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ABSTRACT

Developing the skills or expertise to create useful popula-
tion pharmacokinetic-pharmacodynamic models can be a
daunting task-the level of mathematical and statistical
complexity is such that newcomers to the field are fre-
quently overwhelmed. A good place to start in learning the
field is to read articles in the literature. However, the num-
ber of articles dealing with population pharmacokinetic
pharmacodynamics is exponentially increasing on a yearly
basis, so choosing which articles to read can be difficult.
The purpose of this review is to provide a recommended
reading list for newcomers to the field. The list was chosen
based on perceived impact of the article in the field, the
quality of the article, or to highlight some important detail
contained within the article. After reading the articles in
the list, it is believed that the reader will have a broad over-
view of the field and have a sound foundation for more-
detailed reading of the literature.

KEYWORDS: NONMEM, influential articles, review,
first-order approximation

INTRODUCTION

In the 1970s and early 1980s, pharmacokinetics was moving
away from compartmental models, which were the founda-
tion of the field, toward noncompartmental or so-called
model-independent analyses because of the perceived prob-
lems with compartmental models. For example, one mod-
eler might choose a 1-compartment model with first-order
(FO) absorption, whereas another might choose the same
model but include a lag time. Alternatively, within the same
cohort of subjects, data for most individuals may be consis-
tent with one type of model, but with a handful of individu-
als, their data may be more consistent with another type of
model. For example, most patients may be more consistent
with a 2-compartment model, but others may be more con-
sistent with a 3-compartment model. These inconsistencies,
in addition to other problems, led to criticism of the com-
partmental approach. Hence, data analysis began moving
from a kinetic foundation to a summary statistic approach.

In the late 1970s and early 1980s, Sheiner, Beal, and col-
leagues1-4 published a series of articles describing a new
approach to pharmacokinetic data analysis, which was later
coined population pharmacokinetics (PopPK), and intro-
duced a new software package called NONMEM (currently
distributed by GloboMax LLC, Hanover, MD) that was
capable of performing the necessary operations to do this
new type of analysis. Using phenytoin data collected as part
of a therapeutic drug monitoring program in epileptic
patients, Sheiner and Beal2,3 showed how estimates of the
population-pharmacokinetic parameters could be obtained,
although most patients had only 2 or 3 samples collected.
They also showed how na€ıve pooling of the data and the
2-stage approach (which will be discussed later) both result
in biased parameter estimates.

Although it is clear that population-based methods were
initially developed with an eye toward the analysis of data
obtained from routine clinical monitoring and developing
individualizing dose regimens based on patient-specific
covariates, population-based methods now play a large role
in drug development. It is fair to say that PopPK has revo-
lutionized how data from clinical studies is analyzed.
Granted, a noncompartmental approach is still used for
many phase I studies, but population-based methods are
used almost exclusively for phase II and III studies and to
summarize data across a drug development program.
Hence, noncompartmental and compartmental models, in-
cluding PopPK, are seen as complementary approaches
with each having their own role.

PopPK was slow to take off, like most new technologies,
but is now growing rapidly. A MEDLINE search using the
key terms ��population pharmacokinetics�� or ��NONMEM��
shows that the number of publications has been exponen-
tially increasing for a number of years (Figure 1). One of
the problems with PopPK for a long period of time was the
difficulty in understanding the nomenclature and mathe-
matics, the heavy reliance on statistics, and the difficulty in
using NONMEM. These problems still exist, but now, after
many years and thanks to such resources as the NONMEM
Users Group (http://www.cognigencorp.com/nonmem/nm/)
and more introductory courses, users are more comfortable
with the problems. For a newcomer, however, PopPK is as
daunting as ever—more so since the mathematics and statisti-
cal foundation have become more complex with the intro-
duction of conditional estimation algorithms. A newcomer
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can read the literature as a source to learn about PopPK. But
even this task can be difficult, because there are almost
1,000 publications related to PopPK as of the end of 2004.

The purpose of this article is to provide a recommended
reading list for newcomers to the field. The list was chosen
based on the perceived impact of the manuscript in the
field, on the quality of the article, or to highlight some im-
portant detail contained within the manuscript. After reading
the articles in the list, it is believed that the reader will have
a broad overview of the field and will have a more sound
foundation for more detailed reading of the literature.

Articles of Historical Importance

The articles by Sheiner et al.1 and Sheiner and Beal2-4

formed the basis for the field today as we know it by intro-
ducing the concept of first-order (FO) approximation. The
discussion that follows is the development of FO approxi-
mation based on the original set of papers and may not
reflect the current understanding. Given a set of {x, Y}
data, where x is the design matrix of predictor variables
measured without error and Y is the dependent variable
with a single observation per individual, and a model f(u, x),
ordinary least-squares finds the vector of u called û that
minimizes the function

O û;Y
� �

¼
Xn

i¼1

Yi � f û; xi

� �� �2 ð1Þ

Equation 1 is a type of objective function; there are many
others as will be shown. This approach assumes that the
residuals are identically distributed and independent with
mean zero and constant variance s2. If the assumption that
the residuals are normally distributed is added, the model
parameter estimates û are also the maximum likelihood
estimates.

When applied to pharmacokinetic data where there is at
least 1 observation per subject, this method is called the
na€ıve pooled approach with the word ��na€ıve�� added,
because the method violates the assumption of independ-
ence in the residuals, as it is likely that observations within
an individual are correlated. With this method, in terms of
the variability in the data, only an estimate of s2 can be
obtained. Estimates of the between-subject variability in ui

cannot be obtained, and so s2 represents all of the sources
of variability. If enough data are available on each subject,
then the model can be fit on the data of each subject to
obtain a set of estimates û1; û2; :::ûn

� �
, each of which are

independent realizations for u, with the subscript in this
case denoting that ui represents the vector of estimates for
the ith subject. It should be noted that u is a vector of popu-
lation parameters, such as clearance and volume of distri-
bution, and that ûi denotes the estimate of clearance and
volume of distribution for each subject. The estimates of
the population mean and variance of u are then computed
using the set of ûis. s2 can be estimated from the sum of
the residual errors from each individual fit divided by the
total degrees of freedom. This method is called the 2-stage
approach.

