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Abstract: Pregnant women are often complicated with
diseases that require treatment with medication. Most
drugs administered to pregnant women are off-label
without the necessary dose, efficacy, and safety informa-
tion. Knowledge concerning drug transfer across the
placental barrier is essential for understanding fetal drug
exposure and hence drug safety and efficacy to the fetus.
Transporters expressed in the placenta, including adeno-
sine triphosphate (ATP)-binding cassette efflux trans-
porters and solute carrier uptake transporters, play
important roles in determining drug transfer across the
placental barrier, leading to fetal exposure to the drugs. In
this review, we provide an update on placental drug
transport, including in vitro cell/tissue, ex vivo human
placenta perfusion, and in vivo animal studies that can be
used to determine the expression and function of drug
transporters in the placenta as well as placental drug
transfer and fetal drug exposure. We also describe how the
knowledge of placental drug transfer through passive diffu-
sion or active transport canbe combinedwith physiologically
based pharmacokinetic modeling and simulation to predict
systemic fetal drug exposure. Finally, we highlight knowl-
edge gaps in studying placental drug transport and predict-
ing fetal drug exposure anddiscuss future researchdirections
to fill these gaps.

Keywords: adenosine triphosphate-binding cassette
transporters; fetal drug exposure; physiologically based
pharmacokinetic modeling and simulation; placental drug
transport; solute carrier transporters.

Introduction

Statistics indicate that approximately 80% of pregnant
women take at least one medication throughout their
pregnancy for treatment of a variety of complications, such
as viral infection (e.g., human immunodeficiency virus
[HIV]), smoking cessation, or pregnancy-induced condi-
tions like hypertension, depression, preeclampsia, nausea,
and gestational diabetes [1–3]. Some drugs are prescribed
to pregnant women to treat both the mother and fetus
(e.g., antiretroviral drugs to treat HIV-positive mother and
prevent perinatal transmission of HIV [4]) or just the fetus
(e.g., digoxin and amiodarone to treat fetal tachyar-
rhythmia [5]). When pregnant women receive drugs, their
fetuses are also exposed to the drugs. However, most drugs
are administered to pregnant women off-label without in-
formation about the dose, maternal-fetal pharmacoki-
netics, safety, or efficacy of the drugs [6]. A major concern
of drug use by pregnant women is the transfer of drugs
across the placental barrier, leading to fetal drug exposure
and potential toxicity to the developing fetus. Indeed,
5%–10% of pregnant women receive drugs which are
potentially teratogenic [1], and 50%of drugs are used in the
first trimester when the fetus is most vulnerable to devel-
opmental toxicity [3]. While most drugs can cross the
placenta to a certain extent by passive diffusion, the
placenta is richly endowed with a variety of adenosine
triphosphate (ATP)-binding cassette (ABC) efflux trans-
porters and solute carrier (SLC) uptake transporters [7, 8].
Drug transporters in the placenta play crucial roles in fetal
drug exposure. The localization and activity of transporters
as well as changes of their expression in the placenta over
gestation have a profound impact on fetal drug exposure
and hence efficacy or toxicity of the drugs to the fetus. In
this review, first, we describe human placenta physiology
and transporter expression in the placenta. Second, we
provide an overview of in vitro cell/tissue, ex vivo human
placenta perfusion, and in vivo systems (animal studies)
that can be used to determine the expression and activity
of drug transporters in the placenta and transplacental
drug transport. Third, we describe how the data obtained
from placental transport studies can be combined with
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physiologically based pharmacokinetic (PBPK) modeling
and simulation (M&S) to predict systemic fetal exposure to
the drugs that are actively transported across the placenta.
Finally, we highlight knowledge gaps to study placental
drug transport and predict fetal drug exposure, and discuss
future research directions to fill these gaps.

