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Abstract
Acquired multidrug resistance (MDR) in tumor diseases has repeatedly been associated with overexpression of ATP-binding 
cassette transporters (ABC-transporters) such as P-glycoprotein. Both in vitro and in vivo data suggest that these efflux 
transporters can cause MDR, albeit its actual relevance for clinical chemotherapy unresponsiveness remains uncertain. The 
overexpression can experimentally be achieved by exposure of tumor cells to cytotoxic drugs. For simplification, the drug-
mediated transporter overexpression can be attributed to two opposite mechanisms: First, increased transcription of ABC-
transporter genes mediated by nuclear receptors sensing the respective compound. Second, Darwinian selection of sub-clones 
intrinsically overexpressing drug transporters being capable of extruding the respective drug. To date, there is no definite 
data indicating which mechanism truly applies or whether there are circumstances promoting either mode of action. This 
review summarizes experimental evidence for both theories, suggests an algorithm discriminating between these two modes, 
and finally points out future experimental approaches of research to answer this basic question in cancer pharmacology.
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Abbreviations
MDR	� Multidrug resistance
P-gp	� P-glycoprotein
MRP	� Multidrug resistance–associated 

protein
PXR	� Pregnane-x-receptor
ABC-transporter	� ATP-binding cassette transporters

Introduction

Chemotherapy remains one of the most frequently deliv-
ered therapy approaches to patients with tumor diseases. 
However, the development of multidrug resistance (MDR) 
limits the efficacy of chemotherapeutic agents and therefore 
hampers effective cancer treatment (Longley and Johnston 
2005). Several mechanisms and molecular alterations in 
cellular pathways are associated with the development of 

the complex cellular process of MDR. For instance, altera-
tions of drug targets, enhanced drug metabolism (detoxi-
fication), sustained growth stimulation (pro-survival sign-
aling), changes of macroscopic cancer physiology (tissue 
perfusion, behavior of neighboring cells, and immune cell 
responses), improved DNA damage repair, cell cycle arrest, 
and apoptosis resistance have been identified to be impli-
cated in MDR (Longley and Johnston 2005; Gottesman et al. 
2016). Moreover, ATP-binding cassette (ABC-) transporters, 
drug-metabolizing enzymes (DMEs), and nuclear receptors 
(NRs) are thought to contribute to MDR. Physiologically, 
these proteins are essential parts of a general xenobiotic 
defense machinery, that recognizes, metabolizes, and even-
tually disposes a large variety of compounds. This results in 
the protection of the single cell or the whole organism from 
harmful noxes, but also modulates kinetics of therapeutic 
drugs (Sarkadi et al. 2006; Amawi et al. 2019).

Relevance of ABC‑transporters for MDR

ABC-transporters have been identified to be involved in 
mediating target-nonspecific MDR (Gottesman et al. 2002). 
By using the energy of ATP hydrolysis, these large trans-
membrane glycoproteins serve as penetration modulators of 
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a large variety of structurally unrelated compounds. Over-
expression of this family of ATP-dependent “drug pumps” 
has been implicated in the development of MDR. Their 
true relevance for (acquired) clinical unresponsiveness to 
chemotherapy remains controversial (Tamaki et al. 2011; 
Robey et al. 2018; Borst 2020). However, ABC-transport-
ers can mediate considerable MDR in vitro or in animal 
models, likely by decreasing the uptake or accumulation of 
chemotherapeutic agents in cancer cells (Szakács et al. 2006; 
Robey et al. 2018). Out of 48 known human ABC-transport 
proteins, about two dozen of them have been associated with 
MDR (Dean and Annilo 2005; Ween et al. 2015): Most well 
evaluated is P-glycoprotein (P-gp), encoded by ABCB1. P-gp 
has been investigated for almost five decades and remains 
the most important MDR-related ABC-transporter (Lee 
et al. 2010; Robey et al. 2018). The breast cancer resistance 
protein (BCRP, encoded by ABCG2) is in fact structurally 
different from P-gp but shows a comparably broad substrate 
specificity that partly overlaps with P-gp (Lee et al. 2010). 
Eventually, the ABC-transporters of the C subfamily (encod-
ing the MDR-related proteins) are also known to mediate 
MDR. However, exposure of cancer cells to cytotoxic drugs 
has been demonstrated to cause overexpression of a variety 
of other ABC-transporters (Szakács et al. 2006).

Although DMEs (e.g., cytochrome P-450 isoenzyme 
3A4) (García-Martín et al. 2006; Robertson et al. 2008; Tian 
and Hu 2014) or uptake transporters of the solute carrier 
family (Li and Shu 2014) have been recognized to contrib-
ute to MDR, this review article will solely focus on ABC-
transporters, being the classical mediators of MDR.

Relevance of nuclear receptors for MDR

Acquired MDR can result from induction of transporter 
genes such as ABCB1. Many molecular pathways have been 
described that cause enhanced transcription of ABCB1. For 
instance, alteration of chromatin structure, gene arrange-
ment, promoter demethylation, or histone acetylation are 
known to occur during malign transformation or upon drug 
treatment (Chen and Sikic 2012). These alterations are 
thought to sustain once they are installed in their respective 
cellular context or chromatin status. In contrast, drug-regu-
lated NRs can dynamically modulate MDR by fine-tuning 
the expression of their respective target genes, including 
many DMEs, drug-conjugating enzymes, and drug trans-
porters involved in pharmacokinetics and MDR (Chen et al. 
2012; Evans and Mangelsdorf 2014).

Generally, the nuclear receptor super family consists of 
many types of receptors that are divided into four subfami-
lies, depending on their function (e.g., homo-dimerization) 
or mechanism (e.g., ligand dependent) (Mangelsdorf et al. 
1995). One of those subfamilies consists of ligand-dependent 
NRs, that migrate into the nucleus after binding endogenous 

or exogenous compounds. There, they bind to their receptor-
specific xenobiotic response elements or hormone response 
elements at the promoter regions of their specific target 
genes (Tukey and Strassburg 2000; Mangelsdorf et al. 1995; 
Evans and Mangelsdorf 2014). The pregnane-x-receptor 
(PXR) is probably the most prominent NR known to induce 
MDR (Chen and Nie 2009; Rigalli et al. 2019). It binds a 
wide variety of endogenous or exogenous compounds such 
as hormones, drugs, food additives, and pollutants. After 
ligand binding, PXR coordinates the expression of many 
CYPs and UGTs, as well as MDR-related drug transporters 
including ABCB1/P-gp and ABCC2/MRP2 (Bertilsson et al. 
1998; Blumberg and Evans 1998; Rigalli et al. 2019).

PXR shares a lot of target genes with the constitutive 
androstane receptor (CAR), that is also widely accepted 
to be involved in the induction of MDR (Rigalli et  al. 
2019). However, in contrast to PXR, CAR does not nec-
essarily require ligand-binding to become active but rather 
needs cross-talk with other NRs (e.g., PXR) for xenobiotic 
response (Kast et al. 2002; Xie et al. 2000). Another recep-
tor that resembles PXR and CAR characteristics and even 
cross-talks with those, too, is the aryl hydrocarbon receptor 
(AhR). AhR also tunes the expression of phase I–III proteins 
including CYP1A1, CYP1A2, and ABCG2/BCRP (Patel 
et al. 2007; Rigalli et al. 2019).

Transcriptional induction or Darwinian 
selection?