If the variance of the observations change from observation
to observation, such as is observed when examining the
variability around maximal concentrations to the variabil-
ity observed some time later in a concentration-time curve,
then weighed least-squares (WLS) can be used to obtain an
estimate of u. WLS minimizes the function

O û;Y
� �

¼
Xn

i¼1

1

wi

Yi � f û; xi

� �� �2 ð2Þ

where wi is proportional to the variance of the observation.
If the variances of the observations are not known, then
they too could be modeled such that the objective function
becomes

O û;Y; ĵ
� �

¼
Xn

i¼1

1

g û; xi; ĵ
� � Yi � f û; xi

� �� �2 ð3Þ

where g(u, x, j) models the variance of the observation,
and j is a parameter that is unique to the variance model. It
should be noted that when gðû; x; ĵÞ ¼ fðû; xÞ2 this corre-
sponds with a constant coefficient of variation residual
error model.

However, it is not possible to model both the expected
value function f(u, x) and the variance function g(x, u, j)
simultaneously using WLS, because the variance function
could be made arbitrarily large, thereby causing the objec-
tive function to continue to decrease until such a point as
the modeled variance is infinite and the objective function
is zero, regardless of the value of u. Hence, a penalty term
is added to the objective function such that the objective

Year
1980 1985 1990 1995 2000 2005

N
um

be
r o

f P
ub

lic
at

io
ns

0

200

400

600

800

1000

Figure 1. Number of articles published each year as reported by
MEDLINE using the keywords ��population pharmacokinetics��
or ��NONMEM.��
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function increases in response to an increase in the vari-
ance model

O û;Y; ĵ
� �

¼
Xn

i¼1

(
1

g û; xi; ĵ
� � Yi � f û; xi

� �� �2

þ Ln g û; xi; ĵ
� �h i) ð4Þ

This objective function forms the basis of extended least-
squares.5,6 In matrix notation, which allows u to be multi-
variate, the objective function in equation 4 can be written
as follows:

O û;Y; ĵ
� �

¼
Xn

i¼1

Yi � f û; xi

� �� �T
g û; xi; ĵ
� ��1

3 Yi � f û; xi

� �� �
þ Ln g û; xi; ĵ

� �			 			h i ð5Þ

where T is the transpose,21 is the inverse, and |�| is the
determinant function for some matrix.

With nonlinear mixed effects, models to f(u, x) and g(u,
x, j) must be expanded to include the random effects in the
model to f(u, x, h) and g(u, x, j, h), respectively. However,
the random effects in the model are nuisance variables, and
an approximation to f(u, x) and g(u, x, j) must be found
before equation 5 can be used. This is accomplished by
first expanding the nonlinear mixed effects model using a
Taylor series approximation to find f(u, x) and then apply-
ing statistical theory based on a linear combination of inde-
pendent random variables to find g(u, x, j). To best under-
stand these concepts is by example. Suppose the nonlinear
mixed effects model was a 1-compartment model parame-
terized in terms of clearance (CL) and central volume (V)
where both CL and V can vary across subjects:

C tð Þ ¼ D

Vþ hV

exp �CLþ hCL

Vþ hV

t


 �
þ e ð6Þ

where t is time and D is dose, both of which comprise the
design matrix, e is the vector of independent, normally dis-
tributed residuals having zero mean and variance s2, and
hCL and hV are the between-subject random effects for CL
and V having zero mean and variance v2

CL and v2
V, respec-

tively. v2
CL and v2

V collectively comprise V, a diagonal
matrix with zero off-diagonal elements.

To obtain approximate expressions for f(u, x) and g(u,
x, j), Sheiner and Beal1 proposed taking a FO approxima-
tion to equation 6 around the random effects:

and then evaluating the expression around h0 5 0 for all of
the parameters associated with a random effect h. Hence,
equation 7 simplifies to the following:

C tð Þ ¼D

V
exp �CL

V
t


 �
�

Dt

Vþ hVð Þ2
exp �CLþ h C L

Vþ hV

t


 �
h CLð Þ�

D

Vþ hVð Þ2
exp �CLþ hCL

Vþ hV

t


 �"
þ

Dt CLþ h C Lð Þ
Vþ hVð Þ3

exp �CLþ hCL

Vþ hV

t


 �#
hVð Þ þ e� (8)

which is of the form

C tð Þ ¼ f x; uð Þ þ GCL x; uð ÞhCL þ GV x; uð ÞhV þ e�: ð9Þ

It should be noted that e 6¼e* as the latter term also
includes truncation error by the approximation, although it
is still assumed that e* is independent with zero mean and
variance s2. The expected value of equation 9 is f(x, u).
Hence, an approximation to f(u, x, h) is f(u, x). Given a
linear function of independent random variables a1, a2, . . .
an and constants b0, b1, b2, . . . bn

Z ¼ b0 þ b1a1 þ b2a2 þ ::::bnan ð10Þ

the variance of the function is given by

Var Z½ � ¼
Xn

i¼1

b2
i E aið Þ; ð11Þ

where E(ai) is the expected value of ai. Applying this
expression to equation 9 in multivariate form gives the
approximation to the variance model as:

g xi; û; ĵ; ĥ
� �

ffi g xi; û; ĵ
� �

¼ G u; xð ÞVG u; xð ÞTþs2I
ð12Þ

where G 5 [GCL GV] is the Jacobian matrix of first deriva-
tives of the function f(u, x) evaluated at h0 5 0 and I is the
identity matrix. Thus, by knowing the expected value and

C tð Þ ¼ D

Vþ h0;V

exp �
CLþ h0;C L

Vþ h0;V

t

 !
� Dt

Vþ hVð Þ2
exp �CLþ h CL

Vþ hV

t


 �
hC L � h0;CL

� �

þ Dt CLþ h CLð Þ
Vþ hVð Þ3

exp �CLþ h C L

Vþ hV

t


 �
� D

Vþ hVð Þ2
exp �CLþ hC L

Vþ hV

t


 �" #
hV � h0;V

� �
þ e� ð7Þ
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variance of the observations, extended least-squares can be
used to find the population estimate of u while simultane-
ously estimating the between-subject variability V and
residual variability s2. This is the FO-approximation algo-
rithm applied to the model as presented in equation 6; the ex-
pected value and variance will change for different models.