Human placenta physiology

The human placenta connects the fetal compartment and
maternal circulation during pregnancy and forms a semi-
permeable barrier to allow waste elimination, and the ex-
change of nutrients, gases, endogenous metabolites, and
exogenous substances including drugs and metabolites
between the mother and fetus, which is essential for fetal
growth and development. The human placenta consists of
singular epithelia known as the syncytiotrophoblasts arising
from the fusion of cytotrophoblasts. This syncytiotrophoblast
cell layer separates the maternal and fetal circulations [9].
The apical membrane of the syncytiotrophoblast is in direct
contact with thematernal blood and its basalmembrane is in
contact with the fetal circulation through umbilical vessels
into the placental villi [10]. In early pregnancy, the main
function of placenta is tomediate the implantation of embryo
into the uterus and produce hormones that maintain normal
pregnancy [11]. After implantation, the placenta is primarily
responsible for the exchange of substances between the
maternal and fetal circulations. The syncytiotrophoblast
forms a single multinucleated cell layer. Thus, there is no
paracellular diffusion of drugs between the syncytiotropho-
blasts, and placental drug transfer across the syncytip-
trophoblast cell layer occurs only by passive diffusion and/or
transporter-mediated transport. In rodents, the placenta
consists of a maternal-facing syncytiotrophoblast layer I and
a fetal-facing syncytiotrophoblast layer II that are connected
by connexin26 gap junctions with efflux transporters (e.g.,
P-glycoprotein or ABCB1) localized on the apical membrane
of the syncytiotrophoblast layer II [12]. More details about
species differences in placental physiology between humans
and animal models have been reviewed elsewhere [13].

Most drugs can cross the placenta to some extent.
Lipophilic, non-ionized small molecule drugs (e.g., <
500 Da) can cross the placenta by passive diffusion. The
rate of passive diffusion depends on the concentration
gradient across the placental barrier, surface area, and
thickness of the placenta, as well as molecular weight and
lipophilicity of the drug molecules. The maternal and fetal
plasma protein binding, ionization of drug molecules in
maternal and fetal blood, and maternal blood flow rate to
the placenta can also affect the passive diffusion of drug

molecules across the placental barrier [13, 14]. On the other
hand, transplacental transfer of hydrophilic drugs with
low membrane permeability requires facilitated or active
transport mediated by transporter proteins expressed in
the placenta (see below). The rate of transporter-mediated
drug transfer across the placental barrier depends on the
intrinsic activity of transporters for the drugmolecules and
the abundance of the transporters in the placenta.

Expression, localization, and
activity of major placental drug
transporters

There are two superfamilies of drug transporters expressed in
human placenta, ABC and SLC transporters. Depending on
their membrane localization and transport directionality in
the syncytiotrophoblast, they transport drugs from the fetal
compartment to the maternal circulation or in the opposite
direction. For example, P-glycoprotein (P-gp or ABCB1), an
efflux transporter on the apical membrane of the syncytio-
trophoblast (Figure 1), can actively transport drugs from
the fetal compartment to the maternal blood, thus protecting
the fetus. Uptake transporters on the apical membrane of the
syncytiotrophoblast transport drugs in the opposite direction
and may increase fetal drug exposure (Figure 1). Here we
briefly describe the major ABC efflux and SLC uptake drug
transporters that are expressed in human placenta. More
extensive reviews on efflux and/or uptake transporters in the
placenta have been published elsewhere [7, 13, 15–19].

Human P-gp is an ABC efflux transporter highly
expressed on the apical membrane of the syncytiotropho-
blast (Figure 1) [20]. P-gp mediates active efflux of drugs
from the placenta to the maternal circulation, thus
reducing fetal exposure to drugs. P-gp has a very broad
substrate specificity, andmost of its substrates are cationic
or amphipathic compounds and are mainly lipophilic [21].
Many drugs administered to pregnant women, such as HIV
protease inhibitors (i.e., indinavir, lopinavir) and digoxin,
are P-gp substrates [21]. Like P-gp, human breast cancer
resistance protein (BCRP or ABCG2) is also an ABC efflux
transporter highly expressed on the apical membrane of
the syncytiotrophoblast (Figure 1) [22]. BCRPplays a similar
role as P-gp in reducing fetal exposure to drugs and xe-
nobiotics. The substrate specificity of BCRP is even broader
than that of P-gp, with substrates ranging from hydro-
phobic anthracyclines (i.e., daunorubicin, doxorubicin)
to hydrophilic camptothecins (i.e., topotecan, SN-38),
organic anions, and sulfate and glucuronide conjugates of
endogenous and exogenous substances [23]. Drugs that
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may be administered to pregnant women and are BCRP
substrates include glyburide used to treat gestational dia-
betes and nitrofurantoin used to treat urinary tract in-
fections [24, 25]. BCRP and P-gp have a substantial overlap
in substrate specificity. P-gp and BCRP are the two most
extensively studied placental transporters, and both have
been convincingly shown to play a significant role in
limiting fetal exposure to drugs and xenobiotics by
effluxing these compounds from the fetal compartment
back to thematernal circulation [7, 13, 15–19]. For example,
transport studies using plasma microvillus membrane
vesicles isolated from human placenta tissues demon-
strated P-gp-mediated transport of N-methyl quinidine, a
model substrate of P-gp [26], indicating the presence of
P-gp in human placenta. Using the Mdr1a/Mdr1b (which
are murine homologs of the human ABCB1 gene) knockout
mice, Smit et al. showed that the fetal-to-maternal plasma
concentration ratios of digoxin, saquinavir, and paclitaxel
in theMdr1a/1b knockout fetuses at a given time point after
intravenous administration of these drugs to the damswere
2.2–2.4-fold, 5–7-fold, and 16-fold higher, respectively,
compared to wild-type fetuses [27]. Furthermore, the P-gp
activity in the placenta was completely abrogated by oral
administration of the P-gp inhibitor PSC833 or GF120918 to
the dams [27]. Ex vivo placental perfusion studies allowed
direct measurement of P-gp-mediated drug transfer across
the placenta. For example, with dually perfused human