Research in the field of MDR and ABC-transporter overex-
pression has been extensive. Although numerous molecules 
or regulatory pathways have been identified (Alexa-Stratulat 
et al. 2019), the exact or decisive mechanism of acquired 
ABC-transporter overexpression could not yet be fully 
explained. A wide variety of experimental set-ups using dif-
ferent exposure times or drug concentrations have been used 
in vitro to cause ABC-transporter overexpression and phe-
notypical MDR. Besides the many mechanisms leading to 
transporter overexpression (Chen and Sikic 2012; Yano et al. 
2018), a simplification is made to promote the comprehen-
siveness of the two opposing mechanisms presented here. 
In this theoretical framework, development of MDR trans-
porter overexpression and functional MDR can be caused 
by the two following modes: First, increased transcription of 
ABC-transporter genes mediated by drug-activated nuclear 
receptors (e.g., PXR) can lead to transporter overexpres-
sion. Second, cytotoxic drug–mediated Darwinian selection 
of sub-clones intrinsically overexpressing ABC-transporter 
genes/proteins (e.g., through gene amplification (Huff et al. 
2005, 2006; Gerlinger and Swanton 2010)). Certainly, this is 
not a black-or-white scenario. Instead, there shall be circum-
stances when both scenarios act on cancer cells concurrently. 
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For instance, when the selective pressure is rather mild (drug 
concentrations considerably below the IC50 of sensitive 
cells), proliferation of cells that have adapted on a single-
cell level is promoted (transcriptional induction) (Chisholm 
et al. 2015; Pisco et al. 2013). To date, there however is no 
definite data indicating which mechanism applies (in vitro 
or in vivo) or whether there are circumstances promoting 
either mechanism.

This review summarizes existing experimental evidence 
for NR-mediated transcriptional induction vs. selection 
mechanisms leading to ABC-transporter overexpression and 
MDR in cancer cells. Finally, experimental set-ups will be 
suggested, which might facilitate further understanding of 
the development of ABC-transporter-mediated MDR. Such 
experimental data can potentially help to improve clinical 
treatment regimens against cancer.

An algorithm distinguishing transcriptional 
induction from Darwinian selection

Integrating the huge amount of data from experiments 
evaluating acquired ABC-transporter overexpression, we 
here suggest a simplified algorithm. With the help of this 
algorithm, NR-mediated transcriptional induction is distin-
guished from Darwinian selection (Fig. 1). After exposing 
cancer cells to a distinct cytotoxic drug, the cell population 
subsequently shows enhanced expression of ABC-trans-
porters. The following questions and their answers can then 
direct to a more precise estimation of the actual mode of 
ABC-transporter overexpression:

1.	 Is the cytotoxic drug used transported by the overex-
pressed ABC-transporter?

-For instance, when the cytotoxic drug treatment led 
to the overexpression of an irrelevant ABC-transporter 
(not extruding the compound of interest), this overex-
pression was most likely not advantageous to the cell. 
This means Darwinian selection was unlikely involved 
in ABC-transporter overexpression. If the cytotoxic 
drug can activate a NR that regulates the expression 
of this overexpressed transporter, induction might in 
fact have taken place, but without MDR relevance. 
In contrast, if the drug does not activate a NR being 
responsible for the expression of the ABC-transporter 
overexpressed, selection might be implicated in drug 
resistance, but the transporter overexpression only is 
a coincidence. The actual drug resistance is rather 
mediated by non-transporter mechanisms (e.g., target 
downregulation, DNA damage repair).
Example: Exposure of cancer cells to cisplatin can 
increase the expression of ABCG2/BCRP (Vesel et al. 
2017). However, cisplatin is not transported by BCRP 
(Yuan et al. 2009) and it does not activate the main 
ABCG2 regulator AhR (Sasaki-Kudoh et al. 2018). 
In consequence, ABCG2/BCRP overexpression upon 
cisplatin treatment likely is a non-related coincidence.
-On the other hand, exposure of cancer cells to cyto-
toxic drugs can enhance the expression of ABC-trans-
porters that can facilitate the drug’s efflux from the 
cells, thus protecting the cell from the harmful effect 

Fig. 1   An algorithm proposed 
to distinguish the simplified 
regulatory origin of drug-
mediated ABC-transporter 
overexpression. If exposure of 
cancer cells to a cytotoxic drug 
led to the overexpression of an 
ABC-transporter, some decisive 
questions should be stated. 
Their answers can guide the 
estimation whether ABC-trans-
porter overexpression resulted 
from transcriptional induction 
(e.g., short drug exposure to low 
concentrations of a drug known 
to activate important nuclear 
receptors) vs. Darwinian selec-
tion (e.g., long-term exposure to 
high concentrations). In some 
circumstances, ABC-transporter 
overexpression only is a coin-
cidence (epiphenomenon) and 
multidrug resistance actually 
resulted from non-transporter 
mechanisms
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(“Yes,” overexpressed ABC-transporter extrudes the 
compound of interest).
Example: Cisplatin treatment increases the expres-
sion of ABCC2/MRP2 (Schrenk et al. 2001; Demeule 
et al. 1999), an ABC-transporter known to mediate 
cisplatin resistance through extruding cisplatin (or its 
glutathione conjugate) out of the cell (Cui et al. 1999; 
Guminski et al. 2006).

2.	 What was the treatment mode that led to the overexpres-
sion of the ABC-transporter (being capable of transport-
ing the respective drug)?

-If the cells were exposed to concentrations being 
considerably lower than pre-treatment IC50 for a short 
period of time (e.g., 1–3 days), transcriptional induc-
tion is a very probable scenario. This is especially rel-
evant when the drug is known to activate NRs that 
regulate the expression of the ABC-transporter overex-
pressed. In contrast, when the cytotoxic drug does not 
interfere with known regulatory NRs, induction (by 
other mechanisms) cannot be excluded, but Darwin-
ian selection likely contributed to the ABC-transporter 
overexpression.
Example: Low concentrations of paclitaxel increase 
the expression of the paclitaxel transporter ABCB1/P-
gp (Schöndorf et al. 2003; Theile et al. 2011), likely 
through activation of PXR, a major regulator of 
ABCB1/P-gp expression and induction (Harmsen et al. 
2010).
-In contrast, when cells were treated with high cyto-
toxic drug concentrations (killing the majority of sen-
sitive cells, e.g., IC90) for a prolonged period of time 
(or repetitive cycles of exposure), Darwinian selection 
of sub-clones with intrinsically overexpressed ABC-
transporters seems very nearby. This is of even higher 
likelihood, when the cytotoxic drug does not activate 
important NRs (e.g., PXR, CAR, or AhR) known to 
regulate the expression of the ABC-transporter overex-
pressed. In fact, when the cytotoxic drug can activate 
those NRs, transcriptional induction of transporter 
genes might play a minor role, but Darwinian selec-
tion should remain the most important mode given the 
high selective pressure (IC90).
Example: Long-term exposure of cells to 5-FU 
increases the expression levels of ABCG2/BCRP 
(Yokoo et al. 2007) and ABCC5/MRP5 (Hagmann 
et al. 2009). Although both ABC-transporters have 
been implicated in 5-FU resistance through cellular 
efflux (Yuan et al. 2009; Pratt et al. 2005), 5-FU is 
not known to functionally interfere with major NRs 
regulating ABCG2/BCRP or ABCC5/MRP5 expres-
sion (e.g., AhR or PXR). In consequence, transcrip-

tional induction is of minor relevance. In contrast, cells 
with overexpressed ABCG2/BCRP or ABCC5/MRP5 
withstood the selective pressure and became selected.

When the scientific literature about acquired ABC-trans-
porter overexpression or MDR is screened for experimental 
set-ups, some publications can well be assigned to transcrip-
tional induction (Chen et al. 2009; Harmsen et al. 2010; 
Theile et al. 2011) or Darwinian selection (Abbadessa et al. 
1992; Huang et al. 2006; Mensah-Osman et al. 2007; Slapak 
et al. 1990, 1994). This advocates for the appropriateness of 
the suggested algorithm (Fig. 1). Representative articles are 
highlighted in Table 1. Two of them shall be explained and 
discussed in more detail:

Transcriptional induction and subsequent MDR

In their work, Chen and co-workers (Chen et al. 2009) aimed 
to determine the role of PXR during the development of 
drug resistance in breast cancer cells.