In the first article in the series, Sheiner and Beal1 used this
methodology to characterize the pharmacokinetics of digo-
xin in plasma and urine. The article does an excellent job
of laying the groundwork and providing a rationale for the
method, but the technical details are not very illuminating.
Sheiner and Beal2 followed up their work and renamed
their estimation method ��FO-approximation.�� It is in this
article that the methodology is more fully clarified and
illustrated by predicting the phenytoin dose needed to ob-
tain a particular average steady-state concentration. Using
simulation, they showed that the population approach pro-
duced less-biased estimates of the population means and
variances than either the na€ıve-pooled or 2-stage approach.
In their third article,3 they studied the method using data
simulated under a 2-compartment model after intravenous
administration for 3 different drugs. Their last paper4

studied the behavior of the method using data simulated
from a 1-compartment model after repeated intravenous
infusions to steady state. They examined how the popula-
tion estimates were influenced by the number of subjects,
the number of observations per subject, and the choice of
sampling design.

Early Covariate Models

Vozeh et al and others7-10 represent the first set of reports
detailing how covariates can be used to predict a patient�s
pharmacokinetics through the development of covariate
submodels in a population analysis. For example, Grasela
and Donn9 showed that in pediatric patients with seizures
or intraventricular hemorrhage treated with phenytoin,
total systemic clearance was a function of weight (WT),
sex (SEX), and a series of binary categorical variables, as
follows:

CL ¼ CL0 WTð Þ 1þ uAPGRAPGRð Þ 1þ uSEXSEXð Þ
1þ uGAGAð Þ 1þ uAGEAGEð Þ

ð13Þ

where CL0 was baseline clearance; APGR was coded as 1
if the 5-minute Apgar score was < 5 and 0 otherwise; GA
was coded as 1 if the patient was born at < 34 weeks gesta-
tion and 0 otherwise; AGE was coded as 1 if the sample
was collected after the 6 th postnatal day and 0 otherwise;
and uAPGR, uSEX, uGA, and uAGE represent the fractional
increase or decrease associated with the indicator variable.
Grasela and Donn9 also made the first attempt at model
validation.

The article by Grasela et al.11 is important, because it
showed how population models can be used to detect a
potential drug-drug interaction from data collected during
a phase I clinical trial. Noncompartmental analysis of
10 patients with intensive pharmacokinetic sampling and
population analysis of 28 subjects with sparse sampling
both detected a drug interaction between imipramine and
alprazolam clearance. A better fit was obtained under the
population model when imipramine clearance was mod-
eled as a function of alprazolam concentration at the time
of sampling than when imipramine clearance was modeled
using a dichotomous covariate equal to 1 if the patient was
taking both alprazolam and imipramine and 0 if the patient
was taking only imipramine. Thus, the population appro-
ach provided a more mechanistic interpretation as to the
nature of the interaction than the noncompartmental ap-
proach. If these results could be extrapolated to other
settings, then this report sets the stage for drug companies
using population methods during drug development.

Model Building Strategies

Early reports of population models did not elaborate on
how particular covariates were chosen and included with
particular pharmacokinetic parameters (eg, see Refs.7,9).
These reports simply presented the model including covari-
ates. Testing for whether inclusion of a covariate resulted
in an improvement in the goodness of fit requires at least
2 models: one with and one without the covariate of inter-
est. Hence, for a model with a modest number of parame-
ters, testing of covariates can become prohibitive, espe-
cially in the early 1980s, when personal computers were a
luxury, and the speed of mainframe computers was slower
than most personal computers today. One of the common
practices today is to fit a model without any covariates,
called the base or structural model, and then to determine
each subject�s pharmacokinetic parameters using Bayesian
estimation. From these empirical Bayes estimates (EBEs)
some type of screening is done, usually regression-based,
to filter the number of covariates that need to be tested
using NONMEM, thereby reducing the number of models
that are evaluated, as well as the total run times. A modifi-
cation of this is to regress the residuals or partial residuals,
instead of the EBEs, against the covariate of interest (see11

for a comparison of some of these methods).

Maitre et al12 were the first to use correlation analysis of
the EBE for a pharmacokinetic parameter and a particular
covariate whereby only covariates showing a significant
correlation were passed through the filter. Using this
approach with midazolam, they found that among 11 cova-
riates, only body weight and clearance, body weight and
central volume, liver disease and clearance, and age and
clearance showed a significant correlation. These covari-
ates were then subsequently used in the NONMEM model.
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Mandema et al13 expanded this approach and studied the
use of generalized additive models14 as a stepwise regres-
sion-based covariate screen, instead of simple correlations.
They also discussed options for when the covariates are
time-varying and when it is not possible to obtain a single
time-independent estimate of a pharmacokinetic parameter,
that is, when clearance changes over time. This article also
discusses the importance of the quality of the EBEs and
how they ��shrink�� toward the population mean when there
are few observations per subject or when the residual error
is large compared with between-subject variability.

Bruno et al15 combined the various techniques that had
been reported to that time and developed a state-of-the-art
population analysis of docetaxel in patients with solid
tumors. In their analysis, data from 2 phase I studies and
22 phase II studies involving 547 patients were pooled and
then split to a model development data set with 280
patients and a validation data set with 267 patients. The
base model was a 3-compartment model. The EBEs were
determined for the random effects, and a total of 18 covari-
ates were screened using graphical inspection, multiple
linear regression, and generalized additive models. Those
covariates that were deemed important during the screen-
ing process were then tested in NONMEM for statistical
significance using the likelihood ratio test (LRT). The
model was then ��validated�� using the validation data set.
The 2 data sets were then combined to refine the popula-
tion model estimates. In the end, docetaxel clearance was
dependent on body surface area, a1-acid glycoprotein con-
centration, and hepatic function. This report still remains
as one of the most frequently cited references for model
development in population analyses.