placenta, Molsa et al. showed that the fetal-to-maternal
transfer of saquinavir was 108-fold higher than the
maternal-to-fetal transfer, and pre-perfusion with the P-gp
inhibitors PSC833 or GG918 increased the transplacental
transfer of saquinavir from the mother to the fetus 7.9-fold
or 6.2-fold, respectively [28]. BCRP has also been shown to
limit fetal drug exposure. For instance, we have demon-
strated that fetal exposure (the fetal-to-maternal plasma
AUC ratios) to the BCRP substrates glyburide and nitro-
furantoin in Abcg2 knockout mice is about 2-fold and
about 5-fold greater, respectively, than that in wild-type
mice [24, 25]. Using ex vivo dual human placenta perfusion,
Pollex et al. illustrated that the fetal-to-maternal concen-
tration ratios of glyburide in the presence of nicardipine
(a BCRP inhibitor) at all time points were greater than those
in the absence of nicardipine, suggesting that BCRP actively
transports glyburide in the fetal-to-maternal direction and
this transport activity can be inhibited by nicardipine [29].

SLC transporters in the placenta are much less studied
compared to ABC transporters. Organic cation transporter 3
(OCT3 or SLC22A3) is a Na+/Cl−-independent, but electro-
genic transporter for a variety of organic anions, including
1-methyl-4-phenylpyridinium (MPP+), clonidine, cimeti-
dine, metformin, and tetraethylammonium [30]. OCT3 is
expressed on the basal membrane of the syncytiotropho-
blast that faces the fetal compartment (Figure 1) [31]. Kar-
ahoda et al. performed rat term placenta perfusion and

Figure 1: Localization and direction of transport of major transporters in the syncytiotrophoblast of human placenta. Transporters that have
been quantified in protein abundance are shown in green. Transporters that are not quantifiable or have not been quantified in protein
abundance are shown in gray. P-gp, P-glycoprotein/ABCB1; BCRP, breast cancer resistance protein/ABCG2; SERT, serotonin transporter/
SLC6A4; NET, norepinephrine transporter/SLC6A2; OAT4, organic anion transporter 4/SLC22A11; OATP2B1, organic anion transporting
polypeptide 2B1/SLCO2B1;OATP2A1, organic anion transporting polypeptide 2A1/SLCO2A1; OATP1B1, organic anion transporting polypeptide
1B1/SLCO1B1; OATP1B3, organic anion transporting polypeptide 1B3/SLCO1B3; OCT3, organic cation transporter 3/SLC22A3; OCTN1, organic
cation transporter novel type 1/SLC22A4; OCTN2, organic cation transporter novel type 2/SLC22A5; MATE1, multidrug and toxin extrusion
1/SLC47A1; MRP1, multidrug resistance protein 1/ABCC1; MRP2, multidrug resistance protein 2/ABCC2; MRP3, multidrug resistance protein
3/ABCC3; MRP4, multidrug resistance protein 4/ABCC4; MRP5, multidrug resistance protein 5/ABCC5; MCT4, monocarboxylate transporter
4/SLC16A3; ENT2; equilibrative nucleoside transporter 2/SLC29A2.
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found that OCT3 mediated massive uptake of serotonin
from the fetal circulation [32]. A recent study showed that
after oral administration of metformin, while the systemic
maternal plasma exposure (area under the concentration-
time curve, AUC) of metformin was slightly decreased
by about 16% in the Oct3 knockout mice, the fetal AUC was
reduced by about 47% in Oct3 knockout pregnant mice,
compared to wild-type mice [33], suggesting that OCT3
transports metformin from the syncytiotrophoblast to the
fetus. Thus, OCT3 is a bidirectional transporter and can
facilitate the maternal-to-fetal transfer of metformin in vivo.
Organic anion transporter 4 (OAT4 or SLC22A11) is abun-
dantly expressed on the basal membrane of the syncytio-
trophoblast (Figure 1) [34, 35]. Typical substrates of OAT4
include sulfate conjugates of steroid hormones, prosta-
glandins, and a variety of pharmacological agents such as
angiotensin II receptor antagonists and leukotriene receptor
antagonists [34].Mechanistically, OAT4 is an organic anion/
dicarboxylate exchanger [36]. OAT4 has been shown to
transport the fetal-derived estriol precursor 16α-hydrox-
ydehydroepiandrosterone sulfate (16α-OH DHEAS) into the
basal plasma membrane vesicles isolated from human
placenta [37]. OAT4 also mediates uptake of drugs such as
olmesartan into the basal human placental plasma mem-
brane vesicles [38]. Organic anion transporting polypeptide
2B1 (OATP2B1 or SLCO2B1) is also expressed on the basal
membrane of the syncytiotrophoblast (Figure 1) [39].
OATP2B1 transports organic anions, sulfated steroid hor-
mones, thyroid hormones, bile salts, and prostaglan-
dins [40]. Its function in the placenta has not been well
characterized. It may work in tandem with BCRP on the
apical membrane of the syncytiotrophoblast to mediate the
fetal-to-maternal transfer of sulfated steroid hormones [41].
The serotonin transporter SERT (SLC6A4) and the norepi-
nephrine transporter NET (SLC6A2) are monoamine trans-
porters and highly expressed on the apical membrane of the
syncytiotrophoblast (Figure 1) [42, 43]. While SERT and NET
may facilitate the maternal-to-fetal transfer of monoamines
including serotonin to support serotonergic neurons in the
developing fetal brain [44], their roles in transport of drugs
across the placenta are largely unknown [7].

