for a short period of time, usually 3-6
months, or life-long, depending on the risk of thrombus development. In
addition, the level of anticoagulation needed for prevention or prophylaxis, as
determined by the target INR, needs to be balanced against an individual's risk
of developing haemorrhagic complications (Dahlbéck, 2000).

Therapeutic monitoring is guided by maintaining the INR within +/- 0.5 units of
the target (i.e. target 2.5, range 2.0-3.0 or target 3.5, range 3.0-4.0), as
recommended by the BCSH (BCSH, 1998) and is summarised in Table 1.1.

1.5.5 Adverse effects of warfarin

Warfarin is one of many common drugs that has been linked to fatal medication
errors in primary care (Baglin et al, 2006) and is near the top of a list of ten
drugs associated with prescribing or dispensing errors in secondary care. In the
UK, between 1990 and 2002, there were 480 cases of harm or near harm
involving anticoagulant therapy, including 92 deaths directly attributable to
warfarin; in addition, warfarin is in the top ten of drugs cited in errors leading to
litigation against NHS Trusts (Baglin et al, 2006). The commonest cause of
morbidity and mortality during warfarin therapy is due to haemorrhage, mainly
due to accidental overdose (especially in the elderly), drug interactions or a high
initiation dose and bleeding may manifest as bruising, haemoptysis, epistaxis,
haematuria or melaena (Reardon et al, 1995).
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Table 1.1 Indications for oral anticoagulant therapy, target INR
and recommended duration of therapy.

Indication Target INR Duration
PE DVT 2.5 3-6 months
Recurrent PE/DVT

inherited thrombophilia
Atrial fibrillation
Cardiomyopathy 2.5 lifelong
Antiphospholipid
syndrome
Arterial grafts
Coronary artery
thrombosis

DVT/PE whilst on OAT 3.5 lifelong

Aortic mechanical heart 2.50r3.0
valves lifelong
Mitral mechanical heart 3.00r35

valves

BCSH, 2006.

PE = pulmonary embolism

INR = International Normalised
Ratio

OAT = oral anticoagulant therapy

DVT = deep vein thrombosis
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The risk of haemorrhage during long term OAT has been estimated to be
between 1-15% per year (Oden and Fahlen, 2002); however, the risk of major
bleeding is greatest at the start of treatment rather than during maintenance,
mainly due to the fact that the patient's stable therapeutic dose is unknown
(Gage and Eby, 2003; Linkins et al, 2003). In one study, 7% of patients (n=162)
had some form of bleeding episode within one month of commencing warfarin
therapy, which increased to 12% within two months (Beyth et al, 2000).

Heparin is administered when anticoagulation is required during pregnancy, due
to the adverse effects of warfarin on the foetus. Firstly, warfarin is able to pass
through the placental barrier and may cause foetal haemorrhage due to the
immaturity of the foetal liver (BCSH Guidelines, 1998). This has been
associated with spontaneous abortion and neonatal death (Schardein & Macina,
2007). Secondly, warfarin is a teratogen and the incidence of birth defects in
foetuses exposed to it in utero has been estimated to be about 5% (Schardein &
Macina, 2007). Known as foetal warfarin syndrome (FWS), these defects
include skeletal abnormalities (particularly following exposure in the first
trimester) and central nervous system disorders, such as seizures and eye
defects, in the second and third trimesters. FWS has also been associated with

a decrease in birth weight and developmental retardation (Loftus, 1996).

1.5.6 Initiation of OAT

There are several initiation dosing regimens and the decision as to which is
used can depend on multiple factors. These include the age, gender and body
size of the patient, as well as concomitant drugs and the morbidity and mortality
implications of the thrombotic event. The positive diagnosis of a thrombotic
event, such as PE or DVT, usually requires higher initial doses of OAT than in
cases of prevention (i.e. AF), with concomitant once-daily administration of
subcutaneous low molecular-weight heparin (LMWH) (BCSH, 1998).

Fennerty ef al (1984) proposed a dosing schedule, tailored to each patient’s
INR on days 2 and 3, using an initial dose of 10mg on the first day (Appendix
IX). A prediction of the final maintenance dose was made according to the INR

response on day 4 and all the patients in the study (n=50) were within the
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therapeutic range by day 6. The study showed a close correlation between the
predicted and actual maintenance dose (r=0.867 p<0.001).

Similarly, a study by Kovacs ef al (2003) showed that a 10mg initiation protocol
not only resulted in patients achieving the therapeutic INR 1.4 days earlier than
5mg (p<0.001), but that 83% reached the therapeutic range by day 5 (n=104)
as opposed to 46% with the 5mg dose (n=97, p<0.001). There was no
significant difference between the two groups in the number of INRs >5.0 and
the study concluded that, like Fennerty ef al (1984), a 10mg dosing protocol
was superior to 5mg due to the fact that the therapeutic INR can be achieved
more quickly.

While the Fennerty and Kovacs regimens proved to be useful for quickly
reaching a stable therapeutic INR for in-patients with an existing thrombus, Tait
and Sefcick (1997) designed an initiation protocol which was less intense, due
to the fact that in many cases anticoagulant therapy is prophylactic with no
immediate threat of thrombosis, especially in patients with AF. Moreover, a
rapid induction protocol in elderly patients, using high doses of warfarin, has a
high risk of over-anticoagulation and therefore haemorrhage. The Tait protocol
(Appendix X), using an induction warfarin dose of 5mg for 4 days (n=36), was
compared with that of Fennerty ef al, with a loading dose of 10mg (n=33). The
time taken to reach the therapeutic INR was similar in both groups; however,
with the new regimen, there were fewer INRs >4.5 (2/36 vs. 9/33) as well as a
more accurate prediction of the final maintenance dose (r=0.985). Similarly,
Crowther et al (1999) found that more patients achieved a therapeutic INR
within five days (21/32) on the 5mg induction dose than those on the 10mg
dose (5/21, p<0.003).

The original guidance for the initiation of warfarin therapy in the UK (BCSH,
1998) recommended an initial oral dose of 10mg (Fennerty et al, 1984), with a
subsequent change in dose for days 2, 3, and 4, depending on the INR
response. This has been superseded (BCSH, 2006) by taking a more cautious
approach; for outpatients not requiring rapid anticoagulation, a smaller loading
dose of 2mg (Oates et al, 1998) or 3mg (Janes et al, 2004) is recommended, as

these achieve the therapeutic INR within 3-4 weeks, while significantly reducing
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the risks of haemorrhage through over-anticoagulation. In cases where more
rapid anticoagulation is required, 5mg doses are recommended, as compared
to 10mg, especially in cases of liver disease, cardiac failure, patients over 60
years old and those at risk from haemorrhage (BCSH, 2006).

1.5.7 Reversal of OAT

The risk of haemorrhage with OAT has been shown to significantly increase
when the INR reaches 5.0 or higher in a study of patients with mechanical heart
valves, with 2 adverse events per 100 patient years for INRs between 2.5-4.9,
rising sharply to 75 events per 100 patient years for INRs >6.5 (Cannegeiter et
al, 1995). The mode of intervention for the reversal of excessive anticoagulation
is dependent on the INR and the presence or absence of bleeding and its
severity. The initial recommendations regarding the management of
hypercoagulable states (BCSH, 1998) have since been revised and modified
(BCSH, 2006) and these are summarised in Table 1.2.

1.6 Factors affecting warfarin therapy

1.6.1 The pharmacogenetics of warfarin treatment

Pharmacogenetics is the study of variations in the DNA sequence of a patient in
relation to their response to a particular drug, and therefore its safety and
efficacy (French et al, 2010). It is a rapidly developing field of science for
predicting both the dose requirements and patients’ responsiveness to various
drugs and can ultimately help clinicians make informed decisions with regard to
dosing and improve patient outcomes (Gage & Lesko, 2008). The eventual aim
is to develop personalised drug therapies and progress is becoming more
widespread following recently available genetic testing (French et al, 2010).
Pharmacogenetics is the molecular basis that drives the processes of
pharmacokinetics (the effect of the body on a drug) and pharmacodynamics
(the effect of drugs on the body) (French et al, 2010). Fundamentally, it is the
detection of single nucleotide polymorphisms (SNPs), in which the nucleotide
sequence at a particular position is changed from the most common one (wild
type) by substitution, deletion, insertion or translocation (Al-Ghoul & Valdes,
2008).
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Several SNPs have been detected in recent years that appear to confer a
greater sensitivity to warfarin and therefore such patients require a much lower
daily dose than those exhibiting the wild-type gene (Elias and Topol, 2008).

1.6.1.1 Vitamin K epoxide reductase (VKOR) polymorphisms

The enzyme VKOR causes the reduction of vitamin K (see Fig 1.2), which is
then responsible for the production of functionally active clotting factors II, VI,
IX and X and it is this enzyme that is inhibited by warfarin (Reynolds et al,
2007). Measurement of VKOR activity has been available since the 1970s, but it
was not until 2004 that the gene, located on chromosome 16, was identified and
designated VKORC1 (vitamin K epoxide reductase complex subunit 1) (Li et al,
2004).

In recent years, several SNPs in VKORC1 have been shown to have a
significant effect on warfarin dose requirements. However, complications have
arisen in identifying which are responsible for warfarin sensitivity, due to the fact
that the majority of VKORC1 SNPs are in linkage disequilibrium, i.e. they are
located very close to one another on chromosome 16 and are therefore
believed to be inherited together more often than would be expected by chance.
Consequently, it is difficult to determine which individual SNP is responsible for
the associated trait (Lindh, 2009). Further complications have occurred because
several different notations have been used in the literature to designate the
various VKORC1 polymorphisms (D’Andrea et al., 2005; Geisen at al., 2005;
Reider et al., 2005) and these are shown in Table 1.3. Reider et al (2005)
divided the VKORC1 SNPs into two main groups of jointly inherited
polymorphisms, designated A and B, where group A is associated with a
decrease in warfarin requirement and group B individuals show a requirement
for higher warfarin doses. Geisen ef al (2005) subdivided the VKORC1 variants
into four groups, VKORC1 *1, *2, *3 and *4. VKORC1*1 is only found in African
populations and VKORC1*2 is the equivalent of Reider’s group A and therefore
confers warfarin sensitivity. Both VKORC1*3 and *4 relate to Reider's group B
and require much higher doses of warfarin to remain in the INR therapeutic
range (Lindh, 2009). D’Andrea et al (2005) simply used the conventional

nomenclature of the nucleotide change and its position.
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In order to maintain consistency, all further references in this thesis will refer to
the VKORC1 polymorphisms using the D’Andrea notation.

1.6.1.2 VKORC1 polymorphisms in various populations

Many studies of VKORC1 polymorphisms and their effect on warfarin dosing
have concentrated on non-Caucasian populations, especially Chinese and
Japanese, whereas several North American groups have included Afro-
Americans in their cohort (Yin & Miyata, 2007). Consequently, the results have
shown a wide variation in SNPs, due to the genetic variations in the different
ethnic groups. As the cohort for this present study does not include non-
Caucasian warfarin patients (see Methods section 2.2.), the remainder of this

section will give an overview of research performed on Caucasian subjects.

D’Andréa et al (2005) showed that in a group of male and female Southern
Italians (n=147), the wild type (CC) of VKORC1 1173 C>T resulted in a mean
optimum warfarin dose of 6.2mg/day, whereas two polymorphisms (CT and TT)
reduced the dose significantly to 4.8mg/day (p=0.002) and 3.5mg/day (p<0.001)
respectively. No other polymorphisms of VKORC1 showed any correlation to
the warfarin dose. In a study of North Americans of southern German decent,
Caldwell et al (2007), using a multiple regression model, showed that SNPs in
VKORC1 1639 G>A resulted in a reduced warfarin dose requirement and made
a significant contribution to predictive dosing when combined with the CYP2C9
gene (see section 1.6.1.3), age, gender and body surface area (BSA).

Carlquist et al (2006), while studying 213 Swedish patients, found that VKORC1
1173 C>T variants reduced the warfarin dose requirements by 65% (p<0.001)
and that, together with CYP2C9, genetic testing explained 33% of dose
variance, compared to 12% for clinical data alone. Similarly, Wadelius et al
(2005) looked at three VKORC1 SNPs (1639 G>A, 1173 C>T and 2255 C>T) in
201 Swedish subjects and showed that all had an effect on the maintenance
dose required to keep the patients’ INR in the required therapeutic range. A
study on British Caucasian patients was carried out by Sconce et al (2005),
which showed that, in 297 subjects, the SNP in VKORC1 1639 G>A had a

significant impact on dose requirements (p<0.001).
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CYP2C9 located on chromosome 10, is responsible for the metabolism of
weakly acidic compounds such as non-steroidal anti-inflammatory drugs, oral
antidiabetics and S-warfarin (Lal et al, 2006). SNPs of the gene for CYP2C9
were the first to be identified as having a significant effect on the therapeutic
dose of warfarin (Scordo et al, 2002) and have been designated CYP2C9*2 and
CYP2C9*3. Both are relatively common in Caucasians, with frequencies of 11-
16% and 7-10% respectively (Lindh, 2009) and are responsible for amino acid
substitutions in the CYP2C9 molecule (Arg144Cys with CYP2C9*2 and
lle359Leu with CYP2C9*3). In each case, the altered molecule remains
functional, but has a reduced S-warfarin clearance compared to the wild-type
CYP2C9*1 (Lindh, 2009). S-warfarin clearance is lower by approximately 20%
and 45% in heterozygotes for CYP2C9*2 and CYP2C9*3 respectively (*1/*2
and *1/*3) when compared with the wild-type (*1/*1). In contrast, homozygotes
for CYP2C9*3 (*3/*3) have a 90% reduced clearance of S-warfarin (Lindh,
2009). Therefore, CYP2C9*2 and CYP2C9*3 patients have an increased risk of
over-anticoagulation, especially during the initiation stage, with a concomitant
increase in the risk of haemorrhagic complications. Margaglione et al (2000)
found that CYP2C9 variants were responsible for a 2.6 fold increase in the odds
of bleeding when compared to the wild-type.

D’Andrea et al (2005) showed a significant influence of CYP2C9 polymorphisms
on dosing in southern Italian Caucasians (n=147, r=0.215, p<0.001), while
Carlquist et al (2006) found that the CYP2C9 variants reduced the required
warfarin dose by 18-72% (n=213, p<0.001), when compared with the wild-type
allele. Gage et al (2004) were only able to predict 10% of warfarin dose
variability using CYP2C9 testing alone and emphasised the need to combine it
with other clinical and pharmacogenetic data for each individual. Similarly,
Sconce et al (2005), using a large group of 297 subjects, confirmed that the
highest warfarin dose was required in those with the wild-type CYP2C9 gene
and, together with VKORC1, age and height, was able to predict the correct
therapeutic level in 55% of patients.

Kamali et al (2004) showed that CYP2C9 SNPs accounted for >20% of warfarin
dose variability but suggested that measuring S- and R-warfarin concentrations
in blood might be a more useful marker for identifying those patients with

CYP2C9 variants, since the enzyme is only responsible for the elimination of S-
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warfarin. However, such a technique would be beyond the budget of most
laboratories and investing in genetic testing would also allow the measurement

of other polymorphisms such as VKORC1.

