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Challenging the 'free drug hypothesis' - summary,
conclusions & perspectives

Chapter 8



8.1 General background and scope of thesis

The objective of the investigations described in thesis was the development of a theoretical framework for
prediction of the role of plasma protein binding as a determinant of in vivo drug effects.
Plasma protein binding may affect both the pharmacokinetics (PK) and the pharmacodynamics (PD) of
drugs (Pacifici and Viani, 1992; Wright et al., 1996; Bergogne-Berezin, 2002; Colmenarejo, 2003). At
present the theoretical basis of the influence of (alterations in) plasma protein binding on PK is well-
established (Rowland and Tozer, 1995). Specifically, depending on the extraction ratio, the clearance of
a drug can be restrictive or non-restrictive with regard to plasma protein binding (Rowland and Tozer,
1995). Clearance is nearly independent of the free fraction for high extraction ratio drugs (e.g.
propranolol). In contrast, clearance is highly dependent on the free fraction for low extraction ratio drugs
(e.g. diazepam). The other primary PK parameter, volume of distribution, is influenced by the free fraction
as well in case of lipophilic drugs. For hydrophilic drugs, however, the free fraction in plasma is of little
importance. As a result of the influence of plasma protein binding on clearance (CL) and volume of
distribution (V), the secondary PK parameters (e.g. half-life) are affected by the free fraction as well. Due
to the possible longer retention in the body (CL) and the decreased distribution throughout the body (V),
plasma protein binding is considered to be quite positive with regard possibility of lower (optimal)
frequency of drug administration. On the contrary, the influence of plasma protein binding on PD is
considered to provide a negative outcome on drug action in vivo. However, the role of plasma-protein
binding on PD has sofar never been examined in a systematic manner. 
The ‘free drug hypothesis’ states that the pharmacological activity of a drug is correlated with its unbound
drug concentrations in plasma. This hypothesis is based on the assumption that drug bound to plasma
proteins cannot bind to the physiological target in the body. In drug discovery, non-specific binding to
plasma proteins, is assumed to prevent the drug from binding to its physiological target (i.e. receptor or
enzyme). In other words, high plasma protein binding (>95%) is considered a non-favorable property for
a new chemical entity (NCE). For certain drugs like benzodiazepines, opiates, and neurosteroids
experimental data indicate that it is indeed the free concentration that determines the intensity of the
response (Mandema et al., 1991; Derendorf et al., 1993; Van Der Graaf et al., 1997; Cox et al., 1998;
Visser et al., 2003). Interestingly, for other drugs such as A1-adenosine agonists, it appears that it is the
total rather than the free concentration that determines the response (Van Der Graaf et al., 1997). The ‘free
drug hypothesis’ is, thus, subject to debate and, therefore, a number of investigations, both in silico and
in vivo, were conducted to study the influence of PPB on pharmacodynamics. In this chapter, the results
of the investigations are summarised and discussed. Furthermore the directions for future research are
presented. 

8.2 Development of a theoretical framework for prediction of the influence of plasma protein binding
on PD

An in silico approach has the advantage that multiple hypothesis can be tested in a reasonably
straightforward manner without the need of extensive experiments and can be combined with an
experimental approach to provide understanding of the findings in vivo. In chapter 1 an in silico approach
was chosen to examine in a quantitative manner the influence of plasma protein binding on receptor
binding. Meaningful parameter estimates of the binding affinities for the simulations were obtained from
literature to provide insight in the “direct” competition between protein en receptor for the drug. 
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The pharmacological effect of a drug in vivo is the result of the direct competition between target binding
and non-specific binding in the body. The differences between the binding at plasma proteins and at the
biological target binding are the main determinant of the influence of plasma protein binding on
pharmacodynamics. 
There are important quantitative differences between the non-specific binding at plasma proteins and the
specific binding at the biological target. Typically drugs bind with high affinity to their biological target,
often a receptor. Pertinent information on the receptor binding affinities of drugs is readily available in the
literature. For most drugs, receptor-binding affinities range between 10-12 and 10-5 M. As a consequence,
receptor binding is readily saturable (drug concentration dependent). Moreover, as the binding capacity
at the receptor is typically small, for small molecules the binding at the receptor does typically not
influence the overall availability of the drug.
The major binding proteins in plasma are albumin and AGP. An important aspect of the binding of drugs
at albumin is the high concentration of this binding protein and consequently the high binding capacity.
Measures of the binding affinity of small molecules to albumin are not readily available. Yet calculations
on basis of the albumin concentration and the free fraction of various small molecule drugs, as well as
experimental observations on a limited number of drugs, yielded estimates of drug-protein binding
affinities in the range between 10-7 and 10-3 M. The values of these protein binding affinity constants are
much higher than the therapeutic concentrations of most drugs. As a result binding at albumin is typically
linear with concentration (i.e. the free fraction is independent of the drug concentration). Estimates of the
values of the binding affinity of drugs at AGP are typically in the rather wide range of 10-9 to 10-2 M. An
important feature of AGP is that its plasma concentrations vary widely between and within subjects. Under
normal physiological conditions saturation of drug binding to AGP binding may occur, while at elevated
concentrations of AGP as occur in e.g. inflammation saturation is less likely.
In a series of computer simulations it was demonstrated that, in addition to the affinity for both protein and
receptor, the plasma protein binding capacity is also a major determinant of the influence on the PD. More
specifically, the difference in affinity and capacity for both target and protein determines the influence of
plasma protein binding on receptor-occupancy of a compound under steady-state conditions. Therefore,
capacity is a factor which should be taken into account when assessing the interaction between drug-
target and drug-protein binding.
Regarding the differences in affinity it was found that the binding affinity of a drug for the receptor is likely
to be higher than for the plasma proteins for a particular drug on individual basis. The ranges in binding
affinities for plasma protein and receptor binding, however, overlapped. As a consequence, it is possible
that the affinity of a drug for the protein approaches the affinity for the target. Although some studies
indicate both restrictive and non-restrictive properties for the PD, it is generally assumed that only the free
concentration in plasma is responsible for the pharmacological effect of drugs in vivo (‘free drug
hypothesis’). The simulations showed that under conditions of rapid equilibrium, plasma protein binding
will indeed be restrictive for the PD of most drugs. Non-restrictive protein binding with regard to the PD is
only observed for drugs with a very high affinity for the target compared to the affinity for the protein
(>1000-fold difference). 