The aforementioned transporters are highly expressed in
human placenta and their protein abundance in human
placenta has been quantified by LC/MS-based targeted pro-
teomics [45]. It has been shown that the protein abundance of
some of the transporters is gestational age dependent [45].
Specifically, from the first trimester to term, the abundance of
P-gp and BCRP decreases by 55% and 69%, whereas that
of OCT3 and OAT4 increases by 2-fold. The abundance of
OATP2B1 decreases by 32% from the first trimester to the
second trimester, while no significant change was observed

from the second trimester to term. The abundance of NET,
and SERT does not change over gestation.

Other transporters, including MRPs 1–5, OATP1B1,
OATP1B3, OCTN1, OCTN2, and the multidrug and toxin
extrusion 1 (MATE1), can be detected in human placenta at
the mRNA levels, but their protein abundance is below the
quantifiable levels (see Figure 1) [45]. OATP2A1 proteinwas
recently detected on the apical membrane of human
placenta by immunoblotting [46]. Since the function or
activity of these transporters in human placenta generally
has not been well characterized, these transporters are not
further discussed here.

In vitro, ex vivo, and in vivo systems
to study placental drug transport

In vitro systems used to study placental drug transport
include cell-based models as well as microvillus and basal
plasma membrane vesicles isolated from placenta tis-
sues [47]. While the malignant trophoblast cell lines such
as BeWo, JAR, and JEG-3 are widely used to study the ac-
tivity and regulation of placental transporters, these cell
lines do not represent the placental syncytiotrophoblast in
vivo with respect to the expression profile of placental
transporters. For example, BeWo expresses BCRP at high
levels and therefore is an excellent cell model to study the
function of BCRP and its regulation by pregnancy hor-
mones and xenobiotics [48, 49], whereas P-gp is absent or
minimally expressed in BeWo and JEG-3 cell lines [50].
Primary cytotrophoblasts can be isolated fromearly or term
human placenta tissues and cultured for subsequent
transport studies [51, 52]. It is worth noting that the
expression profiles of transporters in primary cytotropho-
blasts may be altered during cell culture due to cyto-
trophoblast differentiation that can affect transporter gene
expression [53, 54]. Recently, trophoblast organoids have
been developed using the first trimester human placenta
tissue [55]. Trophoblast organoids organize into villous-
like structures, secret placental-specific hormones, and
differentiate into extravillous trophoblasts which can
invade in three-dimensional culture. Thus, this organoid
model will be highly valuable for studying human
placental development. Whether this organoid model has
the same or similar transporter expression profiles as in
vivo and can be used to study placental drug transport
remains to be investigated. Besides cell models, plasma
membrane vesicles can be isolated from the microvillus
(apical) and basal plasma membrane fractions of human
placental villous tissues [56] and are of high value for direct
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measurement of transport kinetics of hydrophilic drugs
into the vesicles by placental transporters [46, 57].