1.6.1.4 CYP4F2
Cytochrome 4F2 (CYP4F2) is a vitamin K4 oxidase (Fig 1.2) and therefore its

mode of action may be the counterpart to that of VKORC1 in the vitamin K cycle
(McDonald et al, 2009). A SNP of CYP4F2 (1347C>T) results in an amino acid
substitution of valine for methionine at position 433 (Glurich et al, 2010), with
the wild type being CC. It has been postulated that the presence of a T allele
(CT or TT) causes a decrease in enzymatic activity, resulting in a reduced
ability to metabolise vitamin K; (McDonald et al, 2009) and therefore an
increase in hepatic levels of the vitamin, as compared to the wild type CC. In
the case of anticoagulated patients, this would require higher doses of warfarin
in order to inhibit the vitamin K cycle and it has been suggested that CYP4F2 is

responsible for 2-7% of warfarin dose requirements (Jonas and McLeod, 2009).

SNPs in CYP4F2 were first suggested as having an influence on warfarin dose
requirements by Caldwell et al (2008). In the study, three independent cohorts
of American Caucasian warfarin patients (total n=625) showed an increase of 4-
12% in the required warfarin dose per T allele present (p=0.023), which
translated to an increase of approximately 1mg/day more in TT subjects when
compared to the CC wild type. '

The study also showed that, using clinical factors and data for the presence of
VKORC1 and CYP2C9 SNPs, warfarin dose predictability from multiple
regression analysis was 54%. However, this could be increased to 56% with the
addition of CYP4F2 SNP data. The study concluded that, although the inclusion
of CYP4F2 data had a significant effect on the ability to improve warfarin dose
predictability, the potential benefits depended on race, as the frequency of the T
allele decreased from 30% in Caucasians to 7% in African/Afro-Americans.

Other studies have concluded that the homozygous TT allele of CYP4F2 has a
significant effect on warfarin dosing. Pautas et al (2010), in a study of French
Caucasians, demonstrated an actual but statistically insignificant increase in
warfarin requirement (mg per day) due to the presence of the T allele for CC,
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CT and TT variants of 2.8+1.5, 3.0£1.5 and 3.3%1.7 respectively (n=300
p=0.13). When CYP4F2 was added to the effect of other variables, the warfarin
dose predictability increased by 1.4% (p=0.0545).

Carlquist et al (2010) in the USA, showed that CYP4F2 increased the
predictability from 42% to 47% when added to a regression model (n=170
p<0.001) and Sagrieya et al (2010), who also studied the effect of CYP4F2 in
the USA, found that the gene added 4% to the variability of warfarin dosing
(n=108 p<0.05). However, the ethnicity of the subjects in both studies was not
stated. Wells et al (2010) also showed a significant increase in the daily warfarin
dose in the presence of the TT allele, when compared to CC or CT (p<0.001) in
a study of Canadian warfarin patients (n=249), in which 94% were Caucasian,
but the actual value in mg per day was not stated.

Conversely, some studies have questioned the significance of CYP4F2 SNPs in
warfarin dosing. Lubitz ef al (2010) did not find any significant effect (n=145
p=0.15) in the USA, but postulated that this could have been due to the
inclusion of various ethnic groups in the study. Similarly, Kringen et al (2011), in
a study of 105 Norwegian Caucasian patients, only found a weak association
between warfarin dose and CYP4F2 (p=0.09) and concluded that the
contribution of the gene was negligible. However, out of the seven subjects with
the homozygous TT allele, four had various combinations of the CYP2C9*3 and
the VKORC1 (1173 C>T) TT variant, which have both been shown to confer
warfarin sensitivity (see Sections 1.6.1.2 and 1.6.1.3) and which may have had
a counteractive effect on the results.

1.6.1.5 Other genetic variants affecting warfarin dosing

The enzyme y glutamyl carboxylase (GGCX) is an integral part of the vitamin K
pathway and is responsible for catalysing the reaction between the vitamin and
clotting factors 11, VII, IX and X (Lal et al, 2006). In one study, Reider et al
(2007) found that only one SNP of the gene showed a significant correlation
with warfarin dose. However, this only accounted for 2% dose variance, as
compared with VKORC1 (21%) and CYP2C9 (8%), suggesting that GGCX has
little impact on warfarin dose studies.
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Apolipoprotein E (APOE) is involved in the hepatic uptake of lipid-soluble
vitamin K (Lal ef al, 2006) and the effect of this gene in warfarin dosing has only
been studied by two groups. Sconce ef al (2006) found only one variant of the
APOE gene made a significant but small contribution to the daily warfarin dose
(mean +/- SD) when compared to the wild type (3.3mg +/- 1.9 versus 4.0 +/-
1.8, p=0.03). Using an algorithm of age + height + CYP2C9 + VKORC1 +
APOE, they were able to make an accurate dosing prediction in 57% of
patients, but concluded that APOE polymorphisms are not likely to be clinically
significant in predicting dose requirements. A similar conclusion was made by
Caldwell et al (2007), who found that APOE variants did not significantly
contribute to a predictive dose model (n=570).

Genetic variants for the coagulation factors I, VII, IX and X have only been
investigated in Japanese patients (Shikata ef al, 2004). Homozygosity in one FlI
gene and two FVIlI genes showed the lowest warfarin maintenance dose
requirement (n=45, p<0.05) and it was suggested that genotyping for these
three variants, together with CYP2C9, could be useful in predicting the warfarin
response of an individual.

1.6.2 The influence of age on warfarin dosing

Several groups, when looking at factors affecting warfarin dose, have found a
statistically significant, negative correlation with age and have shown close
agreement, despite the wide variation in the number of patients studied. Kamali
et al (2000b) showed that age accounted for 25% of maintenance dose
variation (R?=0.25) and a later study equated this to a decrease of
approximately 0.6mg of warfarin for each decade increase in age between 55-
85 years old (Kamali et al, 2004).

This was confirmed by Sconce et al (2005), who showed a maintenance dose
decrease of 0.5-0.7 mg per decade in patients between 20-90 years old,
irrespective of their genotype or height. The largest of these studies (Gage ef al,
2004) showed that age contributed to an 8% decrease in dose for every decade
(n=329). Garcia et al (2005) used weekly (as opposed to daily) dosing and
estimated that increasing age was responsible for a decrease of 0.4 mg per

week every year (95% confidence interval, Cl, 0.37-0.44, p<0.001). This was
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shown to have a marked effect in the initiation phase of therapy, if age was not
taken into consideration. Using the loading regime of 5mg once daily for three
days resulted in an overdose in 82% of females and 65% of males >70 years of
age, leading to a significant risk of haemorrhage in the early stages of
treatment.

Many physiological, as well as demographic and clinical factors, have been
postulated to be responsible for the significant effect of age with respect to
warfarin dosing. Liver size is known to decrease with age and it is possible that
a smaller liver volume could cause a decrease in the metabolism of warfarin
and therefore a reduced oral requirement (Wynne et al, 1995). However, there
are other factors that may be responsible, either individually or in synergy.
Increasing age has been shown to significantly contribute to the decreased
plasma clearance of warfarin (Sconce et al, 2005), which could either be as a
result of decreased liver volume, renal function or both. As the risk of thrombotic
episodes, and therefore the likelihood of warfarin therapy, increases with age,
the age distribution of patients on OAT is not normal but skewed. Furthermore,
the elderly are more likely to have other interfering co-morbidities and therefore
polypharmacy with drugs known to potentiate the effects of warfarin (see
section 1.6.6) (Gurwitz et al, 1992). In addition, there is an increasing risk of
malnutrition with increasing age and consequently a decreased intake of dietary
vitamin K, leading to an increased anticoagulant response (Reynolds et al,
2007).

1.6.3 The influence of gender on warfarin dosing

Kamali et al (2004) showed that gender had no significant effect on the warfarin
dose in a cohort of British adults, and that the mean dose for females was
3.49mg and males 3.98mg (p=0.59). However, the total number of subjects was
relatively low (n=121) compared with other studies. Conversely, in a study by
Garcia et al (2005) in the USA, which examined 4616 patients prospectively and
7586 retrospectively, it was shown that females required 4.5mg per week less
than men. On average, the maintenance dose of warfarin for men was
30mg/week, whereas that for women was 25mg/week (p <0.0001) and the

lowest doses were prescribed to women over the age of 80 years.
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The suggested explanation for this gender difference is that females, on the
whole, have a smaller mean body size (measured as body surface area), which
is directly related to liver size and therefore a lower hepatic fat content. This
could lead to a reduced hepatic clearance of warfarin by cytochrome P450
enzymes. However, data suggested that gender-related differences in warfarin
dosing were independent of body weight. Alternatively, it has been suggested
that some cytochrome P450 enzymes are regulated by sex steroids (Niemela et
al, 1999). It appears that gender per se is not directly responsible for the
difference in mean warfarin dose between men and women, but that it is due to
the secondary effects of body and/or liver size and the metabolic effects of the

cytochrome enzymes.

1.6.4 The influence of body size on warfarin dosing

Several groups have used some form of body size data in an attempt to
ascertain whether or not this influences warfarin dose requirement. Only one
group (Sconce et al, 2005) used height as a separate variable, showing that it
significantly contributed to S-warfarin and total warfarin clearance (p=0.001).
Using a multivariate regression model including height, age and two genetic
variants (VKORC1 and CYP2C9) in 297 British patients, the estimated warfarin
dose could be predicted in 55% of cases.

Using body weight as a variable, Carlquist et al (2008), in the USA, found it to
be a weak parameter for optimum dose prediction (n=213 p=0.021), forecasting
only 12% of patient doses when used together with age and gender as opposed
to 33% when including CYP2C9 and VKORC1 genetic variants. Zhu et al
(2007), also in the USA, increased the predictability to 61% when weight
(p<0.0001), age (p=0.0003) and gender (p=0.0024) were considered with
CYP2C9 and VKORC1 polymorphisms (n=65). A third study in the USA found
that increasing weight inversely correlated with warfarin response and therefore
required a lower dose (n=530 p<0.001) (Gurwitz et al, 1992).

Some studies have used a combination of weight and height by calculating the
body surface area (BSA). Sconce et al (2005) found that BSA contributed
significantly in a regression model for dose prediction (r=0.21, p=0.005). Gage

et al (2004) showed that BSA had a 15% effect on warfarin dose (r=0.50,
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p<0.0001), suggesting that it correlates with liver size and therefore hepatic
warfarin clearance. However, Kamali et al (2004) demonstrated that, although
both body weight (r=0.25, p=0.005) and BSA (r=0.21, p=0.02) had an influence
on warfarin dose, neither contributed significantly when used in a regression
model. Reynolds et al (2007) stated that body size, however it is measured, is
likely to account for much of the gender based differences in warfarin dose
requirements, while Garcia ef al (2005), in trying to reconcile the differences in
significance, compromised by stating that patients whose weight deviates
significantly from the norm for their age should have their body mass taken into
consideration in any dosing decision.

1.6.5 The influence of vitamin K concentration on warfarin dosing

Kamali and colleagues in the UK have done much of the work regarding vitamin
K levels and the effects on warfarin dosage. An initial study (Kamali et al,
2000a) showed a significant negative correlation between vitamin K
concentration and INR (r=-0.39, p=0.034) and it was suggested that the
variability in dietary intake of the vitamin should be considered in patients with
unstable warfarin control. Later in 2000, work by the same group (Kamali et al,
2000b) showed a significant correlation between vitamin K levels and both
warfarin dose (p=0.034) and its metabolite vitamin K epoxide (p<0.0001).
Further studies showed that there is a diurnal variation in vitamin K
concentrations, with a mean maximum at 22.00 hours and a mean minimum
(68% reduction of the maximum) at 10.00hrs (Kamali et al, 2001). When used in
a regression model, vitamin K levels made no significant contribution to the
predicted warfarin dose (Kamali et al, 2004).

Although these findings have provided further insight into the factors affecting
the response to warfarin, they offer no practical solutions in determining the
optimum dosage for an individual, due in part to the expense and complexity of
the assays, except perhaps in advising patients on the need for a well balanced
diet during OAT.

1.6.6 The influence of drugs on warfarin dosing
Several drugs available today are known to affect warfarin dosage, by either

attenuating or potentiating its mode of action (BCSH Guidelines, 1998). Some
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are prescribed for short-term use e.g. antibiotics, steroids etc. However, others
are required for longer periods by anticoagulated patients, due to the fact that
many suffer from co-morbidities, and include statins (for the reduction of
cholesterol) and amiodarone (an anti-arrhythmic).

Simvastatin has been shown to reduce the daily warfarin dose requirement by
approximately 9% (Hickmott et al, 2003; Sconce et al, 2006) and this is most
likely due to its competition with warfarin in its metabolism through the P450
enzymes, CYP3A4 and CYP2C9, which are responsible for the breakdown of
R- and S-warfarin respectively. Voora et al (2005) created an algorithm in which
the effect of simvastatin, fluvastatin and amiodarone were included, together
with polymorphisms for CYP2CS9, resulting in a 42% dose variance prediction.
However, SNPs of the coagulation factors and VKORC1 were not tested for and
it was suggested that inclusion of all these factors would improve the accuracy
of future dosing algorithms.

Gurwitz et al (1992) constructed a multiple linear regression model using
medication with either a potentiating (amiodarone, allopurinol and propranolol)
or attenuating (corticosteroids and sucralfate) interactive effect with warfarin, on
a cohort of 530 warfarin patients. The results showed that only the three drugs
that increase the effect of warfarin had a significant effect on the predicted
anticoagulant dose.

1.7 The use of mathematical algorithms in warfarin dosing

As stated previously (section 1.5.6), the initiation of warfarin therapy has
traditionally been a matter of trial and error, with some studies attempting to
develop dosing strategies based on clinical information and/or the dose given in
the first few days of therapy (Crowther et al, 1999; Fennerty et al, 1984; Janes
et al, 2004; Kovacs et al, 2003; Oates et al, 1998 and Tait and Sefcick (1997).
However, in recent years, with the discovery that certain SNPs (see above) can
have a significant effect on the variability of warfarin dosing between patients,
several studies have attempted to construct mathematical algorithms for the
prediction of an individual's stable maintenance dose, based on a combination

of demographic, clinical and pharmacogenetic information (Shaw et al, 2010).
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Many of these algorithms have been constructed using racially homogenous
populations (Lubitz et al, 2010), such as Caucasians, African-Americans and
southern or south-eastern Asians. Since the frequency of the two main SNPs
(CYP2C9 and VKORCH1) is significantly different between races (Yin and
Miyata, 2007), studies which have attempted to compare the accuracy of the
various algorithms have found it difficult without statistically sufficient numbers
of all the ethnic groups.

The warfarin patients available for this study in the Anticoagulant out-patient
clinic at Huddersfield Royal Infirmary (n=808) consisted of 95.5% Caucasian
(n=772), 1.5% Afro-Caribbean (n=12), 2.6% southern Asian (n=21) and 0.4%
south-eastern Asians (n=3). Since there were statistically insufficient numbers
of non-Caucasians for this study, the published algorithms used for comparison
were only selected if either they were constructed from a cohort of Caucasian-
. only subjects or if race could be removed without any detriment to the final
result (Gage et al, 2004; Gage et al, 2008; IWPC. 2009; Sconce et al, 2005;
Voora et al, 2005, Wadelius ef al, 2009; Zambon et al, 2011 and Zhu et al,
2007).

