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WHAT IS ALREADY KNOWN ABOUT
THIS SUBJECT

AIMS

The aims of this study were (i) to develop a population
pharmacokinetic (PK) model of tacrolimus in a Mexican renal
transplant paediatric population (n=53) and (ii) to test the influence
of different covariates on its PK properties to facilitate dose
individualization.

METHODS

Population PK and variability parameters were estimated from
whole blood drug concentration profiles obtained at steady-state
using the non-linear mixed effect modelling software NONMEM®
Version 7.2.

RESULTS

Tacrolimus PK profiles exhibited high inter-patient variability (IPV). A
two compartment model with first order input and elimination de-
scribed the tacrolimus PK profiles in the studied population. The rela-
tionship between CYP3A5 genotype and tacrolimus CL/F was included
in the final model. CL/F in CYP3A5*1/*1 and *1/*3 carriers was approx-
imately 2- and 1.5-fold higher than in CYP3A5%3/*3 carriers (non-expressers),
respectively, and explained almost the entire IPV in CL/F. Other covariates
retained in the final model were the tacrolimus dose and formulation
type. Limustin® showed markedly lower concentrations than the rest of
the formulations.

WHAT THIS STUDY ADDS
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CONCLUSIONS

Population PK modelling of tacrolimus in paediatric renal transplant
recipients identified the tacrolimus formulation type as a significant
covariate affecting the blood concentrations and confirmed the
previously reported significant effect of CYP3A5 genotype on CL/F. It
allowed the design of a proposed dosage based on the final model that
is expected to help to improve tacrolimus dosing.

Introduction

One fundamental goal in organ transplantation is sup-
pression of allograft rejection. Thus development of
immunosuppressive drugs was the key to successful
allograft function. Immunosuppressive agents are used
for induction (intensive immunosuppression in the initial
days after transplantation), maintenance and reversion
of rejection [1].

Tacrolimus is a highly effective and widely used drug
in preventing organ rejection [2, 3]. It is characterized by
a poor oral bioavailability, high inter-patient pharmacoki-
netic (PK) variability (IPV) [4] and a narrow therapeutic
index between 5 and 10ng mlI™" [5]. These factors cause
that small variations in its exposure may result in reduced
immunosuppression or drug toxicity with potential seri-
ous adverse effects, such as nephrotoxicity [6].

Sources of variability in tacrolimus PK include pa-
tient age [7-9], race [10-12], food intake [13], hepatic
dysfunction [14], haematocrit (Hct) [15-17], aspartate
aminotransferase (AST) [18], time after transplant
[4, 18] and concomitant corticosteroid administration
[4, 15]. Furthermore tacrolimus is metabolized by the
3A4 and 3A5 isoforms of cytochrome P450 (CYP) and
is also a substrate of the P-glycoprotein (P-gp) trans-
porter. Therefore genetic factors like single nucleotide
polymorphisms (SNPs) in CYP3A4, CYP3A5 and ABCBI
genes have been reported as another important poten-
tial source of variability in tacrolimus PK [19].

Individuals who are homozygous carriers of the
CYP3A5*3 variant allele are associated with lower clear-
ance (CL) and smaller dose requirements than CYP3A5*1
carriers [20]. The three SNPs of ABCB1 that have been re-
ported to be implicated on the PK of tacrolimus are
ABCBT 1236T, 2677 T/A and 3435 T [3]. Patients with the
combination of *1/*1 or *1/*3 for CYP3A5*3 polymor-
phisms and CC-GG-CC for the ABCBT exons 12-21-26
showed up to a three-fold higher tacrolimus apparent
CL (CL/F). Indeed, the inclusion of these two covariates
explained 24% of IPV in CL/F [21]. On the other hand
other studies have reported a lack of effect of ABCB1
polymorphisms on the PK of tacrolimus [22].

The PK properties of tacrolimus have been exten-
sively studied. Most studies were focused on the adult
population and only a few of them dealt with dose

individualization based on population pharmacokinetic
models including significant covariates like Hct,
CYP3A5 genotype or post-operative days [23]. To the
best of our knowledge the effect of drug formulation
on the PK blood profiles of tacrolimus has not been
yet addressed.