To ensure selective PXR activation without anti-prolif-
erative off-target effects, a synthetic PXR ligand was used 
called SR12813. Treatment of MCF-7 and MDA-MB-231 
cells (co-transfected with a PXR overexpression plasmid) 
for 24 h enhanced PXR activity concentration-dependently, 
peaking at about 0.2 µM. Moreover, mRNA levels of CYP3A4 
and ABCB1 became accordingly induced after exposure to 
0.2 µM. Interestingly, the mRNA expression levels peaked 
after 8–12 h of continuous exposure but declined again after-
wards. To eventually assign PXR activation by SR12813 treat-
ment to cytotoxic drug resistance, breast cancer cell lines were 
initially pre-treated with 0.2 µM SR12813 for 12 h before 
subjecting them to drug resistance assays. The results clearly 
showed that PXR activation rendered the cancer cells resist-
ant to low paclitaxel concentrations (20 nM, 50 nM) but did 
not change sensitivity towards high paclitaxel concentrations 
(500 nM, 1000 nM). Moreover, there was only about 10% 
difference of viability between SR12813- and DMSO-treated 
cells. Nevertheless, the fact that the provoked resistance in 
response to SR12813 was less pronounced in MDA-MB-231 
cells (low PXR expression) compared to MCF-7 cells (high 
PXR expression) represents additional proof for the NR to 
be directly involved in the development of drug resistance. 
Because SR12813 was not toxic to the cells, concurrent selec-
tion processes can be largely excluded.

In summary, the experiments performed by Chen and co-
workers elegantly showed that drug-activated PXR can enhance 
the expression of ABC-transporters, leading to drug resistance in 
cancer cells. However, the data strongly suggests that NRs only 
partly contribute to the MDR phenotype by mediating short-term 
transcriptional inductions of respective genes and resistance to 
rather low concentrations of cytotoxic drugs.
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Darwinian selection and subsequent MDR

The scientific publication by Hembruff and co-workers (Hem-
bruff et al. 2008) was one of the first providing detailed insights 
into the development of MCF-7 cells’ resistance against sev-
eral cytotoxic drugs, including paclitaxel. MCF-7 cells were 
made paclitaxel resistant through a step-up approach: Starting 
1/1000-fold below the pre-treatment IC50 (IC50: 0.56 nM; first 
selection concentration: 0.56 pM), paclitaxel concentrations 
were increased every 2 weeks until 99 nM. However, detect-
able resistance and enhancement of ABCB1 mRNA expres-
sion only occurred above a certain concentration (“selection 
dose”) of 3.66 nM (6.5-fold higher than initial IC50). This 
means high concentrations selected for sub-populations that 
were intrinsically paclitaxel resistant, partly mediated by the 
overexpression of ABC-transporters such as ABCB1/P-gp. 
Moreover, the mentioned selection concentration was not only 
needed to enhance expression levels or phenotypic paclitaxel 
resistance but also was the first selection step leading to low-
ered paclitaxel uptake into the cells. Interestingly, no linear 
relationship between drug resistance and drug accumulation 
could be observed in this context: With the onset of pheno-
typic paclitaxel resistance and ABCB1/P-gp overexpression, 
drug accumulation was in fact reduced by about 20% com-
pared to parental MCF-7 cells, but higher degrees of paclitaxel 
resistance were not accordingly accompanied by proportional 
reductions of paclitaxel uptake. This indicates that additional, 
drug uptake-independent mechanisms are responsible for the 
development of further enhanced drug resistance. Long-term 
MDR might be mediated by, e.g., apoptotic resistance or other 
advantageous traits surviving cells had been selected for. This 
hypothesis is also undermined by the fact that changes in drug 
uptake and sensitivity towards paclitaxel could not be fully 
reversed by cyclosporin A, a pan ABC-transporter inhibitor.

In summary, Hembruff et al. yielded MDR cells, that have 
been selected in a Darwinian manner for their elevated ABC-
transporter expression but also transporter-independent mecha-
nisms of MDR. Moreover, while overexpression of ABC-trans-
porters and thus reduced drug uptake likely contributes to low 
levels of drug resistance, transporter-independent mechanisms 
mediate the high degrees of chemotherapeutic drug resistance.

Experimental set‑up to distinguish 
transcriptional induction from Darwinian 
selection in vitro

To date, no comprehensive research directly juxtaposing 
transcriptional induction vs. Darwinian selection dur-
ing the development of ABC-transporter-mediated MDR 
has been performed. To clearly distinguish the two dif-
ferent scenarios suggested here and to retrace the deci-
sive criteria displayed in Fig. 1, experimental insights are Ta
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necessary. One possible approach will be explained in the 
following (Fig. 2).

In preparation, two stably transfected, easy-to-distin-
guish sub-cell lines need to be generated:

Initially, cells are stably transfected (or transduced) 
with a vector encoding for a marker that can be used to 
track, monitor, and quantify the number of cells of this 
population. For instance, using a vector for red fluorescent 
protein (RFP) generates a population of cells with high red 
fluorescence, subsequently called the “red” cell popula-
tion. This “red” cell line is then turned drug resistant by 
step-wise increase of cytotoxic drug concentrations in the 
growth medium as outlined earlier.

On the other hand, a “green” sub-cell line is generated 
through stable expression of the green-fluorescent pro-
tein (GFP). In addition, this cell line is made expressing 
another marker being regulated by the NR of interest. For 
instance, luciferase-based assays to monitor PXR activity 
in cancer cells have previously been used by us (Rigalli 
et al. 2012, 2013, 2018) and others (Harmsen et al. 2010; 
Basseville et al. 2011; Masuyama et al. 2007). Importantly, 
the two generated cell lines (“red” and “green”) ideally 
exhibit the same proliferation rates. Otherwise, one cell 
line will ultimately outgrow the other, potentially flawing 
the results and leading to misinterpretations.

The two cell lines (distinguishable by flow cytometry for 
RFP and GFP) can then be co-cultured (e.g., 1:1 ratio) and 
subjected to treatment with the cytotoxic drug of interest. 
Close evaluation of NR activity and cell numbers of the 
“green” population compared to the “red” population will 
then allow to distinguish between drug-induced enhanced 
transcription of ABC-transporter genes, Darwinian selec-
tion of “fitter” cells, or a blend of both mechanisms (Fig. 2).

Example of scenarios: If (a) cell numbers of the “green” 
and the “red” populations stay the same throughout drug 
treatment and NR activity is considerably increased in 
parallel, strong and MDR-relevant transcriptional adapta-
tion likely occurred in the “green” cells, now being resist-
ant. In contrast, if (c) only “red” cells survived the drug 
treatment and no relevant NR activity was observed in 
“green” cells at the beginning of the drug treatment, the 
surviving “red” cells have been selected in a Darwinian 
manner due to their advantageous, resistant phenotype. 
However, if (b) “green” cell numbers decrease over time 
compared to “red” cell numbers and enhanced NR activity 
was recorded during the onset of resistance, both selection 
of “red” cells and initial transcription-mediated defense 
against the cytotoxic insult in “green” cells occurred.

With varying treatment concentrations of different drugs 
(PXR activators vs. non-activators) or different cell culture 
mixtures (e.g., 1:10 “green”/ “red” ratio), a huge experimental 
variety can be achieved.

In vivo reporter gene assays to monitor 
transcriptional induction in animal tumor 
models

The limited knowledge on the relevance and regulation of 
ABC-transporters in chemotherapy-resistant tumors is due to 
lacking clinical trials prospectively evaluating pre- and post-
chemotherapeutic expression levels and associating them with 
intratumoral drug concentrations and parameters of response. 
Despite their theoretic feasibility, such studies again cannot 
scrutinize the mechanistic tropism of iatrogenic ABC-trans-
porter overexpression. Hence, meaningful animal models 
are needed. A well-characterized model is the mouse, hav-
ing two homologous genes (mdr1a and mdr1b) that are very 
well comparable to human ABCB1/P-gp structure and function 
(Croop et al. 1989). mdr1a’s regulatory elements (promoter) 
share 70% nucleotide sequence identity and are recognized by 
murine nuclear factors being similar to human PXR. Taken 
together, mouse mdr1a gene expression is an excellent sur-
rogate to monitor P-gp regulation in an in vivo setting.