In addition to genetic factors, three of the studies mentioned above also
calculated the efficacy of algorithms constructed of clinical and demographic
data only (Gage et al, 2008; IWPC, 2009 and Zambon et al, 2011). Whereas
most have used age and a measure of body size (height, weight, BMI or BSA),
other parameters such as interacting drugs, target INR, smoking status and
gender have been used less frequently. The various parameters used in the

published algorithms chosen for testing in this study are shown in Table 1.4.
1.8 Aims and objectives of the study

It is clear that OAT is a vital treatment in the prevention and treatment of
thromboembolism. However, finding the correct therapeutic dose for any
individual patient is difficult, due to the numerous interacting clinical,
demographic and genetic factors that influence warfarin and its action.
Achieving a therapeutic INR quickly and safely in the initial stages of treatment

is, at the present time, one of trial and error in the vast majority of cases.
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Consequently, any mechanism by which an individual's therapeutic dose could
be predicted with more accuracy should, as a consequence, help in both
achieving a safe state of anticoagulation more quickly and maintaining it for
longer. The hypothesis is that, by designing a more comprehensive algorithm
than has been achieved in previous studies, the warfarin dose requirement can
be predicted in a greater number of patients, which can be applied in the future
for patients during the initiation stage of warfarin therapy. This will be achieved
by the following objectives:

Objective 1.
To test and validate the DNA extraction methodology, fingerprick blood samples

will be taken from a small number of healthy adult volunteers.

Objective 2.

Capillary blood samples will be taken from approximately 200 stable
warfarinised patients, together with demographic and clinical data. After PCR
analysis of the samples, to determine the SNPs of each individual, all the data
collected from 160 of these patients will be used to design two comprehensive
dosing algorithms, one based on clinical and demographic data alone and one
which includes genetic polymorphisms. The data collected on the remaining
patients will then be entered into the new algorithms, as well as into published
algorithms, .to determine which one can most accurately predict the known

stable therapeutic warfarin dose in this cohort.

Objective 3.

Venous and capillary blood samples, together with clinical and demographic
data will be collected from approximately 40 patients before they begin warfarin
therapy. The venous samples will be used to assay the baseline coagulation
factors 11, VII, IX and X, as well as albumin levels. The albumin and factor assay
data will be examined by linear regression, in order to determine whether any of
the parameters are significant in determining the eventual therapeutic dose. If
s0, these data could be used to design a future algorithm, because many district
general hospitals would find an accurate dosing algorithm useful, and many do
not have the facilities for PCR analysis, but do have the capability to assay

coagulation factors and albumin. Therefore, it is hoped that the genetic data
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may be substituted into the algorithm by albumin and coagulation factor levels
and still maintain a high percentage of predictability, thereby producing a useful
tool for many hospital anticoagulant departments in the UK.
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Chapter 2

Materials and methods
2.1 Ethical approval

Ethical approval was obtained from the Leeds (Central) Research Ethics
Committee for the National Research Ethics Service (Appendix ). Further
approval was granted by the Research and Development Department,
Calderdale & Huddersfield NHS Foundation Trust (Appendix ).

2.2 Subjects

Three separate groups of subjects were selected for the study; each group
provided different information with regard to warfarin therapy that was ultimately
used to produce the new dosing algorithms. Within each group, every subject
was given a patient information sheet at least one week before their next clinic
appointment and written consent was obtained prior to inclusion in the study. All
subjects were Caucasian, due to the fact that previous studies have shown the
absence of the selected SNPs in certain ethnic groups. In addition, less than
10% of the patients attending the Anticoagulant Clinic at Huddersfield Royal
(n=800) were non-Caucasian and consequently there were insufficient numbers
to allow statistical analysis.

2.2.1 Group 1 - healthy controls
These consisted of healthy members of staff (n=12) from the Haematology
Laboratory, Huddersfield Royal Infirmary.

2.2.2 Group 2 — stable warfarin patients

These consisted of 207 individual patients, who regularly attended the out-
patient warfarin clinic at Huddersfield Royal Infirmary. The time interval between
appointments varied, depending on the stability of their INR result. However, no
patient was allowed to go more than 12 weeks between tests. Each patient had
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been taking warfarin for several months, if not years, and were only included in
the study if both their INR was within the therapeutic range at the time of their
visit and there had been no warfarin dose change for at least the previous 8
weeks. Data from 160 of these patients were used to construct the algorithms
for determining the most appropriate warfarin dose in future patients. The data
of the remaining 47 patients were used to test the predictability of the
constructed algorithms.

2.2.3 Group 3 — pre-warfarin treatment patients

Patients were recruited to this group (n=20) after referral to the Anticoagulant
out-patient clinic but before they had commenced warfarin therapy. Data from
this group were used to determine the baseline levels of the vitamin K
dependent coagulation factors (FlI, FVII, FIX and FX) and serum albumin. The
stable warfarin dose was recorded, once the INR had reached the therapeutic
range.

2.3 Blood samples

2.3.1 Group 1 subjects

A finger prick blood sample of approximately 100 pl was obtained and placed on
an FTA® card (Whatman International Ltd.). This was used to optimise the DNA
extraction procedure and the PCR methodology. Samples were randomly
numbered from 1 to 12 and anonymized.

2.3.2 Group 2 subjects

As part of their routine clinic appointment, patients have a 50 pl finger prick
blood sample taken, in order to measure their INR using a Thrombotrak 2°
point-of-care testing machine (Axis-Shield Ltd). For the study, a further 100 pl of
blood for DNA analysis was obtained from the same puncture site and this was
applied to an FTA® card, which was then labelled with the patient's unique

hospital number for identification purposes.
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2.3.3 Group 3 subjects

Similarly, each group 3 subject had 100 pl of blood taken for DNA analysis. As
is the case for all patients before the commencement of warfarin therapy,
routine venous blood samples were taken for full blood count (FBC), liver
function tests (LFTs), urea and electrolytes (U&Es) and a coagulation screen.
Permission was obtained in the consent form to use any remaining plasma from
these samples to assay albumin levels and the vitamin K dependent
coagulation factors.

2.4 Demographic information

All the demographic information required for the patients on warfarin therapy
was obtained from the DAWN AC anticoagulation software (4S Information
Systems Ltd). This software package is used as a tool to enable the Biomedical
Scientists at the Calderdale and Huddersfield NHS Foundation Trust
Anticoagulant Service to determine the optimum warfarin dose and next test
interval on each individual patient, following an INR test result.

From the database, the gender and age were obtained for each patient in
groups 2 and 3. The height and weight of all patients in both groups were
obtained by a health care assistant at their out-patient clinic visit at the time of

blood sampling.
2.5 Clinical information

The following clinical data were also obtained from the DAWN AC software for
all patients in group 2:

¢ Clinical indication for anticoagulant therapy

e Target INR

e Concomitant medications

e Stable warfarin dose

In the case of group 3 patients, the clinical indication for warfarin therapy,
concomitant medications and target INR were all obtained from the patients’

referral form. The patients’ stable INR and warfarin dose were obtained from the
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DAWN AC database retrospectively, several weeks after the commencement of
therapy.

2.6 DNA analysis

2.6.1 FTA®Elute cards

FTA® filter paper discs are designed for the collection and stabilisation of DNA
from biological samples, prior to PCR analysis. They are impregnated with
patented chemicals which both lyse cells to release the nucleic acids and also
protect the DNA from microbial and fungal degradation. The blood samples are
stable for several years, if stored in sealed pouches in a dry environment
(www.whatman.com/FTAElute.aspx#OrderingInformation). Approximately 100
pl of capillary whole blood was obtained from each subject in all three groups,
which was applied to two separate areas on an FTA® card and allowed to dry at
room temperature for over 2 hours. These were then stored in sealed plastic
bags at room temperature, containing a desiccant packet.

Before the DNA extraction procedure, four 2mm sample discs were cut from
each individual FTA® c'ard, using a 2mm Harris Uni-Core device (Whatman
International Ltd) and transferred to a pre-autoclaved 1.5mlI PCR grade
microcentrifuge tube (VWR International Ltd).

2.6.2 DNA extraction methods
Initial studies using the healthy control spots were performed to optimise the
method for DNA extraction for subsequent PCR analysis.

2.6.2.1 QIAamp®DNA mini kit method (QIAGEN)

All the buffers provided by the manufacturer were proprietary with unknown
chemical composition and concentration. Using the FTA® card samples from the
group 1 subjects (n=12), 180ul buffer ATL was added to each microcentrifuge

tube and incubated in a heating block at 85°C for 10 minutes.

After briefly centrifuging at room temperature and 6000g for 30 seconds, 20ul
Proteinase K stock solution was added, the samples were vortexed and

incubated in a 56°C heating block for 60 minutes. Following a brief
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centrifugation as above, 200ul Buffer AL was added and, after immediate
vortexing, the samples were incubated for a further 10 minutes at 70°C. The
samples were again briefly centrifuged as above, before the addition of 200yl
absolute ethanol and then vortexed thoroughly. Each sample was decanted by
pouring into an individual Mini Spin Column, supplied in the kit, fitted to a 2ml
tube and centrifuged at 6000g for 1 minute at room temperature. The filtrate
was then discarded and 500l Buffer AW1 added without wetting the rim of the

column.

After a second centrifugation at 6000g for 1 minute, the filtrate was discarded
and 500ul Buffer AW2 was added to the column. The samples were centrifuged
at 20,000g for a further 3 minutes, the filirate was discarded and the columns
were re-centrifuged at 20,000g for 1 minute. The collection tubes were
discarded, clean tubes attached to the columns and 150ul Buffer AE was added
to each. These were incubated at room temperature for 1 minute before
centrifugation at 6000g for a further minute. The columns were discarded, the
DNA solution was then pipetted into a sterile Eppendorf tube, labelled and
stored at —=70°C. The DNA extracted from the samples was quantified using the

Nanodrop® technique (section 2.6.2.2).

2.6.2.2 DNA quantification by NanoDrop®
All the samples of extracted DNA were quantified using a NanoDrop® ND-100
Spectrophotometer (NanoDrop Technologies Inc., http://www.nanodrop.com).

The absorbance at 260nm, using 1l of each sample, gave the DNA
concentration in ng/ml and the purity was determined from the ratio of the
absorbance at 260nm to the absorbance at 280nm.

2.6.2.3 PCR analysis of the extracted DNA from the Group 1 subjects

A Tagman® allele probe for a common SNP unrelated to the study was used in
order to assess the quality of the DNA, together with a Universal PCR Master
Mix (Applied Biosystems Ltd.). The extracted DNA was analysed by PCR, in
order to determine its integrity. The total reaction volume for each well of a 96-
well Microamp™ optical plate was 10pl, consisting of 5ul Master Mix, 0.5pl
probe and 4.5yl DNA (diluted in sterile pre-DEPC treated water) to a
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concentration of 10ng/4.5ul. A negative control was included in two wells of
each run which, instead of DNA, consisted of 4.5ul pre-DEPC treated water
only. Each sample was run in duplicate.

2.6.2.4 QlAamp® DNA mini kit modified method (QIAGEN)
As poor results were obtained from the initial extraction method above (see
results section 3.1), the following modifications to the protocol were made:
a) After the addition of Buffer AW2 and centrifugation, the tube and filter
were cleaned thoroughly with a tissue.
b) Following the centrifugation at 20,000g, each filter was cleaned with a
tissue after the collection tube had been discarded.
c) The final incubation with Buffer AE at room temperature was extended
from 1 to 5 minutes.

The extracted DNA was again quantified using the Nanodrop® technique, as

above.

2.6.2.5 Ethanol precipitation of haem
Due to the poor PCR results from section 2.6.2.2 (see results section 3.1), the
extracted DNA samples were treated in order to remove any haem

contamination derived from the original FTA® cards.

A 1/10 volume (4pl) of sodium acetate (3M, pH 5.2) and 120ul of 100% ethanol
was added to 40l of each extracted DNA sample in a 1.5ml microcentrifuge
tube. These were incubated overnight at -20°C and centrifuged at >14,000x g
for 30 minutes at room temperature. The supernatant was discarded, taking
care not to lose the DNA pellet, which was then rinsed with 70% ethanol and
centrifuged as before for 15 minutes. After discarding the supernatant, the DNA
was resuspended in 60yl of sterile water for injection. The extracted DNA was

again quantified using the Nanodrop®technique.

A total of five samples, covering a range of DNA concentrations (0.6-3.3ng/pl),
were chosen for PCR analysis, as in section 2.6.2.2, with each sample being

analysed in duplicate.
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2.6.2.6 Whatman® method for DNA extraction

Following poor results from the ethanol precipitation samples (see results
section 3.1), a third DNA extraction method, as recommended by Whatman®,
was performed. As only a small amount of sample remained from the group 1
FTA® cards, discs were used from the first four group 2 subjects.

Four 2mm FTA® sample discs were each placed in a 1.5ml microcentrifuge
tube, 500l of sterile water for injection was added and pulse vortexed three
times for a total of five seconds. Excess liquid was removed from the discs by
gentle squeezing against the side of the tube with a sterile pipette tip, before
transferring the disks to a clean, pre-autoclaved microcentrifuge tube containing
75ul of sterile water for injection. All the tubes were transferred to a heating
block at 95°C for 30 minutes, with pulse vortexing half way through the
incubation. At the end of the incubation, each tube was pulse vortexed for
approximately 60 times and briefly centrifuged for 30 seconds, in order to
separate the discs from the eluate containing the eluted DNA. Using a sterile
pipette tip, the discs were removed from each tube and the eluted DNA was
measured by the Nanodrop® technique before storing at 20°C until analysis.

2.6.3 PCR methodology

2.6.3.1 General principles

The PCR methodology is based on the use of a thermostable DNA polymerase
enzyme from the Thermophilus aquaticus bacterium (Taq), which amplifies DNA
segments. The process occurs in three stages, with approximately 40-50 cycles

at each stage:

1. Denaturation causes the hydrogen bonds between the double strands of
DNA to be broken, forming two separate strands. This occurs at approximately
95°C.

2. An annealing phase, at 55-65°C, allows two specific primers, or
oligonucleotides, to match and bind to complementary sequences on the DNA
strands, resulting in amplification of the region of interest. The primers are
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present in excess, compared to the DNA concentration, in order to maximise
the chance of encountering the correct template.

3. The extension phase occurs at approximately 72°C, where the Taq
polymerase adds a deoxynucleotide triphosphate (present in the reaction
mixture) to an exact complementary match on the DNA template. This creates a
DNA chain which complements the template.

2.6.3.2 Applied Biosystems TagMan® Drug Metabolism Genotyping
Assays

Each genotyping assay kit contains two specific TagMan® probes
(www3.appliedbiosystems.com/cms/groups/mcb_marketing/documents/general
~documents/cms_040597.pdf) each with a reporter dye at the 5’ end. The probe
for allele 1 is linked to a VIC® reporter dye and the allele 2 probe to a FAM™
reporter dye. In addition, each probe is attached to a Minor Groove Binder
(MGB) and a non-fluorescent quencher. The MGB allows the design of shorter
probes by increasing the melting temperature for the specific probe length,
while the quencher,. at the 3’ end, allows detection of the reporter dye. In
addition to the probes, each SNP assay requires TagMan® Universal PCR
Master Mix. This contains the DNA polymerase (AmpliTaq Gold®),. the
deoxynucleotide triphosphates and ROX™ Passive reference, an internal
reference dye, which allows the signal from the reporter dye to be normalized,
in order to correct for any internal fluctuations in the fluorescence. A graphic

representation of the SNP assay is shown in Fig. 2.1.