On the basis of the above considerations the aims of
the current work were to develop a population PK model
of tacrolimus with data from Mexican paediatric renal
transplant patients and to test the influence of different
covariates, including CYP3A5 and ABCBT genotypes, and
formulation type on its PK properties to facilitate dose
individualization.

Methods

The current PK study was based on the concentration—
time profiles obtained from 53 paediatric renal trans-
plant recipients treated in the department of nephrology
at the Federico Gomez Children’s Hospital of Mexico. The
study was conducted according to the principles of the
revised World Medical Association’s Declaration of
Helsinki 2008 and was approved by the Institutional In-
ternal Review Boards and Ethics Committees from the
hospital. Written informed consent/assent was obtained
from all parents of our patients.

Drug administration and blood collection
Most patients received a standardized immunosuppres-
sive regimen including tacrolimus, mycophenolate mofe-
til and prednisone (n=44), whereas nine received
tacrolimus and mycophenolate mofetil only. The twice
daily tacrolimus dose (every 12h) adjustment was per-
formed in accordance with local practice, typically based
on monitoring trough concentrations trying to maintain
blood concentrations between 5 and 10ng ml™".

Patients received tacrolimus formulations authorized by
their social security provider. Patients received one of the
following tacrolimus formulations: (i) the innovator tacroli-
mus Prograf® (n=29), (ii) and the generics Framebin® (n=5),
Limustin® (n=9) or Tenacrine® (n=3). For seven patients
formulation type was not available.

One full pharmacokinetic profile per patient was
obtained at steady-state. Blood samples were collected
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in Vacutainer® tubes with 7.2 mg of K,EDTA at times 0
(pre-dose), 0.5, 1, 2, 3, 4, 6, 8 and 12 h after the morning
dose. Blood samples were stored at =70 °C until analysis.

Assay of tacrolimus

Concentrations of tacrolimus in whole blood were
assessed using the chemiluminescent microparticle
immunoassay (CMIA) in an ARCHITECT system (Abbott-
Laboratories, Abbott Park, IL, USA) according to the
manufacturer’s information as it was used previously by
our research group [24].

Genotyping

We designed PCR primers in order to flank the CYP3A5/*1/
*3 (dbSNP: rs776746) and ABCB1 1236C > T, 2677G > T/A
and 3435C>T (dbSNP: exon 12 rs1128503, exon 21
rs2032582 and exon 26 rs1045642; http://www.ncbi.nlm.
nih.gov/projects/SNP/) polymorphisms, using the CYP3A5
ENSG00000106258 and ABCBT (MDR1) ENSG0000085563
sequences as reference (Ensembl release 65-Dec 2011°
WTSI/EBI  http://www.ensembl.org/index.html), and the
Primer3 software (http://frodo.wi.mit.edu/). DNA was ob-
tained from peripheral blood cells using the QlAamp DNA
Mini Kit (Qiagen, Hilden, Germany) according to the recom-
mendations of the manufacturer.

CYP3A5/*1/*3 and ABCB1 (MDRT) genotyping was
performed by amplification through polymerase chain
reaction (PCR) and subsequent DNA sequencing. The
DNA concentration was measured using a NanoDrop
ND-1000 spectrophotometer (NanoDrop Technologies,
Wilmington, DE, USA). Sequencing reaction was per-
formed using BigDye Terminator v3.1 Cycle Sequencing
Kit (Life Technologies Corporation) and after was purified
using Centri-Sep columns (Princeton, Separations, Inc.,
Foster City, CA, USA), according to supplier specifications.
The purified samples were mixed with 15ml of Hi-Di
Formamide (Life Technologies Corporation), incubated
at 96 °C for 2.5min and chilled at 4°C. The analysis was
performed on an ABI PRISM 310 Genetic Analyzer (Life
Technologies Corporation). Obtained sequences were
compared with the reference in order to characterize
the polymorphisms present in each patient [24].

