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Abstract——The liver represents a major eliminating
and detoxifying organ, determining exposure to endog-
enous compounds, drugs, and other xenobiotics. Drug
transporters (DTs) and drug-metabolizing enzymes
(DMESs) are key determinants of disposition, efficacy,
and toxicity of drugs. Changes in their mRNA and protein
expression levels and associated functional activity
between the perinatal period until adulthood impact
drug disposition. However, high-resolution ontogeny
profiles for hepatic DTs and DMEs in nonclinical
species and humans are lacking. Meanwhile, increasing
use of physiologically based pharmacokinetic (PBPK)
models necessitates availability of underlying ontogeny
profiles to reliably predict drug exposure in children.
In addition, understanding of species similarities and
differences in DT/DME ontogeny is crucial for selecting
the most appropriate animal species when studying
the impact of development on pharmacokinetics.
Cross-species ontogeny mapping is also required for
adequate translation of drug disposition data in
developing nonclinical species to humans. This review
presents a quantitative cross-species compilation of
the ontogeny of DTs and DMEs relevant to hepatic
drug disposition. A comprehensive literature search

was conducted on PubMed Central: Tables and graphs
(often after digitization) in original manuscripts were
used to extract ontogeny data. Data from independent
studies were standardized and normalized before
being compiled in graphs and tables for further
interpretation. New insights gained from these high-
resolution ontogeny profiles will be indispensable to
understand cross-species differences in maturation of
hepatic DTs and DMEs. Integration of these ontogeny
data into PBPK models will support improved
predictions of pediatric hepatic drug disposition
processes.

Significance Statement——Hepatic drug transport-
ers (DTs) and drug-metabolizing enzymes (DMEs)
play pivotal roles in hepatic drug disposition.
Developmental changes in expression levels and
activities of these proteins drive age-dependent
pharmacokinetics. This review compiles the currently
available ontogeny profiles of DTs and DMEs expressed
in livers of humans and nonclinical species, enabling
robust interpretation of age-related changes in drug
disposition and ultimately optimization of pediatric
drug therapy.

I. Introduction

Hepatic drug transporters (DTs) and drug-metabolizing
enzymes (DMEs) are key players in the disposition
of endogenous compounds, xenobiotics including
drugs and their metabolites in human as well as in
nonclinical species (Shi and Li, 2014). The impor-
tance of DMEs has been recognized for many decades
(Yamazaki, 2014). The impact of DTs has more re-
cently received both scientific and regulatory atten-
tion, highlighting the increasing knowledge on their
significance in drug disposition and on efficacy
and safety (European Medicines Agency; Food and
Drug Administration, 2020; International Council
for Harmonisation, 2000; Ministry of Labor and
Welfare, 2018; Petzinger and Geyer, 2006).

Numerous DTs are located on the apical and
basolateral membranes of the hepatocyte and facil-
itate active transport of substrates into as well as
out of hepatocytes to the bile canaliculi or blood

compartment (i.e., uptake DTs and efflux DTs, re-
spectively) (Fig. 1) (Giacomini and Huang, 2013).
Once a substrate enters the hepatocyte, it becomes
available for metabolism by DMEs. DMEs are di-
vided into two broad classes (i.e., phase I and phase
II). Phase I enzymes catalyze oxidation, hydrolysis,
and reduction reactions, whereas phase II enzymes
carry out conjugation reactions (Lyubimov and Ortiz
de Montellano, 2011).

Consequently, age-dependent variation in expres-
sion levels and activities of DTs and DMEs is one of
the factors underlying variability in functional activ-
ities of DTs and DMEs and will influence homeostatic
processes of endogenous substrates as well as phar-
macokinetics (PK) and indirectly pharmacodynamics
of drug substrates (Morrissey et al., 2013). A classic
example is the case of fatal cardiovascular collapse
(i.e., gray baby syndrome) due to toxic exposure to
chloramphenicol in neonates as a result of underdevelop-
ment of the phase II enzyme uridine 5-diphosphoglucuronic

202 ‘ST Yofe |\ Uo Speulnor 1 34S Y e 6io'sjeusno fpdse Asiwiieyd WwoJj papeojumoq


http://pharmrev.aspetjournals.org

600

siLepuct | @

HEPATOCYTE

van Groen et al.

BLOOD VESSEL

Fig. 1. Overview of localization of drug membrane transporters and drug-metabolizing enzymes in the hepatocyte. 1) Influx transporter (blood to
hepatocyte), 2) bidirectional transporter (blood-hepatocyte), 3) efflux transporter (hepatocyte to blood), 4) canalicular bidirectional transporter
(hepatocyte-bile), 5) canalicular efflux transporter (hepatocyte to bile), 6) phase I and 7) phase II drug-metabolizing enzymes, 8) cytosolic enzymes.

acid glucuronyltransferase (UGT) 2B7, mediating chlor-
amphenicol glucuronidation (Weiss et al., 1960). More
recently, DTs and their interplay with DMEs received
attention in terms of drug disposition in children
(Cheung et al., 2019). This is exemplified by the reduced
hepatic clearance of the opioid morphine in newborns
and young infants (Knibbe et al., 2009). Morphine is
actively transported by the organic cation trans-
porter 1 (OCT 1) (SLC22A1) and subsequently me-
tabolized by UGT2B7. Significantly lower hepatic
expression and activity of both OCT1 and UGT2B7
are reported in pediatric populations versus adults,
which partly explains the relatively lower hepatic
c'learance of morphine in newborns and infants (Lu
and Rosenbaum, 2014; Prasad et al., 2016; Hahn
et al., 2019). Developmental changes in hepatic DTs
and DMEs and their impact on drug disposition and
toxicity have also been reported for nonclinical
species. For instance, neonatal rat hepatocytes are
less sensitive to hepatotoxicity of phalloidin than
adult rat hepatocytes (Petzinger et al., 1979; Meier-
Abt et al., 2004; Fattah et al., 2015). Phalloidin is
a substrate for organic anion—transporting polypep-
tide (OATP) 1B2 (SLCO1B2 gene) (Csanaky et al.,
2011). Because expression of OATP1B2 is lower in
neonatal than in adult rat hepatocytes, there is
relatively lower uptake of phalloidin in neonatal
hepatocytes, leading to reduced sensitivity to phal-
loidin hepatotoxicity (Belknap et al., 1981).

These examples show how age-related changes in
DT and DME activities can impact drug disposition.
At present, to determine many pediatric dosing
regimens, still the standard approach is to linearly
adjust the adult dose to that of a child based on the

child’s body weight (Mahmood, 2016). However, this
approach does not incorporate information on de-
velopmental physiology like age-related changes in
DT and DME expression levels or activity and could
therefore result in subtherapeutic or suprathera-
peutic doses. On the other hand, in silico methodologies,
such as physiologically based pharmacokinetic (PBPK)
models, allow integration of developmental changes
of various aspects of PK and may improve prediction
of pediatric drug disposition. The use of these
in silico models has received much research interest
in recent years (Johnson et al., 2014; Maharaj and
Edginton, 2014), especially to better understand the
effects of growth and maturation on drug disposition
(Johnson et al., 2006; Krekels et al., 2012). However,
the predictive performance is highly dependent on
the availability and quality of the ontogeny profiles
that are incorporated in these models (Zhou et al.,
2018). Also, in terms of safety evaluation, extrapola-
tion of drug disposition from nonclinical species to
humans is common practice during drug development
(Chen et al., 2012). This extrapolation relies heavily
on our understanding of potential interspecies differ-
ences in ontogeny profiles of all pharmacological
processes. More specifically, insights in the ontogeny
profiles of DTs and DMEs across nonclinical species
and humans may assist in selecting the appropriate
juvenile animal model(s) for pediatric safety test-
ing and to improve prediction of drug exposure in
children.

Over the years, knowledge on developmental changes
in hepatic DTs and DMEs in terms of mRNA expres-
sion levels, protein abundance, and functional activ-
ity has increased significantly (Cheung et al., 2019).
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Currently, the data that describe the developmental
patterns of hepatic DTs and DMEs are dispersed
across individual publications with small sample
sizes, largely because of scarcity of pediatric sam-
ples. Hence, the reported insights are limited and
fragmented. Descriptive reviews are available in
literature yet are limited to qualitative description of
developmental patterns and include limited informa-
tion on nonclinical species (Brouwer et al., 2015;
Elmorsi et al., 2016). The process of compiling available
quantitative information on maturation profiles of
hepatic DTs and DMEs in nonclinical species and
humans and incorporating this into PBPK models is
expected to increase the predictive performance of
PBPK models for age-dependent hepatic drug disposi-
tion. Therefore, we aimed to compile the hepatic
ontogeny profiles of individual DTs and DMEs in
human as well as nonclinical species from literature
based on search results of available in vitro data of these
proteins at the level of mRNA expression, protein
expression, and activity.

II. Methods

The workflow of the employed methodology is out-
lined in Fig. 2. The subsequent steps are explained in
more detail below.

A. Search Methods and Selection of Literature

PubMed was searched by appropriate search terms
with Medical Subject Headings and free text terms (see

1. PubMedsearch
MeSH terms and free text terms
Selectionin vitro/ex vivo data of DME or DT ontogeny

|

2. Raw data extractionas reported in original manuscripts
* Taken fromtables
+ Digitized from graphs (e.g. Plotdigitizer)

l

3. Raw data table organization
+ Uptake DTs

mRNA expression
+ EffluxDTs Protein expression - Age groups
+ Phase | DMEs Activity
+ Phase ||DMEs

|

601

Supplemental Material 1) since creation up to June
2019. All articles were retained when they contained
in vitro ontogeny data on DTs and DMEs, first based
on the title or abstract and second based on the
full text.

B. Raw Data Extraction, Normalization, and Pooling

We extracted the following data from the selected
papers: age and the corresponding expression/activ-
ity levels, units of expression/activity level, method
of quantification/semiquantification, race, sex, and
substrate used to determine activity. The raw data
were extracted from the selected articles and sum-
marized in tables for individual isoforms. The data
were subdivided by mRNA expression, protein abun-
dance, and activity. Nonquantitative data (e.g., data
obtained by immunoblotting) were also included
in the raw data tables. If the raw data were
not published in the article but only presented as
graphs, they were extracted using Plotdigitizer.
Data for individual studies were normalized to
adult values, in which adult values were defined
as 100%. This was followed by pooling data of the
various studies.

C. Graphs

Based on the pooled raw data tables, graphs were
generated for each isoform (mRNA expression, protein
abundance, and/or activity). If multiple values were
obtained for the same age, average = S.D. values were
used. Data from various publications were only pooled

4. Normalization of raw data
Expressedas relative activity/protein percentage, where adult
data was definedas 100%

5a. Ontogeny graphs perisoform basedon
+  Activity 2 main body*
Protein expression = supplementary material

mRNA expression = supplementary material
*if no activity data were available either protein or mRNA was shown in the
main body

o

5b. Summarytables

Divided in uptake DTs, efflux DTs, Phase | DMEs and Phase Il

DMEs

Information on

* Onset of expression/activity

* Developmental pattern

+ Age of adult expression/activity

+ Additional information (rodent strains, gender differences, lab
method, age of adult for preclinical species, substrates usedto
determine activity, other observations e.g. highly variable
activity/expression)

Fig. 2. Workflow and methodology of the search strategy.
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when a similar developmental pattern was seen, and
otherwise, individual developmental patterns obtained
from separate publications were presented separately
in the same graph. Graphs on the level of activity for
a specific DT or DME are presented in the main body of
the manuscript, and protein and mRNA expression
graphs are included in the Supplemental Materials. In
absence of activity data, protein expression graphs were
presented in the main manuscript body as an alterna-
tive. In absence of both activity and protein expression
data, mRNA expression graphs were presented in the
main manuscript body.

D. Summary Tables

Based on the raw data tables containing quantitative
and nonquantitative data and the graphs, a summary
text table was created describing the onset of DT and
DME expression/activity, the age at which adult
expression was reached, and a description of the
developmental pattern along with comments and
references.

When feasible and depending on data availability,
human pediatric samples were divided into subsets
as defined by the International Conference on Har-
monization E11 guidance (International Council for
Harmonisation, 2000) as follows: neonates (birth to
<28 days), infants (28 days to <2 years), young children
(2 to <6 years), old children (6 to <12 years), adoles-
cents (12-18 years), and adults (>18-65 years). For
nonclinical species, age was presented on a continuous
scale.

E. Results Section Text

Throughout the Results section, ontogeny profiles in
the summary tables are classified in the following order:
1) age-related increase in expression/activities, 2) age-
related decrease in expression/activities, 3) no age-
related changes, or 4) a more complex ontogeny pattern
in activity/expression. References to the individual
studies are provided in the summary tables and are
not included in the Results section. Also, because the
tables provide supporting information for the individual
graphs, graphs and tables should be used together. The
figure legends contain references to the corresponding
tables.

F. Nomenclature

Throughout the manuscript upper-case protein
names of DTs and DMEs have been consistently used;
they have also been used when mRNA expression levels
of the DT's and DMEs are discussed. This approach has
been adopted for humans as well as for rodent and
nonrodent animal species. Supplemental Table 1 pro-
vides an overview of all included DT isoforms with their
corresponding gene names.

van Groen et al.

II1. Results

A. Uptake Transporters

1. Human. The results (including references) are
included in Fig. 3, Supplemental Fig. 1, and Table 1.

a. Age-related increase in activity/expression.
Sodium taurocholate cotransporting polypeptide
(NTCP) showed a pronounced increase early in life.
In fetal tissue, mRNA and protein expression levels
were 3% and 6% of adult, respectively, reaching full
maturation at the age of 28 days. OCT1, on the other
hand, showed a more gradual increase in its expres-
sion, with 54% of adult protein expression levels in
fetal tissue and adult values from adolescent age
onward.

b. Age-related decrease in activity/expression.
Three transporters showed high abundance in fetal
tissue, with a subsequent decrease with increasing
age. The glucose transporter 1 transporter showed the
most distinct decrease, with 45-fold higher protein
expression in fetal tissue than in adult tissue,
whereas organic cation/carnitine transporter (OCTN)
2 expression appeared 2-fold higher in fetal tissue and
decreased slowly toward adult levels during child-
hood. OATP1B1 is the third transporter that showed
an overall decline in protein expression. However, the
results on OATP1B1 protein expression were conflict-
ing, as fetal values corresponding to 50%—165% of adult
values were reported.

¢. No age-related differences in activity/expression.
Protein expression of the transporters monocarboxylate
transporter 1, OATP2B1, and OATP1B3 did not show
age-related changes. However, data on mRNA expres-
sion of OATP1B3 are conflicting, as one study reported
no age-related changes, whereas another study found
5% in fetal tissue and 1% in infant tissue compared with
adult values.

