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Abstract

Adrenal suppression and lymphocytopenia are commonly monitored pharmacological responses
during systemic exposure to exogenously administered corticosteroids. The pharmacodynamics of
plasma corticosterone (CS) and blood lymphocytes were investigated in 60 normal rats which
received either 50 mg/kg methylprednisolone (MPL) or vehicle intramuscularly. Blood samples
were collected between 0.5 and 96 h following treatment. Plasma CS displayed a transient
suppression with re-establishment of a normal circadian rhythm 24 h following drug treatment. An
indirect response model with suppression of production well captured plasma CS profiles. An
early stress-induced rise in CS was also factored into the model. Blood lymphocyte numbers
exhibited a sharp decline and then returned to a new circadian rhythm which was half of the
original baseline level. An integrated pharmacodynamic (PD) model with inhibition of
lymphocyte trafficking from tissue to blood by both MPL and CS and induction of cell apoptosis
by MPL reasonably captured this lymphocytopenia. Rats and humans differ in lymphocyte
responses with humans showing full recovery of baselines. Modeling provides a valuable tool in
quantitative assessment of dual, complex drug responses.
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INTRODUCTION

Systemic administration of corticosteroids generates broad responses including desired
effects such as anti-inflammatory and immunosuppressive functions as well as undesired
disturbances in carbohydrate, lipid and protein metabolism, growth retardation, osteoporosis,
and disorders in the cardiovascular and central nervous system.! Alterations of endogenous
glucocorticoid production and lymphocytopenia are typically used as biomarkers of
systemic exposure to corticosteroids. While adrenal suppression is generally considered as a
challenge to the internal hormone balance maintained by the hypothalamus-pituitary-adrenal
axis (HPA), lymphocytopenia is usually viewed as a component of immune system
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suppression. -7 Due to the fact that both biomarkers respond rapidly and significantly to
exposure of exogenous corticosteoids and measurements can be conveniently obtained, these
two biomarkers are commonly used in the assessment of corticosteroid functions.?

Under normal physiological conditions, endogenous plasma glucocorticoids display
circadian rhythms, with opposite patterns between humans and nocturnal animals such as
rodents.8 In humans, plasma cortisol reaches its peak in the early morning, then decreases
and reaches its nadir by late afternoon.? The peak of rat CS occurs right after darkness and
the nadir occurs in early morning.10

Lymphocytes are constantly trafficking between blood and peripheral lymphatic tissue. The
alterations of lymphocyte trafficking and function by corticosteroids are considered as part
of their immunosuppressive functions. In humans, a single dose of corticosteroid leads to a
transient but marked lymphocytopenia.211-13 This is attributed to changes in expression and
surface distribution of adhesion molecules which affect the redistribution of lymphocytes
between blood and peripheral tissue.1 Mature human lymphocytes are resistant to
corticosteroid-induced programmed cell death. However, in other species such as mouse, rat,
and rabbit, corticosteroid-induced lymphocytopenia is primarily due to cell apoptosis.13
Thus regulation of both cell trafficking and cell death should be considered in the study of
lymphocyte responses to corticosteroids in rats.

Models of both endogenous steroid suppression and lymphocytopenia following
corticosteroid administration have been developed.211 However, most of these studies were
conducted in normal human subjects. This study examines pharmacodynamic responses of
these two biomarkers in normal rats. Normal rats received MPL as a large single bolus dose
and plasma CS and total blood lymphocytes were measured over time. The PK/ PD models
were premised on three major processes. First, MPL effects on lymphocyte trafficking and
apoptosis reduce lymphocyte numbers in blood. Second, endogenous CS controls movement
of lymphocytes between tissue and blood and their circadian rhythm in blood. Third, MPL
treatment causes CS suppression and consequent effects.

MATERIALS AND METHODS

Animals

Sixty normal (150-175 g) male Wistar rats were purchased from Harlan-Sprague-Dawley,
Inc. (Indianapolis, IN) and experiments were initiated at body weights of 225-275 g.
Animals were housed and allowed to acclimatize in a constant temperature environment
(22°C) equipped with a 12 h light/12 h dark cycle for 2 weeks. All rats had free access to rat
chow and drinking water. Our research protocol adheres to the “Principles of Laboratory
Animal Care” (NIH publication #85-23, revised 1985) and was approved by the University
at Buffalo Institutional Animal Care and Use Committee.