Data analysis

A total of 405 tacrolimus blood concentrations obtained
from 53 patients were used to develop the population
PK model for tacrolimus. The population analysis was
performed with the software NONMEM version 7.2,
(ICON Development Solutions) with the first order
conditional estimation (FOCE) and the INTERACTION
option. Concentrations of tacrolimus were obtained at
steady-state conditions after an unknown number of previ-
ous oral administrations every 12 h. That study characteris-
tic was taken into account during the analysis using the
SS=1 option provided by NONMEM [25, 26]. R software
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version 3.0.1 was used for the generation of diagnostic
and evaluation plots [27].

Data were logarithmically transformed for the analysis.
IPV was modelled exponentially and residual error was
described using an additive error model on the logarithmic
scale. Data were collected during one occasion and
therefore inter-occasion variability was not tested. Only
two samples were reported to be below the limit of quan-
tification and they were not considered for the analysis.

Model selection Selection between models was based
mainly on the (i) visual inspection of the goodness of fit
plots, (i) parameter precision evaluated using the
standard errors provided by NONMEM, and (iii) minimum
value of the objective function provided by NONMEM
approximately equal to —2xlog(likelihood) (-2LL). A
decrease in -2LL of 6.63 or 10.83 points between two
nested models was considered significant at the 1 and
0.1% levels, respectively. For the case of non-nested
models the Akaike Information Criteria (AIC) was used
instead of -2LL [28].

Model development First the base population model was
selected, followed by the covariate selection process,
and finally by the evaluation of the selected population
PK model.

Base population model The first order input rate model
with or without an absorption lag time (tj,g), and the
transit compartments model [29] were considered to de-
scribe drug absorption. With respect to drug disposition
one and two compartment models were fitted to the
data. Dose levels administered ranged from 0.5 to 6 mg.
Dose dependent absorption, distribution and elimination
were also taken into account during the analysis. The
effect of dose was explored as a continuous covariate
(see below). Due to the short sampling period, time
dependent kinetics were not considered. The signifi-
cance of the off-diagonal elements of the Q variance-
covariance matrix was also explored at this stage.

Covariate selection The set of patient characteristics tested
for significant covariate effects were age, gender, body
weight (WT), body surface area (BSA), serum creatinine
(CRs), haemoglobin (Hb), Hct, alanine aminotransferase
(ALT), AST, serum total protein (STP), serum albumin
(Alb), post-operative days, prednisone and verapamil
co-administration, tacrolimus dose (DTOT), tacrolimus
formulation (FOR), and CYP3A5 and ABCB1 genotype.
Table 1 provides a summary of the individual characteristics
of the paediatric kidney transplant recipients studied.

The stepwise covariate model building (SCM) ap-
proach that implements the forward inclusion and back-
ward elimination procedures was carried out using Perl
Speaks NONMEM (PsN) software version 3.4.2 [30]. The
1 and 0.1% levels of significance were used during the
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Table 1

Characteristics of 53 Mexican pediatric kidney transplant recipients

Mean SD Median Range
Gender [male/female* (n)] 34/19
Age (years) 14.6 3.2 16 2-19
Body weight (kg) 48.2 152 48 11.2-75.5
Height (cm) 149 17.8 153 81-170
BSA (m’) 14 03 1.4 05-1.9
Cr (mg di™') 1.1 0.4 1.1 0.4-2.6
Hb (g dl™) 12.9 1.7 133 8.5-17
Hct (%) 384 5 39.3 24.2-49.1
AST(UI™) 214 81 20 7-46
ALT (U T 38 134 35 22-103
STP (g dlq) 7.2 1.2 7.3 0.17-8.7
Alb (g dI™") 42 0.7 43 0.49-5.1
Post-operative days (days) 391.6 3272 244 50-1230
Tacrolimus total dose (mg) 2.3 1.3 2 0.5-6
Tacrolimus weighted dose 0.054 0.043 0.047 0.009-0.268
(mgkg™)
Prednisone doset (mg day_1) 6.7 2.2 7.5 2-12.5
Verapamil doset (mg day_1) 184.5 94.8 170 37.5-360
CYP3A5 genotype* (n)
*1/*1 3
*1/*3 21
SRV 29
ABCB1 genotype*
1236C > T (n)
c/C 16
c/T 18
T 19
2677G >T/A (n)
G/G 18
G/T+ 19
T/T§ 16
3435C > T (n)
c/C 13
(@h) 22
T 18