2. Rat. Theresults are depicted in Fig. 4, Supplemental
Figs. 2 and S3, and Table 2.

a. Age-related increase in activity/expression.
The literature contained activity data for four hepatic
uptake transporter(s) (families) [i.e., OATP, NTCP, OCT1,
and concentrative nucleoside transporter (CNT) 1/2] in
juvenile rats. The ontogeny of other hepatic uptake
transporters was established based on either protein
expression levels [i.e., system A amino acid transporter
(SNAT) 1] or mRNA expression levels (i.e., OATP1A1l,
OATP1A4/0ATP2, OATP1A5, OATP1B2/OATP4, OATP2,
OATP2B1, and OATP4Al).

OATP and NTCP activity levels rose progressively
from birth (10%-50%) to achieve maximal activity
levels at 21 and 29 days of age in male rats based on
the uptake activity levels using sodium fluorescein and
taurocholate (1-200 nM), respectively.

The ontogeny profiles of distinct OATP trans-
porters were characterized based on protein and
mRNA expression levels. Percentage of maximal
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Fig. 3. Pooled literature data on the ontogeny of protein expression of hepatic uptake transporters in humans: GLUT1 (A), MCT1 (B), NTCP (C),
OATP1B1 (D), OATP2B1 (E), OATP1B3 (F), OCT1 (G), and OCTN2 (H). The symbols represent the relative protein expression in each age group and
the dotted line indicates the adult value defined as 100%. If multiple values were obtained for the same age group, the symbols represent the average
relative protein expression, and the error bars show the S.D. See Table 1 for explanation on the ontogeny profiles and literature references. GLUT1,

glucose transporter 1; MCT1, monocarboxylate transporter 1.
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Fig. 4. Pooled literature data on activity levels of hepatic uptake transporters in rats: OATP (A), NTCP (B), OCT1 (C), and CNT1/2 (D). The symbols
represent the relative activity in each age group, and the dotted line indicates the adult value defined as 100%. See Table 2 for explanation on the

ontogeny profiles and literature references.

mRNA levels during fetal development compared
with adults represented <10% for OATP1A1, OATP1A4,
and OATP1B2; up to 30% for OATP1A5 and OATP2B1;
and 100% for OATP4A1. Based on one study, OATP2
(OATP1A4) adult values were reached at 25 days
(male) and 30 days (female). For the other OATP
transporters, adult values were reached only at
adulthood. Notably, a 55% decrease in protein abun-
dances of OATP1A1, OATP1A4, and OATP1B2 in
elderly rats was observed in comparison with those of
adult levels.

b. Age-related decrease in activity/expression. The de-
velopmental patterns of CNT1/2 and SNATI1 sug-
gested that CNT1/2 and SNAT1 are fetal uptake
transporters. Maximal uptake activity levels of uri-
dine mediated by CNT1/2 were achieved during fetal
development (300% of adult levels) and then rapidly
decreased in neonates (200% of adult levels). Simi-
larly, fetal protein expression levels of SNAT1 were
up to 2.5-fold and 5-fold greater than those reported
in very young and adult rats, respectively.

c. No age-related differences in activity/expression.
OCT1 activity was stable from birth to adulthood.
This is supported by maximal uptake activity levels
of OCT1 that were rapidly reached at 1 day after

birth using 1-methyl-4-phenylpyridinium as test
substrate.

3. Mouse. The results are depicted in Fig. 5,
Supplemental Fig. 4, and Table 3 and are further
explained below.

a. Age-related increase in activity/expression.
The majority of the uptake transporters showed
a lower expression in younger versus older age
groups. Most data were available for mRNA expres-
sion of the OATP family. OATP1A1 and OATP1A4
showed a slow rise in expression over age, whereas
OATP1A6, OATP1B2, OATP2A1, and OATP2B1 in-
creased more rapidly. The amount in fetal tissue
was transporter-dependent (e.g., only 1% of adult
values was detected for OATP1B2 compared with
32%-57% of adult values for OATP1A6). The OCT1
and apical sodium-dependent bile acid transporters
both showed a very low expression in fetal tissue,
with adult values reached at day 22 and at adult age,
respectively.

b. Age-related decrease in activity/expression.
The transporters that showed a decrease in expres-
sion all declined very rapidly from fetal age. OATS3
showed very high fetal levels, and adult levels were
reached between day 25 and day 30. OCTN1 showed
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TABLE 2—Continued

References

Comments

Adult Levels Reached Age-Related Changes in Activity/Expression

Onset of Activity and/or
Expression

OATP2B1

St-Pierre et al. (2004)

Adult age: NR. Birth—-adult: NR. Strain and sex: Wistar (M/F).

Methods: RT-PCR

Birth: 20% NR

Fetal development:

mRNA

<16%

expression

OATP4A1

St-Pierre et al. (2004)

Adult age: NR. Birth-adult: NR. Strain and sex: Wistar (M/F).

Increased rapidly at birth (310%)

Fetal development: Fetal development

mRNA

Methods: RT-PCR

255%

expression

F, female; M, male; NR, not reported; RT-PCR, reverse-transcriptase polymerase chain reaction.
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similarly high fetal values, which were followed by
a more gradual decrease toward adult values.

c¢. Complex and/or inconsistent ontogeny pattern in
activity /expression. For NTCP, mRNA expression
data from four studies as well as protein expression
data from one study were available. mRNA expres-
sion was clearly present in fetal tissue. No distinct
ontogeny profile could be defined, as the studies
reported varying results. The transporters equili-
brative nucleoside transporter (ENT) 1, OAT2, and
OCTN2 fluctuated between age groups because they
had an overall increased developmental pattern from
fetal age onward but also showed a decrease in
expression between various age groups. ENT3 had
relatively high fetal levels, and adult levels were
reached at day 25.

4. Nonrodents. Data on ontogeny profiles of hepatic
uptake transporters were lacking for nonrodent species,
including Beagle dog, cynomolgus monkey, Géttingen
Minipig, and the domestic pig.

B. Efflux Transporters

1. Human. The results are depicted in Fig. 6,
Supplemental Fig. 5, and Table 4 and are further
explained below.

a. Age-related increase in activity/expression.
Most efflux transporters showed a developmental pat-
tern with rise in expression with increasing age. For
all studies that included fetal tissue, the transporters
were detectable at fetal age, yet maturation rates
differed. For example, bile salt export pump (BSEP),
multidrug resistance—associated protein (MRP) 3,
and multi-resistance protein (MDR) 1 (or P-glycopro-
tein) showed a rapid increase from fetal tissue to
neonatal tissue. In contrast, MRP1 and MRP2 in-
creased more gradually, with 50% of adult values in
neonates and 30%—-100% of adult values in infants,
respectively. Data on MDR3 were scarce, but fetal
tissue showed 6% of adult values.

b. Complex and/or inconsistent ontogeny pattern in
activity / expression. The breast cancer resistance pro-
tein (BCRP) transporter ontogeny is well described in
literature, yet results are inconsistent. Fetal values
were reported to be between 94% and 235%, and adult
values were likely reached at neonatal age. However,
higher values than those of adults were detected at
infant age, which decrease again thereafter to adult
values.

2. Rat. The results are depicted in Fig. 7,
Supplemental Fig. 6, and Table 5 and are further
explained below.

a. Age-related increase in activity /expression. No ac-
tivity data for hepatic efflux transporters in juvenile
rats were found in literature. The ontogeny of hepatic
efflux transporters was established based on either
protein expression levels (MRP2 and BSEP) or mRNA
expression levels (MRPs, BCRP, and BSEP).
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Fig. 5. Pooled literature data on the ontogeny of protein expression levels of hepatic uptake transporters in mice: NTCP (A) and OATP1A4 (B). The
symbols represent the relative protein expression in each age group, and the dotted line indicates the adult value defined as 100%. If multiple values
were obtained for the same age group, the symbols represent the average relative protein expression, and the error bars show the S.D. See Table 3 for

explanation on the ontogeny profiles and literature references.

Protein and mRNA expression levels of BSEP repre-
sented <10% of adult levels during fetal development,
suggesting an onset of expression after birth. Matura-
tion of BSEP rapidly increased after birth, with 50% of
maximal protein expression levels achieved at 1 day
and maximal levels achieved at 21 days in rats. Onset of
MRP2 and MRP3 expression started during fetal de-
velopment as fetal mRNA expression levels reached up
to 60% of maximal levels in female and male rats.
However, maximal levels of MRP2 were achieved at
different maturational age: within the first week in
male rats and at adulthood in female rats.

b. Age-related decrease in activity/expression.
Adult mRNA expression levels of MRP1 and BCRP were
high during the fetal development and decreased pro-
gressively to adult levels after birth.

c¢. Complex and/or inconsistent ontogeny pattern in
activity [ expression. mRNA expression levels of MRP6
corresponded to 20% and 40% of adult levels during
fetal development and at birth, respectively. mRNA
expression levels of MRP4 rose progressively to reach
adult levels at 28 days in male rats, whereas no changes
in mRNA expression levels were observed in female
rats. Fetal expression levels of MRP4 ranged from
30% in male rats to more than 200% in female rats.

3. Mouse. The results are depicted in Fig. 8,
Supplemental Fig. 7, and Table 6 and are further
explained below.

a. Age-related increase in activity/expression. The
mRNA expression of BSEP and MRP2 is well studied
compared with other transporters. Both transporters
showed 30% expression in fetal tissue compared with
adults and an increase in expression up to birth, with
higher expression than adult levels for BSEP and
similar expression to adult levels for MRP2. After
birth, the expression of both transporters fluctuated
until adult values were reached at adult age, with
46%-153% for BSEP and 40%—-90% for MRP2.

Interestingly, not only BSEP and MRP2 had *+30% ex-
pression at fetal age, as this was also observed for MRP3
and MRP6. MRP3 expression showed a gradual in-
crease from fetal to adult levels, whereas MRP6 mean
adult levels were reached at day 3.

In one study, mRNA expression of MDR2/3, sodium-
dependent phosphate transporter 1 (NPT1), and multi-
drug and toxin extrusion 1 (MATE1) was measured by
RNA sequencing (Cui et al., 2012a). Both MATE1 and
NPT1 showed a steep increase in expression from birth
to day 1 with a more gradual increase thereafter.

b. Age-related decrease in activity/expression.
The mRNA expression of MRP1 and MRP5 was mea-
sured by RNA sequencing in one study (Cui et al.,
2012a) and showed high expression in fetal tissue
(558%—1200% of adult values), which was followed by
an overall decrease in expression. The age at which
adult values were reached was transporter-dependent
and varied between day 25 and day 30.

For MRP4, a high mRNA expression in fetal tissue
(200%) was captured, and a more rapid decrease in
expression was observed, reaching adult values at day
10. Interestingly, there was a slightly higher expression
in females than in males.

c. No age-related differences in activity/expression.
Protein and mRNA expression of MDR1b showed no
age-related changes.

d. Complex and/or inconsistent ontogeny pattern in
activity / expression. MDR1 [ATP-binding cassette
(ABCB1)] expression was higher in fetal tissue than at
birth, and the overall developmental pattern showed an
increase from birth up to 15 days of age (160%—250%)
with a subsequent decrease up to adult age. In addition,
for MDR2/3 a complex pattern was observed. Onset of
expression was in fetal tissue and increased to 156% at
birth. At day 5, a steep decrease to 48% was observed,
and this was followed by an increase to adult levels at
day 30. For the ABCG5 and the ABCG8 transporter,
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protein expression levels were available for mice at days
15, 30, and 90, and statistical difference in expression
was found between the strains. For both transporters,
protein expression was very high at day 15, and
adistinct decrease was captured thereafter. This was
supported by mRNA expression data that also
showed a decrease in expression from day 15 onward.
Interestingly, mRNA expression was available from
younger mice, and an increase was seen from fetal
tissue up to day 15. The mRNA expression of the
copper-transporting P-type ATPase (ATP) 7B and
BCRP (ABCG2) showed high expression in fetal tissue
(280% of adult values) followed by an overall decrease in
expression. The age at which adult values were reached
was transporter-dependent and varied between day 25
and adult age.

4. Nonrodents. Data on ontogeny profiles of he-
patic efflux transporters were lacking for the Beagle
dog, cynomolgus, monkey and domestic pig. For the
Gottingen minipig, a semiquantitative assessment of
P-glycoprotein showed no difference between livers from
84 days of gestation versus adult animals (1.5-3 years
of age).

et al. (2012a)

References
Alnouti et al. (2006); Cui
et al. (2015)

Cui et al. (2012a)

Comments

C. Phase I Drug-Metabolizing Enzymes
1. Human. The results are depicted in Fig. 9,

Adult age: 60 days (Cui et al., 2012a) and 90 days (Selwyn et al., 2015). Strain: Cui et al. (2012a); Selwyn

C57BL/6J (mixed). Methods: RNA-seq (Cui et al., 2012a) and RT-PCR
C57BL/6J (Cui et al., 2012a) and CV + GF (Selwyn et al., 2015) (M). Methods:
RNA-seq (Cui et al., 2012a) and RT-PCR (Selwyn et al., 2015)

(Alnouti et al., 2006; Cui et al., 2012a)
Adult age: 60 days. Strain: C57BL/6J (M). Methods: RNA-seq

Adult age: 45 days (Alnouti et al., 2006), 60 days (Cui et al., 2012a). Strain:

ASBT, apical sodium-dependent bile acid transporter; bDNA, branched DNA signal amplification assay; F, female; M, male; ND, not detectable; NR, not reported; RNA-seq, RNA-sequencing; RT-PCR, reverse-transcriptase

=
§ Supplemental Figs. 9 and S10, and Table 7 and are
‘§ further explained below.
§'|’ a. Age-related increase in activity/expression.
A Except cytochrome P450 (CYP) enzymes, very few data
2wz about ontogeny of phase I enzymes in human liver could
S| s . s be found in literature. Among the non-CYP phase I
gﬁ: = e % £ enzymes, all showed a lower expression in neonates and
5‘“25 é :% % pediatrics than in adults (ADH1A, ADH1B, ADHIC,
E Eg g g g ALDHI1A1, CES1, CES2, and FMO3). Activity was
S| = g 8 reported only for CES1 and was lower in neonates and
72 g g g pediatrics than in adults. For most of the CYP enzymes,
<3 E{ g g data on catalytic activity in various age groups were
‘@ available. The isoforms CYP2D6, CYP2E1l, and
a g ., CYP1A2 had low activity during fetal age <30 weeks
Ezf -;]é’ g of gestation and reached adult levels between neonatal
Erjﬁ 18 2 2 and infant age. For CYP2C18, only data on fetal age
< at = 3 >30 weeks of gestation were available, showing a low
= © - mRNA expression that reached adult levels between
g neonatal and infant age. The best-characterized CYP
£ . enzyme in terms of ontogeny is CYP2DG6, for which onset
E g - - of expression and activity is captured during fetal life,
3 2@ g §° g’ with a rapid increase during neonatal development. The
A gﬁr« %'ﬁl §§ patterns for CYP2D6 activity, protein expression, and
5 5 s B3 g g mRNA expression lack similarity other than that they
2 82 = 3 38| T E all increase with increasing age. Similar to CYP2D6,
© 57 &7 &7 2% CYP1A2 showed very low activity and protein/mRNA
3 g g 5 % expression in fetuses. Adult values of activity and
g P g « % P g e protein expression were reached at 5-15 years and
3 2| 28 ZZ4 ZZ% § 1-5 years of age, respectively. The catalytic activity of
§§ g B § B g B £ CYP2E1 showed low activity in fetuses <30 weeks of
S gestation (3%—20% of adult values) and increased to
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Fig. 6. Pooled literature data on the ontogeny of protein expression of hepatic efflux transporters in humans: BCRP (A), BSEP (B), MATE1 (C), MDR1
(D), MRP1 (E), MRP2 (F), and MRP3 (G). The symbols represent the relative protein expression in each age group, and the dotted line indicates the
adult value defined as 100%. If multiple values were obtained for the same age group, the symbols represent the average relative protein expression,
and the error bars show the S.D. See Table 4 for explanation on the ontogeny profiles and literature references.