Before the report by Karlsson and Sheiner,16 2 sources of
variability were modeled: between-subject variability and
residual variability. For example, the ith patient�s clearance
(CLi) may be modeled as follows:

CLi ¼ u0exp hið Þ ð14Þ

where u0 is the population mean and hi represents the
deviation for the ith subject from the population mean on a
log-scale. However, for many reasons, a pharmacokinetic
parameter may change from occasion to occasion. For
instance, a change in apparent oral clearance may be attrib-
utable to changes in bioavailability from occasion to occa-
sion resulting in differential drug exposure across occa-
sions. Karlson and Sheiner16 showed how between-subject
variability may be additionally refined into interindividual
variability and interoccasion variability, so, for example,
equation 14 may be written as follows:

CLi ¼ u0 exp hi þ kið Þ ð15Þ

where ki is the ith occasion under the assumption that
k � N 0;v2

k

� �
. Hence, between-subject variability may be

decomposed into interindividual variability and interocca-
sion variability (IOV). Using simulated data, they showed
that not including IOV in the model when it is truly present
can lead to appreciable bias in the structural model param-
eter estimates, but which parameter is affected and to what
extent depends on many different variables with no clear
pattern emerging. Ignoring IOV always inflated the resid-
ual variance estimate, whereas the bias in the estimate of
BSV was negligible when BSV was large relative to IOV.
On the other hand, when IOV was large relative to BSV,
then biases in the estimates of BSV were large. Others
have used this approach since then to model different sour-
ces of variability, such as between-study variability.17

The article by Wade et al18 caused quite a stir and is
disconcerting for a number of reasons. They simulated data
from a 2-compartment model having an approximate
a-half-life and b-half-life of 35 minutes and 36 hours,
respectively, with samples collected under 4 different time
ranges: 3 to 120 hours, 6 to 120 hours, 12 to 120 hours, and
48 to 120 hours. They then fit a 1-compartment and 2-com-
partment model to the data where clearance and volume of
distribution were treated as uncorrelated random effects.
The frequency of selecting the 2-compartment model was
much larger than expected, even with samples in the 48-to-
120-hour group, which is >80 half-lives after the end of the
distribution phase. Furthermore, the frequency of choosing
the 2-compartment model changed depending on whether
or not a covariate was included in the base model. When
clearance was a function of a dichotomous covariate repre-
senting the effect of a patient subgroup, like a drug-drug
interaction, the frequency of detecting the covariate was
always higher under the 2-compartment model than the 1-
compartment model. Despite the fact that the model used
to simulate the data did not contain a covariance term, only
when a covariance term was added between the clearance
and volume of distribution did the frequency of choosing
the 1-compartment model fall in line with expectations.
What this article illustrated was that the choice of the cova-
riate and structural model was dependent on the choice of
the covariance model and that the most complex covariate
or variance models could occur with the simplest structural
model. Simply put, as the title states, an interaction exists
among the structural, covariate, and covariance models in
choosing the best model, which may change depending on
how the submodels are formulated.

Wade et al18 then recommended the following steps for
model development, a process that has held to this day.
First, the structural model without covariates should be
chosen. Second, the influence of the covariates on all of
the model parameters in the structural model should be
explored. Third, if before covariate model development a
more complex structural model seems just as likely, then
the covariate model built with the simpler structural model
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should be tested on the more-complex structural model.
Rejected covariates under the more-simple model should
then be reevaluated. Lastly, superfluous covariates can
then be removed by stepwise deletion.

Missing from the article by Wade et al18 is how to handle
the covariance matrix. Should an unstructured or block
covariance always be used and then reduced, or should a
diagonal covariance be used and then tweaked at some
later time? Most texts dealing with linear mixed effects
models19 recommend that an overparameterized cova-
riance matrix be used, because whereas an overparameter-
ized covariance may lead to poor estimation of the SEs, an
underparameterized covariance results in biased inference
about the fixed effects. This reasoning may apply to non-
linear mixed effects models as well.

A type I error is committed when the null hypothesis of no
difference between groups is rejected when in fact it should
not be. In other words, the null hypothesis assumes that
there is no difference between groups; a type I error is
made when it is declared that a difference between groups
exists when in fact the difference does not exist. In the case
of nonlinear mixed-effects modeling, a type I error is com-
mitted when a covariate is added to a model when it should
not be. Wahlby et al20,21 published as series of papers
studying the type I error rate for FO approximation, condi-
tional estimation methods for covariate models, and the
addition of variance terms in a model. The articles are
quite comprehensive, and it will be difficult to summarize
their results in a few sentences. In general, FO approxima-
tion resulted in a higher type I error rate than conditional
estimation methods, and the error rate was influenced by
many factors, including sample size, the number of obser-
vations per subject, sampling scheme, and magnitude of
residual error. FO conditional estimation with interaction
(FOCE-I) resulted in type I error rates near their nominal
values under most conditions.

The articles also introduce the use of covariate randomiza-
tion to determine the change in objective function value
needed for significance under the null hypothesis of no
covariate effect. With this method, the covariate of interest
is randomized (permutated) across subjects, thereby break-
ing any covariate-pharmacokinetic parameter relationship.
The objective function is determined using the model that
contains the covariate of interest, and the change in objec-
tive function value (DOFV) relative to the same model
without the covariate of interest is computed. This process
is repeated many times such that a distribution of DOFVs
is obtained. The DOFVs are ranked, and the critical value
for significance is determined from the percentiles, that is,
for 5% statistical significance the fifth percentile is used.
They showed that compared with a theoretical value of
3.84 for 0.05 level significance using the LRT with 1
degree of freedom, the actual DOFV under FO approxima-

tion ranged from ~13 to 17, depending on the covariate
studied, but was approximately 4 using FOCE-I. Also,
buried in the article is a method for developing a gene-
ralized least-squares approach to parameter estimation
(Table 2 in Ref. 20).

In their second article, Wahlby et al21 examined the influ-
ence of a covariate on a variance component, which does
not occur that often but is still of interest. More impor-
tantly, however, are their other simulations. They also
compared the type I error rate using the LRT estimated
using FO approximation and FOCE-I to determine whether
inclusion of a covariance term between pharmacokinetic
parameters resulted in a significant improvement in the
goodness of fit. They found that the type I error rates were
near nominal values when the residual error was low but
that higher residual variability resulted in higher type I
error rates. Lastly, they studied the impact of including a
false variance term on a pharmacokinetic parameter when
one was not needed. The type I error rates were below
expected using FOCE-I and were not influenced by num-
ber of observations per subject, number of individuals, or
residual error magnitude.

All of the tests that Wahlby et al20,21 examined were based
on the LRT. Stram and Lee22 have shown that the LRT is
not valid when the alternative hypothesis falls on the boun-
dary of the null hypothesis, that is, the distribution of the
LRT is no longer x2. Instead, the distribution becomes a
mixture of x2 distributions, and in the special case where a
single variance component is being tested, the mixture is
50:50 of x2 random variables with 1 and 2 degrees of free-
dom. Hence, instead of a value of 3.84 or 6.64 for 0.05 or
0.01 levels of significance, respectively, the critical values
become 5.14 and 8.27, respectively. Pinheiro and Bates23

used Monte Carlo simulation to examine this issue and
came up with a ratio of 0.65:0.35 instead of 50:50. Interest-
ingly, this boundary problem does not become an issue
with covariance terms, because a covariance does not have
a zero boundary; a covariance can fall anywhere on the real
line. So when Wahlby et al21 found the type I error rate for
covariance terms to be near nominal values but type I error
rates for variance terms to be too low, these results were
entirely consistent with the results of Stram and Lee22 but
allowed the results of Stram and Lee to extend to the non-
linear mixed-effects model case.