*For non-continuous covariates, values were the number of patients for each
category (n).tOnly some patients were receiving this drug.¥Includes patients
with genotype G/A.8Includes patients with genotype T/A.Alb, serum albumin;
ALT, alanine aminotransferase; AST, aspartate aminotransferase; BSA, body sur-
face area; Crs, serum creatinine; Hb, haemoglobin; Hct, haematocrit; STP, serum
total protein.

forward inclusion and backward exclusion to incorporate
or to keep a covariate in the model, respectively. For the
case of continuous covariates the tested relationships
with model parameters were not constrained only to
linear models.

Model evaluation In addition to the visual inspection of
the goodness of fit plots, model performance was further
evaluated by predictive checks. Prediction-corrected vi-
sual predictive checks (pcVPC) [31] were generated from
a one thousand simulated dataset. The 95% prediction

intervals of the 2.5™, 50" and 97.5™ percentiles of the
simulated data were represented together with the cor-
responding percentiles calculated from the raw data.
The simulated data were also used to calculate per simu-
lated study the median of the minimum and maximum
blood concentration of tacrolimus within the 12 h dosing
intervals (Cnax and Cinin, respectively), and the area under
the blood concentration vs. time curve within the dosing
interval (AUC(0,12 h)). Then the median and the 95t per-
centile range were compared with the corresponding
values obtained from the original data. Values of Cyax
Cmin and AUC(0,12 h) defined from raw data were
obtained, using a non-compartmental method with
Phoenix 64 Winnonlin software version 6.3 (Pharsight,
St Louis, Missouri, USA). AUC(0,12 h) was calculated using
the linear trapezoidal/log interpolation method.

Precision of parameter estimates was assessed from
the analysis of two thousand bootstrap datasets. Boot-
strap analysis and pcVPCs were performed using both
PsN and the Xpose program [27, 30, 32].

To select the best, median and worst fitted individuals,
the mean absolute performance error was computed for
each individual [33]. Performance errors were computed
as 100 X (Cpred = Cobs)/Cobss Where Cpreq and Cops refer to
the model predicted and observed tacrolimus concentra-
tions, respectively.

Statistical analysis

Statistical comparisons were performed using GraphPad
Prism version 5.01 (GraphPad Software, San Diego,
California, USA). Differences in pharmacokinetic parame-
ters across different covariate groups (i.e. CYP3A5 poly-
morphism) were evaluated using Student’s t-test. When
the data did not pass the D’Agostino & Pearson omnibus
normality test, the Mann-Whitney test was used instead.

Results

Figure 1A shows the PK profiles used in the current analysis.
Data exhibited wide IPV as was observed by the high values
of the coefficient of variation (CV) of the dose-normalized (i)
area under the whole blood concentration-time curve
from 0 to 12 h (AUC(0,12 h)/D), (ii) maximum whole blood
concentration (Crax/D) and (iii) minimum or ‘trough’ whole
blood concentration (Cin/D), 67.5%, 63.7% and 74.4%, re-
spectively. Blood concentrations of tacrolimus ranged from
1.5 t0 59.8ng mI™". In Figure 1B the mean dose-normalized
PK profiles in blood are shown in which differences be-
tween formulation type are highlighted. It can be observed
that one of generics, Limustin®, showed markedly lower
dose-normalized concentrations that the rest of formula-
tions. These differences in concentrations have vanished
by the end of the dosing interval.