To monitor mdr1a expression in real time during taxane 
exposure, Gu and co-workers had replaced one of the two 
mdr1a alleles by the firefly luciferase (fLUC) gene through 
homologous recombination: mdr1a.flox mice were used as 
targets for Cre-mediated recombination to establish mdr1a.
fLUC mice with fLUC expression under the control of 
the endogenous mdr1a gene locus (Gu et al. 2009). Con-
sequently, throughout the mouse body, one mdr1a allel 
was replaced by the fLUC gene. This in turn meant that 
luminescence was well detectable in tissues physiologi-
cally expressing high levels of mdr1a such as the intestine 
and liver. Moreover, inducibility of luminescence during 
taxane exposure or return to basal luminescence values on 
drug withdrawal has been verified later on (Gu et al. 2013). 
Together, this murine in vivo reporter gene approach can 
be used to study NR-mediated transcriptional induction of 
ABC-transporter genes. Because ABC-transporter transcrip-
tional induction is supposed to be evaluated in malign tis-
sue, malign transformation of respective tissue in reporter 
mice needs to be achieved as well. Today, several methods 
of carcinogen treatment–mediated generation of tumors in 
experimental animals have been developed and published 
(Liu et al. 2015). For instance, N-nitroso compounds (an 
initiator such as N-nitrosodiethylamine) and polycyclic 
aromatic hydrocarbons (a promoter such as 2-acetylamino-
fluorene) will lead to liver tumors, whose mdr1a expression 
can subsequently be monitored by luminescence bioimaging 
of the liver. However, the background luminescence from 
benign liver tissue could hinder clear distinguishing mdr1a 
induction in the tumor from mdr1a induction in healthy 
liver cells. Consequently, specific mdr1a.fLUC recombina-
tion and tumor generation in tissue distant from the intestine 
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and liver is desirable. For instance, tissue-specific mdr1a.
fLUC knock-in in the oral cavity and carcinogen-driven 
generation of squamous cell carcinoma seems to be a more 
promising approach. To recombine conditional alleles in 
murine stratified epithelia of adult animals, Caulin et al. 
(2004) have developed a system based on the generation of 
transgenic mice that express a RU486 (progesterose antago-
nist)–inducible Cre recombinase. This recombinase gene is 
in turn under the control of the K5 (keratin) promoter, being 
specific for stratified epithelia of the oral cavity. The induc-
ible features of Cre were achieved by fusing Cre to a deletion 
mutant of the human progesterone receptor (PR), which fails 
to bind progesterone but can be activated by RU486. This 
fusion protein (Cre*PR1) is sequestered in the cytoplasm 
and translocates to the nucleus after activation with RU486 
(Caulin et al. 2004). In the nucleus, Cre*PR1 mediates the 
excision of LoxP-flanked DNA sequences such as those 
found in the mdr1a.flox mice. mdr1aflox/wt mice that carry 
Cre*PR1 in the hemizygous state need to be engineered 
first. Then, RU486 (e.g., 100 µl of 0.2 µg/µL in sesame oil) 
can be applied in the oral cavity (Lu et al. 2006) of respec-
tive mice to promote recombination to mdr1a.fLUC in the 

oral cavity selectively. These recombined mice (with some 
luminescence in the oral cavity) can then be put into a car-
cinogenesis system: 4-nitroquinoline 1-oxide (4-NQO) is a 
water-soluble quinoline derivative that can be used to cause 
tumors in the oral cavity (Liu et al. 2015; Tang et al. 2004). 
Administration of 4-NQO produces a temporal carcinogen-
esis progression model demonstrating multiple dysplastic, 
preneoplastic, and neoplastic lesions after long-term treat-
ment (Hawkins et al. 1994) and thus mimics human tumo-
rigenesis (Rubin et al. 1995; Serewko et al. 2002). Taken 
together, 4-NQO can be used to generate oral cavity tumors 
in the reporter mice with mdr1a.fLUC expression in that 
same tissue. Having established such tumors, mice can be 
treated with proposed PXR activators (e.g., taxanes) or PXR 
inherent compounds such as 5-FU (Fig. 3A).

For evaluating mdr1a induction, consistent regions of the 
entire oropharyngeal area should be recorded. This approach 
can additionally be used to estimate tumor volumes. To dis-
tinguish increased mdr1a expression “per cell” due to tran-
scriptional induction from increased overall mdr1a expres-
sion resulting from tumor growth, the mean luminescence 
intensity should be normalized to a certain surface area (e.g., 

Fig. 2   Graphical depiction of an experimental approach to distinguish 
nuclear receptor–mediated transcriptional induction vs. Darwinian 
selection in vitro. After generating two sub-cell lines (drug resistant, 
red fluorescent protein (RFP-) labelled; drug sensitive, green-fluores-
cent protein (GFP-) labelled with additional reporter gene under the 
control of a nuclear receptor regulating the ABC-transporter of inter-
est, e.g., ABCB1/P-gp), a mixture of both populations (e.g., 1:1 ratio) 

is exposed to the cytotoxic drug of interest. Concurrent recording of 
reporter signal and GFP/RFP fluorescence (quantitative composition 
of the cell population) over time can eventually estimate the origin 
of cytotoxic drug–mediated ABC-transporter overexpression: (a) 
transcriptional induction, (b) concerted transcriptional induction and 
Darwinian selection processes, (c) Darwinian selection. See text for 
details
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square inch). An increasing ratio will consequently indicate 
increased mdr1a expression “per cell,” whereas a constant 
ratio likely demonstrates tumor growth with increased total 
luminescence (Fig. 3B). In contrast, if there is Darwinian 
selection of mdr1a expressing cancer cells (still having the 
second mdr1a gene to mediate MDR), high-level lumines-
cence will unlikely return to basal levels between the cycles 
of chemotherapy (Fig. 3B).

In conclusion, with such a reporter gene approach (or 
variants of), mdr1a expression and transcriptional induction 
can eventually be monitored in vivo, real time, and hardly 
invasive during carcinogenesis and treatment of tumors. It 
can also demonstrate the pharmacodynamics (dose–response 
relationship), sustainability, and contribution of transcrip-
tional induction of mdr1a to MDR.

Concluding remarks

ABC-transporter-mediated MDR remains an attractive 
scientific topic because both the molecular mechanisms 
and the actual clinical relevance are still not clear (Robey 
et al. 2018). Since its first description about five decades 
ago, P-gp has been investigated in much detail. Many dif-
ferent mechanisms of its regulation have been described. 
Enhanced transcription of the ABCB1 gene can result from 
gene arrangements or epigenetic modifications. While NRs 
can be important parts of these cellular achievements, the 
contribution of drug-activated NRs to the dynamic and tem-
porarily restricted induction of ABCB1/P-gp and subsequent 
clinical chemotherapy resistance is poorly understood. One 
reason might be that most experimental in vitro set-ups use 
very high drug concentrations. Such high selective pressures 
in fact led to considerable ABC-transporter overexpression, 
but unlikely through activation of ABCB1 regulators such 
as PXR. Moreover, drug resistance other than transporter 
overexpression is well known to originate from selection of 
pre-existing sub-clones with intrinsic drug resistance (Huff 
et al. 2005, 2006; Gerlinger and Swanton 2010), resembling 
a scenario known from antibiotic resistance in bacteria (Cre-
ager 2007). Thus, it seems nearby to extrapolate to cytotoxic 
drug treatment of cancer. However, a precise or even quan-
titative estimation of the respective contributions of Dar-
winian selection vs. drug-mediated transcriptional induction 
(mediated by NRs) has never been performed.