2.6.3.3 Methodology for the SNPs VKORC1, CYP2C9*2 and *3 & CYP4F2.

All samples from patient groups 2 and 3 were analysed for each of the four
selected SNPs. In every run, each sample was assayed in duplicate in a 96-well
MicroAmp™ Optical plate. The total reaction mixture for each well was 10ul,
consisting of 5yl Master Mix, 0.5ul probe and 4.5ul DNA (diluted in sterile pre-
DEPC treated water) to a final concentration of 10ng/4.5ul. A negative control
was included in two wells of each run which, instead of DNA, consisted of 4.5yl
pre-DEPC treated water. Each plate was covered with MicroAmp™ Optical
Adhesive Film before placing in the Applied Biosystems' StepOne™ Real-Time
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2.6.3.5 Reading and analysis of the plates

The StepOne™ software performed a genotype on the whole reaction plate
simultaneously by plotting the fluorescent intensity of the reporter dyes from
each well as an Allelic Discrimination Plot (Fig. 2.2) and assigned a genotype to
each cluster of results according to their position. Fluorescence from the VIC®
dye probe indicated the presence of allele 1 and allele 2 was denoted by
fluorescence from the FAM™ dye. Heterozygosity for both alleles appeared as

a diagonal cluster.

2.7. Coagulation factor assays

Citrated whole blood samples from group 3 subjects were centrifuged at 4000g
for 8 minutes at room temperature. The plasma was aliquoted into screw
capped polypropylene tubes, which were labelled with the patient's hospital
number and stored at —70°C within 2 hours of collection. Coagulation factors
have previously been shown to be stable at this temperature for at least 18
months (Woodhams et al, 2001). Assay of factors Il, VII, IX and X were
performed on an ACL TOP® analyser (Instrumentation Laboratory Ltd), using
the vitamin K factor assay programme. The assays are based on the principle of
turbidimetric clot detection. The coagulation end-point is determined by
measuring the change in optical density of the samples during the reaction via
transmitted light at 671nm. The light absorption of the sample increases in
proportion to the formation of a fibrin clot and consequently the decreasing
transmittance through the sample is measured by a photo detector. The signal
is then processed via computer software to determine the clot end-point. Before
the analysis of the patients’ samples, a new calibration curve was constructed
for each of the coagulation factors and all subsequent assay runs included a
normal and a low control sample (HemosIL® normal control plasma and
HemoslIL® special test control level I1).
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dibromo-o-cresolsulphonphthalein (bromocresol purple, BCP), which binds
quantitatively to serum albumin. The absorbance of the albumin-BCP complex
is them measured using a spectrophotometer method at 600nm. The assay was
calibrated using Randox Calibration serum Level 3 and controlled daily with
Randox Assayed multisera levels 2 and 3. The method is linear up to 60.0 g/L

and has a minimum detectable albumin concentration of 5.98g/L.
2.9 Statistical analysis

Statistical analyses were performed using MedCalc for Windows version 9.6.0.0
(MedCalc Software, Mariakerke, Belgium). The Box and Whisker plots were
produced using Microsoft® Excel Starter 2010 version 14.0.6112.5000
(Microsoft Corporation). All data were tested for normality using the Kolmogorov
Smirnov test and any which proved to be non-parametric were logarithmically
transformed before analysis. The Pearson correlation coefficient was used to
test the relationship between continuous variables and the warfarin dose; the
means and standard deviations of the non-continuous parameters were
analysed using the Student t-test. Comparisons between the means of
continuous data was performed using the Analysis of Variance (ANOVA) and
for non-continuous data by the Chi squared (y?) test. In all cases, a p value

<0.05 was regarded as significant.
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Chapter 3

Results
3.1 Demographic data

The demographic data is shown in Table 3.1. Only age and weight showed a
non-parametric distribution, using the Kolmogorov Smirnov test, so these data
were logarithmically transformed in order to calculate the means. Of the group 2
subjects (n=207), 111 were male and 96 were female, with a mean age of 66.2
years. The height (mean 1.69m) and weight (mean 85.8Kg) were used to
calculate both the BSA (mean 2.00m?) and the BMI (mean 30.0 Kg/m?), using
the following formulae:
BSA = v(weight in Kg x height in m) (Mosteller, 1987)
36

BMI = weight (Kg)  (World Health Organisation)

[Height (m)]?

The subjects were divided into two groups (based on the numerical order of

their unique hospital number) consisting of an algorithm construction cohort
(n=160) and an algorithm validation cohort (n=47). The analysis of variance
(ANOVA) between the two groups showed no significant differences for age
(p=0.815), height (p=0.116), weight (p=03821), BSA (p=0.671) and BMI
(p=0.230). The pre-warfarinised patients (group 3, n=20) consisted of 15 males
and 5 females, with an age range of 42-85 years (mean 68.6).

3.2 Clinical data

The clinical data, shown in Table 3.2, was taken from each subject’s entry on
the DAWN 4S® dosing software and had been provided initially, at the start of
the warfarin therapy, by the referral from the patient's GP or consultant. The
majority of all group 2 subjects (n=207) had a target INR of 2.5 (81.2%) and
significantly less with a target of 3.0 or 3.5 (6.7% and 12.1% respectively). The
commonest clinical indication for warfarin therapy was AF (51.2%), followed by
DVT (17.4%), mechanical prosthetic heart valve (13.5%) and PE (9.7%). Other

indications totalled 8.4%. Of the long term drugs which are known to interact.
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with warfarin, 72 subjects (34.8%) were taking simvastatin, 28 (13.5%)
omeprazole, 24 (11.6%) low dose aspirin and 20 (9.7%) amiodarone.

Using analysis of variance (ANOVA), there was no significant difference
between the means of the construction cohort (n=160) and the validation cohort
(n=47), with respect to the daily warfarin dose (F=0.603, p=0.4.8) and the target
INR (F=1.097, p=0.296). The majority of subjects in both of these sub groups
had a target INR of 2.5 (81.9% and 78.7% respectively). Comparison of the
non-continuous data between the construction and validation cohorts was done
using the Chi squared test (3% and, in all the clinical details and interacting

drugs, no significant differences were shown between the two groups.

The serum albumin and vitamin K dependent coagulation factors were assayed
on all group 3 (pre-warfarinised) subjects (n=20) and all the parameters showed
a normal distribution (Table 3.3).

Table 3.3 Albumin and coagulation factor levels for group 3

subjects (n=20)

Mean *SD Range
Albumin, g/L 39.9 2.8 34-45
FIl, % 96.6 12.7 69-131
F VIl, % 105.3 20.8 68-151
FIX, % 147.5 20.5 120-212
F X, % 104.3 12.3 75-125

3.3 DNA extraction

The DNA vyield obtained by the different extraction methods is shown in Table
3.4. The concentration, obtained from blood spots on the FTA® cards by the
QIAamp mini kit (section 2.6.2.1), ranged from 6.2-12.4 ng/ul (mean=9.5 ng/pl,
SD%1.71). The PCR analysis of the samples failed to produce any allelic
discrimination using the common SNP assay (Fig 3.1). After implementing some
modifications to the QlAamp method (section 2.6.2.3), the amount of DNA
extracted was significantly lower than the original method, ranging from 2.0-6.9
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Table 3.5 DNA yields of selected group 2 subjects using the
Whatman® extraction method

Sample number DNA (ng/ul
1 18.2
2 32.3
3 17.0
4 17.8
Mean 21.3
*SD 7.33
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3.4 Pharmacogenetic data

The pharmacogenetic data for all groups of subjects is shown in Table 3.6. In
the case of the VKORC1 polymorphisms, there were slightly more GA types
(44.9%) compared to the wild-type GG (40.6%) in all group 2 subjects (n=207).
For CYP2C9, the frequencies of the *2 and *3 alleles (*2/*2, *2/*3 and *3/*3)
(5.8%) were much lower than either the homozygous wild-type (*1/*1) or
heterozygous *1 alleles (*1/*2 and *1/*3) (94.2%). The majority of group 2
subjects were homozygote wild-types for the CYP4F2 C allele (59.4%), with
only 40.6% possessing one or two T alleles. There were no significant
differences in the numbers of the three SNPs between the construction and
validation cohorts, as demonstrated by the Chi squared test.

3.4.1 The variation of the warfarin dose within the various SNPs

Figure 3.4 shows the effect of each individual polymorphism on the stable
warfarin dose, using data from the construction cohort (n=160). The median
daily warfarin dose was 4.0mg in the CYP2C9 homozygous wild type (*1/*1),
which was the same as in the *1/*2 genotype. However, this was significantly
higher than found in *1/*3 (2.7mg), *2/*2 (2.0mg), *2/*3 (1.0mg) and *3/*3
(0.5mg). The median daily dose was 5.3mg in the VKORC1 wild type (GG),
which was higher than that found in the GA (3.5mg) and AA (2.3mg) genotypes.
The wild type CYP4F2 (CC) had a median dose of 3.5mg/day, which increased
in the presence of the T allele (CT 4.0mg and TT 5.5mg).

3.4.2 The effect of the number of SNPs on the warfarin dose

Using the data from all the group 2 subjects (n=207) in order to obtain a
significant number of allele combinations, each subject was categorised
depending on the number of polymorphisms they possessed (Figure 3.5).
Those who exhibited only the wild type for each of the three genes (VKORC1
GG, CYP2C9 *1/*1 and CYP4F2 CC) had a median daily warfarin dose of
5.8mg. An increase in the number of SNPs present (1, 2 or 3) showed a
corresponding decrease in the median dose (3.7mg, 3.5mg and 3.0mg
respectively), despite the possible presence of a CYP4F2 SNP which has the
effect of increasing the warfarin dose.

63



"SIOY09 uonepljeA
pUE UONONIISUOD Y} Ul 3j3]|e Yoea Jo siaquinu 3y} asedwoo 0} pasn sem }sa) palenbs 1Y) sy
"sjoalqns ¢ dnoub pue Joyod uolepijeA ayj ‘Joyod UuoI}oNIISuUod

ay} ‘syoslgqns g dnoub |je 10} ejep onauabooewaeyd 9°¢ ajqel

64



14
14

%

=

g

"4>€

3V

% 4

"4>€

8 8°
>8°

=

44

8 4°

8 4°

488"

(&)

A

(92]

AAAAAAAAMAAAARRARAANBKEAAA

12

v ">¢

¥8 > €
v >€
v >€

v €
A= >

|

¥8°'84¢€ >

V>"> ¢
v "4>¢€
v >€

‘

>

pie
pi>i¢g W
p>" d¢ ! ze
vyO€ - 0 > 3¢
s -
ml Lap X up]
v o€ o e
AR ”
g £ > o b
vg'i g ! L
o€ - 0 ¢ 3¢
v4°> ¢ ! DD
v >>g ! g
v >¢ >8
vOE¢€
- 0¢ vd
v O-¢g
<



GF

54

Ve&

66



(8

d#

25

>t

2!

2!
##

2!

RW






o0

?$

qz4° D



A
$ ((* | ie g ( O
+ * 1 ( ) ( ( 3( 0 1 0 0 9% _
v 10 3" ( (4. % -, ( (-1 1
1- =+( ( ,0 A % ’ C
( ) (- (, * _ C o
3 - 0 - (- (. 40 (% - = 1(
+ % , (- (- %5 * ( Lr( - .
+ - - 1 ( ( 1( + ( -0 | A _
oG CCC 1o - »
_ v -0 1(*( - 3+c . 4. % )
0 1 0 9! (- 9% 1 - ( o
D+ ( (- 1 ( * . 9% (- o1 .
= ( ( 0 3+C . 40 / - ( 3+C . 84
( 3+C 40 3+c 4 (- 5D" 3+C . ; 4 (++ (
( * 1(' *x ( 1( *(
&
' t(+71 * 1( *(
3 + + -G 40 (( | | X
% (-() o0 o (- .
- ( ). (1 1( *( (( 1¢ - Co -
( - 3+C . ; 40 (- o . Co1
1- +( ( , 3+C . F (- +C .F<<  +, )4. 1( «
(0 % 1 - () (- Co ,
* 1( *( 1 0 Co .
&
%
’ ( 1 (- * (
$ & % N 7
(1 (b ((3"( .84,



>74
#8

+ B 6 1

%

%

+ B 6 1



@K
1.6

@K

© &5 O .

%



%
=, ( ( 3 |/ ( O 0,  (
1C*C - (+) (- - G- 4, - (-
(-C) ¢+ = ( (3% 40
* * % = 3"( ;.4
4 & %
/
+ B 6 1
% L0+ ( c . F
@ 9 #
3 I 0  y
! 6
( 6, !
D [ ! 0
( :6-
= I - I
9 I !
(9 I
#8 6!6
>74 !
1 ( ( ( 1 ( -
1 / - ( 3+C . .;<40 ( ( - 3+C .
3+C . ; 40 3+c . 4 (- 5D" 3+C . ;840 , -*

1(*(



(
.FO
7@
)
* 1(
( ( *
(s
(., /1(
(
) (
0O 9!'0
)0 * - (
+

%

- (-()

0

0



1 % 1
+ B 6 1
% - * ,(- + ( c. F
(4
5 + - E D1( *(
! 1(
&- ( ( * . F
( * R
%( + 6
2 **’ * (
(2
I + ( * %
( (- ( (
@ 8C
-+ ( ( 2 xx %
32 (- 4
( =
9% < F8
I - (
( ¢ - = 8
(
= (
% - * L (
4
5 + E D1( *(
! 9(,/1(
& - ( ( * C F
( * R
%( + 6
2 **’ * (
(2
! + ( *
( (- ( (
-+ ( 2 x* %
32 (- 4
( =
9% < F8
/ ( ;
( ( - = .; 8 \Y
(

3%



$ cC~ * 1 + (-C) * o (
O (- (+ . C(C 3% ;. (40 1 1(
¢ *( - CP.;; =3. ; (4 X3 .<F8:9% 4
3 L ()4 X 3. ;o /I 4 =3 .;8 :( ( - 4
X 3. o ( 4Q
1 ( 3-)(C 4 (- 9% 3 - 4
/I C * | I ( o | =
( ( C 3+ 4 3( 4
6 & &
%
+ O ¢ + = ( * + ) o+
3"( .40 1 (« * * 1 % ( - - (-
*EO - D1( *( - 0O 2E 2 JLJ 3+C .8 40 DA 2 B 3+C .;<
2E < 2" 3+C . F4 (- 2E < "" 3+C . F;4. 9 : (- I/
+ * ( % 3 1.<40 (- 1( *( -:D:- * 2E
1( ( « * 1 =)+ J LJ N 1 0
) ot + () ( -, - (- (. *(
1 =)+ . 1 - , +(-,)0 1( , -, (
% - ( + - (-()
6 = & &
%
+ -(-(C) O <1 (- (/1 0 1( + 7
( ) ot (CCC- " ( * 1C*C - 01
 ( (+ ., C C O - , O
+ 1( + ( 1 -+ - 1 =)+ 32E 2 JLJO

DA 2 BB (- 2E < 224." ( 1- - "(



! * 1( - 2E < 2" (- """ %

+ : (- (7 * .,F8 3 ( ,. FO +c .
(,/1( -+ (2 * ., 8
( * 8 3+cC 4. " ( -, 2E <
+ * ;- 9( - (o 1
- * -0 - + G-
( - (
4 & %
?H# + B 6 1