Br ] Clin Pharmacol / 80:4 / 633
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unknown tacrolimus formulations were omitted

Model development

Base population model The transit compartment model did
not provide a significantly better fit over the first order rate
model (P> 0.05). Bioavailability (F) was fixed to 1 due to
absence of data after intravenous administration. The
estimation of a lag time (ti,g) resulted in a significant
difference (P<0.001). Disposition of tacrolimus in blood
was better described with a two compartment model
compared with the one compartment model (P < 0.001).
The use of a three compartment model did not fit the
data better (P> 0.05). IPV was supported by the data on
K,, the first order rate constant of absorption, CL/F, F and
residual error. The typical estimates of K,, ti.q, CL/F, Q/F
(intercompartmental distribution clearance), V/F and V4/F
(apparent volumes of distribution of the central and
peripheral compartments, respectively) were 0.4h™", 0.4h,
201 h™", 471 h™", 361, and 3621, respectively. Estimates of
IPV expressed as CV (%) were 79% (K,), 30% (CL/F), 72%
(F) and 32% (residual error). The non-diagonal elements of
the Q variance-covariance matrix were not significant
(P> 0.05).

Covariate selection The full model obtained from the forward
inclusion step selected the following covariate effects: (i)
FOR on K,, (ii) DTOT and FOR in the case of F and (iii)
CYP3A5 and ABCBT1 genotypes on CL/F. The value of -2LL
decreased by 121 points with respect to the base
population model. The covariate effects of ABCBIT
genotype were found to be non-significant during the
backward deletion step.

The inclusion of the effect of CYP3A5 genotype on
CL/F made the estimate of the IPV on CL/F negligible.
The final selected population PK model for tacrolimus
included the following covariate relationships: (i) FOR
effects on K, and F (FOR effects were combined for
Prograf®, Framebin® and Tenacrine®) and (i) DTOT ef-
fects on F and CYP3A5 genotype on CL/F. IPV was esti-
mated on K,, V/F, F and residual variability. Table 2 lists
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the estimates of the PK parameters corresponding to
the selected PK model and Figure 2 shows the good-
ness of fit plots. Model parameters were estimated
with precision and the selected model showed good
descriptive performance. Parameter precision evaluated
through the bootstrap analysis indicated that in any
case the 95% confidence intervals included the zero
value. In Figure 3 the individual observed and model
predicted profiles for the best, median and worst fit
patients carrying the CYP3A5 genotype *1/*1, *1/*3 or
*3/*3 are shown.

The selected model predicts values of CL/F of 23.1,
17.97, and 11.981 h™' for patients carrying CYP3A5%1/*1,
CYP3A5*1/*3, and CYP3A5*3/*3, respectively. Including
the covariate effects of FOR on K, and FOR and DTOT
on F reduced the magnitude of IPV almost by a half, from
79 to 37% (K,) and from 72 to 38% (F). It was found that
one of the generic formulations (Limustin®) was associ-
ated to a 50% lower relative bioavailability with respect
the innovator Prograf®.

Figure 4 shows the effect of the selected covariates
on the blood PK profiles of tacrolimus: formulation type
on K, and F (A), CYP3A5 genotype on CL/F (B), and dose
effects on F explored on the dose-normalized blood con-
centration profiles (C).

Model evaluation Figure 5 shows the pc-VPC correspond-
ing to the complete studied population (A) or stratified
by CYP3A5 genotype (B) where it can be observed that
the median tendency and the dispersion of the data ap-
pear to be very well captured by the model. Proper
model performance is also confirmed by the results listed
in the online supporting information (online supporting
information 2, Table S1, and online supporting informa-
tion 3, Table S2) where the median of Cnin, Crax
AUC(0,12 h) and AUC(0,12 h)/D calculated from the raw
data are well represented by the corresponding values
obtained after simulations.
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Table 2

Population PK parameters of final model and bootstrap validation

PK parameter

Population mean RSE (%)

Bootstrap (n = 2000)

=
Ka (h ) =01 x K, ror

0q 0.52 27
Limustin, K, ror=1+ 043

Unknown formulation, K, ror =1+ 014

013 -0.76 6
014 -0.51 23
VIF (1) 24.16 39
CUF('h™") =05 x INFeypsas

03 11.98 8

If CYP3A5*1/*3, INFeypsas = 1+ 0g
If CYP3A5*1/*1, INFeypsas = 1+ 09

0s 0.5 38
0o 0.93 33
QF(h") 32.49 20
Vi () 3835 34
tiag (h) 0.39 6
F (%) =100 x Foror X Fror 100* .
FDTOT = e[(910 x (Dose-2)])