Here, an algorithm is suggested that can distinguish 
between the two simplified scenarios. Sound experimental 
evidence supports the assumption that in most experimental 
cases, selection of the “fittest” cells takes place. In contrast, 
NR-mediated enhanced transcription of transporter genes 
can be rather regarded as a “first-aid kit” of cancer cell 
populations for protection against rather low cytotoxic drug 
concentrations. Later on, non-transcriptional mechanisms 

(post-translational regulation, enhanced epithelial-to-mes-
enchymal transition, etc.; Yano et al. 2018) or transcription 
triggered by genetic or epigenetic events (Chen and Sikic 
2012) come to the fore.

For a precise evaluation of the conditions promoting 
either mode of ABC-transporter overexpression, in vitro 
and in vivo (mouse reporter gene assays) set-ups are sug-
gested. With this approach, concentrations, drugs, exposure 
times, or their numerous combinations can be screened for 
the relevance of transcriptional induction vs. Darwinian 
selection. Yielding robust, reproducible results, this data can 
then be translated to clinical evaluations to finally scrutinize 
“the many ways to turn on P-gp” (Callaghan et al. 2008) or 

Fig. 3   In vivo reporter gene assay approach to distinguish nuclear 
receptor–mediated transcriptional induction vs. Darwinian selection 
leading to mdr1a overexpression in murine cancer cells. (A) Biolu-
minescence images of mdr1a.fLUC mice with Cre*PR1-mediated 
recombination in the oral cavity (left), tumoral increase of biolumi-
nescence (representing mdr1a transcriptional induction) during car-
cinogenesis in carcinogen-treated mdr1a.fLUC mice (middle), and 
drug-induced enhancement of bioluminescence during treatment 
with a murine PXR activator (e.g., taxane). Note the slight intesti-
nal background bioluminescence in untreated animals (left, middle) 
and the strong intestinal luminescence in anti-cancer drug-treated 
mice. This off-tumor luminescence can be used as a control verify-
ing sufficient systemic exposure to the murine PXR-activating anti-
cancer drug (e.g., taxane). (B) Idealized kinetics of bioluminescence 
values (exemplary mean values ± S.D.) from mdr1a.fLUC mice with 
tumors in the oral cavity. Luminescence is normalized to tumor size 
(e.g., square inch of 2D pictures) and represents enhancement of 
mdr1a expression during natural course of disease or transcriptional 
induction (return to baseline between cycles of drug administration) 
vs. Darwinian selection (constant increase of mdr1a expression, car-
rying over through washout phase after last drug administration) of 
mdr1a overexpressing cancer cells. Arrows indicate administration of 
a potentially murine PXR-activating anti-cancer drug (e.g., taxane)
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approaches to hinder the development of ABC-transporter-
mediated MDR and chemotherapy unresponsiveness.

Author contribution  DT and PW analyzed the literature, discussed 
the conclusions, created the figures, and wrote the manuscript. Both 
authors read and approved the manuscript and all data were generated 
in-house and that no paper mill was used.

Funding  Open Access funding enabled and organized by Projekt 
DEAL.

Availability of data and materials  Literature and figures are available 
upon request.

Declarations 

Ethical approval  Not applicable.

Consent to participate  Not applicable.

Consent to publish  Not applicable.

Competing interests  The authors declare no competing interests.

Open Access  This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article’s Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

References

Abbadessa V, Tolomeo M, Luparello M, Perricone R, Cajozzo A, 
Dusonchet L et al (1992) Selection of a new multidrug resistant 
cell line from Friend leukemia cells by short and cyclic expo-
sures to high concentrations of daunorubicin. Haematologica 
77:137–141

Alexa-Stratulat T, Pešić M, Gašparović AČ, Trougakos IP, Riganti C 
(2019) What sustains the multidrug resistance phenotype beyond 
ABC efflux transporters? Looking beyond the tip of the iceberg. 
Drug Resist Updat 46:100643. https://​doi.​org/​10.​1016/j.​drup.​
2019.​100643

Amawi H, Sim HM, Tiwari AK, Ambudkar SV, Shukla S (2019) ABC 
transporter-mediated multidrug-resistant cancer. Adv Exp Med 
Biol 1141:549–580. https://​doi.​org/​10.​1007/​978-​981-​13-​7647-4_​
12

Basseville A, Preisser L, de Carné Trécesson S, Boisdron-Celle M, 
Gamelin E, Coqueret O et al (2011) Irinotecan induces steroid 
and xenobiotic receptor (SXR) signaling to detoxification pathway 
in colon cancer cells. Mol Cancer 10:80. https://​doi.​org/​10.​1186/​
1476-​4598-​10-​80

Bertilsson G, Heidrich J, Svensson K, Asman M, Jendeberg L, 
Sydow-Bäckman M et  al (1998) Identification of a human 
nuclear receptor defines a new signaling pathway for CYP3A 
induction. ProcNatl Acad Sci USA 95:12208–12213. https://​doi.​
org/​10.​1073/​pnas.​95.​21.​12208

Blumberg B, Evans RM (1998) Orphan nuclear receptors–new 
ligands and new possibilities. Genes Dev 12:3149–3155. https://​
doi.​org/​10.​1101/​gad.​12.​20.​3149

Borst P (2020) Looking back at multidrug resistance (MDR) research 
and ten mistakes to be avoided when writing about ABC trans-
porters in MDR. FEBS Lett 594:4001–4011. https://​doi.​org/​10.​
1002/​1873-​3468.​13972

Callaghan R, Crowley E, Potter S, Kerr ID (2008) P-glycoprotein: so 
many ways to turn it on. J Clin Pharmacol 48:365–378. https://​
doi.​org/​10.​1177/​00912​70007​311568

Caulin C, Nguyen T, Longley MA, Zhou Z, Wang XJ, Roop DR 
(2004) Inducible activation of oncogenic K-ras results in tumor 
formation in the oral cavity. Cancer Res 64:5054–5058. https://​
doi.​org/​10.​1158/​0008-​5472.​CAN-​04-​1488

Chen Y, Nie D (2009) Pregnane X receptor and its potential role in 
drug resistance in cancer treatment. Recent Pat Anticancer Drug 
Discov 4:19–27. https://​doi.​org/​10.​2174/​15748​92097​87002​498

Chen KG, Sikic BI (2012) Molecular pathways: regulation and 
therapeutic implications of multidrug resistance. Clin Can-
cer Res 18:1863–1869. https://​doi.​org/​10.​1158/​1078-​0432.​
CCR-​11-​1590

Chen Y, Tang Y, Chen S, Nie D (2009) Regulation of drug resistance 
by human pregnane X receptor in breast cancer. Cancer Biol Ther 
8:1265–1272. https://​doi.​org/​10.​4161/​cbt.8.​13.​8696

Chen Y, Tang Y, Guo C, Wang J, Boral D, Nie D (2012) Nuclear recep-
tors in the multidrug resistance through the regulation of drug-
metabolizing enzymes and drug transporters. Biochem Pharmacol 
83:1112–1126. https://​doi.​org/​10.​1016/j.​bcp.​2012.​01.​030

Chisholm RH, Lorenzi T, Lorz A, Larsen AK, De Almeida LN, Esc-
argueil A et al (2015) Emergence of drug tolerance in cancer cell 
populations: an evolutionary outcome of selection, nongenetic 
instability, and stress-induced adaptation. Cancer Res 75:930–939. 
https://​doi.​org/​10.​1158/​0008-​5472.​CAN-​14-​2103

Creager AN (2007) Adaptation or selection? Old issues and new stakes 
in the postwar debates over bacterial drug resistance. Stud Hist 
Philos Biol Biomed Sci 38:159–190. https://​doi.​org/​10.​1016/j.​
shpsc.​2006.​06.​016

Croop JM, Raymond M, Haber D, Devault A, Arceci RJ, Gros P et al 
(1989) The three mouse multidrug resistance (mdr) genes are 
expressed in a tissue-specific manner in normal mouse tissues. 
Mol Cell Biol 9:1346–1350. https://​doi.​org/​10.​1128/​mcb.9.​3.​1346

Cui Y, König J, Buchholz JK, Spring H, Leier I, Keppler D (1999) 
Drug resistance and ATP-dependent conjugate transport mediated 
by the apical multidrug resistance protein, MRP2, permanently 
expressed in human and canine cells. Mol Pharmacol 55:929–937