?# @ ! 9 #

Z# K AK 66! 16

Z# K AK! ! -6
Z# K AK. S 6 ! ,
Z# I . o
Z# 6:0 ot

Z# K.AK. ;- 6 - ! -
75D @ o ! o X
75D @ ( 06 0-. ., 6
75D@  (( - Il :6 X
Z#,9! : 0O ,6 16
Z#,9! 4 6 ; 0

Z#,9! 44 .o C 0.



o 4 + B 6 1

% 1 3%

(7 ., F8

2E < 2"
2FE <

5+ - - E D1( *( -
| 9(,/1(

2E < won . ,8 . ) .8 . ;
D( ( R -
2E < 2"



$ ( ( (+ (C~ Fo R (C~
.. 0 (0 1 + - (-() 1( + = 3"( 4
( (-2 ( * 8 3 ( ;. F 0 +c 4. 2E < 2" 1(
* 0 1 / ( 01 ( +
( 3+C . 84 (
( (37 4 1+ ( 1(
+
I *( - CcC P . 8 = 3. <F : ( 4 X 3 .; 9% 4
3 L ()4 = 3 .; - ( ( -4 X 3 8 ( 4
=3.8;:DA 2 4 =3 . ; : DA 2 B4
=3. F :2E 2 JLJ4 =3 .<;F:2E 2 JLJ;4
=3 .;F<:2E:-2:-= 3 .8F; : 2E 2 J LJ;4
= 3. < c2E 2 J;LJ;4 X 3. 8 : 2E < ""4Q
1 ( 3-)(C 4 (- 9% 3 - 4
( ( - C 3+ - 4 3( - 4
% C 3+ 4 3( 4
&
& < + B! 1l %
+ =1(*( - * - 0 b (- G 1
( -1 1( *( - 3"( . <4, @ 1 0 1( (-
, ( - 1 - 1( *( - (- *(, G 3 C=. 80 +C . F4. "
((1 , - F -+ - (-() 3" ( .. F40 - 1
*(, G ( (- ( * ., <3 ( C .F<FO +C . <4.
(, G 1( -) +(( G, ) (1 +
0 - (- (7 o< 3, =*> - C=.; +C . FO (



% R D1( *( -
. 1(
$ 6 M " F

56 6 M #

5% 'O

MM M 5

7!

% MM

1 ] 6
@ 8C
B % 6 ! MM -$
32 - (- 4 8
2E 2 J LJ = F 8;
2E 2 J J; = .<;F
2E 2 :-7:- = ,F < <
2E 2 :-T7T:E .8F; . 8 <
2E 2 J;LJ; =( < ol
DA 2 B = ; . F<
DA 2 = .8 ; 8
2E < 8 8

= . <F .

9% 5 . ;8

( - = . 8
( 8 8
12

M 6
4 ! 5
C
5; | |

+ B 6 1

<8



- % '(_ +
0
< + B!
- % ,(_ +

;<
. <<F

%

%



8<N "

( * 1
()0 ( ( ( (2 +(,
( 2) ) ( -
1 . @ 1 0
* (+ ( C (
1 - + ( (,
* (
1 ( ) (-
*(’ ( (
( * -0 % (
(- % *, ,/0 4.
* (+
* 1 + (
) (-) (- ( :
(- ) * % 1
(- 10
( * (
C( o-a(0 (+
%, FN 5M (  F4.
( * ) ( 1
( + 0 ( R (
* * ( 1( *(
( (+ ( ( (-
( +( 0 - 1
L1 (
0 1 ( ,
(+ (-
*(, * (-(C)
( , * C
)+ (- % 1



*

(+) (-

) 3-C8 840 -
-0 ()



* - ( - (-C) 0 ( 1( 1- ( S CRE
- ( 1( *( - 3+R . 40 , -* - * *

(-) (-1, 1C -, - ( oo ( :

@1 0 ( 1( oY G ( - 1 - (

1( *( - (- - 3+C . 4 3 , - :.F40 - S ( +

(-C) 1( ) b *1( +

+ (- ( (0 (C * ( () - ( C ) ( (

( 0 ( * 01 0 9! (- 9% 1 (
o * o ( 0 (
*x * (- 9% 3"( (41 ) * (

3+c 4 * 1] (- 9! 3+C (- +C + )40

( ( 1 +

* ( * +( 1 ) ( (

( * (- L ) (0 (++ ( (0 (

( 0 ( + 1 ( 1( *( (

( *( ( (- ( + *

) ( (- ( 1 (- ( +( ( *

+( ( (+ =10 *(C - 0 ( ( *
) ( ( = (- ( 1 ( + *
1( *( * ( * ( ( * ( (
!
¥ 1 «( (- = ( (M ( 1( *(
( 1 ( + ( (
) 1, 1 ., - , ) -, - ;
) ¢ - - - @ * ) ( -* ()
(-, C ( : , (-0 (- (-
- ) (v (- - (- * ,
- ( o ( (-0 (c ¢ - ¢ C+ - 0O (
+ (- - .- - 1( *( - 3@ (LO/ F4.
+ ( o1, -, - (0 - 0 - (
(- ( - ( ( - * (- -* -, 3B(<N B( (LO 8N

D ( Fa (- - - (- (- c C -*.(



-x ., 3120 4. - - )0 1 )3B(< K

84 ( * - + +) (G . (+ - ( ¢ -*. *.,0 +(
1 ( ( ) 3-C; 0 -C F + ) 4
)0 O * +( 1 (/ ( + 3-C 40
+ * + - (-() C 0
+C 0 ( 4
)0 (  ( 1( (
3;,.8040 ) ( (-0 (/ ) o0 1( *
C C () * o ( * ( 1(*( (- 1(
-0 * + ( 1
+( (/ ( ( ( ( 1 1(C~*C - (
1 0 ( * ) ( 1
( () - 10
% + - -C) 7 N G O Gl G (+) 3"(
.41 (0 - (- ( - + 1 - 3+c. 4 (- 5D" 3+c . ;84
(- 1(*( - 0 - * & 3+C .<;4. @1 O
( 0 N ] G "1 : e
20 1 » ( - C () « * ( N (
( +( ( 1 ( B( 3 84
* ( + * (- ( D"& 3 & 5D"4 ( 1( *(
) O 3+C . ;4 (- 1( S (- - - ] S
( -9 ) ( o (- 1 C (- * ( 0
1 , ( + * * . ( 0
2 ( ( 1 - - 3D EN \ 4 1
L -* (- 3%,0, FN I N \(
N 120 N B( <4. 1 - - 1 0
I ( (- \( ) +( 1 C ( * .F
( (-) (+ (- ( ( 0 * 0
( ( o1, ) : » ( : ( * 3"(
.4 /) ( ( T G (M 1(*(
( ( 0 S (



0 1( *(
(- C
(
( A+ . (

.. .F40 (
+ ) + * *(, 0
1( *( * :
1( *( (+) ( 0
1 - S, %
( 1 ( (

* - (- (
(++ : ( ) O * 1( *(
84 (- - ) *
1 (/- C 1(0*( (
1 ( (
3" ( i d 1C (
Kk o
1 (€ ( (**
1( *(
$-* () *
(-) ~ +( 1 -1
( ( 0 /-
(, + 2,0 (-)*
1 - (
/o 1- Lk x
% % ( (- 1
(- - |
( L 0-) ,
: - 10 - =+(
- ( O

(€& %

- 3B(

(,
( OO0

(_
» (

*(’ ,
( )0 (
# /0
) (0

(  1(*(

(+

0



+( (
Fa4.

2( 1
%

(¢ ( * ) 1 (-) ( - 1
) (-0 2 ( ) 5 +( +
+( 1() 1, 2 ( ) (-
0 *=1C*C -0~ R . (
- (0 + )
( * +( * ) -
0 ( ( * ? 3-C 4 1 ( O * (
A F *( 0 * 1C (-)
( ( 1( *( 3" ( . < (- ;. Fa4.
o -) G 1 ( * (- ( 3 C
% ( ( ( + ) |
O - (- 1( *( 3% /(<N
N ( 40 ( B
* + ( ( * ( 1(
* ( ( + (( 3(
( ¢ (04 (, ) 3( ( ) * - (
)0 x 1 ( ( + ()
( (- 1( *( +(+ (
+ 1( 1-0 1 0 5M - 3( 84 + (
G+ + + 1 ( ( : : (,
(+) (- 1 c .FO = + +
¥ ) * *(, G, ( ( (- ( :
( 0 ( ( “(, G (, )
1(*( - % )0 *(, G +( *
(. 3 . 40 (** +
* ! ? 1
A
(-C) O (O (- (+ . (C(C*
3-C< 40 1( + * , O (
..F. .F40 1 + (
(0 80 1 20 (- \( -( 0 4 ( (



+ B,:1
9 + ( 0 ( - ( (1 + )
N C .F ( ( FO = ( ( 1( *(
+ (- ) (
) B ( | 2 \ (
3 84 3 4
3 4
88 8
( < 8< < 8
Cc . C
$ ((~ ( ( 3-C< 4 = (G, = ( 0
+ ) ( 1 + ( ) ( 1( *(
3 C.884. @1 0 (1 ( ( - 1 *
* ( ( ( ( +(+ B (
3 84 ( ( O + ( ) 3-C 40 12 3 4 O 3-C 4
\( 3 4 O 3-C 4 ( (++( *
*x ) + ( - =( ( ) *x +( (
* ( ( * ?, ( (
0 1 ( B 3 84 ( ( + . ( )
( ( 1 * ( , ( (0 \ (
3 4 1( - + 0 c L )0 R;.c .< L () (
R.< L () 3 10 (- + Y40 ( < L ()
1 ( (- ( ( ) * F + ( ) ¥
( + 3 .800 F .80 (- o) + Y4 1(
1 ( 1 ( =
+( 1 +( (- F () ( (++ «(
% ( 1 + , ) | 2 3 4 * <00 F;0 (- ;0 *
10 (- ( 3c; L ()0 R;e L () (- R L ()

+ ). 9 1 + ) +



( ( * ) 1( +
( ( * ( 1( *( ( ( ( 1
(<
4 Ll # & % $
% + B,:1
F o' cC .8 L ()
F ( CF. L ()

c.8 L() R.cF. L( RF. L

3-C 4 3-C <4 3-C 4
( F F F
< 8
1 ( ’( * ’(_’ 0 (O
( 1 \ ( 3 4 ( I 2 3 40 ( ( (
+ ( ) +( 1 ( ( 10
* % 1 1 ( + . + ( 0 (
( +( 0 ( , ( * 10
(- % 0 ( C . * o ( 1 + () (
( + ( ) ( +(( 1
>?2( 2
9 (+ 1 ( * ( )y ¢ ) (3B + 2, 0
C 40 r o+ (- B ( -+, (- 2 («() o
+ (0t * ¢~ - +«C - . " = ¢
0 - (+H 5 - 3 , - ... 4 + , 1)
* 5 3 (-C.F -L+ 0 f%5 . 40 1 , *( 1 (-) (
- -1 (. - % (0. D( *

8



3" (
- L+ 0 f%5

& %
2E 2 %

o0 o © ()
5 ) ( 2 + "
( O P + )
S | + ).
( * ) (+ ( 0 (
( + 3-C<4 1 * | ( (-H
. F4. " + ( 5 ) 3 (-C
G 1, ( ( - (
* (+ () (+ +
P ( 1( *(
(- 2.4 (1 (H (-
(+ / * ( ( (-
H &  (
) C %
( ) - , ( ( *
( 1( *( 3B( 0 4 ( DA 2 (-
S B ( -0 2(3 184 (
( (e 1 -
( + ) ( ( +
(- + + ) + 0 (*1
- ( 1 ,0 1 , (-
- ( + + ( ) 7 1(
O ( 3B( <N %, -, FN D (
N B( 8N | 20 N 1 ( N
4. ( + (
R o
( ) ? ( ( (
75D@ Z#! ?# C
LA * DA 2 (-
) (- * - ( +(+ (
<.



4
33
3

> -m
Y
- : n
™ 8 —_
= 4 8! -
6 80 H
3 u._ u V
> 4 =B >>
: 4 >
6 8x £<V
) )2 -) ) )z
> O- - ) i -) )')e
€ 2= > ‘> >0- -
)1 I I A ( "
4

©®as. 0 #e Y



* - * %
* )
(-C) DA 2 (-
1
* I
( " 3-
B ( * DA 2 1(
( BB (
2E 2 ( 0
* ) * 1 ) +
3 F4 1 ( )
! Z#,
% ) ) 2(
+ 1 ( = (
32( N
N \( 4.
)+ 0 2" ( 4
<.< 1
20,0 ( ? (-
() ( 0
1
()0 *
DA 2 0 2E 2 2E
* +

( 1-N B( 3
-0 B( 3 <4 (- D
B ( 3 <4 ( \
( 2E 2
( % -~
o, t *\3
C F40 ( (
+ (- (
(
3J LJ 4
* <8 ?
9l ?# C
1 3 840 (
* % * 2
( ( N |
+(+ ( *
o, t * 26
(. o+ o
1 22
* 1 )+
< ) (

%

84

%

- 10

322=1



>'>>

) ) )e

4 O-

v

€

NI~ g-

NI~ > s
= 48>
||_H |\|
‘)
-) )')e 2-  -) )2
> O- 1% € ok
v € #ao v €
V #a _ C)Z #Ha 0) )

% i6'#Z 0)

> >
> > 4
-) )z
4 2- -) )')ze
v8 € #. D-
i T )z ( "
e
#e

_—N
[

$i6'#Z



+ + ( (, ,
) 1 (. ¢ C+
( ( ( ( +(
+ * (- *
+ (- G 10
&(, ( +(+ - (-
+ ) 1 1- +(
, ). @ 1 0
( 1 ( C N
3+cC 4 1 () - * o+
* ) + ,
1(*( ( ( ) (-
(0 ) (-
+( ( C . ( 1- (
0 = 0) 7 ( : (
, 6 &
1 (-) + 7 * )+ 0
( Lt (
*(, + (  (
1( *( + ) ( (
(++ 1 () <FO ¥
( o
(+
( (-0 +(6 (- (+ -4
( 0O (
+ ) : O
(? * ) ( +
* % (-() 0
1( *( +( 1 o
( * ( A+

(

0

- 3 ..