010 -0.3 19
FFOR

Limustin, Fror =1+ 044

Unknown formulation, Fror =1+ 01>

011 -0.53 22
012 -0.53 16
Residual error [In (ng mlq)] 0.12 8

Shrinkage (%) IPV (%) RSE (%) Median
37 38 0.52 0.39 0.7
- - -0.76 -0.83 -0.69
- - -0.52 -0.68 -0.2
66 46- 23.71 14.44 37.5
- - 12.03 10.67 13.91
- - 0.5 0.13 0.77
- - 0.95 0.16 2.21
- - 32.65 243 39.71
= - 373.79 251.71 708.49
- - 0.39 0.35 0.43
-0.47 38 22 - - -
- - -0.3 -0.4 -0.22
- - -0.53 -0.67 -0.3
- - -0.51 -0.66 -0.34
-0.33 35 49 0.12 0.11 0.14

*assumed as 100%, was not estimated. CL/F, apparent blood clearance; CYP3A5, genotype of gene coding cytochrome P450-5; F, relative bioavailabilty; Foror, effect of the
tacrolimus total dose on F; Feor, effect of FOR on F; FOR, tacrolimus formulation that could be Prograf®, Limustin®, Framebin®, Tenacrine® or unknown; IPV, inter-patient
variability; INFcypsas, influence of CYP3A5 genotype; Ka, absorption first order rate constant; Ka_ror. effect of FOR on Ka; Q/F, apparent intercompartmental clearance; RSE,
relative standard error; tj.4, lag time in absorption; V/F and V+/F, apparent volume of distribution volume of the central and peripheral compartments, respectively.

To explore the role that the inclusion of generic for-
mulations might have on the modelling results, the se-
lected population pharmacokinetic model was fitted
only to data from the patients who received the innova-
tor formulation of tacrolimus. The covariate effects of the
formulation type were removed from the model for this
last analysis. Parameter estimates are shown in the
online supporting information (online supporting infor-
mation 4, Table S3). In general the results were quite
comparable between the two analyses (with or without
the patients receiving the generic formulations), and
the only discrepancies were seen in K, and V/F, despite
the fact that the total apparent volumes of distribution
[(V+V4)/F] were similar, 407.7 vs. 353.81. It should be
noted that the latter analysis was performed using data
from 29 patients, instead of 53, which might explain part
of the differences found.

Dose individualization
Based on the individual estimates of the PK parameters
obtained from the selected model an individualization

guide was proposed for tacrolimus dosing using the
following expression and considering the selected
covariates, CYP3A5 genotype, DTOT, FOR:

Target concentration x V/F

(kzw—fl)eia(rirmg) (kzrﬁ)eiﬁ(ng) (kzw—KaieiKa(H’“g)
(K;-a)(B-0) (K:—P)(e—p) (0—K3)(B-Kz)

Dose (mg/kg) =

KaFWt{

where o and B are disposition macro-constants, ky; is
the distribution micro-constant governing the drug
transfer from the peripheral to the central compart-
ment, 1 is the dosing interval (12 h) and Wt is the mean
population body weight (kg). The relationship between
macro and microconstants was established using stan-
dard formulae [34].

The dose of tacrolimus required to get a trough target
concentration of 6 ng mI™" was predicted for one thousand
virtual patients in each of the combination between
CYP3A5 genotype and formulation type (Prograf® and
Limustin®). The medians of the doses predicted for indivi-
duals taking Prograf® with CYP3A5 genotype *1/*1, *1/*3

Br ] Clin Pharmacol / 80:4 / 635
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Goodness of fit plots corresponding to the final population PK model. PRED and IPRED, typical and individual model predictions, respectively; OBS, ob-
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smooth (loess) through the data

Y7l *3/*3

- 4

B F1
B o
it/ il /&3] E3/a5)

OBS/IPRED [In(ng ml™)]
1 1
f

- -
2 | [\' T T————
T ooy r
+

04 L

T T T T T T T T T T T T T

0 2 4 6 8 10 12 0 2 4 6 8 10 12

Time (h)