8.3 Mechanism-based modelling of β-blockers

β-adrenoceptors antagonists as model drugs
β-adrenoceptors antagonists (β-blockers) were selected as model compounds, since they are
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considered suitable drugs for the investigation of the relation between specific drug characteristics on
drug action in vivo. As a class, the β-blockers are quite diverse, because they display a high range of
values in plasma protein binding and also differ substantially in their affinity for binding to β-adrenoceptors
(Johnsson  and Regardh, 1976; Riddell et al., 1987; Mehvar  and Brocks, 2001; Singh, 2005). In addition,
a lot is known about the β-blockers and their mechanism of action. β-blockers are antagonists and as a
consequence the pharmacological effect on heart rate is directly related to receptor occupancy. Heart
rate can, hence, be used as a biomarker for receptor occupancy. A more practical advantage for the use
of β-blockers is the readily available PD endpoint in both humans and laboratory animals (Wellstein et al.,
1987; Piercy, 1988; Kendall, 1997). The β-blocker, S(-)-propranolol, has been frequently used in the
research of plasma protein binding (PPB). The results of most studies seem to indicate that the free
concentration is the main determinant of drug effect for this β-blocker (Yasuhara et al., 1985; Belpaire et
al., 1986; Chindavijak et al., 1988; Terao  and Shen, 1983). However the findings of these investigations
have never been challenged in a systematic manner on the basis of mechanism-based PKPD modeling.
This is important since plasma protein binding affects both the pharmacokinetic and the
pharmacodynamics. By mechanism-based PKPD modelling not only changes in the pharmacokinetics are
accounted for, but in addition, through the application of concepts from receptor theory, realistic
estimates of the in vivo binding affinity are obtained. The aim of the currently presented investigations was
therefore to challenge the ‘free drug hypothesis’ in a systematic manner by application of novel
mechanism-based PKPD modelling concepts.

Isoprenaline-induced tachycardia as a continuous pharmacodynamic endpoint
Although readily available, the reduction in heart rate after β-blocker administration is small and difficult
to distinguish from normal variations in heart rate. In clinical investigations the pharmacological response
of β-blockers is for that reason commonly evaluated using isoprenaline-induced or exercise-induced
tachycardia (Lipworth et al., 1991; Van Bortel et al., 1997; Schafers et al., 1999). Isoprenaline-induced
tachycardia is obtained by short infusions of isoprenaline and the effect isoprenaline on heart rate is
evaluated with and without β-blocker being present. A comparable methodology is used for exercise-
induced tachycardia, in which the responsiveness of heart rate to exercise is evaluated with and without
β-blocker.
For the development of mechanistic PKPD models a continuous measure of drug effect is preferable (i.e.
heart rate, EEG, body temperature) (Dingemanse et al., 1988). For that reason, we investigated the use
of a continuous intravenous infusion of isoprenaline (5 μg kg-1 h-1) in the PD measurement of S(-)-atenolol
in Wistar Kyoto rats. In chapter 3, heart rate under isoprenaline-induced tachycardia was validated as a
continuous PD endpoint for the β-blockers in preclinical PKPD studies aiming at the development of
mechanism-based PKPD models for β-blockers. Atenolol was used as a prototype β-blocker. A
secondary objective was the establishment of a concentration-effect relationship for isoprenaline in Wistar
Kyoto (WKY) rats as needed for the mechanism-based modelling approach (chapter 4). The results of this
study showed that reduction of heart rate under isoprenaline-induced tachycardia is a reliable PD
endpoint for β-blockers in vivo in WKY rats. Compared to exercise, induction of tachycardia with
isoprenaline is easy achievable in experimental animals and the heart rate response is controllable. On
top, the pharmacokinetics of isoprenaline in plasma are known (or can be measured) and this is an
advantage for mechanism-based PKPD modelling in the sense that it constitutes a basis for the modelling
of the competitive interaction with β-blockers.
To our knowledge, the PKPD of isoprenaline in rats have not been reported in literature. We constructed
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a PK model and a concentration-effect relationship for this compound (chapter 3). The concentration-time
profiles for isoprenaline were adequately described using a two-compartment model. Isoprenaline is
considered an extremely potent β-adrenoceptor agonist in literature and this was confirmed in this study
with an in vivo potency (EC50) of 0.014 ng ml-1 (Waldeck, 2002).
A remarkable finding was the observed hysteresis observed in the concentration-effect relationship for S(-
)-atenolol and the subsequent need for an effect compartment in the PKPD model. Although the use of an
effect compartment for β-blockers is not uncommon in the literature for the effect on blood pressure, the
effect on heart rate is assumed to be an direct effect since the β1-receptor is present in the plasma
compartment (Ritchie et al., 1998; Brynne et al., 2000; Hocht et al., 2004; Hocht et al., 2006).  