202 ‘ST UYo#e |\ Uo Sfeuinor 1 34SV e Buo'sfeuano fledse: s wireyd wou) papeo jumoq


http://pharmrev.aspetjournals.org

Downloaded from pharmrev.aspetjournals.org at ASPET Journals on March 13, 2024

‘uorporal ureyd aserswA[od ose)dLIdSURI)-98I0A01 “UOJ-LY ‘Poriodal jou ‘YN

(%9)
(0T03) ‘souUNSP[Y Pue USSSEETY (G003) T8 10 Uey) dOd-LY ‘SPOYIPIN 4N YN yuswdo[a4sp [e19,] VN
SYAIN
(8T03) ‘T 70 U90IY) ueA {(9T0Z) (IT0Z “Te 70 BUZISTUOY]) AI}STWSYI0)STYOUNTIIT
e 90 peseid {(9108) T8 10 (100 (§103) T8 12 pue (103 “Te 32 TuueX) 30[q WINISOM (8T0Z T8 19 USOLD) URA 9107 (%S€8—%V6)
peseid {I10g) ‘Te 10 Tuuex {(I10g) ‘T 10 Buzodruoy]  “'Te 30 peseid ‘9103 “Te 70 [0\ ‘€T10g “I& 10 peseld) SIN/SIN-D'T :SPOYIeIN Koatssoadoxd paseardo( sfep gz Juawrdo[oAdp Te)oq ura)org
dydd
. (§T0%) Te 7o ewreyg (%0%)
w ‘(0T0g) seunsyTy pue UsssBe[y] {(G002) T8 12 Udy) (ET0G “Te 10 BWLIRYS ‘GO0Z ‘T8 30 WeYD) YOJ-LY ‘SPOYIPIN 4N YN Juswdo[ossp [e19,] VN
® (810%)
g T8 19 U201 UeA (9T07) T8 1° Peseid (910%) Ansrwsyoojsrounwwt pue (I10g “Te 19 [uuex) j0[q WIsapm (8108 (%08)
m ‘Te 70 (100 {(TT0Z) 'Te 70 TUURX {(G00Z) ‘T8 10 Uay) “Te }0 Us0Iy) UeA (9T0Z “[& 10 Peseld ‘9T0g e 70 [T00]A) SIN/SIN-O'T :SPOYISIN AroatssaxSoxd pasearouy sfep gz Juawrdo[oAap Tejo [ urel0Ig
&} dasd
g (8T0%) 'TB 30 Ue0L) UeA (9707) (TTOgZ “Te 30 TuuE)) J0[q UIdISIM PUe (8T0% (%08)
> ‘T 10 pesedd (910g) T8 10 (100 {(T107) T8 10 [UUBX  “[e 19 US0L) UeA :9T(0g ‘& 10 Peseld ‘910g “[e 10 [100])) SIN/SIN-O'T ‘SPOYIeIN Ayprdex pasearou] sfep gz Juawrdo[aadp [e19] urejord
SdYIN
(¥103) 'Te 10 (100 {(€107) Te 10 eurieyg (%09~%¢€)
“(0T0g) seunss[a[y pue UsSSEE3] {(G003) ‘T8 10 UdYD ($10g “T& 9 (100N ‘€T0g “[e 10 BULIRYS ‘G00g “T& 30 UsyD) YOJ-LY ‘SPOYIdN uwreyed JuasIsuodu] YN yuewdorap [e19,] VNyu
(8T0%) T8 1° Us0x) ueA (910g) T8 1° pPeseid (L00Z ‘3ue]) 10[q WINISIM PUB (G00Z “T8 19
(9103) Te 10 (100N (3T0) T8 12 09 (L00T)  BAOYZID ‘GOOZ “[© 10 USY)) AI)STWAYI0ISIOUNWWI ‘(3T0F T8 19 US0I) UeA 1L (%¥¥—%L3)
3ue], {(G008) Té 10 BA0YZID (G003) T8 12 YD ‘910G ‘T8 19 Peseld ‘910G ‘T8 12 T0oy ‘g10g “Te 10 09(1) SIW/SIN-O'T :SPOYIRIN A[mors pasearou]  T-sAep gz Juewdo[2A9p [€19] uejoid
¢ddIN
(%8€)
(8T03) ‘Te 10 U801y ueA (I10g) Te 10 BUZOATUOS] 1,301q wIosop pue ; SIN/SIN-O'T ‘SPOUYRIN A[moTs peseaiou] quewdo[eaep (819 ure)oig
Td9IN
(L102) Te 3 (3661 “Te 19 UdY[EY] UeA) A1sTuroyDOISIYoOUNWUW! PUe (L10g T8 19
epueqy {($10g) e 10 [100]y (£103) T8 9° eurieys BpuRqyY ‘F10g ‘T8 90 [T00Jy ‘€T0g T8 10 ewreys 600g [ 90 Lmoyxe,) (%1G 2L (%¥9-%V)
£(6003) Te 10 Amoyye, (Z66T) ‘Te 10 uay[ey] uea YOd-LY :SpoyseIy ‘suorjestjqnd SNOLIEA WOJJ SaN[eA UT £}9LIBA 9PIA A[mo[s pesearou] L1-0) YN tuowrdoosap Tejoq VNYW
(LTO0G “Te 0 epueqy
(8T0%)  ‘TT0Z “T® 70 BUZIDIUOY] {1007 ‘SUB]) 10[q UISISIM PUE (L10G “[e 10 BpUBqY
T8 10 UL0Iy) uBA (L103) ‘8 1° Bpueqy «(9103) IT0Z “Te 10 BUZOSIUOY] ‘GOOZ T8 70 BAOYZI))) AI}STUOYD0ISIYOUNTITIT
‘e 99 (100§ (910G F10%) ‘T8 10 peseid (1103) ‘(8T0g “T® 19 Us0Iy) UeA 9T(g T8 19 (100N ‘9T0g ‘¥10Z “T8 10 peseid) (%18-%9%)
‘Te 19 vuZoaTuoy] (£,003) SUR, {(G003) ‘T8 10 BAOYZI) SIN/SIN-DT :SPOYIRIN ‘suorjestjqnd SNOLIEA WO SaN[eA UT £}9LIBA 9PIM A[mo[s pasearou] sfep gz Juawrdo[oAap [e)0,[ urejoIg
TYAN
(910%) T 9o peseld SIN/SIN-D'T “SPOUIPIAL A[mors pasearou] ILT-sKep 63 (%L ‘SLep 8g) UN urejord
THLVIN
SOOUBIS g 1o3ye peyoeay £y1a130v7/u0TSSAIdX Y
Joy SHUOWWIO)) £)1AT)0V7/UOISSOIdX Y UL (3NPY oADT 11 0 1050 s1ojrodsuedy,
J0 9) seduey)) paje[ey-esy AT NPV J0 39810
'S[9AS] J[NPE 0 SAT)R[AI A)1AT)oR/UOISSaIdXa Juasardar sadejusdiod
u S[eAd] uoissaxdxe yYNYW pue urejord uo peseq suewny ul siejiodsuer) xnjfge orpedeay jo o[gord Ausdoju()
© ¥ H'1dV.L


http://pharmrev.aspetjournals.org

Ontogeny of Hepatic Transport and Drug Metabolism

BSEP

>

1004 --====mmmmmmmmmean P A ©

Relative protein expression %
(Adult value defined as 100%)
3

1 T T T T T T ]

el > d el 2 d el e
6’5\ Q,\é' b’S\ bé b‘ix 6‘23 6‘58 b’b%
‘\Q D ,]’Q P w o >

613
B MRP2
|

1004 ----=------ *--- E---a---a-g----a----

10

Relative protein expression %
(Adult value defined as 100%)
H

1 T T T T T T
=] SN & el 4 @
& 6‘{' & & & &
® D P - ®

Fig. 7. Pooled literature data on the ontogeny of protein expression levels of hepatic efflux transporters in rats: BSEP (A) and MRP2 (B). The symbols
represent the relative protein expression in mixed-sex rat population (open), male rats (gray), and female rats (black). If multiple values were obtained
for the same age group, the symbols represent the average relative protein expression, and the error bars show the S.D. See Table 5 for explanation on

the ontogeny profiles and literature references.

50% activity of adult values in infants. The results on
protein expression show a wide interstudy range in fetal
CYP2E1 expression (1.5%—70% of adult values), and
adult values were reached at 1-5 years of age. The
pattern of low activity/protein expression in fetuses is
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also seen for mRNA expression, with concordant ex-
pression of 50% in infants.

For the isoforms CYP3A4, CYP2A6, and CYP2CS,
a more gradual increase in activity and expression was
seen. The CYP3A family consists of the isoforms
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Fig. 8. Pooled literature data on the ontogeny of protein expression levels of hepatic efflux transporters in mice: ABCG5 (A), ABCGS8 (B), MDR1 (C),
and MRP4 (D). The symbols represent the relative protein expression in each age group, and the dotted line indicates the adult value defined as 100%.
If multiple values were obtained for the same age group, the symbols represent the average relative protein expression, and the error bars show the
S.D. See Table 6 for explanation on the ontogeny profiles and literature references.
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Fig. 9. Pooled literature data on the ontogeny of metabolic activity of hepatic phase I enzymes in humans: CYP1A2 (A), CYP2A6 (B), CYP2D6 (C),
CYP2E1 (D), CYP3A4 (E), CYP3AT7 (F), and CES1 (G). The symbols represent the relative activity in each age group, and the dotted line indicates the
adult value defined as 100%. If multiple values were obtained for the same age group, the symbols represent the average relative activity, and the error
bars show the S.D. See Table 7 for explanation on the ontogeny profiles and literature references.
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TABLE 7—Continued

References

Comments

Age-Related Changes (% of
Adult) in Expression/

Adult Levels Reached

Onset of Expression/

Activity

Activity after Birth

Yang et al. (1994); Lacroix et al. (1997);

Methods: PCR, slot blot, RT-PCR

Increased slowly

3-12 mo

Fetal development

mRNA

Leeder et al. (2005)

(T1-2: 10% and T3:

20%)

CYP3A5

Wrighton et al. (1990); Stevens et al. (2003)

Inconsistent pattern Methods: immunoblot

NR (9 yr: 196%)

Fetal development

Protein

(42%)
Fetal development

Schuetz et al. (1994); Yang et al. (1994)

Methods: PCR, Northern blot

NR

NR

(D)

mRNA

CYP3A7

Lacroix et al. (1997); Leeder et al. (2005)

Decreased progressively Substrate: DHEAS. Matrix: microsomes. Methods: radioactivity,

NR (3-12 mo: 232%)

Fetal development

Catalytic

HPLC

(T1-2: 915%)
Fetal development

activity

Protein

Lacroix et al. (1997); Tateishi et al. (1997);

Methods: Western blot, immunoblot

Decreased progressively

1-5yr

Stevens et al. (2003)
Hakkola et al. (1994); Schuetz et al. (1994);

(T1-2: 2000%)
Fetal development

Methods: PCR, RT-PCR, Northern blot

NR

NR

mRNA

Leeder et al. (2005)

(185%)

D, day; ECOD, 7-ethoxycoumarin O-deethylase; HPLC, high-performance LC; ND, not detectable; NR, not reported; PCR, polymerase chain reaction; RT-PCR, reverse-transcriptase polymerase chain reaction.

van Groen et al.

CYP3A4, CYP3A5, and CYP3AT7. The total CYP3A
protein expression was 65%—-80% in fetuses but
appeared to be relatively constant across other age
groups. CYP3A4 is an extensively studied enzyme that
shows low activity in fetuses, with 50% of adult levels in
children up to 1 year old. Adult levels are reached in
children between 1 and 5 years old. Protein expression
data showed an increase, but activity data showed
a decrease during fetal life. The activity of CYP2A6 is
very low during fetal age (<1% of adult values) but
reaches 50% activity of adult values at neonatal age.
This is also reported for protein expression of CYP2A6.
Activity and protein expression both reach adult values
between 1 and 15 years of age. For CYP2CS8, activity
data are missing, but the maturational pattern is
delayed compared with CYP2AG6. Protein expression of
CYP2C8 in fetuses shows 28% of adult values, with
adult values reached in children >7 years.

b. Age-related decrease in activity/expression. The
CYP3A family consist of various isoforms as noted
before, of which CYP3A7 is known as the fetal
isoform. This is confirmed by literature data, as
CYP3AT7 is highly active in fetuses. Also, the protein
expression is 2000% of adult expression. However,
mRNA expression in fetuses was found to be only
185% of adult values. For CYP4A, only data on
protein expression were available. From neonates
to children, protein expression was higher than in
adults (130%—-200% of adult values). Expression data
for age groups between children (1-5 years) and adults
were lacking.

c. Complex ontogeny pattern in activity/expression.
Total CYP enzyme protein levels and mRNA expression
in fetuses were 21%-57% and 40% of adult values,
respectively. Adult values are not yet reached at infant
age, and data were lacking between infant and adult
age. The CYP2C9 maturational pattern was discrepant
between protein and mRNA expression. Protein expres-
sion did not show age-related differences. In contrast,
mRNA expression was not detected in fetuses and
showed neonatal development with 60% of adult values
1 week postnatally. Adult values were reached 1 month
postnatally. For the enzyme CYP2C18, only mRNA
expression is available, with 40% in fetuses, and rapid
neonatal development to adult levels decreasing to
87% of adult levels 1 week postnatally. CYP3A5 is
polymorphic and is only expressed in 23% of the adult
population. The expression shows no clear developmen-
tal pattern.