Figure 3

Individual observed (circles) and model predicted (solid lines) tacroli-
mus concentrations vs. time profiles for the best (upper panels), median
(middle panels) and worst (lower panels) fitted patients in the studied
population for the CYP3A5 *1/*1 (first column), *1/*3 (second column)
and *3/*3 (third column) genotype

and *3/*3 were 0.18, 0.14 and 0.1 mg kg™' day™’, respec-
tively. For patients taking Limustin® in all cases the pre-
dicted doses were significantly higher (P<0.001) with
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values of 0.26, 0.22 and 0.18 mg kg™' day ™" for the CYP3A5
*¥1/*1, *1/*3 and *3/*3 genotypes, respectively. Figure 6
shows the distribution of the predicted dose across the dif-
ferent CYP3A5 genotypes assuming the patients received
the innovator Prograf® or the generic formulation Limustin®.

Discussion

Our study aimed to describe for the first time the PK pro-
files of tacrolimus in a population of Mexican paediatric
renal transplant patients evaluating different potential
covariates that might have a significant effect on its PK
characteristics, such as demographics, clinical data and
genetic polymorphisms of ABCB1 and CYP3A5 as well as
differences in tacrolimus formulation.

A recent pharmacogenetic study from our research
group reported a statistically significant difference in
the frequency of the functional (expresser) and non-
functional (non-expressers) phenotypes of CYP3A5 in
Mexican renal transplant recipients in comparison with
those reported for Blacks and Caucasians. On the other
hand no differences were found between the Mexican
and South Asian populations [24]. It was also found that
patients who were homozygous and heterozygous
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Prediction of tacrolimus doses required to reach a trough target whole
blood concentration of 6 ng ml™" for individuals receiving the innovator ta-
crolimus Prograf® (white boxes) or the generic formulation Limustin® (grey
boxes) by CYP3A5 genotype. The plot shows the results from 1000 simula-
tions performed for each condition (formulation and genotype). The boxes
represent the median, 25th and 75th percentiles of the simulated data and
the whiskers represent 5th and 95th percentiles. *** P < 0.001

expressers (genotypes CYP3A5*1/*1 and *1/*3, respec-
tively) showed a median requirement of 0.16 and
0.13mg kg™' day ™' respectively, which was significantly
higher than homozygous non-expresser patients
(CYP3A5*3/*3) with a median requirement of 0.07 mg
kg' day'. No significant differences in dose

requirements were observed when comparing children
vs. adults [24].

In the current study our population were 53 paedia-
tric renal transplant recipients who had tacrolimus dose
requirements with medians of 0.18 and 0.13mg kg™
day™' for CYP3A5*1/*1 and CYP3A5%*1/*3 genotypes, re-
spectively, and 0.06 mg kg™' day™"' for the CYP3A5 *3/*3
carriers. The ultimate aim of the current analysis was to
provide a tool to individualize better the dose of tacrolimus
in a paediatric population of renal transplant patients.

The PK properties of tacrolimus have been studied
mainly in adults [35]. The few studies addressing the PK
of tacrolimus in the paediatric population found that in
general CL/F and V/F in children were about two-fold
greater with respect to adult patients [36, 37]. Our results
are in agreement with these observations. Whereas some
studies reported that a one compartment model sufficed
to describe the data [4, 18, 23, 38], in general, as in our
case, the two compartment model was selected [17, 21,
22, 35, 39, 40]. With regard to the typical PK estimates,
the values obtained in the current evaluation were
similar to those published elsewhere: tj,4=0.39h [35, 41],
V/IF=24.1611[35, 39], V4/F =383.51 [22, 41] and Q/F=32.491
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h™'[21, 22, 41, 42]. Regarding CL/F, its population estimate
value was 11.981 h™' which is in accordance with previous
studies [22, 23, 35, 40] as well as the estimate of K,
(0.52h™) [18, 35].