Experimental Design

Early PopPK models used data that were usually collected
as part of a therapeutic drug monitoring program. Later,
the pharmaceutical industry recognized the utility of
PopPK in their analysis of data collected during phase III,
which was typically considered too sparse to model at an
individual level. It was recognized, however, that not all
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experimental designs are equal. A better experimental
design can result in more efficient parameter estimates,
that is, less bias and smaller SEs. For example, at the sim-
plest level, the optimum design for modeling a drug that
shows monophasic elimination kinetics after intravenous
administration is to collect samples as early as possible and
as late as possible so that the length of time between sam-
ples is as long as possible. It is easy to envision that a
design where the second sample is collected shortly after
the first sample will not lead to a very good estimate of the
rate of elimination. Hence, na€ıve collection of samples
may result in biased and imprecise estimates.

In light of these observations, Aarons et al24 present a short
overview of a 1995 meeting held in Brussels to discuss
issues related to experimental design in PopPK studies in
drug development. It was recognized that most PopPK
studies are done using sparse data collected during phase II
and III where the purpose of such studies is not to charac-
terize the pharmacokinetics of the drug but to demonstrate
evidence of or confirm efficacy. PopPK is a secondary
objective. Hence, whatever experimental design recom-
mendations could be made would have to be done within
the confines of the study, for example, samples cannot be
collected at night during an outpatient phase III study,
because no physician offices are open during those hours
to collect the samples. A number of issues were addressed,
including current practices, logistic issues, covariate
assessment, protocol design, and the importance of com-
munication. No specific conclusions were drawn, because
too often these issues have to be addressed on a case-by-
case basis. Nevertheless, the article presents an excellent
overview of the issues involved in collecting and analyzing
data from late-phase clinical trials.

Kowalski and Hutmacher25 report on the development of a
new drug wherein pharmacokinetic analysis from data-
rich, intensive within-subject sampling collected during
phase I showed that the drug had biexponential kinetics.
However, it was believed that the sampling times for the
proposed phase III study would not support such a model
and that only a 1-compartment model could be supported.
The authors then used clinical trial simulation to fit a
1-compartment model to data simulated from a 2-compart-
ment model and to estimate the degree of bias in the result-
ing model parameters, assuming that the pharmacokinetics
in phase III behaved the same as in phase I. A second simu-
lation was used to assess the sample size needed to detect a
40% reduction in clearance in patients in a subpopulation
compared with the main population with at least 90%
power. The results showed that fitting a less-complex
model resulted in unbiased estimation of the population
means, although volume of distribution under the 1-com-
partment model really represented volume of distribution
at steady-state under the 2-compartment model. The esti-

mates of between-subject and residual variability were
substantially biased, however. They also showed that under
the specified conditions, if 5% of patients were in the
subpopulation, there was an 86% chance of detecting
the subpopulation given 150 subjects total and 94% given
225 subjects total. These results need to be tempered by
the observation that the type I error rate was considerably
inflated and higher than the nominal level of 0.05. To
adjust for the inflation in the type I error rate, the critical
value (fifth upper percentile) from the simulated null distri-
bution of the test statistic (DOFV between the models with
and without the covariate for subpopulation differences in
apparent oral clearance simulated under the null model of
no covariate effect) was used to downward adjust the
estimates of power to 73% for 150 subjects and 84% for
225 subjects. Based on these adjusted estimates of power,
the population pharmacokinetic substudy was conducted
with a sample size of 225 subjects. In conversations with
K. Kowalski (April, 2005) after the conclusion of the
study, he indicated that the population estimate of apparent
oral clearance for this patient population was within 5% of
the healthy volunteer estimate and that the covariate effects
included in the final model for this patient study were very
much consistent with findings from healthy volunteer stud-
ies. This article nicely illustrates how a PopPK model can
be applied to answer questions about future studies through
the use of computer simulation.

Lee26 used simulation to examine how degree of compli-
ance, number of samples per subject, choice of sampling
time, total number of subjects, and inclusion of individuals
with data-rich sample collection interact to detect a 30%
increase in clearance in a subpopulation in a sparsely
design phase III study. Many conclusions were reported,
but some of the more useful ones are as follows: (1) taking
3 samples resulted in greater power than taking only
2 samples, (2) collecting only trough samples resulted in
poor power and could not accurately estimate the magni-
tude of difference between the main population and the
subpopulation, (3) adding subjects with complete pharma-
cokinetic profiles to sparsely sampled subjects did not
improve the estimate of the clearance difference between
the groups and actually increased the type I error rate for
detecting the subpopulation, and (4) the clearance differ-
ence was poorly estimated if the timing of a dosing event
was missing. This article additionally illustrates the use of
simulation as a tool to help design PopPK studies.

Recently, studies using optimal design in PopPK have
received increased attention. The mathematics behind this
algorithm is quite complicated (involving minimizing the
negative determinant of the Fisher Information Matrix, of
which the inversion results in the variance-covariance
matrix of the model parameter estimates and the square
root of the diagonal elements of the variance-covariance
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matrix leads to the SE of the model parameter estimates)
but relates the finding to a set of sampling times meeting
user-defined constraints (eg, no samples collected between
the periods of 6:00 PM and 6:00 AM in the case of a study
done in an outpatient setting) that will optimally minimize
the SEs of the estimable parameters in the model. Although
of great interest, the use of optimal designs in practice has
had limited experience. The reader is referred else-
where27,28 for more details.

Model Validation

All models are based on assumptions. In ordinary least-
squares, the assumptions are that the residuals are inde-
pendent and identically distributed with zero mean and
constant variance. Models that deviate from the underlying
assumptions may have unstable or biased parameter
estimates. PopPK also has many assumptions, such as ade-
quacy of the FO approximation, error-free sampling times,
and so forth. Karlsson et al29 present a comprehensive
list of assumptions, falling into the following categories,
that should be tested: the estimation algorithm, data
quality, structural model, covariate model, statistical mod-
els, and general aspects related to modeling. Not all of
these assumptions are usually tested and confirmed, but
many should be, and not just on the final model. For
example, if the FO approximation is inadequate, it would
be tragic to find this out at the end of the model develop-
ment process, because the entire process then becomes
questionable.