Ex vivomethods are alsowidely used to studyplacental
drug transport. Human placental villous tissue fragments
or explants can be isolated from placenta villous tissue,
cultured, and then used for transport studies [58] as well as
regulation of placental transporters by physiological fac-
tors (i.e. oxygen tension) and drugs or xenobiotics [59–61].
In addition, ex vivo placental perfusion can also provide
valuable information on transplacental drug transfer
clearance [47]. The ex vivo placental perfusion technique is
highly useful to study the mechanisms of placental drug
transfer and predict the rate of drug transfer across the
placenta in vivo [62, 63]. Term human placenta is most
frequently used. There are two main perfusion systems,
that is, a closed system with recirculation of maternal and
fetal perfusates and an open system without recircula-
tion [64]. In the closed system, the drug is mainly added in
thematernal reservoir and perfused until the steady state is
reached, and then drug concentrations in thematernal and
fetal circulations are measured. The fetal-to-maternal drug
concentration ratio (ex vivo F/M drug concentration ratio)
can be compared with the umbilical vein to the maternal
plasma drug concentration ratio (in vivo UV/MP ratio)
which is usually determined at a certain time point after
delivery in a clinical setting. We want to point out that the
UV/MP ratio does not necessarily represent the true fetal
drug exposure if the pharmacokinetics of drugs inmaternal
and fetal circulations does not reach steady state and does
not change in parallel at the time of sampling [14]. In an
open system, the drug is dually perfused from thematernal
effluent container for the maternal-to-fetal perfusion or
from the fetal effluent container for the fetal-to-maternal
perfusion with separate cotyledons from the same
placenta. Since steady state may not be reached, the
maternal-to-fetal (CLmf) and the fetal-to-maternal (CLfm)
clearances must be calculated [65, 66]. The CLmf/CLfm ratio
is equivalent to the F/M ratio in a closed system and
compared with the in vivo UV/MP ratio. The CLmf and CLfm
clearance values can be combined with PBPK M&S to
predict systemic fetal drug exposure (see below). In the
open system, the drug is perfused continuously without
reservoir. Therefore, the open system would be more rapid
to reach steady state than the closed systemwith reservoir.
In addition, reservoir volume in a closed systemalso affects
the time to reach steady state. Thus, an open system is
generally better to predict fetal drug exposure in vivo,
especially for drugs with poor membrane permeability.
However, CLmf and CLfm in the open system must be
calculated from separate perfusion experiments, while the
F/M concentration ratio at steady state can be obtained

from a single perfusion experiment in the closed system.
More details about the closed and open systems can be
found elsewhere [64].

In vivo systems such as chronically catheterized preg-
nant macaque, baboon or sheep have been used to study
placental drug transfer [16]. For example, the placental and
non-placental clearances of drugs can be determined using
an in vivo catheterized sheep model, and this model is rele-
vant to humans [67]. A typical experiment involves intrave-
nous infusion of the drug to the mother and her fetus
separately to steady state, and then the maternal and fetal
blood concentrations are measured [68]. The fetal-to-
maternal blood concentration ratios of drugs can be calcu-
lated to represent fetal drug exposure. More recently,
transporter knockout mice have been used to investigate the
roles of specific placental transporters in determining fetal
drug exposure [24, 25, 27]. Typically, maternal plasma and
fetuses are collected after administration of drugs to pregnant
wild-type and transporter knockout mice. Then, drug con-
centrations inmaternalplasmaand fetus aredetermined, and
the fetal-to-maternal plasma drug concentration ratios or
areaunder thedrugconcentration-timecurve (AUC) ratios are
calculated and compared between wild-type and transporter
knockout mice. With such in vivo animal models, Smit et al.
showed that the fetal-to-maternal plasma concentration ra-
tios of the P-gp substrate drugs digoxin, saquinavir, and
paclitaxel in the P-gp knockout fetuses are significantly
increased several-fold as compared to those in wild-type fe-
tuses, suggesting a protective role of P-gp for the fetus [27].
Likewise, we have demonstrated that the fetal-to-maternal
plasma AUC ratios of the Bcrp substrates nitrofurantoin and
glyburide in Bcrp knockout mice are 5 and 2 times greater,
respectively, than those in wild-type mice [24, 25]. Caution
should be taken when using transporter knockout mice. We
have shown that P-gp does not play a role in limiting fetal
exposure to norbuprenorphine which is an excellent P-gp
substrate [69]. A recent study suggests that this is likely due to
the presence of connexin26 gap junctions that connect the
syncytiotrophoblast cell layers I and II in mouse placenta.
Small molecules such as norbuprenorphine and digoxinmay
pass the channels and hence bypass the efflux by P-gp [70].
Therefore, caution should be taken when extrapolating ro-
dent data to humans. Positron emission tomography (PET)
imaging has been used to examine the role of P-gp in deter-
mining fetal drug exposure in pregnant nonhuman pri-
mates [71]. PET imaging is non-invasive and can quantify
drug distribution in the whole body over time, and hence
tissue distribution of drugs in both the mother and fetus can
be evaluated simultaneously with high sensitivity. However,
technical challenges such as the fundamental trade-offs be-
tween resolution and noise and the quantitative accuracy of