Development of a mechanism-based PD interaction model
The estimation of in vivo affinity for ‘silent’ agonist is usually complicated, since under normal physiological
conditions these drugs do not display large effects. The activity of a pure antagonist in vivo depends
solely on binding and results from the displacement of the (endogenous) agonist from the target
(Hardman et al., 2001). For that reason, estimation of the (in vivo) affinity of pure antagonists not only
requires the presence of an (endogenous) agonist but also knowledge on the concentration of the agonist
in the system, its target affinity and its intrinsic efficacy (Kenakin, 1993). Thus although the mechanism of
action of antagonists is less complex than that of agonists, the characterization and quantification of
pharmacological effect in vivo appeared to be quite challenging. In chapter 4, the development of a
mechanism-based PD interaction model for an agonist and an antagonist, which can be used for the
estimation of in vivo affinity of β-blockers, is described. The use of a mechanism-based interaction model
requires an analysis of the PKPD relationship for isoprenaline on basis of the operational model of agonism
(Leff et al., 2003). The affinity (KA) of isoprenaline, 3.2x10-8 M (left atria WKY rats), was obtained from
literature (Doggrell et al., 1998). The estimates including coefficients for variations for baseline (E0),
maximal effect (Emax) and efficacy (τ) using the operational model of agonism were 374 (1.9%) bpm, 130
(5.9%) bpm and 247 (33%) respectively. The obtained parameters estimates for isoprenaline served as
an input to the interaction model. Isoprenaline is a very efficient agonist in a system with a large receptor
reserve and this observation is in agreement with the high value obtained for τ in the system (Doggrell et
al., 1998). 
Subsequent to the PKPD model for isoprenaline, a mechanism-based PD interaction model, also based
on the operational model of agonism, was developed. The interaction model adequately described the
heart rate profiles in conscious rat, following administration of a combination of the agonist, isoprenaline,
and the antagonist, S(-)-atenolol. The obtained estimate for in vivo affinity (KB,vivo) of S(-)-atenolol,
4.62x10-8 M, is very close to values obtained from literature for the in vitro affinity (KB,vitro) in functional
assays. Nandakumur et al. reported a value of 3.26x10-8 M (pA2 = 7.16) for the affinity of atenolol in
spontaneous beating right atria obtained from Wistar rats (Nandakumar et al., 2005). Louis reported in
1999 a pA2 value of 7.30 (KB = 2.5x10-8 M) for rat (Sprague Dawley) atria in a functional assay (Louis et
al., 1999). Interestingly, the need for an effect compartment disappeared with the use of a mechanism-
based interaction model. The observed hysteresis in the concentration-effect relationship for S(-)-atenolol
(see chapter 3) was, thus, explained by the interaction at the β1-adrenoceptor between isoprenaline and
S(-)-atenolol.

Summary, conclusions & perspectives

125



8.4 Assessment of the role of plasma protein binding in PD

PKPD correlation for beta-blockers with varying degree of PPB
The goal of the investigations described in chapter 5 was to examine in a systematic manner the influence
of plasma protein binding on in vivo PD. To this end the role of plasma protein binding on the PD of four
β-blockers with a varying extent of plasma protein binding was determined in comparative PKPD studies
in conscious rats. The β-blockers S(-)-atenolol, S(-)-metoprolol, S(-)-propranolol and timolol were selected
as model drugs since they vary widely in plasma protein binding, ranging from almost no plasma protein
binding for atenolol (~3%) to high plasma protein binding for propranolol (~95%). The mechanism-based
interaction model developed in chapter 4 was applied to the PD interaction between isoprenaline and the
individual β-blockers. The concentration vs. heart rate profiles were described on basis of both total and
free drug concentrations and this yielded estimates of the KB,vivo which were compared to the KB,vitro.
The in vitro-in vivo correlation for receptor affinity on basis of the free drug concentration was linear (r2 =
0.99) and approximated the line of identity. Moreover, on basis of the free drug concentration the KB,vivo
(2.0 ± 0.71 nM) for S(-)-propranolol closely resembled the average KB,vitro (1.9 ± 0.48 nM). It was, thus,
concluded that the free drug concentration in plasma is the main determinant of this β-blocker effect on
heart rate in vivo. Although the relationship between the in vivo and the in vitro affinity constants based
on free drug concentrations was linear and approximated the line of identity, the in vivo affinity on basis
of free drug appeared to be systematically higher than the in vitro affinity for the four compounds. Model
misspecification with regard to the efficacy of isoprenaline (τ) may partly explain this observation. The in
vivo affinity estimate is related to the value of τ of the full agonist isoprenaline and as such this might
explain the differences observed between the in vitro and in vivo for the β-blockers. On the other hand,
the in vitro values of affinity might not be entirely representative for the in vivo values. The obtained in vitro
affinities from literature also differ to some extent and this is an indication that the estimate of affinity is not
totally independent of the experimental conditions.
The results of the simulations in chapter 2 confirmed the findings of chapter 5 in the sense that the active
concentration is nearer to the free concentration than to the total concentration for compounds which
rapidly interact with their receptor. The active concentration, however, does not always equal the free drug
concentration and as a consequence the change in PD is not necessarily proportional to the shift in
protein binding. For S(-)-propranolol, however, the shift is similar to the estimated change in free fraction
as discussed in section 8.4.2. (chapter 6; chapter 7 and figure 1).
Although the β-blockers were selected to minimise the distribution to the biophase, an effect compartment
was needed to resolve hystereris for the lipophilic β-blockers (S(-)-metoprolol, S(-)-propranolol, timolol).
Like for S(-)-atenolol, the hysteresis observed for S(-)-metoprolol was found to be significantly smaller than
reported in literature (37 vs. 7 min, respectively) when using the interaction model (Hocht et al., 2006).
The reduced hysteresis may to a certain extent be explained by the interaction with the (endogenous)
agonist. The residual hysteresis, however, remains to be explained and could be due to target site
equilibration, receptor association/dissociation and transduction (Tuk et al., 1997; Tuk et al., 1998; Cleton
et al., 1999; Yassen et al., 2005; Danhof et al., 2007; 2008). Very limited evidence of slow binding kinetics
has been reported in literature for isoprenaline and/or the β-blockers (Contreras et al., 1986). The validity
of the assumption of instant binding to the receptor, thus, needs further investigation for the lipophilic β-
blockers. 
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Influence of altered PPB on the PKPD relationship of S(-)-propranolol
For the purpose of investigations on the role of free drug concentrations as a determinant of the PKPD
relationship of highly protein bound drugs determining the influence of altered plasma protein binding is
an attractive approach. In this context it is important to be able modulate the free fraction in vivo in a
controlled manner. Surgical implantation of permanent cannulas was shown to induce a ten- to fifteen fold
increase in serum AGP concentrations at 2 days post-surgery (chapter 6). At 2 days (48 h) post surgery
the AGP concentration was 1540 ±  122 μg/mL (~37 μM) and the elevated AGP levels returned back to
baseline (85 ± 21 μg/mL (~2 μM)) within one week. Subsequently it was confirmed in ex-vivo experiments
that an increase in AGP serum concentration from 55 to 675 μg/ml resulted in a profound decrease in the
free fraction of S(-)-propranolol from 14 ± 0.6 to 1.9 ± 0.3 %. Cannulation, thus, modified plasma protein
binding of S(-)-propranolol in a robust, reproducible and time-dependent manner leading to substantial
alteration of plasma protein binding.
The objective of the study described in chapter 7 was to challenge the ‘free drug hypothesis’, by
investigating the influence of altered PPB on the PD or propranolol by in vivo mechanistic population
PKPD modelling (chapter 4).  The influence of altered serum AGP levels on heart rate effects of S(-)-
propanolol was studied by comparison of PKPD correlations in rats at 2 and at 7 days post surgery, with
elevated and normal plasma levels of AGP respectively. In the mechanism-based PKPD analysis the AGP
concentration was found to be a covariate for the intercompartmental clearance (Q3) and the estimates
KB,vivo. The KB,vivo values decreased with increasing AGP concentrations. This indicated that the “free
drug hypothesis” is indeed applicable to the PKPD correlation of S(-)-propranolol and this confirmed the
findings in chapter 5.
The observed AGP levels in chapter 6 and 7 under normal (~4 μM) and elevated conditions (~ 40 μM)
were smaller than the concentration used in the
simulations (9 – 72 μM) in chapter 2. As a
consequence, plasma protein binding may be
saturable with high drug concentrations. The
maximal S(-)-propranolol plasma concentration,
however, is approximately 0.4 μM (110 ng/mL).
Saturable protein binding is, thus, not expected in
the current experiments (chapter 7).
In order to examine also the eventual change in the
concentration-effect relationship on the basis of the
alteration in plasma protein binding, it was also
explored how changes in AGP levels would affect the
free concentration of S(-)-propranolol (chapter 6). To
this end the relationship between the free fraction S(-
)-propranolol and the AGP concentration was characterised by means of a curve fit (figure 1). In chapter
7, the serum AGP concentration in the individual animals varied 10-fold with values ranging from 110 (day
7) to 1150 μg/mL (day 2). Consequently, the estimated percentages of free drug were 8.3% and 1.4% on
day 2 and day 7 respectively. The estimates for KB, vivo on the basis of total plasma concentrations of S(-
)-propranolol were 4.6 nM to 30 nM under conditions of normal and elevated plasma protein binding
respectively. Consequently, the corrected estimates for KB, vivo on basis of free drug concentrations were
0.38 nM and 0.41 nM. Correcting for plasma protein binding, thus, resulted in nearly identical estimates
of affinity and this further strengthens the conclusion that it is the free rather than the total concentration