)

%



( .
1( *(
) 2( . (
3 .
, +
( (-
(-)
)
- (/.
( O
1
3 4 (
1 0
+
4
% -,
(€ ( 1
+( 5
 (
40 1
C (-
- ) (-
& + (
9
1( *( .
-0
1
* ’(_
1/

- ( 1( *( 0 +
1 ( ( + * ( 1
(- *(, G 1C (- (- () (
(- ? 1 * ) ( )
4. ( )0 1 ( *
0 1 ( + * . @ 1 0
* (1 (. C -0 1 ()
% ).
: (-) * (.
( +( ( ) (- =(
? (- ( 1- ( (- (
( 1(*( 3" 4. @1 0 A((
O +00 A (- * ( (- (
R ( A(C (O + (1
%
) 1( ( o 1 -1 (¢ ,C ( (
v + ( + (G 10*C - (
« C ( ( 3 ((:(HO 9 4 (
(- ( - (++ * + / - -
+( 3 ( -( * 2 (&, B
( * F 1, (). :
3G( HO 9() 4 (- (- =6G¢( 1 (
( - (++ * C - (- + - *5D" (
(- . C * (- 1 3 (
2 ( &:, B 0 > ) 4.
( ( € (-« ( ( (- 1 +(
)0 5( ( ( C( (-) «
( * C O ( + 1,
- ( ( 10 (- 1(*( (+).
( (- * +( 0 1 ( (
, ( ( * . @1

+N



Z . ;

1,

-1 (-

O

(

)N



v BR % 0 1 ’ ( - ( ’ ( 1 (_ T ( - 1( *(

32( N 2 - 4.
< % ()
( ) ) (0 1(*( ( + + * *
+ ( ( * D"& (- ( ( (
(++ ( )F O + + (U ( ( (+) $A
( 39( 4 (-) -~ (+ ( (
“(, 1 (** + ( ( O * 10 *( ( /-1
* (-) ) (O ) .- ) | C ¢ =+ (( (
+ + (1 1 = * O ). ( , 0
( * ( * 10 *( ( ( + (
+ *+ (( ( (0~ * 0
+ (- (- 1 * ( () *1(*(
@1 o0 ( = ( ( *
( 0 ) * -1 (+ 1
C ) ( -0 ( ( * +
2 (-C) (- (/- (-
0 ( + (. ( (
1(*( | ( +( ( ( ( (++ (
+ ) ( )3 8<4 (- "(
% *, ,/ 3 4. | ( ( )0 + ( (/
+ ¥ % (0O 0O c * 0 (
* 0 ( + 1 *( ( 1 (
( ( (+ 1 + ) ( |
( * 1 ) * ( 0
*+ o+ 1 1 1 (/- 10 ( ) ( (
-) ) 1 ( + ( ** ( ) -



(0 1.0 2 (-0 !. (- (0 .. 3 :4. ) A
(- - G -1 L R (- (
(, + )(B+ & & JF B &88& ;=< 8.
=B 0 !. (- D( O . 3 84. -( -( s (G ) (-
(++ ( 4+ ( (, -5,.& "+ ( (*DJ80 <8F=< .
- 0 >0 @ O0 >0 @) /0 &0 >(, -0 .0 2 1 0 ! (
3 84. (G )G (C - 7 ( - A( (5)r& .
50 = 8.
(- 0 2.#.0 #(-( 0 ".E.O # + 60 #.1.0 E((- 0 @. .0 "
I ,6)0 5.0 B( -0 A.#.0 I 0 250 2 ,0 l.> (- >
3 4. - - x ( ( -* 0 (- A +: L ( +
(' ’) , <F 2 - + ) + - 1( *( -
.5 K) (B * 31 (' o0& =: .
9( -0". .02 -050A -05.1.0 )O 5.1. (- I( -0 @.B
o - - 9 2 % (- ( - @( ( )
G- -C € - %) )& ., ( F B ;0 =
9 - (0 1.0 9 1 0 >..9.>.0 %, ( /(+0 ". (- 1 ** 0 9
( (! - ’ *x T 1 - 1( *( -0 (1 - ( ('
+ -+ - 1)(B+ & & JF B& &0& F = F.
9 -(0 .. 3 <4. & ( -, (-
K ) ")*& * F B & & & J I)(;BH* ;& &<
9) 0 .>.0 -0 #. (- #(- * 0 2.%. 3 4. +
S T G +( -
1( *( (- % (& $ ( DJ;;0 8= F.
9 ,/0 . #. 3 4. 2(-, =( ,( M @ N J (
D J <0 =
9 2 9 (- ( - @( ( ) 392% @4 3 84. B
C - 0 ( L(C &), ( F B o ; <=:;8 .
9 2 9 (- ( @ ( ) 392% @4 3 4. B
C ¢ 0 ( 31( *( -4 -=L(F &) (, -(
F B * .0 = 8F
9 ( - ()5,
9 /0 &.B.O (-0 1.0 I( 1 0 ! . .0 "((? 0 5.0 & (-0
# (-0 ..02( (0 .1.0 & -0 2.". (- 9 0 &B. 3 4. D(
+ - ) N / /%, 3 <0 = .



9 60 B.>. (- ! , 0 >.. 3 8<4. @ ,(-(+ - 5\.

$ & 0 ;;=:8.
2( 1 0 !''50 9 O .'.o \ (-0 A. .0 B , 0 .0 %, 6 0 >..0
%.@.0 D ( 0O @.>. (- 9 0 A. 3 4. & ( ( * *(
1( *( + 5 - D J J & FQ )8=
2( 1 0 !50 1(0 "0 > - -0 >..0B( 0 9..0 (/170 '0 B
o@ (0 >0" +(60 E.O #(-( O ".E.O &)0 2.0 A-0 2..0 9
% 6 0 >. .0 B , 0 0 D ( 0 @.>.0 E( 0 %.@.0 \ (-0 A..
(- 9 0 >A. 3 84. 2E < ( (- ( ' 1( *( -
. L J 0 < =< .
2( + 0 @ (- # -/10 A 3 <4. % ( 1
( D ( (- ) (6 * (G (
L 5) B &;(06 =
2(-- 0 %.0 -((0 &01 -6 -0 .0 (- I 0 &.0 D(- - G
> (- 9 0 & 3 F4. + ( ( (- ,( (- (+) - +( - 1
v (- ( ( M@ N J ., D J;;;0 = .
2( 0O > .0@ 0 9.5.0! -0 >.9.0 #(++ 0 5.#.0 1 -0 9.1
I>02(/0>#0>( 0 9.2. (- - -0 >.#. 3 4. B )+ *
V) +<F 0 2E 2 0 (- ( A+ , (
+ : - "? - ) ( 1( *( - ( + +
)., ( 1)( B+ & & J 1)( B+ & & .
2( 0O >...0@ -09.5.0!/"2 02.0 (/0 >0 @ - - 0 >.0 !,/
>.".0 ! -0 >.9. (- - -0 >.#. 3 4. - « ( - * - - -
« (- ( ( (- (- G- 2100 - (7
( + vy A I)( B+ & & J 1)( B+; 8&;R8=
<.

2-01.0# -(-0 2.0 2 0908(66( (0 B.OD( 0 #.0 (,( O

( ( 0O B. 3 4. -1 1( (- ( -, - DA 2

BR + ) + N , +( 1 ( - ) +

( N (° . ( 5 K) (B 80* = <.

2 0 2.0 % - 0O '.0 -( 0 '.0 O .05 (-0 .09 ,0 . |

9 (o .. 3 4. -* * )+ o ( (- )+ (= ) - ( - -

- ( = , - ot |)(B+&&O& 80 F = <.

2+ (-0 2.&. (- % :0 2.A. 3 4. ( * 1 (-, ( (- 1( *( - |
+( -, | # ( NJ 0 =8 .

2 1 o !".0 B - 0O >.9.0 A( -0 2.0 @ -0 #.0 > - -0

I( : 0o . (- @ 0O >. 3 4, (- 6 ( , +( - F= (- =
1( *( - ( - %() & $ D JF 0O < =<8.



5( (,/0 9.0 2( 0L (- % 0 .>. 3 4. ( ( +
( + ) - - 6 ( ( ( 6 )
(- . C (- + - G ( + 2+ -0«
(, ( + KA. J & ) M % J B* # & )
#% O <= 8.
5( (,/0 9.3 4.9 ( "( SFFO =
5M (0 B.O 5M 0 .#.0 5 (0 .0 2 (0 1.0 %(- (,
9 (-,(,, 0D.OB(- -0 & (- !( ( -01.3 F4. + ) +
DA 2 - ( . 1 G- - =- ( €« )
(- ,( (- **, *1(L*(J-. FO <F= <.
5M (0 B.O 5M 0 . (- '( ( 01!. 3 84. ( (-, (
( (! - e ( - + 1 - - ( = - ) *(’
L J O @ &0 = <
5 (/0 @..0 ()0 %.2. (- - -0 .%. 3 8 4 (
, ( -# 0 ;= <.
& (05> (- "+ 0 &.>. 3 84. + * 1( * ( 6
- - YN €, ( FB P & F; =
F;<
& -0 2.". 3 84 x4 2 (- ;
( * ( .- L 5) D& €0 < <;=
< <
& -0 2.". 3 4. 9( , (- (- +( - *
.L J O @ &0 F=
.- )0 .05 -0>0" (0 .0 9(,/ 0 B.O 9 - )0 B.0 2( +
(- 0 . 3 8<4. ; -, - - -1 - (-
+ * (- -(-, L(. &) DJ , (880 8= .
, 0 9.0 > 0 >.0 B 0O .#.0 A 0 %.&.0 - 0O E.O -
B( 0O 9..0 > - -0 >.. (- & - 0 >@. 3 4. % ( (
+ (6 L T G G
- B - , 32 B4( & .0 8.
B( 0 9.. (- &)0 2.%. 3 4. ( (, (- ( ( (- (+)
( )( B+ & & J I)( B+ 0&;& 8.
B( 0 9. .0 &)0 2.0 ! (-0 .&.0 9(- 0 B. .0 5 -,(-0 >. . (-
@.#. 3 <4. $ A G P I G ¢ +
( - -(-, *1(*(1){.B+ & & F B & &0&8 = <.
B( 0 9.. (- ! (-0 .&. 3 F4. ( (, ) (- +( ¢ - -, =
1(*(C - (- ( - 1 - 1 ++ 1)¢ B+ & &
O& () O FF=F

(



B( 0 9.. 3 4. «C ( - = (- %B+(.

# * F B * NJ K(<(B< ;

B( 0 9.. (- # /0 #.>. 3 84. ( ( 1 *( - ( )o
S T G )( B+ & & I)(B+F*C&<8FF.

B(, (0O 5.0 (-0 %.0 2 1 0 !.0 @ 0 . (- @) /0 &.!. 3

Ic*C - - -(-, -+ - - (543& , 0 <=

F .

B( - 0 %.>. (- 9 0 &.>. 3 4 ( (, , 0 = ( 6

-6) (- , -,( + (,K) (B 0 ®80 F =F .

B -0 2.0 I(6/(0 'O % - 0 A.0 % **-0 1.0 5( (0 #.0 %

! 02..01 -/ 0". . (- - 0 >. 3 F4. DA 2 (+ )+ (-

+(, - - = - « (- - = - ( ( ) (

(- ,( ( 4)(B+ & & F B & &0& ;=

B ,0 .0 9 0 >A. (- 2( 1 0 !'. 3 4. $- (

+( (’ - ) (++ (’ l( *( - F '(Q ( O I@ , =

<8.

B ( 0 !. 3 F4. « (, - - (-( -,

(- . « (+) " 10 * 1( (- o+ - K # -]

D J 0 ;<.

B 1 60 > @.0 0 >.0 =5 -(-0 5.0 2 - /)0 . (-

3 4 (- (- . C ( + 1(*( % &+)

$ D J 0 = <,

@( 0 . K !( (0 .B.DBJ 4." + ( (* F B * .3 NJ

9 1 =@ - (--

@( 0 >.5.0 I( -0 .2. (- % 0 .. 3 84 (

+ ./ N + ( L( &) ( # (80*

@, 0 @.01)--0@. (- A(C( O .3 :4.n" k%% ( (
O - -1 - (- ( - + - (- ' =

( B+ & & F B & &0& < =F .

@ ** (-0 .D. (- 0 >.&N&& 4. F B *  E(J NJ

9 (,/1 %,

@ /0 1.0 (0 >. .0 #( 0 0o !I'5-( 0 @0 5 / 0

2 1 0 ! (- | 0 .%. 3 F4. %) ( 1 * 1( *( (-
(- * (, %() $ DJ FO F=

@ 0 . ( # 0 >. 3 F4. % ( + 1 ( *( -0



& ( * 1( *( 1 ( - +C G M@, ((
N J, | D J 0 F;= <
>(- 0 %.0 2 ( 0 . ( 0 3 <4. %(* * 1( *(
o+ ) ( (= ( - -)5(1 /)
J"+( (*F B *0 <;=<
>-(0 5.&. (- ',# 0 @.#. 3 4. B - , (- , -.,( *( (
1( *( - A(¢ J& K) (B # ; 0& F=:8 .

AC( 0O .0 &1( 0 2.09 0".>. (- 1)--0 @ 3 (4
* + (( 34= K 3%4=1( *( - ,
( ( ) - (- ,( I0(B+ & & F B & 80&;< =:F
A(C( O .0 &1( 0 2.009 0o".> (- N)--0 @.. 3 4. " S
3 4= (- 3%4=1( *( -0 ( - A (- ( - A +: + -1 *(
(- ,( ( 4)(B+ & & F B & 8&®&; =< .
A(C( 0 .0 &1 0 201 0 .0 1)--0 @.. (- A -0 . 3 4.
S (O (R (O G ( - A (- + - - - (- -
*( (, ) %-B. ( ( F B 890 F = ;.
A(C( 0O .0 A(-0"..0A-029..0 ( -0 .0 A -0 .01 0 .0
A. (- D--0 @. 3 <4. 2 - - * (0 ) 6 (- 2E 2
)+ (- ., C (- + - 1(5*( -. K) (B * ]
|) (' & FO < =
A (,0 1.>.0 0 1.0 - -0 5. .0 ! 10 9.0 A 0 B.0O A (, 0
9) 0 &. (- | 0 .%. 3 4. 2 +( - % = (- F=  1( *(
- - - ( 1 1 (1 +( - +( -
( - *( - % & $ D J:;80
< =
A - -0 'A.0 @( 0 A.9. .0 B 0 .1.0 % 0 2.0 ( 0 %.0
1.%.0 -0 >.".0 o ..0> (- -0 .1.0% ?2* 0 .09 0 >
9 0 .3 4.B- , (( - *DA 2 (- 2Ec«< (
1C*C - (- -(-, -+ - 1 ) I GO G ((
L B J J L ) D* 0 , 5 ;: FO =F,
A 0 2. (- 0 . 3 ;4. -, 4+ , (- - ) - -
+ )0 I *(, 0 +( +) ) (-
+( - 0 &' ( 0 =; .
A)- /)0 & (- !5-- 0 . 3 4. 9 - - ( 6
+ e (, - 1(*C -, ((+). K) (B *
NR' ( B 1) (' ;& < =<;<.
#(0 %.0 >((0 %. .0 G (-0 G.O # 0 1.".0 # 0 &.>.5 (- 2 1 ()0 9
( G : o (, 1C*C - +( » (

(105 KY (B S <Fa 8 =



#0 "0 2 (-0 2.E.0>-0 5.E.0 #-0 .>.0 A (0 . (- % (** 05

-0 -7 - ( - A +: M J((<.0 F< =
F<<
# - 0 > 3 4. 1(? - (- * , (- - - 1( *(
( - .4 ( ) & & (B ) 4 "+ ( (* DJ 4 &
5 K) (B * ( &S $ & # S)%® #@=J =
< =;F = .
# -/10 A.. 3 <:4 (- ( (- * + 1 F(C * 0
( & ;<0 F;=
# -/10 A 3 F 4. ) * 5 ( (- 5 ( 0
# -/ -0 #. .02 0 (- 5/ 0 >5.3 ;4.2 ( +(, *
+( (/ - ( ( ( (+) * ( (
(-() % & $ ( DJ;0 8 ;=
#* 0 2.1.3 4 O+, M (&) ' &
< < ) (- v ( * (%
# + 60 >. .0 A( -0 2. (- # 0 E.E. 3 <4. 5 +
@( ( )= (- %, ) * @(C ( ) & ( 9 /0
I ( 5.2.%B ( # * F B <;*=<F
#+ 60 >.. (- 2 -0 >. 3 4 ( +) )
( B+ & & & ()0 F; =F;<
# 10 B.5..0 YO .01 1( 0 1.0 ! -0 2.&.0 ++ 0 @.0 #(
5.. (- " - ( = 0 @. 3 4. &+ ) (| * ( 0
- ( G (/ B( 1 ! 2 )
( - ( ) (O Co(- L( &) (
F B * 0 F= 8<
# 60 %. .0 %, 0 %..0 (*0 &.9.0 (1(0 .0 0 .05 -)
5 \ 0 %.0 >( /0 !.0 E 0 2.0 5 -,/0 > (- @(+ -0 >.#. 3
2 +(( + % (-, * - = 1( *( - - (
Lo+ (O, 1)( B+ & & JF B &80& &8=
I( ( -0 !'.0 2 (660 50 5- (0 B.O 9 (-,(,, 0 D.0 2 ( +(0
B(- -0 & (- 5 !--0 B. 3 4. B - ( - * (
(- ,( ( -1 1( 1j( B+ & & F B & & ®& F= 8.
1,5 -( 0 !.B.0 0 1.>.0 (/(-01.0 @ (0 2.A. (- 0 .&. 3
2E < ( ( - A (- + (-C - = ( 1( *(
 ( * D<;;t (D(-. (K) (B 0 ;= ;<.
! 0O .5. 3 84. % + * O, (- )y M &, ( (.