Mao and Chen: Placental drug transport and fetal drug exposure 505



themeasurements along with the expensive data-acquisition
system of PET imaging are hurdles to massive application of
this technology [72].

Factors that determine fetal drug
exposure

Placental drug transport is one of the most important factors
that determine fetal drug exposure. Other factors thatmay also
influence fetal drug exposure include irreversible clearances of
the drug by the placenta and fetus, such as placental meta-
bolism and fetal hepatic clearance (e.g., fetal liver meta-
bolism). Zhang et al. [14] systematically analyzed all potential
factors that determine fetal drug exposure. Here we provide a
brief overview of these factors. Fetal drug exposure can be
defined as the ratio (Kp,uu) of the steady-state unbound plasma
concentration (or AUC) in the fetal circulation to the corre-
sponding maternal unbound plasma concentration (or AUC).
Kp,uu is independent of drug dose or maternal plasma con-
centration as long as the placental and fetal drug disposition
follows linearkinetics. Zhangetal. [14] derived the relationship
Equation (1) of Kp,uu with factors that determine fetal drug
exposure according to a three-compartment model with the
maternal (M), placental (P) and fetal (F) compartments
(Figure 2).

Kp,uu = CLPD +  CLMP

CLPD  + 2CLf0 +  CLp0 +  CLPM + (CLp0+ CLPM
CLPD

) CLf0

(1)

Where CLPD is unbound placental passive diffusion clear-
ance; CLPM is unbound active placental efflux in the
placental-to-maternal direction; CLMP is the unbound active
placenta influx in thematernal-to-placental direction; CLp0 is
unboundplacentalmetabolic clearance; andCLf0 is unbound
fetal clearance (e.g., fetal hepatic metabolism).

To illustrate the role of placental efflux transporters
conceptually more clearly, Equation (1) can be simplified.

The placenta does not highly express enzymes (e.g., cyto-
chrome P450 enzymes or CYPs) that can extensively
metabolize drugs [73]. To date, few studies have shown that
drugs are transported from the maternal circulation into
the placenta by influx transporters. Thus, CLMP and CLp0
can be assumed to be zero. In contrast, the placenta highly
expresses efflux transporters such as P-gp and BCRP on the
apical membrane of the syncytiotrophoblast, limiting fetal
drug exposure (see above). While the fetal liver expresses
some enzymes (primarily CYP3A7 [74]), due to its small size
and limited expression of these enzymes, the fetal liver
usually is not considered a significant contributor to fetal
drug exposure relative to other factors such as passive
diffusion. Thus, CLf0 can also be negligible. Collectively,
Equation (1) can then be simplified to Equation (2).

Kp,uu = CLPD

CLPD +  CLPM
(2)

When there is no active placental efflux, CLPM = 0 and
Kp,uu = 1, indicating that fetal drug exposure will be solely
determined by placental passive diffusion clearance. In this
case, fetal exposure (unbound AUC or concentration) will be
equal tomaternal exposure (unboundAUCor concentration).
When there is active efflux of drug from the placenta to the
maternal circulation, CLPM > 0 and Kp,uu < 1, indicating that
fetal exposure will be less than maternal exposure.