Bonate30 showed that model parameter estimates may be
unstable when correlated covariates (r > 0.5) are entered
into a model simultaneously, similar to the collinearity
problem that arises in linear models, and that instability
increases as the degree of correlation increases. So, for
example, a modeler would not want to use weight and body
surface area as covariates to predict clearance, because
weight and body surface area tend to be highly correlated.
Collinearity can also arise when the correlated covariates
are on different parameters, so if age is on clearance,
weight is on central volume, and age and weight are highly
correlated, then all of the parameter estimates in the model
have the potential to be unstable. Various indices are also
presented that quantify the degree of collinearity.

Hartford and Davidian31 showed what happens to model
parameter estimates when the assumptions of the model
are violated. A large portion of the article is a technical dis-
cussion of the differences in estimation algorithms and the
assumptions each algorithm makes. A key assumption is
that the random effects (h) are normally distributed if
clearance is modeled as uexp(h). Using simulation and
SAS NLINMIX macro (SAS Institute, Cary, NC), which is
no longer supported by SAS and has been supplanted by

the NLMIXED procedure with version 8.0 and higher, they
studied the impact on the parameter estimates when the
random effects were not normally distributed, but were
heavy tailed normal, a mixture of normal distributions,
asymmetric, or bimodal symmetric in distribution. When
the clearance model is correctly specified and the only
violation is the assumption of the random-effects distribu-
tion, FO approximation has a very high rate of conver-
gence, whereas conditional methods are less so. Unbiased
estimation of the population means, regardless of the esti-
mation method, was not affected to any significant extent
when the random effects were not normally distributed.
The estimation of the variances, however, was sensitive to
the distribution of the random effects, but the estimation
bias tended to be acceptable as long as the distribution was
unimodal.

Ette et al32 present an excellent overview of the current
state of model validation in PopPK. Model validation is,
unfortunately, one of the great misnomers in our field. No
model can ever truly be validated under all of the condi-
tions. Instead, the authors use the term ��model appropriate-
ness�� to indicate that the model is validated for the specific
purpose in which it was intended and that purpose is
clearly stated a priori. They then illustrate the concepts in
the article using a PopPK analysis of 5-fluorocytosine in
patients with infection because of Cryptococcus neofor-
mans and Candida species.

A central point is that model validation needs to be de-
signed to support the intended use of the model. There are
many approaches available to test a model, but the selec-
tion of test(s) is dependent on what aspects of the model
require evaluation. Model validation should be designed
prospectively and clearly stated in a data analysis plan.
Prospective validation increases the credibility of the
results with reviewers and the intended audience. The
reviewer is referred to the Food and Drug Administration
Guidance to Industry on Population Pharmacokinetics
(which is discussed later in the article) for details on these
data analysis plans.

Case Studies

Enoxaparin (Lovenox) is a low molecular weight heparin
that cannot easily be measured by analytical means.
Instead, enoxaparin is indirectly estimated by factor Xa
concentrations, which are thought to reflect unbound enox-
aparin concentrations. Bruno et al33 presented a PopPK
analysis of factor Xa (or equivalently enoxaparin) in
patients with unstable angina and non-ST-segment eleva-
tion myocardial infarction. Clearance was found to be a
function of age, weight, creatinine clearance, and patient
sex. The pharmacokinetic model was then used to predict
area under the curve at steady state using the EBEs for
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clearance under the final population model. Univariate and
multivariate logistic regression was then used to relate area
under the curve at steady state and dose, as measures of
drug exposure, to the probability of experiencing major
hemorrhage or any hemorrhage (which includes major
hemorrhage) during the study. Other patient covariates,
such as age, sex, weight, and platelet count, were also
examined in the model. The pharmacokinetic model was
then combined with the pharmacodynamic model to pre-
dict the risk of hemorrhagic events. This article is an excel-
lent example of PopPK-PD for a number of reasons. Model
development and validation is of sufficient detail and
clearly described. The application of the model is also
evident and useful, rather than the standard fare of just
presenting the pharmacokinetics. Unfortunately, this infor-
mation has failed to be included on the most recent pack-
age insert for the product.

Rajagopalan and Gastonguay34 present a nice example
of validation methods in their analysis of ciprofloxacin
pharmacokinetics in pediatric patients having various
infections. Using the parametric bootstrap, nonparametric
bootstrap, leverage analysis, and cross-validation, the
authors evaluated the performance and stability of the
model. Using the results of the model, they then develop a
dosing scheme to help clinicians dose pediatric patients
with complicated urinary tract infections. This article also
presents the issue of weight in modeling pediatric data.
Weight is frequently a covariate in pediatric studies that is
modeled using a power function, for example:

CL ¼ u1 Wgtð Þu2exp hð Þ: ð16Þ

However, one camp of PopPK modelers believes that the
exponent in the model, u2, should be empirically estimated
based on the data so that the best possible fit is obtained.
Another camp believes that based on allometric theory, u2

should be a priori fixed to 0.75 for clearance terms and 1.0
for volume terms.35 There is no consensus for which
method should be preferred.

Grasmader et al36 studied the PopPK of mirtazapine, a new
antidepressant, in 49 patients with a diagnosis of clinical
depression. What makes this paper notable are 2 things.
One, patients were genotyped for isozymes of cytochrome
(CYP) 2D6, 2C9, and 2C19. In the base model without
covariates, the random effects for clearance (hCL) showed
a distinct bimodal distribution. When a categorical variable
was added to clearance assigning patients a value of 2 if
they were a CYP 2D6-extensive metabolizer or 1 if they
were a poor or intermediate metabolizer, the bimodal dis-
tribution became unimodal and approximately normally
distributed. This illustrates nicely the impact of a covariate
on model assumptions and how proper use of a covariate
can result in a model having violated assumptions correct-

ing itself. This article also shows their covariate model
development process for clearance allowing a newcomer to
get a better feel for how models are tested and either
accepted or rejected. One problem with this article is that
how missing genotype data were handled is not adequately
discussed.