Experimental

MPL Treatment—A single dose of 50 mg/kg MPL (Solu-Medrol, Pharmacia-Upjohn
Company, Kalamazoo, MI) was given to 54 animals intramuscularly (i.m.) in the left gluteus
muscle. Rats were sacrificed by aortic exsanguination at 0.25, 0.5, 0.75, 1, 2, 4, 5, 6, 7, 8,
12, 24, 36, 48, 60, 72, 84, and 96 h after dosing. Three rats were sacrificed at each time
point. The sampling time points were selected based on previous studies of receptor
dynamics and enzyme induction in muscle and liver.1516 Six vehicle-treated rats were
designated as controls and were sacrificed 12 and 24 h after dosing. The onset of the light
cycle on the treatment day was considered as time zero. The i.m. MPL injection was given
between 1.5 and 3.5 h after lights on. The treatment and sacrifice times were recorded. Since
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normal rats were used in the study, minimal animal handling with subtle environmental
disturbances were enforced in order to lessen stress. Night vision goggles were used to carry
out animal procedures conducted in the dark period. At sacrifice, rats were weighed,
anesthetized by ketamine/xylazine, and sacrificed by aortic exsanguination. Blood was
drawn from the abdominal aortic artery into syringes using ethylenediami-netetraacetic acid
as anticoagulant. A small amount of blood (50 (uUL) was used to count blood cell responses.
Plasma was harvested from the blood sample and frozen at —20°C until analyzed for
glucocorticoids.

CS Circadian Rhythm—Plasma CS concentrations in normal untreated Wistar rats were
obtained from a recent study performed in our laboratory under similar conditions.1 In
brief, rats were sacrificed at 0.25, 1, 2, 4, 6, 8, 10, 11, 11.75, 12.25, 13, 14, 16, 18, 20, 22,
23, and 23.75 h after 2 weeks acclimatization to 12 h light/12 h dark cycle. Three animals
were sacrificed at each time point.

Plasma Glucocorticoid Concentrations

Plasma MPL and CS concentrations were determined by a sensitive normal phase high-
performance liquid chromatography method as previously described.1’ The limit of
quantitation was 5 ng/ mL for both steroids. The inter-day and intra-day coefficients of
variation (CV) were less than 10%.

Cell Responses

Complete leukocyte counts and differentials were obtained using an automated
hemocytometer (CELLDYN 1700, Abbott Laboratories, Abbott Park, IL). Total lymphocyte
counts were obtained by multiplying total number of leukocytes by the proportion of
lymphocytes in total leukocytes. The system was monitored with purchased controls from
Abbott Laboratories at three levels (high, normal, and low).

Pharmacokinetic/Pharmacodynamic Models

MPL Kinetics—The kinetics of plasma MPL (Cypy) versus time (2 following i.m.
injection was described by a biexponential equation with first-order absorption (4 ).

Cop=C1 - e M40y - ™27 — (C1+Cy) -7 (1)

where Cjand A jare the intercept and slope coefficients. The pharmacokinetic (PK)
parameters were estimated first and then fixed in further modeling.

CS Suppression—The plasma concentrations of CS (Ccs) in the 24-h circadian rhythm
study were modeled by harmonic functions.10

S 2m-i-t o (2mi-t
Ces =a0+2 a; - cos T +b; - sin T ®)

i=1
where g;and b;are Fourier coefficients and 7from 1 to n represent the frequency of the
harmonic functions. The circadian rhythm period 7was 24 h. A two-harmonics function was
sufficient to capture the apparent circadian rhythm.10 Parameters reported previously were
used for simulations of CS kinetics!? (Tab. 1).