N J ., ( DJ ; O 8.



b
%, (

(_
;o
)

0 5.5.0 @(1 )0 .&.0 ( 0 5.1.0 | /' 0 %.A.0 " (-(+
0O .B.OI(- O05.5.0A (0 . (- 1I(/* o ".1. 3 ;4. =
/1) ) + ) ( ( 1( 1 - -

? & (# (;80 F= 8.

0 5.5.0 , -1( 0 >.&.0 9 ( O .1.0O A( (O .0 % (10 B.5.0

.0 0O 5.'.0 @(1 )0 .&.0 | /I 0 %.A. (- @ -/ 0 .A.

( - G T GRS
(#( 0 ; =

-( - * @ ( (- 2 (O &, -, 0 2& 3!( ,

C (- S G + - * (- ) -
( M&5N ) * (& J -TG

- ( - * @ ( - 2 -,( &:, -, 0 2& 3> )

(- % ( - * + - (- + -

+ (- + -() M$5N ) *

& J =7

(0 .0 (/1 (0 %. (- ( (--0 1 3 4. - , - * )
-6) ( - -t =C ) .  ( ( 1
SRR ) (. =-, ( +

*. 0 = )

0O #.. 3 4. 9 , ( L(& -.K( O& () 5
( & p* 9 ; =;8;.

o .0 >(,/ -0 .0 -0 2.. (- 2(-- 0 A.%. 3 84. 1

( 1(*( (+) L€( &) . ( K) (B < 0~

( ( -0t 3 4. (C (- ,(C ( (- r* (

( -1 ( L. &) D J (FO =  F.

OoB.O#( 0 .0 2,, 0 %.0 0 1.0 I(- 0 2.0 5M - 0

& (0 .0! (0 1.0 2 (( (0O .0 5 (0 B.O 9 -0 (- !

4. 9 - ) + !( - * ( (_ !( (' ( - - - +

0o + + ( ) 31%2" "4. ;<80 < ;=< 8.

0O &0! (0 2.08B = ( 0 .0B ( O >.#.01!(C 0 .0

( (- =@ 0 &0 5 (- =B( 0 9.0 @ o .10
0 0 # o' . (- % 0O D. 3 4. B - , *(, 3D

20 & @G (- 2E< 4 ( + , ( ( 1 ( *( - + -

YO * ( -+6 - . K) (B * J 1) (' 8 &
0 F =<
/0 9.&.0 FF. 2 - ,( :+ -, 01 1(*(C - 3 ( -4 0 (
( (-, ( ) %B ( D J %&&F O <=

-0

%
3



0 %. .0 (¢ o .0 (0 ( 9 (0 . 3 4
: ( M= (- o+
( ( 1 ( +(( + (- « (
- .L J 880 ; 8=;
( -0 'O 9 -0 9.0 9 12 0 9. (- M % (-0 >. . 3 F4. 5 (
C . 1 1¢*C - - ) BEC &), | 5 K{(
<0 ; =;;.

0 !'.>.0 - 0 ..0 B( 0 9..0 v -0 5. .0 &)0 2.%.0 !I,#
@.#.0 9 0O 5.A.0 " 0O A.&0 D - (0 5.#. (- 0O .&. 3
&** . * DA 2 (+ )+ (- (- (10
M @ N J ., ( D JJF O 8F=

0O !'.>.0 - 0 .. (- 0O .&. 3 4. )= () ., )«
3BB2G4 ( % ( ) * o+ o= 1(*C - (- -(-,
)( B+ & & JF B &F& & = ;<.

O .&.0 A 6/1(0 A. .0 A-60 A.#0 #(1 -,0 ..0 & )0 .2.

)( (0 3 4. ) H(C - *1*C - ) (- ,5 =:+4
D =<F ( * =<F 2 - ) * 3%4=1( *( -=
- (, -5) B O & () | R FO*F<=F .
) - 0 A. A.0 D( 0 0 @( -0 9.. (- #- 0 1'1. 3 4.
- ( 6 - 1(*(C - K (&). ' JDJ <0 =;.
J0 #.1. 3 ;4. + - (o - 1
( * o ( aN 5(/ ( , ( &:+ %B @ (
( K)*& D < ;=< F.
% ( (O .0 9 0 2.01 -0 .0 ((/ -(-0 .0 0 .o ( 0
(-0 .9. 3 4. & (- ( ( ( 2( *( (
-, 2E < ( + ( ( * 2EK)2(B & J
P B & 0 < =<
%, ( 0 >.#. (- !(, -(0 3 4 ( + ( (
(+ * ) ( ) ) "0 (- ( B +0
%, * 0 .lI. 3 <4. 5(( 1 , , ( * (-1 (
( (- ot (- G/C . ) %B (
? ( (*DJ %&& <0 FF;=F F.
%, -, 0 & .0 A(-0 ". .0 1)--0 . .0 )o .0 ! -/ 0O #.0 A -0
I 0 .0 A -0 .0 5()0 .A. (- A(C(C O . 3 F4."r +(,
2E 2 (- DA 2 -t )t (- +C - ., CCG ot
1( *( - ' - + ( * ( -1 - L J-. 0
%, -, 0 & .0 5()0 .A.0 A(-O"..01)--0 .. (- AC(C O .3 4.
o L (A G G : 1( *( A
K) (B & JP B & =



%, O !.B.O0 - 0 D.0 %+ -(0 &.0 5( O !.#.0 B (0 . (- (

3 4. -* ., *2E 2 (- 2E 2 -+ ) 4 - 1( *(
(- -(, (- ( .. (-5 K) (B o
1) (" & 0 = .
% 0 %. 3 <4. " , (- 1 (0 =+, -
- ( 5 K ) O0F =F 8.
% (10 .9.0 5- (-0 >.#.0 " (-0 I.".0 # -0 %.2.0 9 1 -/ O . (- |
> 3 4. 1 (!) ( - * +( (l - !( ) + ) 1( *(
- ( - +( - * (' (1 ' ’( v 7 (' ’( ( -
ne )(B+ & & J I)( B+ 0& & F.
% /( (0 &0 # 0 .0 0 %.0 -0 @.0 - 0 A0 A 0 ".0
0 A. 3 <4, (- * +( (, /- , B32E 24 (-
+ ( (, )-( , 3*(, 0D 0 G (- GN + - % (- 2N (- )= |
4 - (- 1 i(*C - L J ) ;= ;F.
% -0 ..0 9( 0 A..0 2 (-0! & -0 2.".0 & 0 1.9. (
"()0 .. 3 4. D - - ) ' - G
(-1 L J 0, =5 .
"(' 0 .2. (- % *, ,/JO0 . 3 4. 1(*( - - , - . ¥ =+ (
(- . ¢ - -+ - 1 ( (@ &)X, -( F B *
O<F =<F«<.
D , O . 38F4. - - B ( (- - -6
| -, (F -D J ; Q( S ( P (B * TG-1I./
D (0 5.0 &)0 2.0 #- 0 !.1.0 ! (-0 .&.0 9/( ,/(0 9.#.0 1I,¢
@.#.0 !'( -)0 1.0 2 )O >0 9 - 0 .%.0 B 0 #.0 B(, 0 %
B( 0 9.. 3 F4. + I G =) =<F
2 - )+ 1)(B+ & & JF B& & = F.
I ( 0O '.0 2 -0 #.E.0 51- 0 A.O B 0 >0 @ -0 %.0 & /
I ( (-0 .0 ! 0 @.0 I( 0 20 9- )0 5. (-5 /(0 .3 F4
2 - DA 2 (- BB2G + ) + ( . ( 1 1¢*C -
K) (B B &, ( FO =
I ( 0'!02 -0#E.O #- 0>502& / -0 .0B 0 1!.>. .09 +
%.0 @ 0 #.0 !'B-- 0 .0 (-0 . (- 5 /(O . 3 4. " (
+ o+ 1C*C -= ( : ++ -, B ) 0
8<=
l 0 .%.0 !I(? 0 @.0 A( 0 %.0 #(- 0O .0 B-0 9.0 2 -0
"(?2(( 0 !. 3 4. - + ,o1( *( - * Co-
( ( (- + ) + - 2E 20 2E < (- DA 2 ( - -
+ 1 + (- ) ( ) * - 1)( B+ & &



1 ( (- " H & 2( + (-0

+ LL222.2 ( (-., L™ , ,, 2 . =% ( (- (- ( +
k% ++ 5, - ( -

l@ 9! ,(, ( ( + LL(++ .1 . -L L - :.?2 +j - ( C- Y.
l@ &:+ 2 -9 (O % (- ( ( - 3 8;4UF +

) O'( #( &0 8= F.

| ( 0 9.0 B ( 0O .0 9(-,0 !'>.0 2 0 B. (- B -0 E.
3 4. % ( Yy (- + - - * 16 -J+5( (.

J Q +( *&0& = ;

1)--0 @.0 2 +0 #.0 A )0 .0 | - (0 "0 &1( 0 2. (- A((
3 F4. " -* o * (0 6 (- -(- N -
1C*C - -L¢ &), | S K) (B< =

E-0 ". (- !')((0o ". 3 4. 1( *( (- +( (, - *

2E 2 (- DA 2 =( -( (- + +:|)(B.+&&O& ()0

\( -0 2..0 - 0D.O ( -0 .09( 0O5.0 %, ( -0%.0 (0 .0
.0 0 .2.0 ! 60 %.0 0! (- (-0 1.3 4. DA 20 2E 2
(- 2E < - = ( * 1 *(C - - (- ( (-

+ K) (B B & 0 F= F.
\ 0 EEO % --(-0 I.O )- 0 ALAO > - -0 ..0 @ - 0o ..
D( 0 . (- #- 0 '.1.3 4. & ( - *1(*C - (- -(-,
( - DA 2 3= ; BR4 (- 2E 2 -5+ . 5)B&(*



@ '+ @% -

R G + - - (+4 ( ©@% (- +C -
- - + - - (- * @WwL@%2 K5
( * ) 3 2 - - (| + - -a



! ro <8 5 5 % 5 ! M ! 'S@ %% 6 T) !
I

M 5 6 ! 1) D 6
5 1I- %% < M % 5 Il M ! 1 6
B ! % % <l 5 %UJJIJDDD-( M 5+ I- ;-
B ) MF# ( & & & K ( : $J 5 ( B B
"' (B && ((& () & (A (J+ ) O 4 &) J + J ) & J*
P J &) J+ & ) (B ) O 4 @) ( && (*
#'0& (& ( (A (J * ) 5 BB " ( & (B)& ( & &
&
% & +
1
(
- - 1 (- (++ )2 (* 1
$ %& ! ') $" !
8 & ( !
( R & u & !
;
o ( !
# @ % 19 & !
( !
# U & !
7
@8 u & !
# ! .U &l
# # ! 0 !
# # o 0 !
# ! 0 !
# # ! 0 !
@ @ C 9 I
# 9 # ol 0 I
2 , - - (G, (-, 1 B -(- - - %
(, & , 2 3> ) 4 (- , + * )1 % (- (
+ ( - , * (, & , 2 - $
( %
i ) .+ (++ . -+, + ( -
(, & , % , 1 R * 1
E ( - ) 1~ ’ () ( ) *
( -( (., & , % , (- (++ ,( -+ o) 1 (/
) 1 /-1-+ ( * (,/ * ( ( ( - 1 .
( G , - V% () ( @ J ((& ()((&W
T 1 (*C ( +--0 - -



(OO ORN)

*

@ %



K5

(

6.

> - 9(C (,
%+, ( 9 ( %, -
5+ @( ( )
@ * o - )
#- )
@ *
@5;;&
Lol G
10 # $
% &
(. (-5 + - +(
(++ ( - (++ (
- @%w - ( -
>
>/. A0 .0;ABA:IAIO0 A ,6:
@c> /v, A0 ,.,A A, ;
-A . .AO,
/
/
/
A &

A0,

A0,

$
@ &
b 3
>,
c |
% +
* 2(
,A 0A!
A -A!
'TA Al
A DAl
A A
ITA A
'TA A
A DAl
A Al
A Al
A -AL



& % @c>
%
e 2 +)1
F4N

e 2 +)1 (

e (- %(* )o " 2

e 9 , -, - (.

+ (, , 3( (++ +

e -, -

2 3 &24 (-

e 1 - (++
2 * ( 1
e & ( )

(- - ().~
(H (') *(v

e 2 + (

e % -

e 2 +)1 (

( (1( ( K5
S I (
-C G + -

&
> "3
@ >

-0

( (17
( - 2
@ (_ "

( (! ’ (' L

(++ + L
) 2( . (- @
((
+ (
K5 3 * (++ ,(
« .
(
- (- )
0., - (
5(( ,



RGN

I (

- +* +( * !
!+| * ’+) I& 1 1

+, P> 2 # 2 +* -2"% -
b+, + 0 0 2, * o+,
5/6!'( *) -" 1 +( I* *)* +2"
+, | - +F Y T HgF 2 &
o+ , +, ' - #H+* 2
. .2 - $+, $ +* 2 )
#+ $ ")+, LY %2
+, ! 5/6!( +, " %" 22 &*

@ %
» ( (- 5 +
* oo - (0)
)0
* @5; ;&
<8< :< F8
<8< ;< 8¢<;
% (**D _ % (
« ¢ - 0, -,0 (
(-C - *1(*(
toe )]

"H ST % & ()* * o+

+$*+*
w08

X #2 4 1x (x4 ¢

$$ * +' +3$ +4

I
I
RY)

( -
*
_ ( _ n
- % D - % (**
(+ , *( -
- (+)
L -HESHES 1 ) & ) o)
+, /0O * +, 4+, " - #+* (
" 2 1 &%, *)2#
( % 1%3 ( + 4
,*1$1 5/61 % * gk
+* $ + % 2%1$ ) & ') '* 4
o+, -+ &) T
T LD I
.24 LT # ! 2t
$#2 (' 2 v+ ,$!1( &,* , + 8
Il * 4 &*4_’ & -) 'k | * ( *
2* * % | + ! * 4 * * % # 29\
N S 5+ )) =4>



— mun

. 2%, .