2. Rat. The results are depicted in Fig. 10,
Supplemental Fig. 11 and S12, and Table 8 and are
further explained below.

a. Age-related increase in activity/expression.
Metabolic activity gradually increased with age, reach-
ing maximal activity levels from 3 to 4 days (CYP2E and
CYP2B1/2), 7 days (CYP4A1l), and 21 days of age (CYP1A
and CYP3A). For CYP2C11, a sex-related pattern was
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Fig. 10. Pooled literature data on the ontogeny of metabolic activity of hepatic CYP enzymes in rats: CYP1A (A), CYP1A1 (B), CYP1A2 (C), CYP1A1/2
(D), CYP2A (E), CYP2A1 (F), CYP2A2 (G), CYP2B (H), CYP2B1 (I), CYP2B1/2 (J), CYP2C (K), CYP2C6 (L), CYP2C11 (M), CYP2D (N), CYP2E1 (0O),
CYP3A (P), CYP3A1 (Q), CYP3A2 (R), CYP3A1/2 (S), and CYP4A1 (T). The symbols represent the relative activity in each age group, and the dotted
line indicates the adult value defined as 100%. If multiple values were obtained for the same age group, the symbols represent the average relative
activity, and the error bars show the S.D. See Table 8 for explanation on the ontogeny profiles and literature references.
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Fig. 10. Continued.

observed, reaching adult levels of activity at 7 days for
female rats and 21 days for male rats.

Activity of CYP4A2 and CYP4A3 rose from 20% at
birth until adulthood, except for female rats showing
>100% of adult CYP4A2 activity at 7 days after birth.

Age- and sex-dependent increase in mRNA expres-
sion levels of CYP3A9, CYP3A11, CYP3A18, CYP3A23,
CYP2D3, CYP7A1, CYP8B1, and CYP27 was reported.
Maximal mRNA expression levels were achieved after
7 days of age for CYP3A11l and CYP3A23 or during
adulthood for CYP3A9. Interstudy discrepancies exist
with regard to the ontogeny of CYP3A18 reaching
maximal mRNA expression levels at various ages, from
7 days in both female and male rats to 4 days in female
rats and adulthood in male rats.

b. Age-related decrease in activity/expression.
The ontogeny of CYP2C6 activity levels was not
reported in juvenile rats below 28 days of age, but
a 50-fold decrease in activity from 28 days to adult rats
was seen. However, CYP2C6 protein and mRNA ex-
pression levels were inconsistent with activity levels:
The more detailed ontogeny of CYP2C6 mRNA/protein
levels revealed an age-related increase in expression
from birth until adulthood in both male and female rats.

c. No age-related changes in activity/expression.
Little to no change in metabolic activity of CYP2A,
CYP2C12, and CYP2D isoforms was observed with
advancing age in rats. No apparent sex differences in

activity were associated with ontogeny of CYP2A,
whereas only male rats were studied for other CYP
isoforms.

d. Inconsistent ontogeny pattern of expression levels.
Fetal mRNA values of CYP7A1l and CYP8B1 repre-
sented >30% of adult levels. However, their mRNA
expression levels rapidly declined after birth (<25% of adult
levels after 7-14 days) and then increased throughout
adulthood and peaked in elderly rats (>300%). However,
mRNA protein levels of CYP27 reached maximal values
after birth and remained unchanged until adulthood.

3. Mouse. The results are depicted in Fig. 11 and
Table 9 and are further explained below.

a. Age-related increase in mRNA expression.
The majority of the phase I enzymes showed a lower
mRNA expression in younger age groups than in
older age groups, and an important number of these
enzymes reached adult levels at 20 days postnatal,
including CYP1A2, CYP2A4, CYP2A5, CYP2B26,
CYP2C50, CYP2D22, CYP3A11, CYP3A25, CYP4F14,
and ALDH1. All but CYP1A1, CYP1A2, CYP2B10,
CYP2B13, CYP2B23, CYP2F2, CYP4A10, CYP4A32,
FMO2, and alternative oxidase were expressed in fetal
tissue.

b. Age-related decrease in mRNA expression.
CYP3A16 was the only isoform that showed a clear
decrease in expression with a slow decrease from fetal
life until adult values were reached at 25 days.

202 ‘ST UYo#e |\ Uo Sfeuinor 1 34SV e Buo'sfeuano fledse: s wireyd wou) papeo jumoq


http://pharmrev.aspetjournals.org

(panu13u02)

Downloaded from pharmrev.aspetjournals.org at ASPET Journals on March 13, 2024

O'IdH :SPOYISI SSWO0SOIdTUL

J9AT] XLIJRIN "(JA/IN) £o[me( enderdg :Xes pue UTRI)S "9U0I9)S0)S9) Arprdes paseaout (9%06) s&ep ¥ (9%06) s&ep ¥ £1a1308
(0T03) ‘T& 10 eyoesy oyensqng N :sAep p—juswdo[assp [eje] ‘sep 9g :o8e ympy 1] {A[mors paseasour (N - “(%08) SAep 08 (N {(%03) SAep ¥ N mArere)
dedAD
AOd-LYb :spoyrely “(A/IN) Leme endeadg sAep § 103Je seduryd (%00%<) sAep ¥ (9%00%<) skep ¥ uorssoxdxa
(0T03) ‘T& 10 exoesy :xas pue ureng N :sLep p—juewdo[osap [ejo,f ‘sep 9g :a8e ynpy ou :J {A[mors paseamour (] (%0T) SAep 08 (N - (%ge>) skep ¥ N VNYW
Sun0[q WSO SPOYIDIN "(A/IN) TBISTM :X9S Aprdex pasearour (%08) s&ep 1g (%08) s&ep L uorssardxa
(1661) 'T& 70 ByorwW] pue ureng YN :sAep ,—juowdo[oAdp [B)9] ‘SABp 0G—6F :05e JMmpy o ‘A[mors peseaadur (N {(%0€) SAep 12 N i {(%08) sAep 1IN urej0ad
O'TdH :SPOYISIN "SOWOSOIITUL
JOAT] XLIJRIAL "(J/IN) TBISTM\ :XOS puk Ulel}g "ouoIs)so)sa) A[I0p[o Ul paseaIoap £y1angoe
(166T) ‘Te 10 exjoew]  :d3exISqNG N :SAep L—juswdo[assp [e9,] 'SAep 0G—6¥ 98 ynpy uay) A[MO[S paseaou] %19 :sKep 1g %01, :sKep 1, mArere)
¢VedAD
ADd-LYP :spoyrely “(A/IN) Lemeq endeadg (%8)L) skep uorssordxa
(0T0Z) ‘Te 70 BYoRSY :Xos pue ureng N :sAep y—juowdo[osdp [elo] ‘SABp 9¢ :08e 3Mmpy sAep § 199Je seSueyd oN sAep 9T :f SAep § N (%00T) SAep ¥ :IN VNYw
3u)10[q wIeISop SPOYISIN “(A/IN) TBISIM ‘XS sAep 1g IoYe sedueyo ou : g (%0%) s&ep 2, uorssaxdxe
(T66T) & 70 BXjorW] pue ureng YN sLep L-juswdoossp (819 'SLep 0G-6% 238 WPV (%00€) SABP Tg 18 poxead [y sAep 1z :J 'S4ep LW d (%S6) SABP L ‘I urejorg
OTdH :SPOYIOI\ "SOUIOSOIOTW JIDAT] XLIJRN “(,I/IN) TeISIA\ pue
(L00%) ‘T 70 ererdy) (L661) Koyme(q onderdg :Xos pue UTeI}S "9UOIPIUIISOIPUER ‘OUOIDIS0)SI) (i) A1earssaaSoad pesesiour £y1argo€
‘Te 19 1S (1661) Te 10 eoew] :sejeIysqng YN :SAep [-juswdo[essp [e1e ‘SABp G9—6F 93k 3Npy {(N) A[pider pasearou] sAep g :J SAep 2 N 9GG sKep T mArere)
TVedAD
O'TdH :SPOYIPIN "SOUWIOSOIOTUX
IOAT] XLIYRIA “(JA/IN) Ko[me( anderdg :Xes pue UreI}S 9U0I9)S0)Sd) £y1AT)0€
= (0T03) 'T& 70 eyoesy :ojeqisqng YN :sAep y—juewdo[esdp [1e] ‘SAep 9¢ :03k JNpy A[prdea pesearouy sAep 91 an :sfep y mhere)
- VedAD
M 3urjo[q wIeIsep :SPOYIRIN “(A/IN) Lo[me( enderdg :xes A[19p[e Ul PaseaIdap uorssardxa
g (9103) 'Te 1@ [TRYJPIN pue ureng YN :sAep g—juswdo[aaap [e)9] "SABp 0G—6F :08e Jnpy  uey} A[earssesSoid pasearou] skep 1g 9G¥ :sKep g urejord
mw Arewojoydoayoads
o (9103) ISPOYISIAl "SOWOSOIITW JIOAT] XLIJRIA “(J/IN) Ao[me( onSerdg A[I09p[o Ul peseaIoap (%09) £ep 1 £y1AT)0R
o ‘Te 10 [TeYJOIN (8003) ‘Té 10 MEeMZ op :XoS pue UIeI}S UPNIOSAILXOY)D :9jer)sqng ‘skep 0G—g§ :o8e ynpy  uayy AoarssosSord pasearouy skep 8T  :d {(%0¥%) £ep T N mAere)
¢/TVIdAD
(010%) YDJ-LYb ‘spoye (9%00€) s&ep G1 uotssardxe
‘Te 10 eyoesy (800%) ‘T8 10 }IeM7Z op ‘(A/IN) Ke1me( ongdeadg :Xes pue ureng ‘sep gI[-g§ :o8e ynpy  Je peyeed A[pider peseaiouy sAep 11 %T> Ter9d VNYw
Sumorq
(L003) WINSOM SPOYIDIN "(A/IN) T8ISTM Pue (J/IN) Lopme( onderdg :xos uotssoxdxo
‘Te 90 WI0dTY (T66T) ‘T 10 ejoew] pue ureng N :skep g—juswdo[assp [e9,] SAep 0G—g¥ 95 ynpy A[mors paseasouy 9%8), :sKep 8% 9%G¢ :skep ¢ urej0Ig
O'TdH :SPOYIOIN "SOUWIOSOIOTUT IDAT] :XLIJRIAl (%01, :sKep
(IN) £oime( ondexdg :xos pue uren}g YN :Aep T—jruowdoosop Z11) A[19p[e Ul PaseaIoap £1A1308
(L003) ‘T8 70 WIod[y (819, "UYNIOSaIAXOY)oW :9jRIISqNg "SABP G9—g9 :05e Jmpy {AoatssorSoxd pasearouy sAep 1g %01 :sKep ¢ mhere)
SVIdAD
god-19b %00T< uorssaxdxo
(8003) ‘T& 19 3em7 op :SPOYIRIN “(I/IN) Lome( anderdg :xas pue urenyg ‘sfep gy :o8e jnpy wrajyed juaysISuodIUT quowudo[essp [ee,]  :Juewdo[oAdp Tejd [ VNYW
3urjorq ureysep SPoyIeIN sAep 1g I93Je segueyd uorssoxdxe
(1661) “'Te 70 eyoew] (JA/IN) TeISTp :Xos pue urex}s N :s£ep ,—juowdo[ossp Tejoq ou {K[oarsseadoxd pasearouy skep 1g 9%9), :sKep J, ur)oxg
OTdH :SPOYIOIN "SOUIOSOIOTUI ISAT] XLV “(A/IN)
(6003) sueAf-3uor] pue Aojme(] onderdg :Xos pUR UTRI}S "UGNIOSOILXOY}O £1A1308
‘T8 79 0(BZS {(GEET) ‘T8 70 [PryoIWaIqey)  :ojeqisqng N :SAep y—juowdo[ossp [B)9] ‘SABp 09—6F :05e 3mpy Aoatssordoxd pasearouy sAep 1g 9%G :SKep § mhere)
TVIdAD
O'TIdH :SPOYISIN "SOWOSOIITUL ISAT]
XLJRIN “(J/IN) Ao[me( engdeadg :Xes pue UIRI}S "UYNIOSSIAXOY}0 A[mo[s paseatoul (%L1 s&ep 0g £)1a1100
(0T0Z) ‘Te 70 eyoesy :ojeI1ysqng YN :sAep y—juswdo[essp [eref ‘sAep 9g :@3e ynpy  :J ‘A[oArssairdord peseatoul N : ‘sKep 0¢g N an :s&ep ¥ mArere)
VIdAD
s SpoHIHoD JK1AT)OY :m.mww“w%w wﬁﬁmm.ow,w POHRERY SPAYT APV %na:mmmm%@xmu wwmno
'S[9AS] J[NPE 0 SAT)R[AI A)1AT)oR/UOISSaIdXa Juasardar sadejusdiod
% sTeAe] uolssardxe YNYW pue uoissardxe urejoad ‘AI1ATJor J1[0qRIOUI UO Pase( Sjel Ul sewkzue JA ) d1edeay jo s[gord Ausdoju()
© 8 H'IdV.L


http://pharmrev.aspetjournals.org

625

Ontogeny of Hepatic Transport and Drug Metabolism

(panu13u02)

Downloaded from pharmrev.aspetjournals.org at ASPET Journals on March 13, 2024

(6661) & 10 moyy

(6661) Te 10 moyp

(6661) & 10 Moy)

(166T) 'Te 30 exjorW]

(800%) 'Te 70 ddnT

(0T08) ‘e 3 exoesy
(166T) ‘e 9 exjorw]
(L00%) 'T& 79 Be1oYD (L66T)
Te 30 JSLIM (T66T) 'T6 30 exjoew]
(0T08) ‘e 9 exoesy

(T66T) Te 3° ejoew]

(L003) Te 7o ereIdy)

(0T03) T8 30 BY0ESY

(9T0%) T8 P ULV

(9102)
T8 99 [ReYJOIN (8003) T8 30 HemZ op

(010)
Te 70 BY0BSY (6007) ‘T8 10 0qEZg

(T66T) T8 30 exjoew]

(0T0%) T 9o e3oesy

(1661) ‘e 30 exjorw]

(S66T) T& 30
[eeoTIIaIqan (T66T) T¢ 30 Bsorw]

DALY -SPOYIPI “(A/IN) TBISTM
:X9s pue uren}§ ‘YN :sLep L—juewdo[esrsp [e10,] ‘sAep 6§ :o8e ynpy

Suryjofqounurwt :SpoYIRI “(A/IN) TeISTM
:Xos pue urexj§ YN :sAep L—juowdo[essp [e10,] ‘sAep 6§ :08e ynpy
O'IdH ‘SPOYIRINL
*SOWIOSOIOTUL JOAT] :XLIJRIAl “(J/IN) TBISTA\ XOS pUR Urel}g ‘[oreinjnqg
:ageqisqng YN :sAep ,—juewdo[esdp [Ble] ‘SABp G¥ 03k Jnpy

3unolq ureysep :SPOYIRIN “(JA/IN) TBISI\ :Xes
pue ureng YN :sAep L—juswdo[easp [B18] ‘SABP (0G—6¥ 08k 3Npy
O'IdH *SPOYIeIN
*SOOI[S JOAT] :XLIJRIN ‘(JN) 1BISI\ :XOS pUB UIRI)S '‘9U0I97S07S59)
:ojensqng YN :Aep T-juowrdo[osep e}9,] ‘sAep (F :oSe ynpy