The plasma concentrations of CS with no drug treatment can be described using a changing
production rate/volume (/(9) and first-order elimination rate (kout_cs) by:
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The production rate/volume of CS (R(9) is derived from Egs. (2) and (3):
21bq 2t
R(t):kout_CS : Ll(]+ (kout_CST s aj +T) * COs (T)
2ma; . [2mt
+ (kout_CS -by — T ) - sin (T)
4rhy At @
+k, . os a2+T - Cos T

4ray . [4nt
+ (kout_cs -by — T ) - sin (T)

Administration of MPL causes suppression of CS production. It is also well known that
physical stress such as animal handing and pain stimulate secretion of CS. The effect of
MPL on plasma CS is complicated by both of these factors. Figure 1 shows the PD model
for MPL effects on plasma CS. The equations describing both effects are:

dCCS CMPL
=R({t) |l = —=—F—|+k_, — k -C
dt ( ) ( ICSO‘*‘CNIPL + inH out.CS Cs (5)

k

=S n e (~Tini) (6)

where ICsgj is the concentration of plasma MPL causing 50% of maximum inhibition of CS
production, ki, H is the induced CS production rate/volume by physical stress, Sy is the
maximum stress-induced CS production rate/volume, A is the disappearance rate constant
for stress-induced CS production rate/volume, and 7jp; is the injection time of each animal.
It is assumed that CS production can be completely suppressed at high concentrations of
MPL. Eq. (3) was used to model baseline CS while Egs. (5) and (6) were applied to fit
plasma CS concentrations following MPL injection. The initial condition of plasma CS was
fixed at the measured value of 33.59 ng/mL.

Lymphocytopenia—Lymphocyte trafficking between blood and tissue is regulated by
glucocorticoids, including both synthetic glucocorticoids such as MPL and naturally
produced steroids such as CS. Both human and rat blood lymphocytes exhibit daily
fluctuations related to endogenous glucocorticoid circadian rhythms.2-11 Thus both plasma
MPL and CS serve as factors driving the blood lymphocyte changes. Additionally in
rodents, exogenous glucocorticoids produce apoptosis of lymphocytes.12:18 The proposed
PD model is shown in Figure 1. The following equations were applied in the modeling of
trafficking and apoptosis of lymphocytes under the influence of both steroids.

IC
Crs=Cypr+ Icso_ - Cos ()

50- C

dYMy v - (1 Co kous - LYM
a d IC, +C) ‘out =¥ @
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dLYM,
dr

C
=kout - LYM,, — ki -LYM. - [1 - ——=—|—-%k-C -LYM
out B n T ( Icso_ M+CTE) MPL r (9)

where Crg represents total effective steroid concentration, and ICsq  and ICsg ¢ are
concentrations of MPL and CS causing 50% of maximum inhibition of cell trafficking.
Movement of lymphocytes between blood (LYMg) and tissues (LYM-T) are governed by
first-order rate constants A, (from tissue to blood) and A (from blood to tissue). The
second-order rate constant, &, represents the apoptosis process induced by MPL. 19 It is
assumed that only exogenous glucocorticoids cause apoptosis of lymphocytes. The kinetics
of MPL and CS were fixed in analysis of lymphocyte suppression. The lymphocyte
baselines in blood (L'YMg (0)) and tissues (LYMr (0)) were fixed as 7.8 and 400 K/_in the
modeling.

Lymphocyte data from vehicle-treated animals were modeled simultaneously with data from
MPL treated animals. Due to different baseline values between the two groups, the baselines
of LYMg (LYMg ¢ (0)) and LYMT (LYM7t ¢ (0)) in vehicle-treated animals were
expressed as: -

LYM, (0)=LYM,(0) - Baseline. (10)

LYM,_ .(0)=LYM,(0) - Baseline. (11)

where Baselinec is the ratio of lymphocyte baselines in control to treated animals.

Data Analysis

The Kkinetic parameters for MPL were estimated using nonlinear regression analysis.
Assuming that the errors from the observed and predicted responses are normally
distributed, the ADAPT Il program20 with the maximum likelihood method was applied for
the fitting. The variance model was:

Vi=V(O, 0, )=(c1+02 - Y(6,1)) (12)

where V;is the variance of the response at the /th time point, #;is the actual time at the #th
time point, 6 represents the systemic parameter vector for the PK model, o is defined as the
vector of variance parameters for the model, Y(0, #) is the predicted response value at time
tifrom the model. Variance parameters o1 and o, were estimated along with model
parameters during fittings. All data were used in fitting the models. The goodness-of-fit
criteria included: visual inspection of the fitted curves, estimator criterion value, sum of
squared residuals, Akaike information criterion, Schwartz criterion, and CV of the estimated
parameters.