Summary, conclusions & perspectives

127

Figure 1, Curve fit of the free fraction of S(-)-propranolol
versus the AGP concentration



is the main determinant of drug effect for S(-)-propranolol.

8.5 Conclusions and perspectives

The objective of the research described in this thesis was the development of a theoretical framework for
the prediction of plasma protein binding on pharmacodynamics. The in silico and in vivo results indicate
that under steady state conditions (assumption of rapid equilibrium with the receptor and protein) the free
fraction in plasma is indeed the main determinant of drug effect for most drugs. On the other hand, the in
silico investigations showed that non-restrictive protein binding with regard to PD is possible for drugs and
can be explained by the saturable nature of target binding. Full receptor occupancy is obtained for high
receptor-affinity compounds until the drug concentration becomes smaller than the concentration of
receptors.

Mechanism-based modelling
Recently, mechanism-based PKPD modelling concepts have been introduced, which are based on
concepts from receptor theory, and in which a strict distinction is made between drug-specific and
biological system-specific parameters to characterise in vivo concentration-effect relationships (Van Der
Graaf et al., 1997; Cox et al., 1998; Zuideveld et al., 2002; Visser et al., 2003). It is known from literature
that the pharmacological effect of agonists is a combination between affinity (binding) and intrinsic
efficacy (activation of the receptor) (Ariens, 1954; Furchgott, 1966; Kenakin, 1993). For the accurate
estimation of in vivo affinity of the antagonist it is, therefore, essential to take into account the efficacy of
the agonist (isoprenaline). The in vivo investigations described in this thesis, therefore, required a
mechanism-based modelling approach in order to obtain meaningful estimates for the receptor binding
affinity. The investigations clearly showed that a mechanism-based approach is essential for the
identification of drug-specific parameters (in vivo affinity for β-blockers) which can be compared to
parameters obtained in vitro.
Exact quantification of the KB,vivo of antagonist effects requires knowledge on the concentration of the
agonist and this information is typically not obtained or is difficult to acquire in in vivo studies (Kenakin,
1993). On top, the concentration-effect relationship of the endogenous agonist should be quantified in
terms of affinity and intrinsic efficacy. In the current investigations, the in vivo PD response of antagonists
was quantified while taking into account the action of a non-endogenous agonist in the system. An
alternative approach could be the identification of the PKPD relationship of the endogenous agonist
(adrenalin) and the subsequent analysis of the PD interaction with the β-blockers. The influence of
adrenalin on the β-adrenoceptor system under normal physiological conditions is small. As a
consequence, the administration of β-blockers results in a small reduction in heart rate which is difficult
to distinguish from normal variations in heart rate (chapter 3). As such the administration of an agonist is
required for the proper identification of the β-blocker effect on heart rate. The use of a non-endogenous
agonist was advantageous in the current investigations, because of the larger efficacy of isoprenaline at
the β-adrenoceptor compared to adrenalin. Characterization of the concentration-effect relationship for
endogenous agonists will, nonetheless, improve the understanding of PD effects of antagonists and the
systems under investigation.
Although the β1-adrenoceptor is located within the cardiovascular system for the β-blockers, a delay was
observed between the concentration in plasma and the effect on heart rate. Hysteresis could be explained
by the competition with isoprenaline (chapter 3 and chapter 4) for the hydrophilic compound S(-)-atenolol.
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The lipophilic β-blockers, however, still displayed a significant delay between concentration and effect,
even though the interaction with isoprenaline was taken into account in the model (chapter 5).  Target site
equilibration, receptor association/dissociation and transduction are considered the potential causes for
hysteresis (Tuk et al., 1997; Tuk et al., 1998; Cleton et al., 1999; Yassen et al., 2005; Danhof et al., 2007).
Biophase equilibration is frequently considered the cause of hysteresis, but the study of the concentration
at the target site in vivo is complicated. Mechanism-based PKPD modelling is considered a valuable tool
in this matter (Yassen et al., 2005). Finally, research is needed to investigate the contribution of
transduction processes to hysteresis. In the operational model of agonism distinct assumptions are made
about the target binding and subsequent transduction process. These assumptions appear to be valid for
the β-adrenoceptor system (chapter 4). For other systems, however, the transduction system might be
more complex (Visser et al., 2003; Kenakin, 2005). It would, therefore, be of value to investigate the
transduction process in vivo by combining the measurement of receptor occupancy with a relevant PD
endpoint. Positron Emission Tomography (PET) is a technique which makes the measurement of receptor
occupancy in vivo feasible (Liefaard et al., 2005).  