Our analysis detected significant effects of the
CYP3A5 genotypes on CL/F, as other studies have done
in the past [21-23, 35, 38-40, 43]. CL/F in patients with
CYP3A5*1/*3 and *1/*1 genotypes was 50% and 92.9%,
respectively, higher than patients with the CYP3A5*3/*3
genotype. Moreover and as other previous reports
[22, 23, 39, 44], our study did not find enough evidence
of ABCB1 genotype effects on CL/F to be included in
the selected model. Therefore the influence of ABCB1
remains controversial [21, 45].

On the other hand some studies have found signifi-
cant covariate effects such as Hct, post-operative days,
AST or concomitant administration of corticosteroids as
the dose of prednisone on CL/F [4, 17, 18, 23, 35, 38, 39],
but this was was not the case in the current evaluation.
We further explored the potential significant effect of the
above mentioned covariates adding them to the selected
population PK model using the same reported covariate
relationships [23, 38], but no significant effects were
detected (P> 0.05). Abnormally low Hct values (<33%)
have been related to a reduced fraction of tacrolimus
bound to red blood cells and an increased plasma
fraction, which is more readily metabolized by the liver
resulting in a higher tacrolimus CL/F [17, 23, 38]. AST con-
centrations were identified as a marker of liver injury [46]
and when they are abnormally high (=200 U I™", the he-
patic tacrolimus elimination can be reduced. In our study
population the values of Hct and AST were within normal
values of 38.4+5% and 21.4+8.1 U I"' respectively. Sim-
ilarly, very high prednisone doses (>25mg day”) have
been reported to increase tacrolimus CL/F up to 1.6-fold
[4], but in our study the mean co-administered predni-
sone dose was 6.7+2.2mg day '. Furthermore some
studies in both adult [4, 47, 48] and paediatric patients
[49] have identified that the increase in post-operative
days is related to an increase in tacrolimus CL/F probably
because, immediately after surgery, changes in gastroin-
testinal motility occur and are associated with alterations
in drug metabolism resulting in low CL/F. Gastrointestinal
motility recovers to baseline conditions 2 months after
transplantation [4]. In the current evaluation the patients
were in a stable condition with a mean post-operative
day value of 391.6 +327.2 days.

In recent years the use of generic formulations of
tacrolimus and other immunosuppressive drugs has in-
creased. Given the clinical importance of a drug such as
tacrolimus with a narrow therapeutic index, it is essential
that generic formulations be identical or bioequivalent to
the branded formulation. In 2008 Petan et al [50] carried
out a study analyzing the physicochemical properties of
five generic formulations against innovator tacrolimus
Prograf®, and concluded that the generics tested were
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not bioequivalent, with the subsequent risk for trans-
plant patients. Other studies have also reported that
switching the treatment from the innovator to a generic
formulation resulted in significant decreases in blood
concentrations of tacrolimus, indicating that when this
type of switch in therapy with tacrolimus or other narrow
therapeutic index drugs is performed, meticulous clinical
care and therapeutic monitoring is required [51-53]. We
have found similar findings in the current evaluation,
quantifying the magnitude in AUC(0,12 h). A recent study
reported impaired dissolution and lower content of
tacrolimus in a generic formulation with respect to the
innovator Prograf® [54]. In our analysis the covariate rela-
tionship obtained in the final model between formula-
tion type and K, and F is likely representing these
limitations (Table 2). The effects of CYP3A5 genotype
on CL/F, and tacrolimus dose on F, respectively, were
confirmed in an analysis of the subset of patients receiv-
ing the innovator formulation Prograf®, indicating that
the pooled analysis of drug concentration data from dif-
ferent formulations, some of them reported as non-
optimal formulations, did not hamper in our case, the
proper characterization of tacrolimus in renal transplant
paediatric patients.

In conclusion a population PK model was built and
validated to describe the time course of tacrolimus blood
concentrations from 53 Mexican paediatric transplant
recipients receiving different tacrolimus formulations
including the branded product or generic formulations.
The CYP3A5 genotype and tacrolimus dose showed a
significant influence on CL/F and F, respectively. In addition
significant formulation effects were found on K, and F. An
estimation of the tacrolimus dose was calculated based
on the final population PK model which is expected to
improve the dosing in the routine clinical practice.
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