Plasma CS and blood lymphocyte data were analyzed by a nonlinear mixed-effect model
using NONMEM (NONMEM version V Level 1.1, NONMEM project Group, GloboMax,
Hanover, MD) to evaluate the parameters and residual random effects. Since only one
observation was obtained from one individual and our sample size is small, inter-subject
random effects were not estimated. Calculations were performed on a Pentium 1V 1.6 GHz
computer with a Microsoft Windows XP operating system using the compiler digital Visual
Fortran V6.6. Subroutine Advan6 and the first-order conditional estimation (FOCE) method
were used. For residual errors, a series of error models was tested including additive error
model, constant coefficient variance (CCV) model, and combined additive plus CCV maodel.
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The best residual error model was selected based on the objective function value (OFV) and
goodness-of-fit (GOF) plots.

Visual predictive plots were generated by simulating 10,000 individual profiles using the
estimated structural parameters and random error estimates. The 90% predictive interval was
constructed to assess the bias and predictive performance of modeling. Animals dosed at 1.5
and 1.75 h were simulated with an injection time ( 7jy;) of 1.63 h. Animals dosed at 2, 2.25,
2.5, and 2.75 h were simulated with 7jn; = 2.38 h. The 7j,j of 3.25 h was used for animals
dosed at 3, 3.25, and 3.5 h.

Simulations of CS suppression following MPL dosing at different times were performed.
The 50 mg/kg MPL i.m. profile was used to simulate the kinetics. The treatment times were
selected at 2, 6, 10, 14, 18, and 22 h after the onset of the light period. The CS responses
from 0 to 100 h were simulated and compared with the basal circadian rhythm.

MPL Kinetics

The pharmacokinetics of MPL following 50 mg/kg is shown in Figure 2 and was well
captured by biexponential kinetics with first-order absorption. The absorption of MPL from
the muscle injection site was fast with the peak occurring at 0.25 h, the first time point in our
study. The estimated slope and intercept coefficients and absorption rate constant are listed
in Table 1.

CS Suppression

Normal rat plasma CS exhibited a circadian rhythm fluctuating between below quantitation
limit during the early morning to about 300 ng/mL at the onset of darkness (Fig. 3).
Following MPL treatment, plasma CS first showed a striking increase from almost zero to
about 300-600 ng/ mL. However, this increase of plasma CS did not last long and quickly
dropped within 2 h. Superimposing the CS data after MPL dosing with the normal CS
circadian rhythm curve showed that plasma CS was suppressed after drug treatment. The CS
peak at the onset of darkness after dosing was significantly lower than expected.
Additionally, the suppressive effect of MPL only lasted for 24 h. Although higher variability
was shown for data after 24 h, it could be seen that the plasma CS returned to its normal
circadian rhythm thereafter.

The proposed model was able to capture all features of the dynamics, including initial
stimulation, later suppression, and the late return to the normal circadian rhythm. The fitted
curves are shown in Figure 3. In this study, animals were treated at 9 different times

between 1.5 and 3.5 h, therefore 9 predicted curves are shown, which overlap after 24 h. The
right upper corner shows the data and predictions at early periods. Most animals sacrificed at
early time points (0.5-4 h) were dosed between 3.25 and 3.5 h. Thus the predicted curves
with dosing times of 3.25 and 3.5 h better characterized the data in the early period, which
can be clearly seen from the visual predictive plots.

The estimated parameters are listed in Table 2. The maximum stress-induced CS production
rate/ volume is estimated at 3230 ng/mL/h, suggesting the production and release of CS is
very sensitive to physical stress. The Ay representing the disappearance rate of the stress-
induced production rate/volume was 2.19 h~Isuggesting that this effect vanishes very fast.
The concentration of MPL producing 50% of maximum inhibition (ICsgg) is 23.4 ng/mL and
is higher than the corresponding value (0.52-1.87 ng/mL) in humans, suggesting less
sensitivity of endogenous steroid production to MPL inhibition.2

J Pharm Sci. Author manuscript; available in PMC 2013 July 29.
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In the modeling of CS suppression, the combined CCV plus additive model was selected to
estimate the random error. The GOF plots are provided in Figure 4. The proportional
random error was 43.8% and the additive error was 18.1 ng/mL. Relatively high values of
random errors are due to the fact that inter-subject variability could not be estimated. Since
there is no prior knowledge of this variability, we assumed all variability comes from
random error.