Review Articles

A number of useful review articles37-39 have been written
on population pharmacokinetics. Beal and Sheiner37 pre-
sent an overview of the statistical foundation and develop-
ment of the FO approximation in a readable format and
compare this with the 2-stage method for obtaining popula-
tion estimates. Sheiner and Ludden38 present a nontechni-
cal overview of the PopPK, including a review of the meth-
ods, an example, and a summary of the results obtained
with population methods. Although the article is a little
dated, being published more than a decade ago, it still is
useful in that it provides the reader with a feel for what
PopPK is capable of. Tett et al39 provide an excellent non-
technical overview of PopPK that would be useful for
someone who needs to know what PopPK is, its advantages
and disadvantages, and some of its uses. This review would
be helpful for clinical research associates, project team
leaders, physicians, or nontechnical members of a project
team in a pharmaceutical company that are involved with a
clinical trial in which PopPK is a component.

Two books have been written on the topic of nonlinear
mixed effects models, but neither of these books are geared
toward the pharmacokineticist; rather, they are written by
statisticians for a mostly statistical audience and, as such,
are difficult to read for a newcomer to the field. Davidian
and Giltinan40 is the more user-friendly of the two and is a
must-read once the basics are understood. Pinheiro and
Bates23 is geared exclusively toward the computer lan-
guage S and the software system S-Plus (Insightful Corp,
Seattle, WA). Neither of these books should be read at the
outset of learning the material. The book by Verbeke and
Molenberghs,41 although not dealing with PopPK, deals
with linear mixed effects models in general. A good under-
standing of linear mixed-effects models can only lead to a
better understanding of nonlinear mixed-effects models,
just like a good understanding of linear regression leads to
a better understanding of nonlinear regression. They pub-
lished a similar book in 1997 that includes all of the mate-
rial in the later book, less some more complex material,
but it is more SAS-oriented than the later book.19

Regulatory Documents

Beginning with Carl Peck and later Janet Woodcock as
Directors for the Center for Drug Evaluation and Research
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at the Food and Drug Administration (FDA), a number of
prominent experts in the field of PopPK were brought into
the agency through the formation of a dedicated pharmaco-
metrics group that would be used to analyze PopPK data
submitted by pharmaceutical companies in support of a
new drug application. In 1999, the FDA issued a guidance
to industry on PopPK.42 The purpose of this was to make
recommendations to industry on the design, analysis, and
presentation of PopPK analyses made by industry. The
guidance is actually a very good synthesis of simulation
studies using the various estimation algorithms regarding
experimental design issues, as well as some practical and
logistic recommendations regarding design and execution
of PopPK analyses. A key component of the FDA guidance
is the concept of a ��study protocol,�� which is more com-
monly referred to by the International Conference on Har-
monisation as a ��statistical analysis plan�� or ��data analysis
plan.�� The study protocol should detail before the start of
the analysis the objectives of the analysis and how the data
will be analyzed, the idea being that the results will be
more credible than if the analysis were after having an
initial ��look�� at the data. Although laudable, study proto-
cols in practice only provide a rough measure of credibil-
ity, because, in contrast to phase III studies where the
analysis is locked into place with the null hypothesis care-
fully defined a priori, PopPK is still an exercise in explora-
tory analysis and, as such, it is impossible to plan every
contingency. Nevertheless, detailing the objectives of the
analysis, how missing data and outliers will be handled,
and other general details is useful. The FDA guidance also
provides guidelines on how the PopPK report should be
written, which I could imagine was a horrible hodge-podge
from different companies before publication of the FDA
report.

SUMMARY

Granted, the author has recommended a lot of papers to be
read. The field has shown great progress since its incep-
tion, and continues to show greater and greater acceptance
by other scientists and regulatory reviewers, as its concepts
and terms become more understood, as its uses and limita-
tions become more realized, and as its successes continue
to be reported. However, this field is not easily understood,
even for those with a firm statistical and mathematical
foundation. Lynne Cox, the long-distance swimmer who
broke the English Channel record at age 15, who swam the
Bering Strait, and who swam the Arctic Ocean once said
that ��as long as you hang in there and keep going, you have
a chance at succeeding. Once you give up, you�re done.��
Learning PopPK is not easy, and understanding it can be a
long, slow process, but it can be very rewarding once
understood and applied.

ACKNOWLEDGMENTS

The author thanks Ken Kowalsky for his helpful comments
on this article.

REFERENCES

1. Sheiner LB, Rosenberg B, Marathe V. Estimation of population
characteristics of pharmacokinetic parameters from routine clinical
data. J Pharmacokinet Biopharm. 1977;5:445-479.

2. Sheiner LB, Beal SL. Evaluation of methods for estimating
population pharmacokinetic parameters. II. Biexponential model and
experimental pharmacokinetic data. J Pharmacokinet Biopharm.
1981;9:635-651.

3. Sheiner LB, Beal SL. Evaluation of methods for estimating
population pharmacokinetic parameters. III. Monoexponential model:
routine pharmacokinetic data. J Pharmacokinet Biopharm.
1982;11:303-319.

4. Sheiner LB, Beal SL. Evaluation of methods for estimating
population pharmacokinetics parameters. I. Michaelis-Menten model:
routine clinical pharmacokinetic data. J Pharmacokinet Biopharm.
1980;8:553-571.

5. Peck CC, Beal SL, Sheiner LB, Nichols AI. Extended least squares
nonlinear regression: a possible solution to the ��choice of weights��
problem in analysis of individual pharmacokinetic data.
J Pharmacokinet Biopharm. 1984;12:545-558.

6. Sheiner LB, Beal SL. Pharmacokinetic parameter estimates from
several least squares procedures: superiority of extended least squares.
J Pharmacokinet Biopharm. 1985;13:185-201.

7. Vozeh S, Katz G, Steiner V, Follath F. Population pharmacokinetic
parameters in patients treated with oral mexiletine. Eur J Clin
Pharmacol. 1982;23:445-451.

8. Grasela TH, Sheiner LB. Population pharmacokinetics of
procainamide from routine clinical data. Clin Pharmacokinet.
1984;9:545-554.

9. Grasela T, Donn SM. Neonatal population pharmacokinetics for
phenobarbital derived from routine clinical data. Dev Pharmacol Ther.
1985;8:374-383.

10. Grasela TH, Antal EJ, Ereshefsky L, Wells BG, Evans RL
Smith RB. An evaluation of population pharmacokinetics in therapeutic
trials. Part II. Detection of a drug-drug interaction. Clin Pharmacol
Ther. 1987;42:433-441.