Dean M, Annilo T (2005) Evolution of the ATP-binding cassette 
(ABC) transporter superfamily in vertebrates. Annu Rev Genom-
ics Hum Genet 6:123–142. https://​doi.​org/​10.​1146/​annur​ev.​
genom.6.​080604.​162122

Demeule M, Brossard M, Béliveau R (1999) Cisplatin induces renal 
expression of P-glycoprotein and canalicular multispecific organic 
anion transporter. Am J Physiol 277:F832–F840. https://​doi.​org/​
10.​1152/​ajpre​nal.​1999.​277.6.​F832

Evans RM, Mangelsdorf DJ (2014) Nuclear receptors, RXR, and the 
big bang. Cell 157:255–266. https://​doi.​org/​10.​1016/j.​cell.​2014.​
03.​012

García-Martín E, Pizarro RM, Martínez C, Gutierrez-Martín Y, Pérez 
G, Jover R et al (2006) Acquired resistance to the anticancer drug 
paclitaxel is associated with induction of cytochrome P450 2C8. 
Pharmacogenomics 7:575–585. https://​doi.​org/​10.​2217/​14622​
416.7.​4.​575

1630 Naunyn-Schmiedeberg’s Archives of Pharmacology (2021) 394:1621–1632

http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1016/j.drup.2019.100643
https://doi.org/10.1016/j.drup.2019.100643
https://doi.org/10.1007/978-981-13-7647-4_12
https://doi.org/10.1007/978-981-13-7647-4_12
https://doi.org/10.1186/1476-4598-10-80
https://doi.org/10.1186/1476-4598-10-80
https://doi.org/10.1073/pnas.95.21.12208
https://doi.org/10.1073/pnas.95.21.12208
https://doi.org/10.1101/gad.12.20.3149
https://doi.org/10.1101/gad.12.20.3149
https://doi.org/10.1002/1873-3468.13972
https://doi.org/10.1002/1873-3468.13972
https://doi.org/10.1177/0091270007311568
https://doi.org/10.1177/0091270007311568
https://doi.org/10.1158/0008-5472.CAN-04-1488
https://doi.org/10.1158/0008-5472.CAN-04-1488
https://doi.org/10.2174/157489209787002498
https://doi.org/10.1158/1078-0432.CCR-11-1590
https://doi.org/10.1158/1078-0432.CCR-11-1590
https://doi.org/10.4161/cbt.8.13.8696
https://doi.org/10.1016/j.bcp.2012.01.030
https://doi.org/10.1158/0008-5472.CAN-14-2103
https://doi.org/10.1016/j.shpsc.2006.06.016
https://doi.org/10.1016/j.shpsc.2006.06.016
https://doi.org/10.1128/mcb.9.3.1346
https://doi.org/10.1146/annurev.genom.6.080604.162122
https://doi.org/10.1146/annurev.genom.6.080604.162122
https://doi.org/10.1152/ajprenal.1999.277.6.F832
https://doi.org/10.1152/ajprenal.1999.277.6.F832
https://doi.org/10.1016/j.cell.2014.03.012
https://doi.org/10.1016/j.cell.2014.03.012
https://doi.org/10.2217/14622416.7.4.575
https://doi.org/10.2217/14622416.7.4.575


1 3

Gerlinger M, Swanton C (2010) How Darwinian models inform 
therapeutic failure initiated by clonal heterogeneity in cancer 
medicine. Br J Cancer 103:1139–1143. https://​doi.​org/​10.​1038/​
sj.​bjc.​66059​12

Gottesman MM, Fojo T, Bates SE (2002) Multidrug resistance in 
cancer: role of ATP-dependent transporters. Nat Rev Cancer 
2:48–58. https://​doi.​org/​10.​1038/​nrc706

Gottesman MM, Lavi O, Hall MD, Gillet JP (2016) Toward a better 
understanding of the complexity of cancer drug resistance. Ann 
Rev Pharmacol Toxicol 56:85–102. https://​doi.​org/​10.​1146/​
annur​ev-​pharm​tox-​010715-​103111

Gu L, Chen J, Synold TW, Forman BM, Kane SE (2013) Bioimaging 
real-time PXR-dependent mdr1a gene regulation in mdr1a.fLUC 
reporter mice. J Pharmacol Exp Ther 345:438–445. https://​doi.​
org/​10.​1124/​jpet.​113.​203562

Gu L, Tsark WM, Brown DA, Blanchard S, Synold TW, Kane SE 
(2009) A new model for studying tissue-specific mdr1a gene 
expression in vivo by live imaging. Proc Natl Acad Sci U S A 
106:5394–5399. https://​doi.​org/​10.​1073/​pnas.​08073​43106

Guminski AD, Balleine RL, Chiew YE, Webster LR, Tapner M, Far-
rell GC et al (2006) MRP2 (ABCC2) and cisplatin sensitivity 
in hepatocytes and human ovarian carcinoma. Gynecol Oncol 
100:239–246. https://​doi.​org/​10.​1016/j.​ygyno.​2005.​08.​046

Hagmann W, Jesnowski R, Faissner R, Guo C, Löhr JM (2009) ATP-
binding cassette C transporters in human pancreatic carcinoma 
cell lines. Upregulation in 5-fluorouracil-resistant cells. Pan-
creatology 9:136–144. https://​doi.​org/​10.​1159/​00017​8884

Harmsen S, Meijerman I, Febus CL, Maas-Bakker RF, Beijnen JH, 
Schellens JH (2010) PXR-mediated induction of P-glycoprotein 
by anticancer drugs in a human colon adenocarcinoma-derived 
cell line. Cancer Chemother Pharmacol 66:765–771. https://​doi.​
org/​10.​1007/​s00280-​009-​1221-4

Hawkins BL, Heniford BW, Ackermann DM, Leonberger M, Mar-
tinez SA, Hendler F, J. (1994) 4NQO carcinogenesis: a mouse 
model of oral cavity squamous cell carcinoma. Head Neck 
16:424–432. https://​doi.​org/​10.​1002/​hed.​28801​60506

Hembruff SL, Laberge ML, Villeneuve DJ, Guo B, Veitch Z, Cec-
chetto M et al (2008) Role of drug transporters and drug accu-
mulation in the temporal acquisition of drug resistance. BMC 
Cancer 8:318. https://​doi.​org/​10.​1186/​1471-​2407-8-​318

Huang R, Murry DJ, Kolwankar D, Hall SD, Foster DR (2006) Vin-
cristine transcriptional regulation of efflux drug transporters 
in carcinoma cell lines. Biochem Pharmacol 71:1695–1704. 
https://​doi.​org/​10.​1016/j.​bcp.​2006.​03.​009

Huff LM, Wang Z, Iglesias A, Fojo T, Lee JS (2005) Aberrant tran-
scription from an unrelated promoter can result in MDR-1 
expression following drug selection in vitro and in relapsed 
lymphoma samples. Cancer Res 65:11694–11703. https://​doi.​
org/​10.​1158/​0008-​5472.​CAN-​04-​1349

Huff LM, Lee JS, Robey RW, Fojo T (2006) Characterization of gene 
rearrangements leading to activation of MDR-1. J Biol Chem 
281:36501–36509. https://​doi.​org/​10.​1074/​jbc.​M6029​98200

Kast HR, Goodwin B, Tarr PT, Jones SA, Anisfeld AM, Stoltz CM 
et al (2002) Regulation of multidrug resistance-associated pro-
tein 2 (ABCC2) by the nuclear receptors pregnane X recep-
tor, farnesoid X-activated receptor, and constitutive androstane 
receptor. J Biol Chem 277:2908–2915. https://​doi.​org/​10.​1074/​
jbc.​M1093​26200

Lee CA, Cook JA, Reyner EL, Smith DA (2010) P-glycoprotein 
related drug interactions: clinical importance and a considera-
tion of disease states. Exp Opin Drug Metab Toxicol 6:603–619. 
https://​doi.​org/​10.​1517/​17425​25100​36106​40