YOJ-1b :SPOYIeIN “(A/IN) Lo[me( onderdg

:Xas pue uren}§ ‘YN :sLep p—juewdo[essp (B39, ‘sep 9g :ade ynpy
3ur)30[q wIeIsep :SPOYIRIN “(A/IN) TRISTM\ XS

pue ureng YN :s£ep L—juswdo[easp [B18] ‘SABP (0G—6¥ 08k 3Mpy
OTdH :SPOYIOI\ "SOUIOSOIOTUI JISAT] XLIFRIN “(J/IN) TeISIA\ pue
Koime( onSerdg :Xos puR UTRI}S "OUOTPOUSISOIPUR ‘OU0I9)S0S0)

:9jeqisqng N :SAep ,—juowdo[oAdp )9 ‘SABp G9—g9 :08e Jmpy

YOJ-1gb SPOYIeIN “(A/IN) Lo[me( onderdg
:X9s pue uren}§ ‘YN :s£ep p—juewdo[essp (B39, ‘sep 9g :ade Jnpy
3un)o[q wIesap SPOYIRIN “(J/IN) TeISTM :Xos
pue ureng YN :s4ep L-juswdo[aasp (819 ‘SAep (g 03 6F :08e Jnpy
OTdH :SPOYIOIN "SOUWIOSOIOTUX
JOAT] XLIJRTA ‘() Ao[me(] onSerdg :Xos pue UTRI}S "OU0I9)s0)s)
:ogexisqng YN :sAep gg—jusmdoorop [e19, ‘SAep g9—g9 93k JMmpy

O'IdH :SPOYISI "SSWO0SOIdTUX
TOAT[ XLIFRIA “(J/IN) Ko[me(] onSerdg XS puE UIRI)S "dUO0I9)S0)SI)

:ojeIysqng YN :sAep y—juswdo[essp [e1e ‘SAep 9g 93 JNpy

3urpjorq ureysep SPoYIRIN “(JA/IN) Aeime( ondeidg :xas

pue ureng YN :sLep g—juowdo[esap [0 ‘SABP (0G—6F 05k I npy
Arjewrojoydorgoads
:SPOYJOIAl ‘SOUWIOSOIITUI JOAT] XLIJRTN "(J/IN) Ao[me( ongdeidg

XS puR UTel}§ "ugnJiosaifxojuad :9jerpsqng "sLep 9g :o8e ynpy

UDd-LYb :spoyrey “(JN) sueay-3uo] pue (J/]N) Le[me ondeidg

:xos pue ureng YN :sAep p—juswdo[paap [B19,] ‘SAep 9G :08e JMpy
Suro[q uIsop SPOYIOIN “(A/IN) TRISIA Xos

pue ureng ‘YN :sLep ,—juswdo[essp [0 ‘SABP 0G—6F 05k I npy

YOd-Lgb :spoyIeIy (d/IN) Le[me( onseidg
:xas pue ureng ‘YN :s4ep y—juswdo[aaap [e39,] 'sAep 9g :eSe Jnpy

3ur)j0[q wIeIsep :SPOYIRIN “(A/IN) TRIST\ XS
pue ureng YN :sAep ,—juowdo[esap (819 ‘SAep 0G—6F :25e Jnpy
O'TdH SPOYIOIN "SOWOSOIOTUL DAL XLIYRIAL “(d/IN) TBISIM PUe (JN)
Loime( ondeadg :xos pue Urel}S ‘UPNIosaIfxojuad ‘Ou0I9)s0s03
:9geaisqng N :sAep ,—juowdo[osdp [)9] ‘SABp 0G—6F :05e 3mpy

A[Iop[® Ul paseaIdep
uoey) AeArsserdoxd pasearouy

A[mors pasearou]

A[MO[S poseaIou]

wie)yed Jue)sISU0dUL
;] ‘Aoarssairdoxd peseatour :Jy

(%58 skep
G9¢) A[Iop[e UI paseatda(]

A[MO[S poseaIou]
Aoa1sseadoxd peseetour

1] {A[mors paseasour ]\
A[pidex pesearour

: ‘A[earssoadoxd peseasour :J\

Aoatssoagoad pesearouy

A[mo[s pasearou]

sep g7 JI9jye Pasears(]

A[mo[s pasearou]

Aoatssoagoad pasearouy

Arpidea pesearouy

K[moTs paseatds(

AoArssordoxd peseatour i\

sAep ¥ 103ye sedurypd ON
A(19p[e Ul pasearss(]
‘A[prdes pasearour

1) ‘A[MOs peseasourt (N

A[IOp[® UI POsBaIdop
uoy) A[prdes pesearouy

sAep 1g

%G9 s£ep 15

%SL sKep 1g
(%9T) skep 1g

. ‘sKep 17 N

4N

%¥1 sKep 0g
(%06) s&ep 13
A “(%LT) sAep 13 ‘N

sAep ), . ‘s£ep 87 ‘N

sAep og

%S¥ sKep 13

4N

%1 :skep 0g
skep 6T
. ‘sep 1g ‘N

sKep ), ' ‘sAep ¥ N

skep
(%08) s&ep 1g
o ‘sep 1g ‘N
sAep §
sAep J,
‘A (%LL) sKeP 13

sAep 1

uorssoxdxe
%08< :SAep L, VNyw
TdedAD
uorssoxdxa
%SGL~%G9 SAep L, urejoig
£1A1308
%08-%SL ‘skep L, mhere)
asdid
(%¥>) skep L, uorssordxe
‘A {(%99) skep L N urejoIg
fy1aroe
an s&ep 1 omhrere)
S10GdAD
uorssoxdxe
%> sAep § VN
(%00T) s&ep 2, uorssaidxe
A {(%9) skep L N urejoIg
(%06) s&ep L £yarpoe
‘A {(%0g) s&ep L ‘I onhrere)
TTDGdAD
uorssoxdxe
9%08-%85 SKep ¥ VN
uorssaxdxa
%01> skep J, " ueyorg
Syanpe
%000€ :s&ep 8g onreren
908dAD
Ayiaryoe
an sfep ¥ omheIe)
DCdAD
uorssoxdxa
%06-%08 ‘SAep g urejoig
%SG> £y1anjoe
Juewdo[eAsp €101 onkeren
¢/TdedAD
(%087) &ep ¥ uorssa1dxe
A (%00L) s&ep ¥ TN VNYw
(%0%) s&ep L, uorssordxo
‘A {(%0L) s&ep L ‘N urejorg
¢dedAD
(%07) skep ¥ uorssordxe
“d (%09) s&ep ¥ N VNTW
(%021 <) skep 4, uorsso1dxe
‘A {(%GL) skep L N urejord
(%001 <) s&ep L, Ayape
‘A {(%08) s&ep L ‘N onhrere)
TdedAD

S9oUaIofY

SjpuamIwIo))

uotssaxdxyy
/K31a130y7 Ut saSuey)) pere[ey-ady

uorsseadxy 10

POUPERY SPAYTANPY  hye fy1anoy Jo gesuQ

panunuo)—8 HIdV.L


http://pharmrev.aspetjournals.org

Downloaded from pharmrev.aspetjournals.org at ASPET Journals on March 13, 2024

( ponu1u09)
(0T03) YOd-LYDb :spoyreIN ‘(A/IN) Le[me(q ondeidg :xes (%GG) shep ¥ uorssoxdxe
‘Te 70 BY0eSY {(L66T) '[B 10 9uye]y pue ureng ‘YN :sLep p—juswdoassp [e19] ‘sAep 9G—6% :08e Jnpy Arprdea pasearouy skep 1, “(%03) sKep ¥ ‘N VNYW
ECVEdAD
(0T03) qOd-LYP :SPoyIeIN “(A/IN) Lo[me(q onderdg :xos A[prdex peseorour : sAep 91—2, (%8)1) skep uorssoxdxa
‘Te 10 eYoesY {(L66T) ‘T& 70 o uye]y Ppue urens N :sAep y—juowdo[osdp [B)o] "SABP 9G—6F :08e JMpy A[pider Jo A[Mo[s peseoIour ([  :J ‘SABp 2, 10 YN N A {(%¥) shep ¥ IV VN
8TVEdAD
A[Iop[® Ul paseaIdep %G> uorssoxdxe
1003 ‘e 10 uenp op eysen) YDIJ-LYP :SPoyIe]N "(JN) I8ISIA XS pue urer)g ‘sAep 9¢ :oge jmpy uey) A[prdea pesearouy sfep ), :yuewdo[eAep [l VNYw
TIVEdAD
(0T03) ADd-LYb :spoyrelN “(A/IN) Le[me( enSderdg :xes (%08) s&ep 0g %e> sKep uorssoxdxa
‘Te 70 BY0eSY {(L66T) '[B 10 9uye]y pue ureng YN :s£ep p—juswdoassp [e19] ‘sAep 9G—6% :0Se Jnpy A[mors paseardu] . {(%9€) skep 0g ‘N 1, 10 9,0 SKep ¥ VNYW
6VEJAD
sAep 91
(800%) YDOd-LYb spoyeiy Aprdes o ‘skep LW %000T-%0€ uorssardxo
‘Te 10 31BM7Z 9D (L661) ‘T8 10 oquyey ‘(J/IN) Loime( ongderdg :Xes pue urel}s ‘sLep 09—gj :08e S}MPY PoseaIoul J0 SKep 9T je poyesd J0 juowdo[essp (819, :Juawdo[essp [BIo] VNYw
(¥002) Burporq wie)sap SPOYISIN “(A/IN) TeISIM PUe (IN) FHE-10YdsTy A[19p[e Ul paseaIdsp skep 1, (%0LT) s&ep L, uorssardxe
‘Te 10 uojSuLLIe M\ {(T66T) ‘T 70 Byorw] uren)g YN :skep L—juewdo[essp [ejo,] ‘sAep g9-g¥ :08e sympy uay} A[Mo[s paseasout (N {(%09) SAep 1Z N {(%S¥%) skep L ‘N urejoIg
O'TdH :SPOURI (%009) s&ep L ye pasyead
*SOOT[S JOAI] PUB SOWOSOIITW IOAT[ XLIYRIA "(A/IN) TBISTA\ :XoS 1] ‘A[Iop[o Ul paseardsp skep ), £y1a130€
(800%) ‘T 10 ddn'T {(T66T) 'T& 70 BY0RW] PUR UIRI}S OU0Id)S01s9) :9jeaisqng YN :Aep [—jusmdoossp [e1oq uoy} A[MO[S poseoIour (] : {(%GL) SAep 13 ‘N 9%T> Aep 1 mhere)
GVEJAD
(S10%) HOd-Lgb :SPOYIRIN “(A/IN) uorssadxo
‘Te 10 asemey] {(0T03) [B 1° Bjoesy JIBISIp) pue Ao[me(] onSerdg :Xes pue uren}s ‘sfep 09—9¢ :03e 3mpy sedueyd oN juewrdo[eAsp (8190  %009-%00% :SKep ¥ VNYw
= 3unyo[q wIeIsop SPOYIRIN “(JN) FHE-1oYoST] (%G¥ :sKep uorssardxe
B ($003) ‘Te 9° UojSuLLIe p\ Xos pue ureng YN npe—juswdoassp g9 ‘YN :05e ynpy 8%.) A[19p[@ UI paseatdd( AN AN urejoIg
=1 O'TdH
m :SPOYIOIAl "SOWOSOIOTUL IOAT] XLIYRIA "(JN) Ao[me( ondeidg :xos £y1a130€
&) (L00%) ‘Te 10 B[eIOY)) pUE UTRI)}S "9U0I9)S01s9) :91elisqng YN :SKLep gg—juowrdo[osap 18 uroyyed JuaISISUOIU] AN AN mAhrere)
w TVEJAD
> Anpewrojoydoajoads :SPOYISIA ‘SOUWOSOIOTW IOAT] XLIJRIAL
(JA/IN) Lome( ongerdg :xos pue uren}§ N :Aep [-juswdo[orep £1a1308
(800%) 'T& 10 3eM7 op [e10 "ULINJOSAIAXOY)e :9jeI)sqng ‘SKep gf :aSe Jnpy A[oatssardoad pasearouy 9%06—%08 :SKep 8% %> Kep T mArere)
¢/TVEdAD
3ur)jo[q wIeIsep\ (%0L) s&ep T uorssoxdxa
(0003) ‘Te 9@ uosuyop [SPOYISIAL "(A/IN) TBISIM (XoS pue ureng ‘skep g9—09 :95e ynpy Arpidex pasearou]  sAep OT i ‘Aep T SN o “(%08T) SAep T N urejoIg
(0T02) 'Te 1@ YSLIM (0T0Z) Te 10 O'IdH :SPOYIPI XL ‘() SUBAy-SUOT pue (i A[a9p[e Ur paseams(q
©{0BSY {(6003) ‘T8 1° 0qezS {(0003) /IN) TeISTA\ pue Aoyme(] onderdg :Xos pue Urel}S "UPNIosSaIAX0Zuo( ‘A[prdes peseorour £1a1308
‘T8 30 uosuyopr (IG6T) ‘T8 10 eyorw] ‘QUOIPOUR)SOIPUR ‘QU0I9)S0)S9) :9jReIIsqnS 'SABP G9—(G 088 Jnpy :J "A[@Alssordord paseasoul ;[\ SAep § :f ‘sAep 17 N %0T> :sAep T mhere)
VEdAD
(8002) HOJ-LYb spoyseoy (%006 ) s&ep GT (%03 ‘A ‘%6 ) uotssaxdxo
‘T8 10 31emy7 9D (2003) T8 1° Alqreq(y (A/IN) Keyme( onderdg :xes pue uren)g ‘sAep gI[—g¥ :08e Npy e payeaq A[pider paseaiou] sAep J, :f ‘SAep T :]N  Juewdo[essp Bl VNYw
durorq
(9103) ‘T8 7° [T_*YJPIN (L003) WI)SOM :SPOYIOIN “(J/IN) T8ISIM pue Aojme( onderdg :xos sAep (I—¢G Ioye sodueyd Juowrdo[oAep (%08T) sAep g uorssoxdxo
‘Te 30 WI0OTY {(T66T) ‘B 10 eyoew] pue ureng YN :SAep g—juowdo[osdp [0 ‘SAep gI1—g¥ o8 Jmpy ou :f "A[prder paseatour 12195 - ‘sAep 0T ‘N :d {(%0¥%) s&ep ¢ :IN urejorg
Arpowr0joydoa)oads :SPOYIOA ‘SOWOSOIITW IOAT] XLIJRIAL
(9103) ‘(A/IN) Ke[me( engdeadg :xes pue ureng jousyd-oxru-d ‘eurjiue (%09) s&ep ¢ £1a1308
‘Te 19 [TeYJOIN “(8008) ‘T& 10 Jemz op  :sajensqng YN :Aep [—juowdo[ossp [ed,] "sep 0g—gy :08e ympy Aprdex pasearduy skep ,, A (%0T) £ep T N onirere)
THSdAD
YDd-LY SPOYRIN “(A/IN) TBISTM (%0%) skep 4, uorssaxdxo
(666T) 'Te 1° MO :Xos pue ureng YN :s£ep ,—juowrdo[osap (819 ‘sAep gf :95e Jnpy A[moTs paseatou] %09-%08€ s£ep 1% :d {(%ST) skep L ‘N YNy
€dAedAD
YOd-1Y :SPOYPIN "(JA/IN) TeISTM skep ), 1993e uorssaxdxa
(6661) ‘T8 70 Moy :Xos pue uren}g ‘N :sAep ,—juowdo[esap [Bl0] ‘SABp F :08e ympy sedueyd oN "A[pider pesearouy sAep , %007 :SAep 2, VNYw
¢dedAD
uo1ssaIdx! uorssoadxy 10
© S9dULIRJOY SjpuamIwIo)) \%&~>50< ur m@WQNJO wmu&~®m.mw< peydoeay S[eA9T] NPy \ﬁﬁm %HEED<.WM uwmﬁo
N
Nel panunuo)—8 U IdV.L


http://pharmrev.aspetjournals.org

TABLE 8—Continued

References

Comments

Age-Related Changes in Activity/
Expression

Adult Levels Reached

Onset of Activity and/
or Expression

CYP4A1l

Dawley (M/F). Matrix: liver microsomes. Methods:

spectrophotometry
Adult age: 42 days. Strain and sex: Sprague Dawley (M/F). Methods: de Zwart et al. (2008)