Plasma protein binding and PD
The percentage plasma protein binding is dependent on the affinity of the drug for the protein, the
concentration of plasma proteins and the number of binding sites (Paxton, 1985). The affinity of the drug
for the protein is considered a drug-specific property, while the percentage binding (i.e. the free fraction)
depends on both the protein binding affinity and the protein concentration. The affinity, although being a
purely drug-specific property, has been reported only in a limited number of cases. It would, on the other
hand, be of value to determine this parameter more often, since on this basis the percentage binding with
changing plasma protein concentrations can be predicted on basis of affinity. In addition, for highly bound
drugs the identification of the affinity is possibly more accurate than the percentage bound due to
practical issues (e.g. LOQ). 
As well as affinity, capacity is a key determinant in the interaction between plasma protein binding and
receptor binding (chapter 2). Intuitively, one might expect that the drug-target and drug-protein binding
is equal in case of an identical affinity for both receptor and protein. The capacity difference between
receptor and protein, however, is the reason for the larger drug-protein binding in case of equal affinity.
On top of that, the small capacity of the receptor is the cause for non-restrictive protein binding.
Accordingly, a shift in the concentration-effect relationship will only be observed for compounds, which
display a high affinity for the receptor when compared to the protein. In case of a large difference between
the affinity for the binding protein and the receptor, a change in the plasma protein concentration will not
affect the receptor occupancy. A number of reviews have addressed the clinical importance of drug
protein binding (Sellers, 1979; Sparreboom et al., 2001; Benet  and Hoener, 2002). The overall conclusion
is that plasma protein binding of drugs and possible drug displacement interactions have little to no
clinical significance. Benet concluded that for a large number of clinically used drugs (25 of 456) changes
in plasma protein binding are not significant, since the AUCfree does not change with alterations in the
free fraction in plasma (Benet  and Hoener, 2002). This conclusion, however, is based on the general
consensus that the pharmacological effect is related to exposure to unbound drug concentration (‘free
drug hypothesis’) and as such does not assess the possible influence of plasma protein binding on PD. 

Influence of target-site distribution
Distribution is required for many drugs to evoke effect in vivo and this might even be the case for β-
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blockers (chapter 4 and chapter 5). In that situation the competing interaction between target and protein
is indirect and the outcome of several steps when distribution is required for the PD (figure 2). 
Certain drugs are distributed throughout the body by means of passive diffusion. Passive diffusion is the
tendency of molecules to move down a concentration gradient (Rowland  and Tozer, 1995). This type of
distribution does not require any work of the system and is a non-specific process. As a consequence,
passive diffusion is most probably dependent on the free concentration in plasma. Many drugs, however,
are actively transported across epithelial membranes by means of transporters and this is considered a
rather specific system dependent process. Active transporters may facilitate or limit access of drugs to
certain organs and body compartments. Drug transporters are highly expressed in epithelia of the
intestine, liver, kidney, placenta, and blood-brain barrier; they serve a major role in defining the
pharmacokinetics of many drugs (Petzinger and Geyer, 2006). The role of active transport in distribution
of drugs needs to be considered in drug discovery and development (Ayrton  and Morgan, 2001). This
applies not only with respect to drug disposition and the subsequent indirect influence on the response,
but also with respect to the direct interaction between plasma proteins and transporters. Like for the
competitive interaction between protein and target, the difference in affinity (and capacity) for both protein
and transporter might determine the eventual effect of plasma protein binding on drug effect. The
influence of plasma protein binding on the cascade leading to drug effect needs research. First, the direct
influence of plasma protein binding on the target site distribution should be addressed. To this end,
methods should be used which assess the drug concentration at the target site. Traditional methods for
the investigation of drug target site distribution in humans include tissue biopsy, skin blister fluid sampling
and saliva sampling (Brunner and Langer, 2006). More recently developed methods include imaging
methods, like MRS or PET, and microdialysis. PET and microdialysis can also be used in preclinical
investigations (Liefaard et al., 2005; Groenendaal et al., 2007). These techniques could for example be
combined with the alteration of plasma protein binding in vivo in rats to evaluate the influence of plasma
protein binding on distribution (chapter 6). In addition, the free drug concentration in blood can be
assessed using blood microdialysis (Sarre et al., 1992; de Lange et al., 2000). Secondly, the target site
concentration should be linked to the target binding in vivo. Liefaard and co-workers combined PET
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Figure 2, Schematic representation of distribution, specific (target) and non-specific binding (protein and
tissue) of a drug in the body. The pharmacological effect of the drug is the result of binding to the target.
Binding to protein is indicated in purple, binding to target in cyan.



scanning in rats with a mechanism-based modelling approach. They showed that it is feasible to
characterise the binding of flumazenil to the GABAA-receptor complex in vivo in rats. The main
disadvantage of this approach is that the experiments are complex and labour intensive. To our
knowledge, assessment of receptor binding in vivo remains difficult and new techniques have to be
developed. The final step in the cascade leading to drug effect is the transduction process which follows
target binding. As mentioned in section 8.4.1., it would be of value to combine the measurement of target
site distribution and receptor occupancy with a relevant PD endpoint. 