Figure 5 shows visual predictive plots of CS suppression following MPL dosing. Only three
injection times were used in the simulation in order to condense the data. The solid curves
represent median CS responses while the dashed lines represent the 90% predictive interval.
The insert panels show the predictions at early periods. Most data are within the 90%
predictive interval, which suggests that the model well characterized CS response to MPL
treatment.

The circadian baseline of CS leads to diverse extents of disturbance at different dosing
times. Simulations were performed to illustrate the influence of treatment time on extent of
CS suppression after 50 mg/kg i.m. MPL. Figure 6 shows the simulations of six treatment
times during a 24-h period. Treatment at 6 h leads to the maximum extent while treatment at
18 h leads to a minimum extent of CS suppression.

Lymphocytopenia

Following MPL, lymphocyte numbers decreased from 8 K/uL to 1 K/uL within 8 h.
Lymphocytes started to increase 12 h after dosing and reached a new steady-state. Since it is
known that both exogenous MPL and endogenous CS drive the movement of lymphocytes
between tissues and blood, blood lymphocyte numbers exhibit a circadian rhythm before and
after drug treatment. Although the high variability in the later phase concealed the circadian
changes, the model was developed based on the assumption that both steroids serve as
driving forces. Figure 7 displays the data following MPL and vehicle treatment along with
fitted curves. Two fitted curves are shown for the treatment group, representing dosing times
of 1.5 and 3.5 h. In order to demonstrate the circadian rhythm before drug was given, the
predicted blood lymphocyte profile 48 h before dosing is also shown. The proposed model
well captured the data. The predicted curve suggests that after 50 mg/kg MPL dosing,
lymphocytes return to half the original numbers until 96 h. Lymphocyte numbers at 12 and
24 h after vehicle treatment are also captured by the model, with a lower baseline than the
MPL group. The dent in the control profile was caused by stimulation of CS production by
the animal handling procedure. The fitted curve with a treatment time of 2 h is shown for the
vehicle group.

All parameters were estimated with reasonable precision and are listed in Table 3. The Ayt
of 0.548 h™1 suggests that the half-life of blood lymphocyte movement from blood to tissues
is about 1.3 h. The value of &, is much lower than Ay primarily due to the very large
peripheral pool compared to blood. The 1C5q \ Was estimated at 29.5 ng/mL. Due to
overparameterization, ICsq ¢ was fixed as 20-fold of I1Csq p, resulting in a value of 590 ng/
mL. The control group baseline is about 68.5% of the treated group. An additive model was
selected to estimate the random variability in the modeling of blood lymphocyte numbers
based on OFV and GOF plots (Fig. 8). The random error was 1.11 K/pL.

DISCUSSION
CS Suppression

Indirect response models have been successfully used to characterize diverse effects of
corticosteroids including adrenal suppression by exogenous corticosteroids in humans.2:911
In the present study, the model well captured the plasma CS response to the single dose of
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MPL in rats. Besides regulation by MPL, the model included the CS response to physical
stress. Endogenous glucocorticoids are involved in animal adaptation to stress. In response
to external challenge or threats, glucocorticoids can increase many-fold.2! This phenomenon
was observed in the present study. Although we tried to limit disturbance of the animals, a
marked rise in plasma CS was seen within 2 h of animal handling. We applied an empirical
function to describe this process. When plotted versus time after dosing, plasma CS peaked
at the time of handling and then disappeared with time (data not shown). A transient
production rate which diminished at a first-order rate was added into the model. We
assumed that this handling-induced CS production was independent of its regular circadian
production. The model was able to capture the sharp increase and retreat of CS in the early
period. However, this empirical model may not be appropriate to apply in other situations. A
similar model was used by Sallstrom et al.?2 to describe the body temperature increase
following animal surgery.