Li Q, Shu Y (2014) Role of solute carriers in response to anti-
cancer drugs. Mol Cell Ther 2:15. https://​doi.​org/​10.​1186/​
2052-​8426-2-​15

Liu Y, Yin T, Feng Y, Cona MM, Huang G, Liu J et al (2015) Mam-
malian models of chemically induced primary malignancies 
exploitable for imaging-based preclinical theragnostic research. 
Quant Imaging Med Surg 5:708–729. https://​doi.​org/​10.​3978/j.​
issn.​2223-​4292.​2015.​06.​01

Longley DB, Johnston PG (2005) Molecular Mechanisms of Drug 
Resistance. J Pathol 205:275–292. https://​doi.​org/​10.​1002/​path.​
1706

Lu SL, Herrington H, Reh D, Weber S, Bornstein S, Wang D et al 
(2006) Loss of transforming growth factor-beta type II receptor 
promotes metastatic head-and-neck squamous cell carcinoma. 
Genes Dev 20:1331–1342. https://​doi.​org/​10.​1101/​gad.​14133​06

Mangelsdorf DJ, Thummel C, Beato M, Herrlich P, Schütz G, 
Umesono K et al (1995) The nuclear receptor superfamily: the 
second decade. Cell 83:835–839. https://​doi.​org/​10.​1016/​0092-​
8674(95)​90199-x

Masuyama H, Nakatsukasa H, Takamoto N, Hiramatsu Y (2007) 
Down-regulation of pregnane X receptor contributes to cell 
growth inhibition and apoptosis by anticancer agents in endo-
metrial cancer cells. Mol Pharmacol 72:1045–1053. https://​doi.​
org/​10.​1124/​mol.​107.​037937

Mensah-Osman EJ, Thomas DG, Tabb MM, Larios JM, Hughes DP, 
Giordano TJ et al (2007) Expression levels and activation of a 
PXR variant are directly related to drug resistance in osteosar-
coma cell lines. Cancer 109:957–965. https://​doi.​org/​10.​1002/​
cncr.​22479

Patel RD, Hollingshead BD, Omiecinski CJ, Perdew GH (2007) 
Aryl-hydrocarbon receptor activation regulates constitutive 
androstane receptor levels in murine and human liver. Hepatol-
ogy 46:209–218. https://​doi.​org/​10.​1002/​hep.​21671

Pisco AO, Brock A, Zhou J, Moor A, Mojtahedi M, Jackson D et al 
(2013) Non-Darwinian dynamics in therapy-induced cancer 
drug resistance. Nat Commun 4:2467. https://​doi.​org/​10.​1038/​
ncomm​s3467

Pratt S, Shepard RL, Kandasamy RA, Johnston PA, Perry W, Dantzig 
AH (2005) The multidrug resistance protein 5 (ABCC5) confers 
resistance to 5-fluorouracil and transports its monophosphoryl-
ated metabolites. Mol Cancer Ther 4:855–863. https://​doi.​org/​
10.​1158/​1535-​7163.​MCT-​04-​0291

Rigalli JP, Perdomo VG, Luquita MG, Villanueva SSM, Arias A, 
Theile D et al (2012) Regulation of biotransformation systems 
and ABC transporters by benznidazole in HepG2 cells: involve-
ment of pregnane X-receptor. PLoS Negl Trop Dis 6:e1951. 
https://​doi.​org/​10.​1371/​journ​al.​pntd.​00019​51

Rigalli JP, Reuter T, Herold-Mende C, Dyckhoff G, Haefeli WE, 
Weiss J et  al (2013) Minor role of pregnane-x-receptor for 
acquired multidrug resistance in head and neck squamous cell 
carcinoma in vitro. Cancer Chemother Pharmacol 71:1335–
1343. https://​doi.​org/​10.​1007/​s00280-​013-​2133-x

Rigalli JP, Reichel M, Reuter T, Tocchetti GN, Dyckhoff G, Her-
old-Mende C et al (2018) The pregnane X receptor (PXR) and 
the nuclear receptor corepressor 2 (NCoR2) modulate cell 
growth in head and neck squamous cell carcinoma. PLoS One 
13:e0193242. https://​doi.​org/​10.​1371/​journ​al.​pone.​01932​42

Rigalli JP, Tocchetti GN, Weiss J (2019) Modulation of ABC trans-
porters by nuclear receptors: physiological, pathological and 
pharmacological aspects. Curr Med Chem 26:1079–1112. 
https://​doi.​org/​10.​2174/​09298​67324​66617​09201​41707

Robertson GR, Liddle C, Clarke SJ (2008) Inflammation and altered 
drug clearance in cancer: transcriptional repression of a human 
CYP3A4 transgene in tumor-bearing mice. Clin Pharmacol Ther 
83:894–897. https://​doi.​org/​10.​1038/​clpt.​2008.​55

Robey RW, Pluchino KM, Hall MD, Fojo AT, Bates SE, Gottes-
man MM (2018) Revisiting the role of ABC transporters in 
multidrug-resistant cancer. Nat Rev Cancer 18:452–464. https://​
doi.​org/​10.​1038/​s41568-​018-​0005-8

1631Naunyn-Schmiedeberg’s Archives of Pharmacology (2021) 394:1621–1632

https://doi.org/10.1038/sj.bjc.6605912
https://doi.org/10.1038/sj.bjc.6605912
https://doi.org/10.1038/nrc706
https://doi.org/10.1146/annurev-pharmtox-010715-103111
https://doi.org/10.1146/annurev-pharmtox-010715-103111
https://doi.org/10.1124/jpet.113.203562
https://doi.org/10.1124/jpet.113.203562
https://doi.org/10.1073/pnas.0807343106
https://doi.org/10.1016/j.ygyno.2005.08.046
https://doi.org/10.1159/000178884
https://doi.org/10.1007/s00280-009-1221-4
https://doi.org/10.1007/s00280-009-1221-4
https://doi.org/10.1002/hed.2880160506
https://doi.org/10.1186/1471-2407-8-318
https://doi.org/10.1016/j.bcp.2006.03.009
https://doi.org/10.1158/0008-5472.CAN-04-1349
https://doi.org/10.1158/0008-5472.CAN-04-1349
https://doi.org/10.1074/jbc.M602998200
https://doi.org/10.1074/jbc.M109326200
https://doi.org/10.1074/jbc.M109326200
https://doi.org/10.1517/17425251003610640
https://doi.org/10.1186/2052-8426-2-15
https://doi.org/10.1186/2052-8426-2-15
https://doi.org/10.3978/j.issn.2223-4292.2015.06.01
https://doi.org/10.3978/j.issn.2223-4292.2015.06.01
https://doi.org/10.1002/path.1706
https://doi.org/10.1002/path.1706
https://doi.org/10.1101/gad.1413306
https://doi.org/10.1016/0092-8674(95)90199-x
https://doi.org/10.1016/0092-8674(95)90199-x
https://doi.org/10.1124/mol.107.037937
https://doi.org/10.1124/mol.107.037937
https://doi.org/10.1002/cncr.22479
https://doi.org/10.1002/cncr.22479
https://doi.org/10.1002/hep.21671
https://doi.org/10.1038/ncomms3467
https://doi.org/10.1038/ncomms3467
https://doi.org/10.1158/1535-7163.MCT-04-0291
https://doi.org/10.1158/1535-7163.MCT-04-0291
https://doi.org/10.1371/journal.pntd.0001951
https://doi.org/10.1007/s00280-013-2133-x
https://doi.org/10.1371/journal.pone.0193242
https://doi.org/10.2174/0929867324666170920141707
https://doi.org/10.1038/clpt.2008.55
https://doi.org/10.1038/s41568-018-0005-8
https://doi.org/10.1038/s41568-018-0005-8