Target binding kinetics
The non-restrictive character of protein binding in the current simulations is caused by the fact that the
receptor is saturable. In other words, the free concentration exceeds the concentration needed to obtain
full receptor occupancy (active concentration). Thus for high affinity drugs, the receptor occupancy will
only diminish when the receptor is depleted (receptor concentration < 0.001 μM). 
A novel trend in drug discovery is the search for compounds which display both a high affinity for and a
slow dissociating rate from the target. Compounds with a slow dissociation rate are believed to have a
prolonged duration of action due to the slow dissociation from the target (Dowling  and Charlton, 2006).
Since NCEs are aimed to have a high affinity for the physiological target these drugs are likely to have
high plasma protein binding because of their lipophilicity. Assessment of the influence on plasma protein
binding on pharmacodynamics is, therefore, of high importance. In the present study, the influence of
protein binding on pharmacodynamics was only investigated using the assumption of rapid equilibrium
(steady state) for both drug-protein and drug-receptor binding. The influence of plasma protein binding
might be different if we would take into account  the kinetics of protein and target binding (“dynamic
conditions”). To investigate this, we have performed a simulation which takes into account both protein
and target binding kinetics. The differential equations describing the pertinent process are shown in
equation 1, 2 and 3.

(1)

(2)

(3)

In which A is the concentration of drug, T the concentration of the target (T = Ttotal – AT), P the
concentration protein (P = Ptotal – AP), AT is the concentration of drug-target complex and AP is the
concentration of drug-protein complex. In the simulation, the drug concentration at t=0 was 5 μM and the
total target and protein concentration were 0.001 μM and 600 μM, respectively. The simulation was
performed for a high affinity drug (Kdr = 1e-6 μM) with high protein binding (99.99%; Kdp = 0.01 μM).
The association rate constant (kon) was assumed to be 10000 μM-1 h-1 for both target and protein
binding. Subsequently, the dissociation rate constant (koff) was implemented in the model on basis of Kd
(Kdr or Kdp) and kon using equation 4:

(4)

Simulations were performed using equation 1 to 4. First, target occupancy was simulated in absence of
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protein (Ptotal = 0). In this simulation target occupancy is fully dependent target binding rate constants,
the concentration of target and the concentration of drug. Secondly, target occupancy was predicted on
basis of the dynamic interaction between both protein and target. In this simulation, the target occupancy
is not only dependent on the interaction between target and the drug, but also between protein and drug.
Finally, a target occupancy simulation was performed in which the drug concentration was corrected for
the percentage protein binding. In this simulation the free drug concentration (Cfu = fu * Cdrug) was used
to simulate target occupancy in absence of protein (Ptotal=0). In this last simulation the assumption was
made that only the free drug concentration is able to bind the target and this, thus, reflects the ‘free drug
hypothesis’. The results are shown in figure 3.
In absence of protein, full receptor occupancy is obtained rapidly for a high affinity drug at a concentration
of 5 μM. If the dynamic competition between target binding and protein binding is taken into account, the
receptor occupancy increased more slowly reaching the maximal target occupancy of approximately 99%
within 6-8 hours. The predicted target occupancy on basis of the free concentration without taking into 
account the dynamic interaction is approximately 10%. Target occupancy is underestimated if we assume
that only the free drug binds to the target (‘free drug hypothesis’). Although more extensive research is
needed, we can conclude that the probability of non-restrictive protein binding with regard to the PD is
potentially higher under dynamic conditions. Future research should, thus, determine the impact of
plasma protein binding on the PD in relation to the binding kinetics at protein and receptor (Talbert et al.,
2002).

Conclusions
In conclusion, the free drug concentration is the main determinant of the PD under equilibrium conditions
for both target and protein. In case of a dynamic interaction, the probability of non-restrictive protein
binding is (theoretically) higher with regard to the pharmacodynamics under certain conditions, but more
extensive research is needed to confirm this statement. 
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Figure 3, Simulation of target
occupancy under dynamic
conditions). The black line is the
target occupancy in absence of
protein binding. The cyan line is the
time course of the simulated target
occupancy for the dynamic
interaction between target and
protein. The purple line is the target
occupancy on basis of the free drug
concentratration (no dynamic
interaction)



8.6 References
Ariens EJ (1954) Affinity and intrinsic activity in the theory of competitive inhibition. I. Problems and theory. Arch.
Int. Pharmacodyn. Ther., 99: 32-49.

Ayrton A  and Morgan P (2001) Role of transport proteins in drug absorption, distribution and excretion.
Xenobiotica, 31: 469-497.

Belpaire FM, Bogaert MG, Mugabo P  and Rosseel MT (1986) Binding to serum alpha 1-acid glycoprotein and
effect of beta- adrenoceptor antagonists in rats with inflammation. Br. J. Pharmacol., 88: 697-705.

Benet LZ  and Hoener BA (2002) Changes in plasma protein binding have little clinical relevance. Clin.
Pharmacol Ther., 71: 115-121.

Bergogne-Berezin E (2002) Clinical role of protein binding of quinolones. Clin. Pharmacokinet., 41: 741-750.

Brunner M  and Langer O (2006) Microdialysis versus other techniques for the clinical assessment of in vivo
tissue drug distribution. AAPS. J., 8: E263-E271.

Brynne L, Paalzow LK  and Karlsson MO (2000) Consequence of exercise on the cardiovascular effects of l-
propranolol in spontaneously hypertensive rats. J. Pharmacol. Exp. Ther., 294: 1201-1208.

Chindavijak B, Belpaire FM, De Smet F  and Bogaert MG (1988) Alteration of the pharmacokinetics and
metabolism of propranolol and antipyrine elicited by indwelling catheters in the rat. J. Pharmacol Exp. Ther., 246:
1075-1079.

Cleton A, De Greef HJ, Edelbroek PM, Voskuyl RA  and Danhof M (1999) Application of a combined “effect
compartment/indirect response model” to the central nervous system effects of tiagabine in the rat. J.
Pharmacokinet. Biopharm., 27: 301-323.

Colmenarejo G (2003) In silico prediction of drug-binding strengths to human serum albumin. Medicinal
Research Reviews, 23: 275-301.