Adult age: 42 days. Substrate: lauric acid. Strain and sex: Sprague de Zwart et al. (2008)

Inconsistent pattern

M: 7 days; F: fetal
development

(M: 70%, F: 190%)

Fetal development

Catalytic
activity

Fetal development: Fetal development Inconsistent pattern

mRNA

qRT-PCR

100%

expression

CYP4A2

Imaoka et al. (1991)

Adult age: 49-50 days. Fetal development—7 days: NR. Strain and

M: 7 days (20%); F: M: 21 days (20%); F: M: increased slowly; F: no

Protein

sex: Wistar (M/F). Methods: Western blotting

changes after 7 days

7 days

7 days (100%)

expression

CYP4A3

Imaoka et al. (1991)

Adult age: 49-50 days. Fetal development—7 days: NR. Strain and

Increased slowly

7 days: 20%-30% 21 days: 20%-30%

Protein

sex: Wistar (M/F). Methods: Western blotting

expression

CYP7A1

Adult age: 56 days. Strain and sex: Wistar (M). Methods: qRT-PCR Cuesta de Juan et al. (2007)

Fetal development: Fetal development Inconsistent pattern

mRNA

Ontogeny of Hepatic Transport and Drug Metabolism 627

30%—-130%

expression

CYP8B1

Adult age: 56 days. Strain and sex: Wistar (M). Methods: qRT-PCR Cuesta de Juan et al. (2007)

Inconsistent pattern

1 day

Fetal development:

mRNA

2%—40%

expression

CYP27

Adult age: 56 days. Strain and sex: Wistar (M). Methods: qRT-PCR Cuesta de Juan et al. (2007)

Increased rapidly

1 day

Fetal development:

mRNA

20%—40%

expression

F, female; HPLC, high-performance LC; M, male; NR, not reported; qRT-PCR, quantitative RT-PCR; RT-PCR, reverse-transcriptase polymerase chain reaction; UD, undetected.

c. No age-related changes in mRNA expression.
CYP2D26 did not show age-related changes in its
ontogeny profile.

d. Complex and/or inconsistent ontogeny pattern
of mRNA expression. For the isoforms CYP2B13,
CYP2B23, CYP2B9, CYP3A41B, CYP3A59, CYP4A31,
CYP4A32, and CYP4F16, no clear developmental pattern
could be distinguished. CYP2B13 and CYP2B23 were not
expressed in fetal tissue. CYP2B13 and CYP2B9 expres-
sion was higher in male mice than in female mice.
Expression of CYP2B23 increased from birth to 10 days
and subsequently decreased.

4. Nonrodents.

a. Gottingen minipig. The results are depicted in
Fig. 12, Supplemental Fig. 13, and Table 10. The
metabolic activity of CYP1A2 and CYP2D6 showed
a rapid increase, with adult levels reached at 28 days
of age. CYP2C9 and CYP3A4 showed a more gradual
increase with lower activity at 28 days of age compared
with adults. All CYPs mentioned above showed detect-
able albeit very low (0.2%—3%) fetal activity.

Only CYP3A protein expression has been reported.
It was low (about 20% of adult) during the late fetal
stages and gradually increased postnatally with still
a lower expression at 28 days of age compared with
adults.

b. Cynomolgus monkey. Results are depicted in
Fig. 13 and Table 11. For this species, only mRNA data
are reported. Several CYPs show a rapid increase and
normalize at adult values (CYP2A23, CYP2A24, CYP2B6,
CYP2C9, CYP2C19, CYP2C76, CYP2D17, CYP2E1,
CYP3A4, and CYP4F2). CYP2C18 mRNA levels, on the
other hand, increase very slowly. Others show a more
particular profile that either increases well above adult
expression levels before declining (CYP1A1l, CYP2CS,
CYP2J2, CYP3A5, CYP4A11, CYP4F3, and CYP4F11) or
starts above adult values to first fluctuate and eventually
decrease toward adult age (CYP3A43). CYP4F12 was the
only enzyme with a more or less stable profile from fetal to
adult age. No sex differences were reported.

c. Beagle dog. 'The results are depicted in Fig. 14,
Supplemental Fig. 14, and Table 12. The data need to be
interpreted with caution because they are derived from
animals of 7 days and older, and CYP activity already
reached values around 50% of adult levels at this young
age. CYP1A1l activity and metabolism mediated by
CYP3A and CYP2B already showed adult levels in male
Beagle dogs at 1 week of age, whereas CYP1A2 in-
creased after birth and reached adult values at 30 weeks
of age. Combined activity of CYP2C, CYP2E1, and
CYP3A was higher at 3 weeks of age, whereas the older
age groups showed similar levels as dogs at 1 week of
age. Activity levels of especially CYP2C9 and also
CYP2E1 increased from 7 days and valued well above
adult values around 100 days, after which they steadily
declined to adult values. CYP3A4/5 activity decreased
between 7 days and 50 days, after which it increased
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gradually to adult values. No mRNA or protein expres-
sion level data were available.

d. Domestic pig. The results are depicted in Fig. 15,
Supplemental Figs. 15 and S16, and Table 13. Activity
data were available from male and female animals 2, 28,
56, and 180 days of age. Female CYP2C as well as male/
female CYP2E activity levels were high at birth (=50%)
and gradually increased to adult values. Male CYP2E
and male/female CYP3A activity levels were low at
birth and rapidly increased to =75% of adult values,
which was followed by a gradual increase to adult
values (180 days). Microsomal protein content was
high at birth and gradually decreased to adult values
at 30 days.

Protein expression levels as determined by LC-MS/
MS were reported for male and female animals at 2, 28,
56, and 180 days of age. Expression levels of CYP1A2,
CYP2C34, and CYP2C49 increased rapidly after birth.
A sex difference was observed for CYP1A2, with female
expression reaching well above adult levels before de-
clining back to adult levels. A more gradual increase
without sex differences was observed for CYP2A19,
CYP2D6, CYP3A22, CYP3A46, CYP4A21, CYP20A1,
and CYP51A1. Protein expression levels of CYP2B22,
CYP2C33, male CYP2C36, and female CYP2E1l and
CYP4A24 were stable postnatal until 56 days of age,
and then this was followed by an increase to adult levels
at 180 days of age. Female CYP2C36 and male CYP2E1
levels were stable from birth to adulthood.

D. Phase II Drug-Metabolizing Enzymes

1. Human. The results are depicted in Fig. 16,
Supplemental Fig. 17 and S18, and Table 14 and are
further explained below.

a. Age-related increase in activity/expression.
Metabolic conjugating activity gradually increased with
age, reaching maximal levels at various ages from
infancy [<2 years, for N-acetyltransferase (NAT) and
UGT1A9], early childhood [7 years, for glutathione-S-
transferase (GST) ¢ 1], or adulthood [>18 years for
catechol-O-methyltransferase (COMT), sulfotransferase
(SULT) 1E1, UGT2B7, UGT2B15, and UGT2B17].
Activity was readily apparent by either the fetal period
for COMT, GSTZ1, NAT, UGT2B7, UGT2B17, and
SULT1E1 or at least within a few days after birth for
UGT1A9 and UGT2B15—there was no fetal activity
data available.

The developmental pattern of several phase II
enzymes has been characterized only based on either
protein expression levels [GSTA2, GSTM, and SULT2A1]
or mRNA expression levels (UGT2B4). Protein abundance
levels of GSTA2, GSTM, and SULT2A1 gradually

629

increased with advancing age, reaching maximal levels
within 2 years of age and with onset of protein expression
started during fetal life. Although no data were reported
below 6 months of age, 50% of adult mRNA expression
levels of UGT2B4 was achieved after 6 months and
remained unchanged until adulthood.

b. Age-related decrease in activity/expression.
SULT1AS activity levels and GSTP1 protein abundan-
ces decreased by 2.5- and 20-fold from fetal to neonatal
population, respectively. Although no data were reported
during childhood, SULT1A3 activity levels increased by
10-fold, whereas GSTP1 protein levels further decreased
by 10-fold from neonates to adulthood.

c¢. No age-related changes in activity/expression.
Little to no change in SULT1A1 activity levels was
observed during fetal life, being more than 80% of adult
levels. However, activity data were not reported be-
tween 6 months and adult age, with 3-fold higher
activity at 6 months of age compared with adult levels.
Similar results were observed in protein abundance
levels of SULT1A1 and GSTAL.

2. Rat. The results are depicted in Fig. 17,
Supplemental Figs. 19 and S20, and Table 15 and are
further explained below.

a. Age-related increase in activity/expression.
Activity of UGT1A1, UGT1A6, and UGT2B1 was pres-
ent at 1 to 2 weeks before birth and rapidly increased to
adult levels around 3 weeks postnatally. The mRNA
profile of UGT2B2 followed a similar pattern. Although
increasing, UGT1A6 activity was variable and fluctu-
ated in three distinct ages, namely 0-15 days, 15-45
days, and 45-300 days. This was also observed for the
mRNA maturation profile of UGT1A6. UGT1A1 mRNA
expression showed a marked peak after birth that
rapidly declined during the first week of life and
gradually increased until 56 days.

SULT1A1 (activity and mRNA), SULT2A1 (activity
and mRNA), SULT-40/41 (mRNA) bile-salt sulfotrans-
ferase (activity), and 3B-hydroxy-5-cholenoate sulfo-
transferase (activity) increased gradually after birth,
reaching a maximum around 20 (SULT2A1, bile-salt
sulfotransferase, and 3B-hydroxy-5-cholenoate) to 40
(SULT1A1) days postnatally. SULT1A1l activity and
mRNA levels remained stable through adolescence and
adulthood. However, for SULT2A1, bile-salt sulfotrans-
ferase, and 3B-hydroxy-5-cholenoate, activity in male
livers decreased between day 20 and days 60-80 post-
natally, whereas activity in female livers remained
stable. The decrease in SULT2A1 levels was also
observed in the corresponding mRNA levels (SULT-20/
21). SULT-40/41 mRNA levels also showed a decrease
after 20 days of age, which was observed in both sexes.

(AQ), CYP4F13 (AR), CYP4F14 (AS), CYP4F15 (AT), CYP4F16 (AU), FMO1 (AV), FMO2 (AW), FMO5 (AX), NQO1 (AY), and POR (AZ). The symbols
represent the relative mRNA expression in each age group, and the dotted line indicates the adult value defined as 100%. See Table 9 for explanation
on the ontogeny profiles and literature references. AOX, alternative oxidase; NOR, nitric oxide reductase; NQO1, NAD(P)H:quinone acceptor

oxidoreductase.
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Fig. 11. Continued.

Glutathione-S-transferase, GSH peroxidase, and
GSH reductase activity steadily increased from several
days before birth and reached adult levels around
30 days of age, after which activity became variable.
GSH reductase activity appeared to gradually decline
between 60 and 800 days of age. Cytosolic GST activity
comprised a conglomerate of GST activity of different
classes of GST. For GSTA1, GSTM1, and GSTP1, both
mRNA and protein expression levels were determined.
GSTA1 and GSTP1 mRNA levels reached adult values
a few days after birth and remained stable until 180 days
postpartum, which was followed by a gradual increase
until 800 days. GSTA1 and GSTP1 protein expression
levels differed from mRNA expression levels in that they
steadily increased from birth until 800 days. For GSTM1,
the maturation profile of mRNA expression levels
increased gradually from birth until 60 days, after
which it steadily declined until reaching 30% of
maximum levels. Protein expression levels followed
a similar trend. GSTA4, GSTM3, GSTK1, GSTO1,
GSTT1, and GSTT2 mRNA expression levels all
showed a similar maturation profile with a start
around birth, a steady increase until 60 days of age,
and a gradual decline until 800 days. The latter
decline did differ between different classes of GST.

b. Complex and/or inconsistent ontogeny pattern of
activity / expression levels. UGT1A5 mRNA expres-
sion was observed at birth and persisted during the
first 10 days of life, after which mRNA levels de-
creased until 30 days and remained stable until
56 days of age.

Rat hepatic SULT1B1 activity appeared stable
between 2 days and 25 days of age with a gradual
decline until 25 days. At 50 days, a 2—4-fold increase
in activity was observed in liver samples from male
and female rats, respectively. SULT1C1 and SULT1E1
mRNA profiles shared a similar pattern with low male
and female levels at birth until 20 days of age.
Subsequently, male levels increased markedly, reach-
ing a maximum around 40 days of age. A comparable
maturation profile was reported for male and fe-
male SULT-60 mRNA levels; however, the sex dif-
ference was inversed as compared with SULT1C1
and SULT1E1.

NAT1 activity was high during fetal development and
gradually decreased until birth, after which it stabi-
lized, whereas NAT1 mRNA levels increased suddenly
at 15-20 days and remained stable.

c¢. No age-related changes in activity/expression.
NAT2 (mRNA) levels were stable across all age ranges.
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TABLE 9—Continued

Adult Levels

Onset of Expression/

References

Comments

Age-Related Changes (% of Adult)
in Expression/Activity after Birth

Reached

Activity

ALDH1B1

Adult age: 45 days (Alnouti and Klaassen, 2008) and 90 days (Selwyn Alnouti and Klaassen (2008); Selwyn

Increased slowly

Fetal development (35%) 15 days

mRNA

et al. (2015)

et al., 2015). Strain: C57BL/6 (mixed). Methods: RT-PCR (Selwyn

et al., 2015) and bDNA (Alnouti and Klaassen, 2008)

ALDH3A2

Adult age: 45 days (Alnouti and Klaassen, 2008) and 90 days (Selwyn Alnouti and Klaassen (2008); Selwyn

M: 10 days; F: Increased rapidly

Fetal development (M:

mRNA

et al., 2015). Strain: C57BL/6 (mixed). Methods: RT-PCR (Selwyn et al. (2015)

et al., 2015) and bDNA (Alnouti and Klaassen, 2008)

45 days

32%, F: 16%)

ALDHI1A7

Alnouti and Klaassen (2008; Li et al.