11. Wahlby U, Jonsson EN, Karlsson MO. Comparison of
stepwise covariate model building strategies in population
pharmacokinetic-pharmacodynamic analysis. AAPS PharmSci.
2002;4:E27.

12. Maitre PO, Buhrer M, Thomson D, Stanski DR. A three-step
approach combining Bayesian regression and NONMEM population
analysis: application to midazolam. J Pharmacokinet Biopharm.
1991;19:377-384.

13. Mandema J, Verotta D, Sheiner LB. Building population
pharmacokinetic-pharmacodynamic models. I. Models for covariate
effects. J Pharmacokinet Biopharm. 1992;20:511-528.

14. Hastie TJ, Tibshirani RJ. Generalized Additive Models. New York:
Chapman and Hall, 1990.

15. Bruno R, Vivier N, Vergniol JC, DePhillips SL, Montay G, Sheiner
LB. A population model for docetaxel (Taxotere�): model building and
validation. J Pharmacokinet Biopharm.
1996;24:153-172.

The AAPS Journal 2005; 7 (2) Article 37 (http://www.aapsj.org).

E372



16. Karlsson MO, Sheiner LB. The importance of modeling
interoccasion variability in population pharmacokinetic analyses.
J Pharmacokinet Biopharm. 1993;21:735-750.

17. Laporte-Simitsidis S, Girard P, Mismetti P, Chabaud S,
Decousus H, Boissel JP. Inter-study variability in population
pharmacokinetic analysis: when and how to estimate it? J Pharm Sci.
2000;89:155-166.

18. Wade JR, Beal SL, Sambol NC. Interaction between structural,
statistical, and covariate models in population pharmacokinetic analysis.
J Pharmacokinet Biopharm. 1994;22:165-176.

19. Verbeke G, Molenberghs G. Linear Mixed Models in Practice:
A SAS-Oriented Approach. New York: Springer Verlag; 1997.

20. Wahlby U, Jonsson EN, Karlsson MO. Assessment of actual
significance levels for covariate effects in NONMEM. J Pharmacokinet
Pharmacodyn. 2001;28:231-252.

21. Wahlby U, Bouw MR, Jonsson EN, Karlsson MO. Assessment of
type I error rates for statistical sub-model in NONMEM.
J Pharmacokinet Pharmacodyn. 2002;29:251-269.

22. Stram DO, Lee JW. Variance components testing in the longitudinal
mixed effects model. Biometrics. 1994;50:1171-1177.

23. Pinheiro JC, Bates DM. Mixed-Effect Models in S and S-Plus.
New York: Springer Verlag; 2000.

24. Aarons L, Balant LP, Mentre F, Morselli PL, Rowland M
Steimer J-L, Vozeh S. Practical experience and issues in designing
and performing population pharmacokinetic/pharmacodynamic studies.
Eur J Clin Pharmacol. 1996;49:251-254.

25. Kowalski K, Hutmacher MM. Design evaluation for a population
pharmacokinetic study using clinical trial simulation: a case study.
Stat Med. 2001;20:75-91.

26. Lee PID. Design and power of a population pharmacokinetic study.
Pharm Res. 2001;18:75-82.

27. Green D, Duffull SB. Prospective evaluation of a D-optimal
designed population pharmacokinetic study. J Pharmacokinet
Pharmacodyn. 2003;30:145-161.

28. Duffull SB, Retout S, Mentre F. The use of simulated annealing for
finding optimal population designs. Comput Methods Programs
Biomed. 2002;69:25-35.

29. Karlsson MO, Jonsson EN, Wiltse CG, Wade JR. Assumption
testing in population pharmacokinetic models: illustrated with an

analysis of moxonidine data from congestive heart failure patients.
J Pharmacokinet Biopharm. 1998;26:207-246.

30. Bonate PL. The effect of collinearity on parameter estimates in
nonlinear mixed effect models. Pharm Res. 1999;16:709-717.

31. Hartford A, Davidian M. Consequences of misspecifying
assumptions in nonlinear mixed effects models. Comp Stat Data Anal.
2000;34:139-164.

32. Ette EI, Williams PJ, Kim YH, Lane JR, Liu M-J, Capparelli EV.
Model appropriateness and pharmacokinetic modeling.
J Clin Pharmacol. 2003;43:610-623.

33. Bruno R, Baille P, Retout S, Vivier N, Veyrat-Follet C
Sanderlink G-J, Becker R, Antman EM. Population pharmacokinetics
and pharmacodynamics of enoxaparin in unstable angina and
non-ST-segment elevation myocardial infarction. Br J Clin Pharmacol.
2003;56:407-414.

34. Rajagopalan P, Gastonguay MR. Population pharmacokinetics
of ciprofloxacin in pediatric patients. J Clin Pharmacol.

2003;43:698-710.

35. Holford NHG. A size standard for pharmacokinetics.
Clin Pharmacokinet. 1996;30:329-332.

36. Grasmader K, Verwohlt PL, Kuhn K-U, Dragicevic A,
von Widdern O, Zobel A, Hiemke C, Rietschel M, Maier W, Jaehde U,
Rao ML. Population pharmacokinetic analysis of mirtazapine.
Eur J Clin Pharmacol. 2004;60:473-480.

37. Beal SL, Sheiner LB. Methodology of population pharmacokinetics.
In: Garrett ER, Hirtz JL, eds. Drug Fate and Metabolism: Methods and
Techniques, Vol. 5. New York: Marcel Dekker, Inc;
1985;135-183.

38. Sheiner LB, Ludden TM. Population pharmacokinetics/
pharmacodynamics. Annu Rev Pharmacol Toxicol. 1992;32:185-209.

39. Tett S, Holford NHG, McLachlan AJ. Population pharmacokinetics
and pharmacodynamics: an underutilized resource. Drug Inf J.
1998;32:693-710.

40. Davidian M, Giltinan DM. Nonlinear Models for Repeated
Measures Data. New York: Chapman and Hall; 1995.

41. Verbeke G, Molenberghs G. Linear Mixed Models for Longitudinal
Data. New York: Springer-Verlag; 2000.

42. US Department of Health and Human Services, Food and Drug
Administration. Guidance for Industry. Population Pharmacokinetics.
Washington, DC: Food and Drug Administration; 1999.

The AAPS Journal 2005; 7 (2) Article 37 (http://www.aapsj.org).

E373



<<
  /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
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