Contreras ML, Wolfe BB  and Molinoff PB (1986) Kinetic analysis of the interactions of agonists and antagonists
with beta adrenergic receptors. J. Pharmacol Exp. Ther., 239: 136-143.

Cox EH, Kerbusch T, Van Der Graaf PH  and Danhof M (1998) Pharmacokinetic-pharmacodynamic modeling of
the electroencephalogram effect of synthetic opioids in the rat: correlation with the interaction at the mu-opioid
receptor. J. Pharmacol. Exp. Ther., 284: 1095-1103.

Danhof M, de Jongh J, de Lange EC, Della PO, Ploeger BA  and Voskuyl RA (2007) Mechanism-based
pharmacokinetic-pharmacodynamic modeling: biophase distribution, receptor theory, and dynamical systems
analysis. Annu. Rev. Pharmacol. Toxicol., 47: 357-400.

Danhof M, de Lange EC, Della Pasqua OE, Ploeger BA  and Voskuyl  RA (2008) Mechanism-based
pharmacokinetic-pharmacodynamic (PK-PD) modeling in translational drug research. Trends Pharmacol. Sci.,
29: 186-191.

de Lange EC, de Boer AG  and Breimer DD (2000) Methodological issues in microdialysis sampling for
pharmacokinetic studies. Adv. Drug Deliv. Rev., 45: 125-148.

Summary, conclusions & perspectives

133



Derendorf H, Hochhaus G, Mollmann H, Barth J, Krieg M, Tunn S  and Mollmann C (1993) Receptor-based
pharmacokinetic-pharmacodynamic analysis of corticosteroids. J. Clin. Pharmacol., 33: 115-123.

Dingemanse J, Danhof M  and Breimer DD (1988) Pharmacokinetic-pharmacodynamic modeling of CNS drug
effects: an overview. Pharmacol. Ther., 38: 1-52.

Doggrell SA, Petcu EB  and Barnett CW (1998) Affinity constants and beta-adrenoceptor reserves for
isoprenaline on cardiac tissue from normotensive and hypertensive rats. Journal of Pharmacy and
Pharmacology, 50: 215-223.

Dowling MR  and Charlton SJ (2006) Quantifying the association and dissociation rates of unlabelled antagonists
at the muscarinic M3 receptor. Br. J. Pharmacol., 148: 927-937.

Furchgott R.F (1966) The use of beta-haloalkylamines in the differentiation of receptors and the determination of
dissociation constants of receptor-agonists complexes.In in Advances in drug research. ed. Harper NJ  and
Simmonds AB. pp. 21-55. New York: Academic press.

Groenendaal D, Freijer J, de Mik D, Bouw MR, Danhof M  and de Lange EC (2007) Population pharmacokinetic
modelling of non-linear brain distribution of morphine: influence of active saturable influx and P-glycoprotein
mediated efflux. Br. J. Pharmacol., 151: 701-712.

Hardman JG, Limbird LE  and Gilman AG (2001) Goodman  and Gilman’s The pharmacological basis of
therapeutics. New York: McGraw-Hill.

Hocht C, Di Verniero C, Opezzo JA, Bramuglia GF  and Taira CA (2006) Pharmacokinetic-pharmacodynamic (PK-
PD) modeling of cardiovascular effects of metoprolol in spontaneously hypertensive rats: a microdialysis study.
Naunyn Schmiedebergs Arch. Pharmacol., 373: 310-318.

Hocht C, Di Verniero C, Opezzo JAW  and Taira CA (2004) Pharmacokinetic-pharmacodynamic properties of
metoprolol in chronic aortic coarctated rats. Naunyn-Schmiedebergs Archives of Pharmacology, 370: 1-8.

Johnsson G  and Regardh CG (1976) Clinical pharmacokinetics of beta-adrenoreceptor blocking drugs. Clin.
Pharmacokinet., 1: 233-263.

Kenakin T (2005) New concepts in drug discovery: collateral efficacy and permissive antagonism. Nat. Rev. Drug
Discov., 4: 919-927.

Kenakin TP (1993) Pharmacologic Analysis of Drug-Receptor Interaction. New-York: Lippincott Williams  and
Wilkins.

Kendall MJ (1997) Clinical relevance of pharmacokinetic differences between beta blockers. Am. J. Cardiol., 80:
15J-19J.

Leff P, Prentice DJ, Giles H, Martin GR  and Wood J (2003) Estimation of agonist affinity and efficacy by direct,
operational model-fitting. J. Pharmacol. Methods, 23: 225-37.

Liefaard LC, Ploeger BA, Molthoff CF, Boellaard R, Lammertsma AA, Danhof M  and Voskuyl RA (2005)
Population pharmacokinetic analysis for simultaneous determination of B (max) and K (D) in vivo by positron
emission tomography. Mol. Imaging Biol., 7: 411-421.

Lipworth BJ, Irvine NA  and McDevitt DG (1991) A dose-ranging study to evaluate the beta 1-adrenoceptor

Chapter 8

134



selectivity of bisoprolol. Eur. J. Clin. Pharmacol., 40: 135-139.

Louis SN, Nero TL, Iakovidis D, Jackman GP  and Louis WJ (1999) LK 204-545, a highly selective beta1-
adrenoceptor antagonist at human beta-adrenoceptors. Eur. J. Pharmacol., 367: 431-435.

Mandema JW, Sansom LN, Dios-Vieitez MC, Hollander-Jansen M  and Danhof M (1991) Pharmacokinetic-
pharmacodynamic modeling of the electroencephalographic effects of benzodiazepines. Correlation with
receptor binding and anticonvulsant activity. J. Pharmacol. Exp. Ther., 257: 472-478.

Mehvar R  and Brocks DR (2001) Stereospecific pharmacokinetics and pharmacodynamics of beta-adrenergic
blockers in humans. J. Pharm. Pharm. Sci., 4: 185-200.

Nandakumar K, Bansal SK, Singh R, Bodhankar SL, Jindal DP, Coumar MS, Balaraman R  and Bhardwaj SH
(2005) Selective beta(1)-adrenoreceptor blocking activity of newly synthesized acyl amino-substituted
aryloxypropanolamine derivatives, DPJ 955 and DPJ 890, in rats. Journal of Pharmacy and Pharmacology, 57:
515-520.