PBPK modeling and simulation to
predict systemic fetal drug
exposure

Since Kp,uu is the ratio of the steady-state unbound plasma
concentration in the fetal circulation to the corresponding
maternal unbound plasma concentration, once Kp,uu is
predicted (see below), the fetal unbound steady state drug

Figure 2: A maternal-fetal three-compart-
ment model. M, P, and F represent the
maternal, placental, and fetal compart-
ments, respectively. Drug is infused at a
constant rate to thematernal compartment.
CLPD represents passive diffusion clear-
ance. CLPM and CLMP are unidirectional
transporter-mediated placental-to-
maternal and maternal-to-placenta clear-
ances, respectively. CLm0, CLp0, and CLf0 are
irreversible elimination clearances from the
maternal, placental, and fetal compart-
ments, respectively.
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concentration can be calculated from its corresponding
unbound maternal drug concentration. However, Kp,uu it-

self does not provide a dynamic fetal plasma drug con-

centration time profile. Dynamic fetal drug exposure can be
predicted by determining the absolute values of in vivo

CLPM and CLPD according to the three-compartment model
shown in Figure 2 and populating these clearance values

into the maternal-fetal PBPK models. Here we provide a

brief overview of two such approaches.
The first approach is the ER-REF approach developed

in the laboratory of Dr. Anoshchenko et al. [75]. ER stands
for efflux ratio of any drug transported by efflux trans-
porters (e.g., P-gp or BCRP) and can be determined in the
Transwell® assay using transporter overexpressing cell
lines. REF stands for relative expression factor which is
the ratio of the abundance of the transporter of interest
(e.g., P-gp) in human placenta to that in the cell lines. REF
is used to extrapolate the ER measured in the cell lines to
that in vivo by considering the difference in abundance of
the transporter between the cell lines and human placenta.
Using this approach, Anoshchenko et al. [75] derived
Equation (3) to scale ER determined in a cell line by in vitro
to in vivo extrapolation (IVIVE) using REF to predict in vivo
Kp,uu (Kp,uu IVIVE) as follows.

Kp,uu, IVIVE = 1
(ERInh(+) −  ERInh(−)) × REF  + 1

(3)

Where ERInh(+) and ERInh(−) are the efflux ratio in the
presence and absence of complete inhibition of the trans-
porter of interest, respectively. Since the ERs and REF can
be determined experimentally, Kp,uu, IVIVE can also be
experimentally determined. The cell line used to determine
the ERs can be Madin-Darby canine kidney II (MDCKII)
cells that overexpress a placental efflux transporter of in-
terest such as P-gp. To performPBPKM&S, the exact values
of all transplacental clearances are needed. In vivo passive
diffusion clearance CLPD can be estimated as follows. CLPD
of any drug can be estimated using the in vivo midazolam
CLPD as a calibrator [76] (Equation [4]).

CLPD of test drug= Papp of test drug
Papp of midazolam

× CLPD of midazolam

(4)

Where Papp is the apparent membrane permeability across
the MDCKII or another mammalian cell monolayer (e.g.,
Caco-2) by passive diffusion only. Once in vivo CLPD has
been estimated, in vivo CLPM can be calculated from
Kp,uu,IVIVE using Equation (2). The in vivo CLPD and CLPM
values are then populated into the maternal-fetal (m-f)
PBPK models to predict dynamic fetal drug exposure. This
ER-REF plus m-f PBPK approach has been successfully

validated for four P-gp substrate drugs dexamethasone,
betamethasone, darunavir, and lopinavir [75]. Given the
P-gp abundance in early placenta has already been quan-
tified [45], this ER-REF plusm-f PBPK approach in principle
can also predict fetal exposure to P-gp substrate drugs in
early pregnancy if relevant systems parameters (e.g., fetal
physiology in early gestation) and clinical data are avail-
able to validate model predictions. Contributions of
placental and/or fetal metabolism of drugs to fetal drug
exposure should also be considered based on Equation (1)
if these contributions are significant. More details of this
approach have been reviewed recently elsewhere [77].

The second approach is the ex vivo perfused human
placenta plus m-f PBPK approach. As aforementioned,
unbound transplacental transfer clearances from the
CLmf and CLfm directions of a drug can be determined in
dually perfused human placenta studies with individual
cotyledons. The clearance values determined should be
scaled to the whole placenta by considering the average
number of cotyledons in the placenta or taking into
account the cotyledon weight or volume vs. the total
placenta weight or volume, respectively. The scaled
transplacental clearance values are populated into m-f
PBPKmodels to predict dynamic fetal drug exposure. This
approach has been successfully validated for drugs that
passively cross the placenta [78–84], but has not yet been
tested for drugs that are actively transported across the
placenta by drug transporters. It is worth noting that
predicting fetal exposure to the drugs that passively cross
the placenta does not need placental perfusion data as
demonstrated by Zhang et al. [76]. Also, this approach
may only predict fetal drug exposure at termbecausemost
placental perfusion studies are performed with human
term placenta. Again, placental and/or fetal metabolism
of drugs should be considered in PBPK M&S if they are
significant contributors to fetal drug exposure.