The extent of drug response is dependent on the baseline level for indirect response
models.23 A higher baseline and thus higher production rate brings about more marked drug
responses than a lower baseline. Since MPL exerts its suppressive effect on the production
of plasma CS and the production rate shifts with time of day, it is expected that different
dosing times can produce different extents of suppression. Our simulations with various
injection times were consistent with these expectations. As illustrated in Figure 6, dosing
MPL when the CS baseline is increasing results in greater suppression while dosing during
the decreasing phase only causes a minimal disturbance. Since the handling effect is
independent of the CS circadian production rate in the model, its induced CS enhancement
does not differ much with various dosing times.

Animals were dosed at nine different times relative to the beginning of the light period.
Different extents of CS responses necessitate the use of individual dosing times instead of an
averaged time. Additionally, the rapid CS rise after drug injection demands an accurate
dosing time during data analysis. In the present study, each animal’s exact 7nj was utilized
in the modeling in order to better characterize the early changes of drug responses.

Lymphocytopenia

Lymphocytes are part of the body’s defense system that detects and fights intrusion by
microbial organisms and other foreign matter. This component of the immune system is
unique in that cells continuously circulate between blood and the lymphatics in an attempt to
increase the chance of detecting microbial organisms and deliver lymphocytes expressing
specific receptors to the site of inflammation. Blood contains only 2% of the total
lymphocytes in the body, while the remaining cells reside in lymphoid tissue.24 In many
situations, the alteration of blood lymphocyte numbers mainly reflects changes in movement
of the cells between blood and lymphatic tissues. Due to the large pool of lymphocytes in
peripheral tissues, small changes of cell entry and exit may cause marked fluctuations in
blood. On the other hand, alterations of the peripheral lymphatic system might be reflected
in blood as decreased or increased lymphocyte numbers. Lymphocytopenia following MPL
might be due to increased cell sequestration in peripheral tissues or reduced total
lymphocyte numbers in peripheral lymphatic tissues or both.

Besides their regulation of cell trafficking, high concentrations of corticosteroids produce
large reductions in the mass of lymphoid tissues including thymus, spleen and lymph
nodes-21 A single dose of 5 mg/kg dexamethasone reduces the rat thymus gland from 969 to
145 ¢.18 The loss of lymphoid tissue is primarily due to apoptosis of lymphocytes rather
than destruction of stromal cells or supporting structures-2! In this study, thymocyte numbers
decreased from 109 to 3 x 107.18 Although immature lymphocytes are more sensitive to this
effect, certain fully differentiated subtypes such as natural killer cells, T cytotoxic, and T
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helper cells exhibit DNA fragmentation and cell death in the presence of

corticosteroids. 2>-27 Additionally, the adrenocortical response is critical to the recovery of
rats from experimental allergic encephalomyelitis (EAE), an animal model characterized by
T-cell infiltration and inflammation of the central nervous system.28 Adrenalectomized rats,
which do not produce endogenous CS, develop rapid and fatal EAE with only 1.9-3.8% of T
cell apoptosis upon transfer of myelin basic protein-sensitized T cells. However, the same
procedure in normal rats is associated with increased circulating CS, 32% T cell apoptosis,
and disease remission after 7 days.28 The cytolytic effect of glucocorticoids is reflected as
decreased circulating lymphocytes.?!

Several studies were performed in humans to assess the response of blood lymphocytes to
systemic administration of various corticosteroids including dexamethasone, MPL, and
prednisolone.211:29.30 |n those studies, lymphopenia induced by corticosteroids was mainly
accounted for by cell trafficking instead of cell loss. Examination of the data revealed that
human blood lymphocytes returned to the baseline circadian rhythm in 24 h. However in the
present study, blood lymphocyte numbers attained about half of original values 96 h after
MPL dosing. This discrepancy can be attributed to two reasons. First, human lymphocytes
are more resistant to the destructive functions induced by corticosteroids.13 Second, the
doses used in these human studies were relatively low compared to the present dose. The
proposed model differs from those previous models in that it incorporates both lymphocyte
trafficking between blood and tissue and cell apoptosis in tissue. This model not only
evaluates the effect of steroids on lymphocytes in blood, but also reflects the cell changes in
peripheral tissues. The tissue compartment was ignored in those previous models, obviating
their usefulness when lymphocytes in tissue are also affected by drug.