Adult age: 45 days (Alnouti and Klaassen, 2008) and 60 days (Li et al.,

Increased slowly

25 days

Fetal development

mRNA

(2016)

2016). Strain: C57BL/6 (mixed). Methods: RT-PCR (Li et al., 2016)

and bDNA (Alnouti and Klaassen, 2008)

(2%—3%)

ALDH7A1

Alnouti and Klaassen (2008); Li et al.

Adult age: 45 days (Alnouti and Klaassen, 2008) and 60 days (Li et al.,

Increased slowly

Fetal development (25%) 22 days

mRNA

(2016)

2016). Strain: C57BL/6 (mixed). Methods: RT-PCR (Li et al., 2016)

and bDNA (Alnouti and Klaassen, 2008)

AOX

Peng et al. (2013); Selwyn et al. (2015)

Adult age: 60 days (Peng et al., 2013), 90 days (Selwyn et al., 2015).

60 days Increased slowly

1 day (2%)

mRNA

Strain: C57BL/6 (M)

CES2A

Peng et al. (2013); Selwyn et al. (2015)

Adult age: 60 days (Peng et al., 2013), 90 days (Selwyn et al., 2015).

Increased slowly

60 days

Fetal development (3%)

mRNA

Strain: C57BL/6 (M)
AOX, alternative oxidase; bDNA, branched DNA signal amplification assay; F, female; M, male; NQO1, NAD(P)H:quinone acceptor oxidoreductase-1; NR, not reported; POR, NADPH-cytochrome P450 reductase; RNA-seq,

RNA-sequencing; RT-PCR, reverse-transcriptase polymerase chain reaction.

van Groen et al.

3. Mouse. The results are depicted in Fig. 18,
Supplemental Fig. 21, and Table 16 and are further
explained below.

a. Age-related increase in activity/expression.
The majority of phase II enzymes showed a lower
expression in younger age groups than in older age groups.
For some enzymes, the expression increased progressively
directly after birth, often reaching adult values before or at
22 days postnatal age (PNA) [CES1B, CES1C, CESIG,
CES2E, CES5, GSTA3, GSTA4, GSTK1, GSTM1, GSTM2,
GSTM3, GSTM4, GSTT1, GSTT3, GSTZ1, NAT1, NAT12,
SULT1B1, and UGT1A1 (male)], whereas for other
enzymes the expression increased more gradually,
reaching adult levels after 22 days PNA [CES1A, CES1D,
CES1E, CES1F, CES2A, CES3B, CES6, CES7, micro-
somal glutathione S-transferase (MGST1), NAT2, NAT6,
SULT3A1 (female), UGT1A1 (female), and UGT3AZ2].

b. Age-related decrease in expression. Only a few
phase II enzymes showed a consistently higher expres-
sion at younger age groups than in older age groups
(GSTCD, GSTM5, MGST2, NAT5, NAT11, NAT13).

c. No age-related changes in expression. There are
few phase II enzymes that show no age-related changes
in expression [CES2G, GSTT2, GSTM7, and SULT3A1
(male)].

d. Complex and/or inconsistent ontogeny patterns in
expression. A number of phase II enzymes showed
particular patterns of age-related changes in expres-
sion. These enzymes showed low expression at fetal age,
which was followed by a peak in expression generally
between 5 and 30 days PNA, after which expression
dropped back to adult levels (SULT1A1, SULTI1C2,
SULT1D1, SULT2A1, SULT2A12, SULT2A2, SULT2AS3,
SULT2A4, SULT2A5, SULT2A6, and UGT1A9).

A few enzymes showed peaks and troughs in expres-
sion between younger and older age groups with an overall
increasing trend (CES2B, CES2C, CES2D, CESPS, CES2F,
CES3A, CES4A, GSTA1, GSTA2, GSTP1, GSTP2, NATS,
SULT2A7, SULT5A1, UGT1A2, UGT1A5, UGT1AG6A,
UGT1A6B, UGT1A10, UGT2B1, UGT2B5, UGT2B34,
UGT2B35, UGT2B36, UGT2B37, UGT2B38, UGT3A1l,
and UGT3A2), whereas others did so with a general
decreasing trend (SULT1E1, SULT2B1, and UGT1A7C).

Some enzymes showed contradictory (i.e., study-de-
pendent) age-related expression profiles (MGSTS3,
SULT1C1, GSTO1, and NAT10).

4. Nonrodents. The results are depicted in Fig. 19
and Table 17. For G6ttingen minipig only, general UGT
activity was studied. UGT activity gradually increased
as a function of age, although only three data points are
reported in literature.

IV. Discussion
A. Key Findings

e Multilevel and cross-species compilation of pub-
lished ontogeny profiles of hepatic DTs and DMEs
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Fig. 12. Pooled literature data on the ontogeny of metabolic activity of hepatic phase I enzymes in Goéttingen minipig: CYP1A2 (A), CYP2C9 (B),
CYP2D6 (C), and CYP3A4 (D). The symbols represent the relative activity in each age group, and the dotted line indicates the adult value defined as
100%. If multiple values were obtained for the same age group, the symbols represent the average relative activity, and the error bars show the S.D.
See Table 10 for explanation on the ontogeny profiles and literature references.

was used to obtain a quantitative understanding
of the developmental biology of drug metabolism
and transport.

e Most DTs and DMEs undergo substantial matu-
ration after birth, typically showing developmen-
tal patterns with either significant increase or
decrease in expression or activity levels with
progressing age.

e The limitations associated with interpretation
and application of ontogeny profiles across mul-
tiple studies should be acknowledged: technical,
methodological, and analytical sources of vari-
ability confound accurate registration of interin-
dividual variability in activity or expression
levels. Examples of study-specific sources of
variability include postmortem versus surgical
biopsies, lack of subject demographic information,
Western blotting versus LC-MS/MS-based pro-
teomic quantitative methods, and different units
of normalization or expression.

e Substantial knowledge gaps regarding the ontog-
eny of hepatic DTs/DMEs remain to be addressed.
A notable example is the clear lack of information
regarding ontogeny of DTs and DMEs in monkeys
despite their frequent use in ontogeny-related
studies. Also, no sex- or ethnicity-related differences

in ontogeny profile of human hepatic DTs and
DMESs could be identified based on the currently
available data.

B. Discussion

The overarching goal of this review was to compile
multilevel (i.e., at mRNA expression, protein expres-
sion, and activity levels) ontogeny profiles of hepatic
DTs and DMEs in humans and in nonclinical species.
For many isoforms, data from multiple studies were
combined, thus frequently yielding high-resolution
ontogeny profiles sometimes at the protein activity
level as well as the mRNA/protein expression levels.
Subsequent interpretation of these profiles allowed
obtaining more complete quantitative insight into
the developmental changes in expression and activ-
ity levels of these pivotal hepatic DTs and DMEs.

Various developmental patterns emerged, which
were classified as follows: 1) age-associated increase in
activity/expression; 2) age-associated decrease in activ-
ity/expression; 3) no obvious associations of age with
activity/expression; and 4) complex and/or inconsistent
ontogeny profile(s). For those that showed an age-
related change in activity/expression, developmental
patterns were particularly isoform-dependent and
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Fig. 13. Pooled literature data on the ontogeny of hepatic mRNA expression of hepatic phase I enzymes in cynomolgus monkey: CYP1A1 (A), CYP2A23
(B), CYP2A24 (C), CYP2B6 (D), CYP2C18 (E), CYP2C8 (F), CYP2C9 (G), CYP2C19 (H), CYP2C76 (I), CYP2D17 (J), CYP2E1 (K), CYP2J2 (L), CYP3A4
(M), CYP3A5 (N), CYP3A43 (0), CYP4A11 (P), CYP4F3 (Q), CYP4F11 (R), CYP4F12 (S), and CYP4F2 (T). The symbols represent the relative mRNA
expression in each age group, and the dotted line indicates the adult value defined as 100%. See Table 11 for explanation on the ontogeny profiles and
literature references.
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Fig. 13. Continued.
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Fig. 13. Continued.

emerged at various rates. This resulted in identification
of DT's and DMEs that reached adult levels shortly after
birth [e.g., mRNA expression of MRP6 in mice (Table 6)
or CYP27 in rats (Table 8) both increased rapidlyl,
whereas others showed a more gradual increase/de-
crease [e.g., mRNA expression of CYP2A5 in mice
increased slowly from fetal age until adult values were
reached at 20 days of age (Table 9)].

Despite the increase in literature data, important
knowledge gaps were identified while compiling these
ontogeny data. One of the reasons is the scarcity of
pediatric liver tissue, especially neonates (Brouwer
et al., 2015). Human protein expression data remain
limited for CYP2A6, CYP2C8, CYP2C9, CYP2C19,
GSTP1, and SULT1A1, as data on older age groups
were missing. The same holds true for mRNA expres-
sion of CYP3A7 and SULT2A1. In mice and cynomolgus
monkey, all ontogeny profiles on CYP enzymes were
derived from mRNA data only, and several CYP
enzymes lack activity data in all other nonclinical
species. In mice, most ontogeny profiles of phase II
enzymes were derived from mRNA expression, whereas
no phase II ontogeny data were available in nonrodent
species. Finally, the mechanisms underlying the ontog-
eny of DT's and DMEs are largely unknown. A potential

mechanism is that nuclear transcription factor activity/
expression involved in the expression of DT's and DMEs
is also subject to age-related changes. For example, the
mRNA expression of the nuclear transcription factor
pregnane X receptor (PXR) was correlated with age in
human livers (0—25 yr of age) (Neumann et al., 2016). In
mouse livers the induction potential using substrates
for aryl hydrocarbon receptor, PXR, and constitutive
androstane receptor was age-specific (Li et al., 2016).
The same was seen in rat livers for aryl hydrocarbon
receptor, PXR, and constitutive androstane receptor
mRNA expression (Xu et al., 2019). However, how these
findings relate to DT and DME ontogeny should be
further studied. The same considerations can be made
for cofactors involved in metabolism, such as uridine
diphosphate glucuronic acid, which supports compound
glucuronidation. However, to the best of our knowledge,
no literature is available on age-related changes in
these cofactors levels.

Interestingly, in the case of DTs, data on mRNA
expression were more limited than data on protein
expression, whereas for DMEs, this was the other way
around. A potential explanation is that the impact of
DTs on drug disposition was recognized later than that
of DMEs. In the earlier days, information on DMEs
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Fig. 14. Pooled literature data on the ontogeny of hepatic metabolic activity of phase I enzymes in Beagle dogs: CYP1A1 (A), CYP1A2 (B), CYP2C9 (C),
CYP2C/2E1/3A (D), CYP2E1 (E), CYP3A/2B (F), CYP3A4/5 (G), and P450 content (H). The symbols represent the relative activity in each age group,
and the dotted line indicates the adult value defined as 100%. If multiple values were obtained for the same age group, the symbols represent the
average relative activity, and the error bars show the S.D. See Table 12 for explanation on the ontogeny profiles and literature references. P450,
cytochrome P450.
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Fig. 15. Pooled literature data on the ontogeny of hepatic metabolic activity of phase I enzymes in the domestic pig: CYP2C (A), CYP2E (B), and
CYP3A (C). The symbols represent the relative activity in each age group and the dotted line indicates the adult value defined as 100%. If multiple
values were obtained for the same age group, the symbols represent the average relative activity and the error bars show the S.D. See Table 13 for

explanation on the ontogeny profiles and literature references.

mostly came from mRNA expression data because
analytical methods for protein quantification became
more advanced just recently. There is still a major lack
of knowledge on transporter ontogeny in all species. At
the activity level, few studies were published on age-
dependent activity of OATP, OCT1, and NTCP in
suspended rat hepatocytes. This represents a critical
gap because gene expression or protein abundance
rarely correlates well with transporter activity. Hence,
activity data are essential to accurately predict the
impact of age-related changes on drug disposition
(Brouwer et al., 2015). For several DMEs, validated
in vivo markers are available, as exemplified by the
drug midazolam that is often used for CYP3A activity
(de Wildt et al., 2009) or dextromethorphan for CYP2D6
activity (Leeder et al., 2008). However, transporter
substrates most often rely on multiple DTs; hence
validated markers are lacking, which makes it chal-
lenging to fill this knowledge gap. Furthermore, the
lack of data on hepatic DTs in nonclinical species
precludes straightforward translation of in vivo data
animal with a transporter substrate from nonclinical
species to humans. Still, DTs and DMEs in animals
that are orthologs of human isoforms do not always
recognize the same substrates. This adds another
layer of complexity to translating nonclinical animal
data to humans.

Filling the knowledge gaps on ontogeny of human DT
and DME activity remains challenging. Even if biologic
material were available to perform in vitro experi-
ments, the in vitro—to—in vivo extrapolation would not
be straightforward. The isolation process of cells or
enzymes from biologic material is known to impact
enzyme and transporter activity. Even the isolation
efficiency of enzymes from donor material from different
age groups can be subject to age (unpublished observa-
tion). The importance of age-specific scaling is also
reflected by the reported age dependency of hepatocel-
lularity (i.e., the number of hepatocytes per gram liver
in rat liver). Standard (i.e., age-independent) scaling
factors to extrapolate catalytic activity from in vitro to
in vivo could therefore introduce bias to the data and
skew predictions of in vivo drug disposition. More
studies should attempt to translate in vitro observa-
tions to the clinical setting to better understand how
these ontogeny profiles, which are often determined
in vitro, can aid in clinical dose predictions. In this
context, it also needs to be emphasized that reliable
prediction and understanding of the effect of age on the
disposition of a given drug require consideration and
integration of combined influences of ontogeny of all
enzymes/transporters mediating the disposition of said
drug. Consistently, developmental patterns based on
in vitro activity measurements should also be validated
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TABLE 13—Continued

References

Comments

Age-Related Changes in Activity/Expression

Reached

Adult Levels
NR (180 days)

Expression

Onset of Activity and/or
M: 2 days (35%); F: 2 days

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

Increased slowly

Protein

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F)

(20%)

expression

CYP3A46

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

NR (180 days) Increased slowly

M: 2 days (2.3%); F: 2 days

Protein

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F)

(2.9%)

expression

CYP4A21

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

NR (180 days) Increased slowly

M: 2 days (16%); F: 2 days

Protein

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F). Matrix: PLM

(17%)

expression

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

NR (180 days) Increased slowly

M: 2 days (44%); F: 2 days

Protein

CYP4A24

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F)

(60%)

expression

CYP20A1

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

Increased slowly/no changes

NR (180 days)

M: 2 days (60%); F: 2 days

Protein

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F)

(45%)

expression

CYP51A1

Millecam et al.

Single study, sparse data. Adult age: 180 days. Fetal

Increased slowly

M: 2 days (26%); F: 2 days 1 NR (180 days)

Protein

(2018)

development: NR. Methods: LC-MS/MS (PLM). Strain: Seghers

hybrid (M/F)

(17%)

expression

van Groen et al.