Summary and future directions

Theplacenta and transporters expressed in theplacenta are
crucial in determining fetal drug exposure. Understanding
placental drug transport and its relevance to fetal drug
exposure are critical for optimizing therapeutic use of drugs
for pregnant women and their fetuses with better efficacy
and lower toxicity. We have seen significant progress in
this research area in the last 5–10 years. In Table 1, we have
summarized the advantages and disadvantages of in vitro,
ex vivo, and in vivo models as well as PBPK M&S currently
used in determining and understanding placental drug
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transport and fetal drug exposure. Future studies may
focus on the following aspects. (1) Current studies are pri-
marily focused on ABC transporters in the placenta.
We need more studies to investigate the roles of SLC up-
take transporters in determining fetal drug exposure. (2)
Further studies are needed to determine whether and how
placental transporters are altered through induction or
down-regulation by drugs, xenobiotics, genetics (e.g.,
single nucleotide polymorphisms), gestational age, and
diseases (e.g., viral and bacterial infections), leading to
altered fetal drug concentrations and hence efficacy or
toxicity for the fetus. In this regard, novel placental cell
systems that truly represent theplacental physiology in vivo
such as trophoblast organoids may be explored. (3) In the
past 5 years, much progress has been made in the quanti-
tative prediction of systemic fetal exposure to drugs that
passively cross the placenta or actively transported by the
placenta through PBPK M&S. However, the latter has been
validated only for four P-gp substrate drugs using the
ER-REF plus m-f PBPK approach [75]. The ER-REF plus m-f
PBPK approach has yet to be validated for more P-gp sub-
strate drugs and for drugs that are transported by other
placental transporters such as BCRP and SLC transporters.
It is also necessary to develop approaches to predict fetal
exposure to drugs that are transported by multiple trans-
porters in the placenta. (4) To date, PBPK M&S has only
been used to predict fetal drug exposure at term. In the
future, we should also predict fetal drug exposure in early
gestation (e.g., < 15 weeks). To this end, it is critical that we
must better understand fetal physiology in early gestation,
which is currently lacking. (5) Fetal drug exposure is driven

by maternal exposure. Maternal exposure will be altered by
changes in the expression or activity of drug metabolizing
enzymes or transporters in organs important for drug dispo-
sition (e.g., liver, kidney, and small intestine). While the
impact of pregnancy on CYPs (e.g., CYP3A) in maternal or-
gans (e.g., liver) has been well documented, we know little
about the effects of pregnancy on non-CYP enzymes and
transporters. More studies are needed in this regard. (6)
Further clinical studies with established enzyme and trans-
porter probe drugs in pregnant women (hopefully at all
gestational ages including early gestation) are needed. Clin-
ical pharmacokinetic data from such studies are essential for
accurate predication and validation of the prediction of both
maternal and fetal drug exposure so that we do not need to
conduct clinical studies for every drug administered to
pregnant women that is metabolized or transported by the
same enzymes or transporters. Collectively, to optimize
dosing regimens of drugs administered to pregnant women
with better efficacy and lower toxicity for both themother and
her fetus, a thorough understanding and accurate prediction
of maternal and fetal drug exposure as well as their deter-
mining factors, as outlined above, are urgently needed.
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Table : Comparison of in vitro, ex vivo, in vivo, and virtual models for studying placental drug transport and fetal drug exposure.

Category Model Pros Cons

In vitro Malignant trophoblast cell lines Wide application Lack of in vivo placental transporter expression
representation

Primary cytotrophoblasts Primary samples Potentially altered transporter expressionduring cell
culture

Trophoblast organoids Three-dimensional structure Unclear transporter expression profiles
Plasma membrane vesicles isolated
from human placenta

Direct measurement of transport
kinetics

Not practical for drugs with high membrane
permeability

Ex vivo Human placenta perfusion Primary samples Steady-statemay not be reached in the open system;
usually performed with term placenta only.

In vivo Chronically catheterized animals
(macaque, baboon, sheep)

Continuous sampling within the same
animal

High cost; interspecies variability

Transporter knockout mice Low cost; rodent transporters highly
homolgous to human transporters

Small molecules may bypass transporter-mediated
transplacental transport and give false negative data

Positron emission tomography
imaging

Non-invasive; whole body
quantification

High cost; trade-offs between resolution and noise

Virtual Physiologically based pharmacoki-
netic modeling and simulation

Fast; no actual experiments; generic
(not drug specific) models

Limited validation so far; still under development
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