We utilized a cell killing model with the loss rate dependent on both MPL concentration and
lymphocyte number. We assumed that only exogenous corticosteroids are capable of
inducing cell apoptosis. It has been found that even endogenous steroid may induce
lymphocyte apoptosis in pathological conditions or under stress. Long-term stress induced
high levels of endogenous glucocorticoids are associated with involution of the thymus and
a decrease of mass of all lymphoid tissues.2! However in our study, CS concentrations were
maintained within the normal physiological range during most of our study. Thus apoptosis
by endogenous CS was not included in our modeling.

In modeling of lymphocytopenia, effects from both exogenous and endogenous steroids
need to be incorporated. It has been demonstrated that the circadian rhythm of blood
lymphocytes is a regular and highly reproducible phenomenon.24:31 A circadian rhythm was
not apparent in our study, perhaps due to relatively high inter-individual variability. In our
study, each data point was obtained from an individual animal. Additionally, blood
lymphocyte number varies with animal growth.32:33 Although we tried to maintain sampling
times within 5 days, age differences may produce a noticeable alteration for young rats at
the age of 8 weeks.

The present model does not include production and removal of lymphocytes from the
lymphoid system. We recognize the fact that lymphocytes are continuously being produced
in various anatomical sites, primarily in bone marrow. However, the complexity of the
model and available data do not allow accurate estimation of these two processes. We
assumed that during our study period, the production and elimination of lymphocytes are
balanced and do not contribution to the observed drug response.

The blood compartment lymphocyte baseline (LY Mg (0)) was fixed to 7.8 K/uL.
Simulations suggest that the initial condition of the baseline value does not affect model
estimates. The tissue compartment lymphocyte baseline (LYM+ (0)) is correlated with £;y,.
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However, blood lymphocytes comprise 2% of total lymphocytes in the body and thus LYM+t
(0) was fixed as 400 K/uL.2* This value should be interpreted as lymphocyte number per uL
if the volume of tissue compartment is assumed the same as the blood compartment.

The estimated MPL concentration leading to 50% maximum inhibition of total lymphocyte
trafficking (ICsq ) in rats is comparable to the corresponding values in humans, which is
9.93 ng/mL for T helper cells and 58.0 ng/mL for T suppressor cells. The CS concentration
producing 50% maximum inhibition (IC5q ¢) is higher than that reported in humans,
suggesting lower sensitivity of cell trafficking to endogenous steroid in rats.219 It has been
demonstrated that although plasma CS circadian rhythm in rats has a higher magnitude of
fluctuation (0— 300 ng/mL) than cortisol in humans (10-80 ng/ mL), total lymphocyte
numbers oscillate to a similar degree in both species.210:31.34 This is consistent with the
difference in 1Cgq values between rats and humans.

This study was limited by the absence of lymphocyte subtype information as total blood
lymphocytes were used as the biomarker. Different subpopulations of lymphocytes respond
differently to exogenous corticosteroids. For cell trafficking, T-helper cells and B cells are
more sensitive to both endogenous and exogenous steroids than T-suppressor cells.2:11:35-37
Certain subtypes of lymphocytes such as natural killer cells, cytotoxic T cells and T-helper
cells undergo apoptosis in response to corticosteroids, while mature B cells are generally
insensitive.12 Thus the present model and parameters reflect the pooled responses of several
types of lymphocytes.
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Abbreviations

CSs corticosterone

MPL methylprednisolone

HPA hypothalamus-pituitary-adrenal axis

PK pharmacokinetic

PD pharmacodynamic

Ccv coefficient of variation

FOCE first-order conditional estimation

Cccv constant coefficient variance

OFV objective function value

GOF goodness of fit
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Pharmacodynamic model of CS response and lymphocytopenia following MPL dosing.
Plasma CS is described by an indirect response model with a changing production rate/
volume (R(d) and first-order elimination (kyyt cst). Animal handing induced stress leads to
increased CS production rate/volume (4, ) Which diminishes with time. Lymphocytes are
continuously trafficking between blood and tissue compartments. Both MPL and CS inhibit
the movement of lymphocytes from tissue to blood (4;,). MPL also induces lymphocyte
apoptosis in the tissue compartment (4).
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Time course of plasma MPL following 50 mg/kg intramuscular injection in normal rats.
Solid dots are individual data and the line represents the model fitted curve (Eg. (1)).
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Figure 3.