1 3

Rubin JS, Qiu L, Etkind P (1995) Amplification of the Int-2 gene in 
head and neck squamous cell carcinoma. J Laryngol Otol 109:72–
76. https://​doi.​org/​10.​1017/​s0022​21510​01293​05

Sarkadi B, Homolya L, Szakács G, Váradi A (2006) Human multid-
rug resistance ABCB and ABCG transporters: participation in 
a chemoimmunity defense system. Physiol Rev 86:1179–1236. 
https://​doi.​org/​10.​1152/​physr​ev.​00037.​2005

Sasaki-Kudoh E, Kudo I, Kakizaki Y, Hosaka M, Ikeda S-I, Uemura 
S et al (2018) Cisplatin inhibits AhR activation. Am J Mol Biol 
8:69–82

Schöndorf T, Neumann R, Benz C, Becker M, Riffelmann M, Göhring 
U-W et al (2003) Cisplatin, doxorubicin and paclitaxel induce 
mdr1 gene transcription in ovarian cancer cell lines. Recent 
Results Cancer Res 161:111–116. https://​doi.​org/​10.​1007/​978-
3-​642-​19022-3_​10

Schrenk D, Baus PR, Ermel N, Klein C, Vorderstemann B, Kauffmann 
HM (2001) Up-regulation of transporters of the MRP family by 
drugs and toxins. Toxicol Lett 120:51–57. https://​doi.​org/​10.​1016/​
s0378-​4274(01)​00306-x

Serewko MM, Popa C, Dahler AL, Smith L, Strutton GF, Coman W 
et al (2002) Alterations in gene expression and activity during 
squamous cell carcinoma development. Cancer Res 62:3759–3765

Slapak CA, Daniel JC, Levy SB (1990) Sequential emergence of dis-
tinct resistance phenotypes in murine erythroleukemia cells under 
adriamycin selection: decreased anthracycline uptake precedes 
increased P-glycoprotein expression. Cancer Res 50:7895–7901

Slapak CA, Fracasso PM, Martell RL, Toppmeyer DL, Lecerf JM, 
Levy SB (1994) Overexpression of the multidrug resistance-
associated protein (MRP) gene in vincristine but not doxorubicin-
selected multidrug-resistant murine erythroleukemia cells. Cancer 
Res 54:5607–5613

Szakács G, Paterson JK, Ludwig JA, Booth-Genthe C, Gottesman MM 
(2006) Targeting multidrug resistance in cancer. Nat Rev Drug 
Discov 5:219–234. https://​doi.​org/​10.​1038/​nrd19​84

Tamaki A, Ierano C, Szakacs G, Robey RW, Bates SE (2011) The 
controversial role of ABC transporters in clinical oncology. Essays 
Biochem 50:209–232. https://​doi.​org/​10.​1042/​bse05​00209

Tang XH, Knudsen B, Bemis D, Tickoo S, Gudas LJ (2004) Oral cav-
ity and esophageal carcinogenesis modeled in carcinogen-treated 
mice. Clin Cancer Res 10:301–313. https://​doi.​org/​10.​1158/​1078-​
0432.​ccr-​0999-3

Theile D, Ketabi-Kiyanvash N, Herold-Mende C, Dyckhoff G, Efferth 
T, Bertholet V et  al (2011) Evaluation of drug transporters’ 

significance for multidrug resistance in head and neck squamous 
cell carcinoma. Head Neck 33:959–968. https://​doi.​org/​10.​1002/​
hed.​21559

Tian D, Hu Z (2014) CYP3A4-mediated pharmacokinetic interactions 
in cancer therapy. Curr Drug Metab 15:808–817. https://​doi.​org/​
10.​2174/​13892​00216​66615​02231​52627

Tukey RH, Strassburg CP (2000) Human UDP-glucuronosyltransferases: 
metabolism, expression, and disease. Annu Rev Pharmacol Toxicol 
40:581–616. https://​doi.​org/​10.​1146/​annur​ev.​pharm​tox.​40.1.​581

Vesel M, Rapp J, Feller D, Kiss E, Jaromi L, Meggyes M et al (2017) 
ABCB1 and ABCG2 drug transporters are differentially expressed 
in non-small cell lung cancers (NSCLC) and expression is modi-
fied by cisplatin treatment via altered Wnt signaling. Respir Res 
18:52. https://​doi.​org/​10.​1186/​s12931-​017-​0537-6

Ween MP, Armstrong MA, Oehler MK, Ricciardelli C (2015) The role 
of ABC transporters in ovarian cancer progression and chemore-
sistance. Crit Rev Oncol Hematol 96:220–256. https://​doi.​org/​10.​
1016/j.​critr​evonc.​2015.​05.​012

Xie W, Barwick JL, Simon CM, Pierce AM, Safe S, Blumberg B et al 
(2000) Reciprocal activation of xenobiotic response genes by 
nuclear receptors SXR/PXR and CAR. Genes Dev 14:3014–3023. 
https://​doi.​org/​10.​1101/​gad.​846800

Yano K, Tomono T, Ogihara T (2018) Advances in Studies of P-Glyco-
protein and Its Expression Regulators. Biol Pharm Bull 41(1):11–
19. https://​doi.​org/​10.​1248/​bpb.​b17-​00725

Yokoo K, Hamada A, Watanabe H, Matsuzaki T, Imai T, Fujimoto H 
et al (2007) Involvement of up-regulation of hepatic breast cancer 
resistance protein in decreased plasma concentration of 7-ethyl-
10-hydroxycamptothecin (SN-38) by coadministration of S-1 in 
rats. Drug Metab Dispos 35:1511–1517. https://​doi.​org/​10.​1124/​
dmd.​107.​015164

Yuan J, Lv H, Peng B, Wang C, Yu Y, He Z (2009) Role of BCRP as 
a biomarker for predicting resistance to 5-fluorouracil in breast 
cancer. Cancer Chemother Pharmacol 63:1103–1110. https://​doi.​
org/​10.​1007/​s00280-​008-​0838-z

Publisher’s note  Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

1632 Naunyn-Schmiedeberg’s Archives of Pharmacology (2021) 394:1621–1632

https://doi.org/10.1017/s0022215100129305
https://doi.org/10.1152/physrev.00037.2005
https://doi.org/10.1007/978-3-642-19022-3_10
https://doi.org/10.1007/978-3-642-19022-3_10
https://doi.org/10.1016/s0378-4274(01)00306-x
https://doi.org/10.1016/s0378-4274(01)00306-x
https://doi.org/10.1038/nrd1984
https://doi.org/10.1042/bse0500209
https://doi.org/10.1158/1078-0432.ccr-0999-3
https://doi.org/10.1158/1078-0432.ccr-0999-3
https://doi.org/10.1002/hed.21559
https://doi.org/10.1002/hed.21559
https://doi.org/10.2174/1389200216666150223152627
https://doi.org/10.2174/1389200216666150223152627
https://doi.org/10.1146/annurev.pharmtox.40.1.581
https://doi.org/10.1186/s12931-017-0537-6
https://doi.org/10.1016/j.critrevonc.2015.05.012
https://doi.org/10.1016/j.critrevonc.2015.05.012
https://doi.org/10.1101/gad.846800
https://doi.org/10.1248/bpb.b17-00725
https://doi.org/10.1124/dmd.107.015164
https://doi.org/10.1124/dmd.107.015164
https://doi.org/10.1007/s00280-008-0838-z
https://doi.org/10.1007/s00280-008-0838-z

	Acquired ABC-transporter overexpression in cancer cells: transcriptional induction or Darwinian selection?
	Abstract
	Introduction
	Relevance of ABC-transporters for MDR
	Relevance of nuclear receptors for MDR

	Transcriptional induction or Darwinian selection?
	An algorithm distinguishing transcriptional induction from Darwinian selection
	Transcriptional induction and subsequent MDR
	Darwinian selection and subsequent MDR


	Experimental set-up to distinguish transcriptional induction from Darwinian selection in vitro
	In vivo reporter gene assays to monitor transcriptional induction in animal tumor models
	Concluding remarks
	References