F, female; M, male; NR, not reported; PLM, pig liver microsome.

because, for example, the isolation process of cells or
subcellular fractions from biologic material could im-
pact protein activity. Moreover, since substrates differ
in their affinity for DT and/or DME isoforms, the results
from one substrate may not be translated directly to
another drug substrate. Understanding the disposition
kinetics of the substrate itself is therefore a crucial step
in the interpretation of age-dependent activities. Ex-
emplar of this is the interplay between different in-
dividual DTs and/or, subsequently, with DMEs, which
hampers reliable deconvolution and extraction of in-
dividual DT and DME ontogeny profiles from popula-
tion PK data (Nigam, 2015). However, PBPK models
allow incorporation of multiple ontogeny profiles and
can be used for hypothesis-driven exploration and
ultimately verification of developmental patterns
against pediatric PK data (Emoto et al., 2018; Zhou
etal., 2018; Cheunget al., 2019). Also, PBPK models are
increasingly used for pediatric dose finding—for exam-
ple, for oseltamivir for pediatric clinical trials (Parrott
et al., 2011).

Currently, an opportunity lies in the fact that endog-
enous substrates/metabolites have been identified as
potential markers to phenotype the activity of DTs and
DMEs in vivo. Examples include the use of the urinary
6-B-hydroxycortisol/cortisol ratio for CYP3A activity,
thiamine for OCT1 activity, and dehydroepiandroster-
one sulfate (DHEAS) for OATP1B1/3 activity (Muller
et al., 2018). Recently, testosterone glucuronide nor-
malized by andosterone glucuronide was shown to be
promising as a urinary biomarker to phenotype
UGT2B17 activity in children 7-18 years (Zhang
et al., 2020). Using endogenous substrates to phenotype
DTs and DMEs does not require administration of an
exogenous probe, thereby overcoming one of the
challenges in pediatric research. However, pediatric
homeostatic levels may differ from those in adults,
and reference values of endogenous substrate levels
in children are lacking. For example, DHEAS levels
at birth are high and decrease drastically over the
first month of life, which is then followed by a more
progressive decrease until reaching 6 months of age (de
Peretti and Forest, 1978). Hence, specific reference values
for these endogenous substrates/metabolites in various
age groups should be obtained in the near future.

Our data compilation effort also revealed notable
inconsistencies between results obtained in different
studies on the same protein isoforms. Clearly, under-
standing differential contributions of technical, meth-
odological, analytical, and interindividual variability in
activity or expression levels remains challenging. First,
several studies that were included in this review used
human pediatric liver tissue—mostly postmortem tis-
sue—obtained from biobanks. Not all biobanks collect
data on the primary diagnosis, age, and sex. Moreover,
it is challenging to determine the severity of disease,
comedication, ethnicity, feeding status, smoking, drug
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Fig. 16. Pooled literature data on the ontogeny of metabolic activity of hepatic phase II enzymes in humans: COMT (A), GSTZ1 (B), NAT (C),
SULT1A1 (D), SULT1A3 (E), SULT1E1 (F), TMPT (G), UGT1A1 (H), UGT1A4 (1), UGT1A6 (J), UGT1A9 (K), UGT2B7 (L), UGT2B15 (M), and
UGT2B17 (N). The symbols represent the relative activity in each age group, and the dotted line indicates the adult value defined as 100%. If multiple
values were obtained for the same age group, the symbols represent the average relative activity, and the error bars show the S.D. See Table 14 for
explanation on the ontogeny profiles and literature references. TMPT, thiopurine-methyltransferase.
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Fig. 16. Continued.

history, or alcohol intake and the impact of these
factors. For data obtained in tissues from nonclinical
animals, strain differences may have an especially
significant impact apart from housing conditions and
diet. Taken together, this implies that data compiled in

this review were obtained in various subpopulations.
Second, the exact experimental conditions and specific
analytical methods used to quantify mRNA expres-
sion, protein abundance, or activity may differ between
studies and may thus complicate the meta-analysis of
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TABLE 14—Continued

References

Comments

Age-Related Changes in Activity and/or
Expression

Adult Levels Reached

Onset of Activity and/or
Expression
Fetal development (T1-T3:

Leakey et al. (1987); Coughtrie et al.

Substrate: testosterone. Matrix: liver

Increased slowly

12-18 yr: (80%)

Catalytic

(1988); Neumann et al. (2016); Bhatt

et al. (2018)
Bhatt et al. (2018)

microsomes. Methods: High-pressure LC,

HPLC (-MS/MS)
Fetal development: NR. Methods: proteomics-

10%)

activity

NR (12-18 yr: 60%) Increased slowly

Birth (neonates: <5%)

Protein

HPLC

expression

HLC, high performance liquid chromatography; HPLC, high-performance LC; NA, not available; ND, not detectable; NR, not reported; qPCR, quantitative polymerase chain reaction; qRT-PCR, quantitative reverse-

transcriptase polymerase chain reaction; TMPT, thiopurine-methyltransferase; T1, trimester 1 of fetal life; T2, trimester 2 of fetal life; T3, trimester 3 of fetal life; UD, undetected.

"B-estrsdiol-3-glucuronide formation, **4-MU coincubated with niflumic acid.

Ontogeny of Hepatic Transport and Drug Metabolism 657

ontogeny profiles. This is most obvious for protein
abundance, wherein Western blot and LC-MS/MS do
not necessarily give the same results (Aebersold et al.,
2013; Achour et al., 2017). Third, for LC-MS/MS-based
quantification, there is a significant interlaboratory
variability in absolute protein levels (Wegler et al.,
2017; Prasad et al., 2019). Sources of variability include
type of membrane fractionation, tissue homogenization,
degree of protein solubility, digestion conditions of
proteins (e.g., type of digestion enzyme), digestion time,
and temperature and amount of enzymes per total
protein, quantification method, and choice of specific
peptides and probe substrate (Badée et al., 2019). In
addition, the units to express protein abundance are of
importance when comparing between studies and when
extrapolating normalized values for protein abundance
to, for instance, the organ level. One example is that
Prasad et al. (2016) used protein abundance in relation
to “microgram membrane protein,” whereas van Groen
et al. (2018) used protein abundance in relation to “gram
liver tissue.” The reason for the latter is that membrane
protein yield per gram tissue showed an age-related
pattern and needed a correction factor to scale up to
total organ expression (van Groen et al., 2018). Consis-
tently, the number of isolated liver cells per gram liver
(i.e., hepatocellularity) was also shown to be age-
dependent in rats, necessitating the use of age-specific
values for hepatocellularity, such as, for instance, when
extrapolating in vitro hepatocytic uptake data to the
in vivo level (Fattah et al., 2016). Despite the fact that
we have normalized the results presented in this review
to adult levels in an attempt to correct for interstudy
variability, readers should consider the implications of
these differences in data generation when using the
data (e.g., for PBPK modeling). Moreover, because
consensus is lacking on standard practice for perform-
ing LC-MS/MS-based protein quantitation studies
(Prasad et al., 2019), the scientific community should
harmonize guidelines in these areas to further improve
use of the quantitative data presented in this review.
Not surprisingly, we identified several asynchronous
ontogeny profiles of DTs and DMEs when comparing
mRNA expression, protein expression, and activity
levels. This was, for instance, the case for protein and
mRNA expression levels of CNT2 in rats that increased
with age, reaching maximal levels at either 21 or 45
days, respectively (Supplemental Fig. 3), whereas max-
imal uptake activity levels of uridine mediated by
CNT1/2 were achieved during fetal development and
then rapidly decreased in neonatal animals (Fig. 4C)
(del Santo et al., 2001). In addition, UGT2B7 mRNA
expression levels decreased with increasing age in
humans, showing maximal levels during fetal life and
reaching adult levels in older children of 12 years of age
(Supplemental Fig. 18B), but this expression profile was
inconsistent with the respective protein (Supplemental
Fig. 17B) and activity (Fig. 16L) levels. Taken together,
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Fig. 17. Pooled literature data on the ontogeny of metabolic activity of hepatic phase II enzymes in rats: UGT1A1 (A), UGT1A6 (B), UGT2B1 (C),
SULT1A1 (D), SULT1B1 (E), Bile salt sulfotransferase (F), 3b-hydroxy-5-cholenoate sulfotransferase (G), Thiaridaminde O-sulfation (H), Piperizine
derivate (DETR) N-sulfation (I), Aniline N-sulfation (J), Piperizine derivate (PTHP) N-sulfation (K), Desipramine N-sulfation (SULT2A1) (L),
Androsterone O-sulfation (low activity) (M), Androsterone O-sulfation (high activity) (N), GST (O), NAT1 (P), GSH reductase (Q), and GSH peroxidase
(R). The symbols represent the relative activity in each age group, and the dotted line indicates the adult value defined as 100%. If multiple values were
obtained for the same age group, the symbols represent the average relative activity, and the error bars show the S.D. See Table 15 for explanation on
the ontogeny profiles and literature references. DETR, Piperazine derivate; PTHP, Piperidine derivative.
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these examples of asynchronous maturation in expres-
sion and activity further demonstrate the need for cross-
validation of DT/DME ontogeny profiles for individual
isoforms. Importantly, for several transporter isoforms,
the prior identification and characterization of isoform-
selective drug/probe substrates will be required to
support the generation of reliable activity data. The
current review may show that mRNA expression levels
could correlate quantitatively and qualitatively with
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protein expression levels for some DMEs and DTs (van
Groen et al., 2018). However, caution is warranted for
deriving quantitative maturation functions solely from
mRNA expression levels. Any correlation between
mRNA and protein expression levels that may come
up from the current literature review could apply solely
to the patient population that was studied in the
original research papers. Demographic and environ-
mental factors may affect transcription factors and
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Fig. 19. Pooled literature data on the ontogeny of metabolic activity of hepatic UGT activity in Géttingen minipig. The symbols represent the relative
activity in each age group, and the dotted line indicates the adult value defined as 100%. If multiple values were obtained for the same age group, the
symbols represent the average relative activity, and the error bars show the S.D. See Table 17 for explanation on the ontogeny profiles and literature

references.

post-translational modifications, which could remove
the correlation in the study populations of future
research. This could lead to false conclusions. We
therefore encourage future researchers to first establish
the correlation between mRNA expression, protein
expression, and, if possible, even protein activity for
their study population interest before relying entirely
on mRNA expression levels as a surrogate for protein
expression or activity.

Numerous other covariates apart from age, such
as sex or genotype, will also influence expression
and activity of DTs and DMEs. However, because of
a lack of available data and/or a limited number of
individual measurements, no sex-related differen-
ces in ontogeny profile of human hepatic DTs and
DMEs have been reported. In nonclinical species,
including rats and mice, distinct profiles were identi-
fied between male and female animals. For instance,
CYP2B13 in male mice was at adult values at birth,
but in female mice adult values were only reached at
45 days (see Table 9), whereas SULT1A1 mRNA
expression in 1.5-day-old rats was 28% and 75% of
adults values for males and females, respectively (see
Table 15).

In this review, no genetic differences in ontogeny
profiles were explored. Nevertheless, for the polymor-
phic DME CYP2D6, for instance, both age and genotype
are known to contribute to interindividual variability
in CYP2D6 metabolism during human development
(Stevens et al., 2008). For DTs (e.g., OATP1B1), it has
been shown that some polymorphisms can influence
mRNA and/or protein expression levels. Yet there are
conflicting reports, as one study did not find a genotype-
protein expression relationship for OATP1B1 in human
liver tissue of fetuses and children <3 months old
(van Groen et al., 2018). Another group reported that
OATPI1B1 expression was associated with genotype
in children >1 year of age (Prasad et al., 2016). Such
apparent discrepancies can be explained by the in-
terplay between genotype and ontogeny, in which
a lower expression at young age may obscure an effect
of genotype. Also for in vivo data, this was shown for the
CYP3A5 substrate tacrolimus, in which younger age
and CYP3A5 expresser genotype were independently
associated with higher dosing requirements and lower
tacrolimus concentration/dose ratios (Gijsen et al.,
2011). Further studying the interplay between age
and genotype would be of help to improve prediction of

TABLE 17
Ontogeny profile of hepatic phase II enzymes in Géttingen minipig based on metabolic activity, protein expression, and mRNA expression levels

Percentages represent expression/activity relative to adult levels.

Age-Related

Onset of Activity and/or Adult Levels Changes in

Expression Reached Activity/ Comments References
Expression
UGT
Catalytic M: 7 days (35%); F: 7days M: NR (52% at 28 Increased Single study, sparse data. Adult age: 822 days. Van Peer et al.
activity (38%) days); F: NR rapidly Substrate: UGT-Glo. Methods: PLM. Strain: (2017)

(60% at 28 days)

Géttingen minipig (M/F)

F, female; M, male; NR, not reported; PLM, pig liver microsome.
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drug PK mainly when polymorphic proteins, such as
CYP2D6, CYP2C19, or UGT2B10, are involved.

Several suggestions can be made for further research.
Because the strength of this review lies in the fact that
all raw data from available literature were extracted,
normalized, and pooled, we believe that this should
become standard of practice. As such, to accelerate data
availability, we encourage publishing the data set as
a supplementary file along with the publication and
initiatives for data-sharing platforms or repositories in
which all raw data of published articles are available—
the added value of this was recently shown by Ladumor
et al. (2019). Scientists are encouraged to follow guide-
lines from initiatives like the go-FAIR initiative to make
data “Findable, Accessible, Interoperable, and Reusable
(FAIR)” (Wilkinson et al., 2016). Also, to further accel-
erate data generation, international databases with
information on which samples are stored in various
biobanks would have added value to overcome the
scarcity of pediatric tissue. Lastly, current develop-
ments may make it possible to fill the knowledge gaps
that were identified in this review. These include the
use of organoids (Nantasanti et al., 2016) and exosomes
(Rodrigues and Rowland, 2019) to study DT and DME
activity and the interplay between DTs and DMEs.
However, these techniques are currently hampered by
the lack of knowledge regarding whether organoids and
exosomes retain age-specific properties, which is a pre-
requisite for studying age-related changes in expres-
sion/activity of DTs and DMEs. Moreover, although this
review is limited to ontogeny in the liver, DTs and/or
DMEs are also abundant in other major organs, such as
the kidney and gastrointestinal tract, and sanctuary
sites, including the central nervous system (DeGorter
etal., 2012). Developmental patterns of isoforms appear
to be organ-dependent (Drozdzik et al., 2018; Li et al.,
2019). However, for other organs, a quantitative ap-
proach as presented in this comprehensive review is not
available but is highly needed. Once this is available,
integration of ontogeny profiles in multiple tissues via
a PBPK framework could provide a more holistic
systems approach on the development of an entire
organism (Smits et al., 2013).

In conclusion, we anticipate that our expedition to
compile these hepatic ontogeny data across human and
various nonclinical species will help us understand the
developmental patterns of DTs and DMEs in human
and nonclinical species and provide an excellent
framework to support and trigger improvement in
predicting drug disposition in pediatric and juvenile
populations.
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