91%

. F8

0OA -

-1- ( (
01 ,
(, 1

(- G -

y ’)0

* (** *
(_

2 (-()

1 (
-+

- - (+

E

N

<V
)_
*)
(- ()
(_



@% - ( -
- . (- 5+
5+0 *@( ( )0
@ * ) -x ()o
# - )0 @ * 0 @5; ;&
" <8< :< F8
(: <8< ;< 8¢<;
( - - (-% D - ( -

(¢ - 0, -, (- (+ . *C - -C -

*1(0*C - (+

|

I ( o+ * )i
" # %" % & " ()* * +, o+ ! ) & ') ') ! -+
+ I+ +) '& 4 s ) + & )2# +,%1(
(% " 1*3 ( ' +* 1+ 4

: *$ ) 4,1 T+# " &*22 %+ 22 + + )" $ I & ')
* o+ .2 - % ++ " & " ) )* * #H+ +, o+ & ) '

& - +* +1 $# | $ ' TH#H* 82" +, + -1 +4

I)( T -]
@ , - % , ! % #I"# . % + 8* & ') '* 2
) "t #! I+ % ' 2 4+*, 2" 1+ %2 4
(1 - * (/7 +C - )]

) " # ' + + 8 - '+ " # &*22 % 18 + + +! -
% 2 ) s+, ) -8 I+ (0 )+ ! #, , 1 % + 8 ) " #
R+ + 144 @ # &*22 + , . o+ 4+ -+ -- * +8 +
+,%1 %2 "H# &*22 +, . + , . $ ' +, +, #I# 2 1* 2
) * -84 ) " # o+ + 8 - 'H+(+,F %2 I $-2 &*22

++~k$ "#'! * 2**4

1
I
>



I
O

S _omon
—
—~
o

1
, O

\Y,



(-C - +( 1(*( - +( - -( 1 (- 1
+ - *)) * (_)+ ,( % *
).
= B % M ; % V
! ) 1 - +(* (-
= ! 6 D . <V
) € -1 (- (e ) 2- (
& 2 - % ** @( ( $- ) & , 2
= M ! 5 ' DV
) () (- - (,+ 2,0  (
+,(0, +-C - - )« - M
-0 -) 0O ( * ( G ) O (
FO* (0ot 1 f (- () (+
1() ) ( - (++ (, ( i *
)0 - (- @ % + ( ( ()
(C( ) .
M M M 5
-0 -« ) (- - ) -G I
> 9( (, o - ,(C ( - 5+( 0 @ * )(
* ()0, 0%.0#- )0 @ * 0 @5; ;&0 + -
<8< :< FS8.
= M B D ! 5 % D < D
\Y
) () FO- (0 () (+, 210 -
) ( '(++ (, ( - , * )0
- (- @( % , , + (- . (- ( (( (
) (- (- + - )10 . ) C (-+C -
(, ).
=) Gy, *+(- A - (, + 7
~( bo>-9( ( 0 + <8< ;< FS8.
Cry ), (- . -+
- (— += = *( ) ’ ’(
> - 9( ( ! 2%, 91%
OA -A - #



@% _( _II

- (- 5+
5+0 *@( ( )0
@ * ) -* ()o
#- )0
@ * 0 @5; ;&

" <8< :< F8
(: <8< ;< 8%<;
(- - ( -% D - ( -
((1 - 101_1( (_ (+1*(1 -
- - *=1(~*C - (+)
!
I ( + o+ * )]
" # $ " % & " ()* ¢ +, o+ ! ) & ') ') -+
+ I+ +) '& "4 s ")+ & Y ) 2# +,%1(
(% " 1'*3 ( ' +* 1+ 4
, *$ ) +,F I+ " &*¥22 %+ 22 + + )" $ & - +* +1
.2 - % ++ ' & " ) )* * #+ +, o+ & ') Ioo*
- +* +0$# , 8" T#* 82" +, + -1 +4
1) ( -]
@ # ,. % , ! % #1 " g % #+ + 1+ '+ & ') '* 4+
+, ") " # 2 ++x F , *1IG ] + "+ % )) + 4
(1 - (* (¢ +C - )]

) " # ' + + 8 - '+ " # &*22 % '8 + + +! 'o-
% 2 )''$ +, ) a8 I+ (0 )+ # , , ! % + 8 )
CHAtT + 1+4 @ # &*22 + , . + ++ - "+ -- * +$
+,*1 %2 " H# &*22 + , . + , . $ ' 4+, +, #1# 2
) * W' 84 ) " # ' + + 8 - "+( +,*! %2 I $-2 &*22
)*'!+ +~k$ n # ! | * 2* * 4



* (0
+ - *
1 - (/ ( ()
1 (/ * -
1( ) (
( ()
1(*( (
B 6 % V

+ ) 1
+( ) 1

- % 9)

(++) (/' +(

+ (- )

= D % % 5<

E 1 +

( (0 5 01

+ - * (/ + +
1 *

( .

) - ( C (
= % ! !

1 - /

( - - +
1 (, )
= % !

( _ *
(. @1 0 +
1 ( +(
G, € ).
= D ! <

) +
= 5< ; %

E . -* | 1
(¢cco - -))
( ( *

K

( (+
C .1 - (
(, +7?
(- (. -
(- 1 01
C (7)
O C ¢ *
¢ +C. =)
I+ (- (/
c O0- )
- (- 1(
( . E
) o+ *
1( *(
( » (
(+ = 1
Lt M ; %
* C -
* * _ +
+(
% V
+( -
) (-
1 - (%)
% M Vv
F+ -
*’( -
| (



= D % % [V 11 <V
E - ( 1 - ) +( ) .
: | +( - 1 ( : 0
+ ( *1+ 1( ( (' I
(-C - +(C - 1(C*( - +( - -( 1 (- 1
- + - %)) 7 () + ( *
).
= B % M X % V
| ) 1 - +( * (/ +( .
= ! 6 D Il <V
) ( 1 (- (++ ) # 2 - ( (
& 2 (- % ** @( ( $- ) & , 2
= M ! 5 I D \Y}
) ) (/- +( - (, + 2,0 (
+,(, +-C -CCGC -. ) ( ( - M
- -, 0 ) O ( * ( G ) O (
+() * ( * o *) 1 + (- ( (-) (+
100) - (++ (, ( - *
)0 - -(@( % + ( ( 0
( ( ( ) -
M M M 5
- - ) (- (- )., -G I
> 9( (, o -, ¢ -5+ -0 @ * )(
-* ()0 0 %.0#- )0 @ * 0 @5; ;& 0 + -
<8< ;< F8.
= M B D ! 5 % D < D
Vv
=) () + (- ( (-) (+ * 1() -
) - (++ ( ( - : * )0
- (@ ( % , , +(- ( ( CC(
)((-()- + -)10 . ) ¢ -+ -«
L T G O P G ( + 9
-( . > 9( (, 0 + - <8< ;< F8
" (-1) ) ( - *
(1) )
> - 9( (, I . 2%, . 91% @ < F8
0A -A # I

*



5+0 *@( ( )0
@ * ) ( * ()o
#- )0 @ * 0

<8< ;< F8
( <8< ;< 8<;
% ) L@ ; ;LF<
% (** . *’( . *

D? 8?4 9D@=

2
(O (. beo>
.k (
L L 3 -
R o
¢ G )
- -
1 (L ¢ () 0
( (
-
2( ( K@ *
) (-
C G, )
< ( (r =+
( * % (**!
C - - 5(
"/ -
2+ * (** 0

5(

%

=>>

V] %

-

5+ )) =4>



@% _ ( _ n
- ( (- 5+.0
5+0 *@( ( )
@ * ) ( * ()o
#- )0 @ * 0 @5; ;&
" <8< ;< F8
( <8< ;< 8<;
% ) L@ ; ;LF<
( o ( * + ?
D? 8?24 9D@=
* ?, c ¢ - 0, -, ( (+ . *( - (-( S N G
(+).
( * ( b.o> 9( (
* ( ( ( (- ( o ( ( |
FL L 3 ( .4+ ( ) ( ( ++ )
- o ( o (/ (- ( (-1
C *G )
( () *( +( () ( ( (
1 (L ¢ (-) 01 () ( -01 ) (
( ( - (*
( ( ( - ) ( ( ((
) O ) =
2( (K@ * @% - ( 01 (
) (- +( (.. + * (
( LI} )
< ( (1 +( ( )
( 0 - 5( % -
( * - 5( % - (
(/- o
+ o+ (U ( * 0 3 (4 I+ (
i< i< "l 6 +* + =4>



5+0 *@( ( )0

@ * ) ( * ()o

#- )0 @ * 0

@5; ;& .

< 8<

% ) L@ ; ;LF<

( * ( * + ?

* ? ( (
(+).
( . ( S 9( (
- ( ( (< -
FL L 3 « - 4
. (-0 (/"
G )
(- () +( +(
1 (1 (-) 01
( ( (**
( ( (-
- ) O
2( ( K @ * @ %
) (- (
( )
< ( (1 +( (
( * ( 5(
( 5¢(
"
2 + o+ o = (

(-
(
- (-
(-)
* )
)
- (

+

).
* 0 3

=>?

(+

*(’

<8< ;< F8
<8<

6 +*

+ >4>



) 7GYT

7@






\( -
5 3 L1 /4CP.; <=3. ;<:( 4X3. 8 :9%4
= 3 .<< 8 GDA 2 B4 = 3 . : DA 2 4
=3.88;:2E 2JLJ4=3. ;8:2E 2JLJ;4
= 3.8 :2E 2 J LJ J LJ; J;LJ;4
=3.< ;:2E< 2"4 =3 . F8:2E < 224Q
1 ( 3-)(C 4 (- 9% 3 - 4
B ( <

5 3 L()4a C :+P .;8F =3 . 8; :( 4 X3 .<8:9% 4

= 3 8 :2E 234 =3 .;F :2E 2 J;4
= 3 .;< | ( -4 X3 .;8: ( 4
= 3. : ( ( -4=3. ;: (, 4
= 3 F:* ( 4Q
1 + C i+ - - (* -, -
( 3-)(C 4(- 9% 3 - 4
2E 2 C 3( -40 3 6) 4 3 6) 4
( (-L ((C-C 3+ -4 3( - 4
(, C 32(,( (-4 4
*( C 0 ( C
B ( 8
5 3 L()Osa C :+P. F =3 .;:;8: DA 2 4 X 3 .<; 9% 4
= 3.< 8 :2E 2J;4=3. <F:( 4
= 3. :2E 2 J 4 X 3. o ( 4
= 3. F;8 : ( ( -4 X 3. : /| 4
= 3. * (-4 X 3. < :5D"L &40Q
1 + C + - - ( *-, -
( 3-)( 4( 9% 3- 4
* (- C



/ C * ( / * (--:/

5D"L & C 3 * - ( ( - 1( 5D" &40 C
b# $ ! -
5 3 L1 /4 CPF. << =3. <:( 4 X3. 8 : 4
X3. 8:1 4 = 3 .8 : DA 2 B 4
= 3. < :DA 2 4 = 3 .F :2E 2 J LJ 4
=3 .:;F :2E 2JJ;4 = 3 . 2B 2 3 J 4
= 3. 2E 2 J J;4 = 3 .;; c2E 2 J;J;4
= 3. (-4 = 3 . 9 (/14 =3 . ;
X3.8 :2E -6) -, 4
=3 .FF ; : ( ( - 4Q
1 ( 3- ,( 401 3 -1/ 4 (- 3 -, -
(-0 9 (,/ : (, € O C
2E -6) -, c+ -) -0.,( ((6 + - *(+
( ( - C 3+ -4 3( -4
0
D5 3 L()a4cp. 8=3. ;F:( 4=3.< :2E 234
= 3., 2E 2 J;4 =3 .K< DA 2 4
X 3 D@ 4Q
1 ( 3-)( 4
2E 2 J (- J; C O * - * ( +
DA 2 C 3* BB4O0 3* B4 (- ; 3% 4
@ c ., -
0

5 3 L1 /4C :+P .;8F =3. 8;:( 4 X3 .<8:9% 4
=3. 8:2E 234 =3 .;F :2E 2 3J:;4

=3 .;< | ( -4 X3 .;8: ( 4
= F ( -4 =3 ; (, 4 =3 F .~
1 + C i+ - - ( * -, -
( 3-)(C 4 (- 9% 3 - 4
2E 2 J (- J; C O * - * ( + -



(62}

5

( ( - L ( ¢ - ( ( - C 3+ -4
(, C 32(.,( (-4 3 4
* cC o ( C
I -
3 L1 /4 CP .<8; =3. : DA 2 B 4
= 3. 8;:DA 2 4 = 3 .F 8;
=3 F< 2E 2 J LJ;4 = 3
= 3. < 2E 2 J LJ;4 = 3;.<
=3.;8:( 4 =3. 8 :* ( 4
= 3. + - ( - 4Q
( 3-)( 4
* cC 0o ( C
+ - ( - C - * (/-1
3 L()4CP .;F=3. 8:( 4 X3.
= 3 .; : DA 2 4 X 3 .
= 3 .; 2E 2 J 4 = 3 .;
- C *
( 3-)(C 4 (- 1 3 -+ - 4
- Cc = = - * |
2E 2 C -+ 0 * - *J (-
DA 2 C -+ * BBO * B (- *
DA 2 BB C -+ * BBO * B (- *
ey o+ 1
3 L(O)O4C +P. ;X3 .<F:9%4=3.
X 3 .F * (-4 X 3. (
= 3. F ( ( -4 X 3. 8 /
X 3 8< : 5D"L &4Q
'+ C i+ - - ( *-, -
( 3-)(C 4 (- 9% 3 - 4

C

<

2E 2 J LJ 4
2E 2 J LJ 4
2E 2 J;LJ:4

’(' ': (

- 4 X 3. < :

: DA 2 BB4

;8 1 2E 2 a;4Q



<.

f<

<

( ( - C
/ C *
5D"L & C
b# $ ! - +
5 3 L1 /4 CP
X 3 .
X 3 .
X 3 .
1 ( 3- !(
(-0 =
2E '6) - ’
( ( - C
Vv ! +
5 3 L1 /4 C P .
1 ( 3-)(

4 (-

9%

3 -

<

3( -4
(--= I
1( 5D &40

c( 4 X 3 8 :
3. F (-4
(-4 X 3. <<;

, 4 =3 .F F
I 4 (- 3 -
, C O C
_01(((6+-
3( - 4

(4 X3.<F
4

9% 4Q



2

E

&:( +

* ( DA

75D @

<e

BB

50< |

1]
vs)
1

2



2E

&:( +

>
OOO

* (2E

Z#! - K!

%

e @ 6) of:-

LJ G$-

=B>

2

J

1 2

3 H



® ®

2 E 7 &:( +
Z#!
.F
.V e @
6) =V W $

* (2E

2E

6);LJ;

=BB

2

J;



[v]

6)

2 GD &:( +

6)

22

2t

*( 2E <

Z#,9!

N
/3 HT

e@

6)

=B?