Time course of plasma CS following 50 mg/ kg MPL in normal rats. Solid dots (@) and
solid squares (H) represent individual data of MPL and vehicle-treated animals. Solid lines
represent the model fitted curves at treatment times of 1.5, 1.75, 2, 2.25, 2.5, 2.75, 3, 3.25,
and 3.5 h. The dashed line is plasma CS circadian rhythm under no drug treatment. The right
upper panel shows the data with fitted curves during the early period.
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Goodness-of-fit plots of modeling CS responses following 50 mg/kg MPL in normal rats.

Solid dots are individual data.
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Figure5.

Visual predictive plots of modeling CS responses following 50 mg/kg MPL in normal rats.
Animals dosed at 1.5 and 1.75 h were simulated with 7;,; = 1.63 h. Those dosed at 2, 2.25,
2.5, and 2.75 h were simulated with 7;,; = 2.38 h, and animals dosed at 3, 3.25, and 3.5 h
had 7j,j = 3.25 h. Solid dots are individual data and the solid lines represent median CS
responses. The dashed lines represent the 90% percentiles. The insert panels show
predictions during the early period.
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Simulations of plasma CS concentrations following 50 mg/kg MPL at injection times of 2,
6, 10, 14, 18, and 22 h. The solid lines represent simulated profiles following MPL treatment
while the dashed lines depict plasma CS circadian baselines.
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Figure?7.
Time course of blood lymphocytes following 50 mg/kg MPL or vehicle intramuscular
injection in normal rats. Solid dots are individual data. The solid lines represent model fitted

curves at treatment times of 1.5 and 3.5 h for the MPL group and treatment time of 2 h for
the vehicle group. The arrows on the time-axis are selected 7ip;.
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Figure8.
Goodness-of-fit plots of modeling lymphocytopenia following 50 mg/kg MPL in normal
rats. Solid dots are individual data.
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Table 1

Pharmacokinetics of Methylprednisolone and CS Circadian Rhythm Parameters

Parameter (Units) Definition Value

MPL pharmacokinetics

C; (ug/mL) Intercept coefficient 1709
G (ug/mL) Intercept coefficient 179

A (h7Y) Slope coefficient 0.813
Ay (W™D Slope coefficient 0.242
k (h™) Absorption rate constant 0.747

CS circadian rhythm

T (h) Biorhythmic period 24

n Number of Harmonics 0 1 2
an Fourier coefficient 116 -121 3838
by Fourier coefficient — =411 158
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Table 2

Pharmacodynamic Parameters for CS Suppression by MPL

Parameter (Units)  Definition Estimate %SEM
Structural
Koui_cs (™) CS elimination rate constant 4.56 31.6
1Cso (ng/mL) Concentration at 50% maximum inhibition 234 26.6
Sy (ng/mL/h) Maximum CS production rate/volume by stress 3230 215
ky (W) Diminishing rate of stress-induced CS production rate/volume 2.19 20.2
Residual variability
Proportional (%) Proportional random error 43.8 29.4
Additive (ng/mL)  Additive random error 18.1 33.7
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Table 3

Pharmacodynamic Parameters for Lymphocytopenia Induced by MPL

Parameter (Unit) Definition Estimate % SEM
Structural
kout (N71) Blood to tissue trafficking rate constant 0.548 16.5
ICs0_m (ng/mL) MPL concentration at 50% maximum inhibition 29.5 30.5
LYMg (0) (K/uL)  Blood compartment lymphocyte baseline 7.8 Fixed
LYM+ (0) (K/uL)  Tissue compartment lymphocyte baseline 400 Fixed
Baselinec (%) Baseline ratio between control and treated animals 68.5 10.9
kin (h7H) Tissue to blood trafficking rate constant 0.0115 20.2
k (1/(ng/mL/h)) Second-order cell loss rate constant 0.000258 16.8
ICs0_¢ (ng/mL) CS concentration at 50% maximum inhibition 590 NAZ
Residual variability
Additive (K/pL) Additive random error 111 19.9

a
Secondary parameter.
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