Pacifici GM  and Viani A (1992) Methods of determining plasma and tissue binding of drugs. Pharmacokinetic
consequences. Clin. Pharmacokinet., 23: 449-468.

Paxton JW (1985) Drug binding to plasma proteins. N. Z. Med. J., 98: 245-248.

Petzinger E  and Geyer J. (2006) Drug transporters in pharmacokinetics. Naunyn Schmiedebergs Arch.
Pharmacol., 372: 465-475.

Piercy V (1988) Method for assessing the activity of drugs at beta 1- and beta 2-adrenoceptors in the same
animal. J. Pharmacol. Methods, 20: 125-133.

Riddell JG, Harron DW  and Shanks RG (1987) Clinical pharmacokinetics of beta-adrenoceptor antagonists. An
update. Clin. Pharmacokinet., 12: 305-320.

Ritchie RH, Morgan DJ  and Horowitz JD (1998) Myocardial effect compartment modeling of metoprolol and
sotalol: importance of myocardial subsite drug concentration. J. Pharm. Sci., 87: 177-182.

Rowland M  and Tozer TN (1995) Clinical Pharmacokinetics - Concepts and Applications Williams  and Wilkins.

Sarre S, Van Belle K, Smolders I, Krieken G  and Michotte Y (1992) The use of microdialysis for the determination
of plasma protein binding of drugs. J. Pharm. Biomed. Anal., 10: 735-739.

Schafers RF, Karl I, Mennicke K, Daul AE, Philipp T  and Brodde OE (1999) Ketotifen and cardiovascular effects
of xamoterol following single and chronic dosing in healthy volunteers. Br. J. Clin. Pharmacol., 47: 59-66.

Sellers EM (1979) Plasma protein displacement interactions are rarely of clinical significance. Pharmacology, 18:
225-227.

Singh BN (2005) Beta-Adrenergic blockers as antiarrhythmic and antifibrillatory compounds: an overview. J.
Cardiovasc. Pharmacol. Ther., 10 Suppl 1: S3-S14.

Sparreboom A, Nooter K, Loos WJ  and Verweij J (2001) The (ir)relevance of plasma protein binding of anticancer
drugs. Neth. J. Med., 59: 196-207.

Summary, conclusions & perspectives

135



Talbert AM, Tranter GE, Holmes E  and Francis PL (2002) Determination of drug-plasma protein binding kinetics
and equilibria by chromatographic profiling: exemplification of the method using L- tryptophan and albumin.
Anal. Chem., 74: 446-452.

Terao N and Shen DD (1983) Alterations in serum protein binding and pharmacokinetics of l-propranolol in the
rat elicited by the presence of an indwelling venous catheter. J. Pharmacol. Exp. Ther., 227: 369-375.

Tuk B, Danhof M  and Mandema JW (1997) The impact of arteriovenous concentration differences on
pharmacodynamic parameter estimates. J. Pharmacokinet. Biopharm., 25: 39-62.

Tuk B, Herben VM, Mandema JW  and Danhof M (1998) Relevance of arteriovenous concentration differences in
pharmacokinetic- pharmacodynamic modeling of midazolam. J. Pharmacol. Exp. Ther., 284: 202-207.

Van Bortel LM, de Hoon JN, Kool MJ, Wijnen JA, Vertommen CI  and Van Nueten LG (1997) Pharmacological
properties of nebivolol in man. Eur. J. Clin. Pharmacol., 51: 379-384.

Van Der Graaf PH, Van Schaick EA, Mathôt RA, Ijzerman AP  and Danhof M (1997) Mechanism-based
pharmacokinetic-pharmacodynamic modeling of the effects of N6-cyclopentyladenosine analogs on heart rate in
rat: estimation of in vivo operational affinity and efficacy at adenosine A1 receptors. J. Pharmacol. Exp. Ther.,
283: 809-816.

Visser SA, Wolters FL, Gubbens-Stibbe JM, Tukker E, Van Der Graaf PH, Peletier LA  and Danhof M (2003)
Mechanism-based pharmacokinetic/pharmacodynamic modeling of the electroencephalogram effects of
GABAA receptor modulators: in vitro-in vivo correlations. J. Pharmacol. Exp. Ther., 304: 88-101.

Waldeck B (2002) Beta-adrenoceptor agonists and asthma—100 years of development. Eur. J. Pharmacol., 445:
1-12.

Wellstein A, Palm D, Belz GG, Butzer R, Polsak R  and Pett B (1987) Reduction of exercise tachycardia in man
after propranolol, atenolol and bisoprolol in comparison to beta-adrenoceptor occupancy. Eur. Heart J., 8 Suppl
M: 3-8.

Wright JD, Boudinot FD  and Ujhelyi MR (1996) Measurement and analysis of unbound drug concentrations. Clin.
Pharmacokinet., 30: 445-462.

Yassen A, Olofsen E, Dahan A  and Danhof M (2005) Pharmacokinetic-pharmacodynamic modeling of the
antinociceptive effect of buprenorphine and fentanyl in rats: Role of receptor equilibration kinetics. J. Pharmacol.
Exp. Ther., 313: 1136-1149.

Yasuhara M, Fujiwara J, Kitade S, Katayama H, Okumura K  and Hori R (1985) Effect of altered plasma protein
binding on pharmacokinetics and pharmacodynamics of propranolol in rats after surgery: role of alpha-1- acid
glycoprotein. J. Pharmacol. Exp. Ther., 235: 513-520.

Zuideveld KP, Treijtel N, Maas HJ, Gubbens-Stibbe JM, Peletier LA, Van Der Graaf PH  and Danhof M (2002) A
competitive interaction model predicts the effect of WAY-100,635 on the time course of R-(+)-8-hydroxy-2-(di-n-
propylamino)tetralin-induced hypothermia. J. Pharmacol. Exp. Ther., 300: 330-338.

Chapter 8

136



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /CordiaNew
    /CordiaNew-Bold
    /CordiaNew-BoldItalic
    /CordiaNew-Italic
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /SymbolMT
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /ZapfDingbatsITCbyBT-Regular
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 1200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 1200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


